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ABSTRACT

BACKGROUND/OBJECTIVES: The efficacy of Lab4 probiotic and vitamin C combination 
on the prevention of upper respiratory tract infections (URTIs) was investigated in two 
studies with children. Our objective was to pool dataset of 57 preschool children from the 
PROCHILD study (ISRCTN28722693) and the dataset of 50 preschool matched cohort from 
the PROCHILD-2 study (ISRCTN26587549) to evaluate the impact of probiotic/vitamin C 
combination on the prevention of upper respiratory tract symptoms and provide a more 
robust assessment of effect using detailed individual level data.
SUBJECTS/METHODS: The children were supplemented daily for 6 months with either the 
multistrain probiotic (1.25×1010 cfu/tablet consisting of two strains of Lactobacillus acidophilus 
CUL21 and CUL60, Bifidobacterium bifidum CUL20 and Bifidobacterium animalis subsp. lactis 
CUL34) plus 50 mg vitamin C or a placebo.
RESULTS: In the pooled analysis of the individual participant data (per protocol population), 
significant reductions were observed for the incidence (−25%; 95% confidence interval [CI], 
0.66, 0.85; P < 0.0001) and duration (−14.9 days; 95% CI, −24.8, −5.1; P = 0.0030) of typical 
URTI symptoms in the active group compared with the placebo. The incidence rates of 
absenteeism from preschool (IR ratio, 0.75; 95% CI, 0.66, 0.86; P < 0.0001), paediatric visits 
(IR ratio, 0.56; 95% CI, 0.47; 0.68; P < 0.0001) and antibiotic usage (IR ratio, 0.53; 95% CI, 
0.39, 0.71; P < 0.0001) were also significantly reduced.
CONCLUSION: The pooled analysis findings of comparable preschool cohorts from two 
studies indicate that the supplementation with probiotic and vitamin C combination is 
beneficial in the prevention and management of URTI symptoms.
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INTRODUCTION

The incidence of upper respiratory tract infections (URTIs) in young children is elevated 
by attendance at preschool/day-care facilities [1-3]. On average, preschool children can 
experience up to 6 to 8 URTI episodes per year [4]. Absenteeism caused by infections has a 
knock-on effect leading to absence from work for the caring adult and a significant healthcare 
burden [5,6].

Most URTIs in preschool children are caused by viruses and do not required antibiotic 
treatment. The unnecessary and inappropriate antibiotic use for URTIs in children is 
common and can contribute to the development and spread of antibiotic resistance [7-9].

The gut microbiota has an important role in the modulating the immune system and host’s 
defence against viral respiratory infections [10]. The crosstalk between the gut and lung 
is bidirectional and the role of probiotics in modulating antiviral immune responses is 
promising [11,12]. Probiotics are defined as ‘live microorganisms that, when administered 
in adequate amounts, confer a health benefit on the host’ [13]. A growing evidence indicates 
that probiotics play a beneficial role in the prevention and management of URTI in children. 
In the recent Cochrane review, supplementation with probiotics has been shown to reduce 
the incidence and duration of episodes of acute URTI in children [14]. Furthermore, the use 
of probiotics to prevent acute respiratory tract and gastrointestinal tract infections in infants 
and children has been associated with a reduction in antibiotic prescriptions [15].

Vitamin C also has immunomodulatory activity and is recognised for its ability to reduce the 
incidence of URTI in children [16].

The beneficial effect of the Lab4 probiotic in combination with low dose vitamin C on URTI 
symptoms was demonstrated in two randomised, double-blind, placebo-controlled studies. 
In our PROCHILD study, supplementation with the Lab4 probiotic based intervention 
for 6 months significantly impacted on the incidence and duration of upper respiratory 
tract symptoms and absenteeism in 3 to 6 years old children attending preschool facilities 
[17]. Our second URTI focused study (PROCHILD-2) with same intervention also showed 
beneficial effects in children 3 to 10 years old [18,19]. Daily intake of the probiotic/vitamin 
C combination resulted in a significant reduction in the incidence rate of coughs and sore 
throats, absence from preschool/school, paediatrician visits and antibiotic prescriptions over 
the 6-month study period.

The repetition of a study is an important criterion for establishing the beneficial effects 
of an intervention and pooling data from multiple trials can provide a robust result about 
the efficacy of the intervention under test with sufficient power, stronger evidence and 
more generalisable population. A pooled analysis of two comparable probiotic studies has 
previously been used to facilitate more robust estimation of probiotic effect size [20]. Positive 
outcomes from our studies encouraged us to identify a cohort of the preschool children 
from the PROCHILD-2 study matching the preschool population studied in the PROCHILD 
study and evaluate the impact of a probiotic based intervention on the prevention of upper 
respiratory tract symptoms. Pooling of the individual participant data sets is conducted to 
increase participant numbers and the study power to enable a more robust assessment of 
effect using detailed individual level data.
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SUBJECTS AND METHODS

Study design and participants
Detailed designs, recruitments and intervention of PROCHILD and PROCHILD-2 studies 
were described in previous work [17,18]. Briefly, both studies were conducted in accordance 
with the principles of the Declaration of Helsinki and approved by the local Ethical 
Committees in Slovakia.

In the PROCHILD study (ISRCTN study registration No. ISRCTN28722693), preschool 
children aged 3–6 years were recruited between October 2010 and March 2011. The 
exclusion criteria were the use of medication or immunostimulatory products or regular 
use of probiotics (dairy or supplements) either prior to or at the time of enrolment, or 
unwillingness to provide blood, urine and saliva samples or a sensitivity to xylitol/sorbitol. 
The study flow diagram has been described in details elsewhere [17]. Briefly, of 69 children, 
three children withdrew from the study as they did not provide any records, 3 dropped out 
due to adverse events (abdominal pain, vomiting) or unknown reason and six children were 
excluded from the per protocol (PP) analysis due to unauthorized treatment use and failure 
to complete the follow-up period. 57 participants completed the study (28 in active and 29 
in placebo group). The PROCHILD-2 study (ISRCTN26587549) involved 234 children aged 
between 3 and 10 years recruited between December 2016 and March 2018. Children were 
excluded if they were not well or taking antibiotics or not attending preschool/school at the 
time of enrolment, regularly receiving immunostimulatory or probiotic products or if they 
had a known sensitivity to xylitol or sorbitol. The detailed description of this study flow 
diagram can be found elsewhere [18]. Eleven children were incorrectly randomised and were 
excluded from the study, 15 children withdrew shortly after randomisation with no data 
provided or adverse events (nausea, stomach ache). Thirty-seven children were excluded 
from the PP analysis due to non-compliance with the protocol or loss of all records. A total 
of 171 participants completed the study (86 in active and 85 in placebo group). In both 
studies, none of the children had received the flu vaccine prior to or during the study period. 
Written informed consent was obtained from parents/legal guardians prior to their children’s 
participation in the studies. The enrolment and sequential assignment of participants to the 
study interventions were conducted by a paediatrician. The randomisation procedures were 
carried out by an independent statistician.

The flow diagram of the pooled analysis is shown in the Fig. 1. The current analysis relates 
to a matched cohort of children from the PROCHILD-2 study (the PROCHILD-2 Preschool 
[P2P] matched cohort) selected with the aim of matching the participants in the PROCHILD 
study as follows: (i) age range (ii) attendance at preschool (iii) recruited between the months 
of October and March, and (iv) geographical location. The flow diagrams for the PROCHILD 
and P2P-matched cohorts are shown in the Supplementary Fig. 1A and B, respectively.

Study intervention
Children in both studies received daily for 6 months either one chewable tablet of 1.25 × 1010 
colony forming units (cfu) of Lab4 probiotic consortium in combination with 50 mg vitamin C 
or an identical looking placebo tablet (Cultech Ltd, Port Talbot, UK). The probiotic consortium 
comprised Lactobacillus acidophilus CUL21 (NCIMB 30156), Lactobacillus acidophilus CUL60 (NCIMB 
30157), Bifidobacterium bifidum CUL20 (NCIMB 30153) and Bifidobacterium animalis subsp. lactis 
CUL34 (NCIMB 30172). Parents/guardians were advised to maintain the children’s normal diet 
and lifestyle throughout the study avoiding the consumption of any other probiotic containing 
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products. The Lab4 probiotic consortium was selected based on previous results from clinical 
studies in adults supplemented with Lab4 probiotic at a total of 2.5 × 1010 cfu/day [21-24] and 
ex vivo work where this probiotic consortium showed beneficial immunomodulatory effect in 
healthy individuals [25]. In our paediatric studies, we administered a reduced dosage of 1.25 
× 1010 cfu/day, which is equivalent to half of the dosage used in the adult studies. The decision 
to include a low dose of vitamin C in the probiotic intervention was made based on the 
recommendation of study paediatricians.

Data collection and study endpoints
Daily health diaries monitoring the individual URTI symptoms, such as cough, sore throat, 
sneezing, nasal discharge and nasal congestion, absence from preschool, antibiotic and other 
medication usage, physician visits, hospitalisation and intervention compliance were completed 
by the child’s parents/guardians. Compliance to the intervention was assessed by monitoring the 
number of unused chewable tablets or from completion of the daily health diaries.

The study end points included the incidence and duration of URTI symptoms (cough, sore throat, 
nasal congestion, nasal discharge and sneezing), absence from preschool and the incidence 
episodes of paediatric physician visits and antibiotic usage over the 6-month study period.
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POOLED cohort of individual participant data
(n = 127)

Allocation

Analysed
(n = 65)

PROCHILD1)

study (n = 66)
PROCHILD-22)

study (n = 61)

Active group
(n = 65)

ITT analysis

Follow-up

Excluded:
• Non-compliant with

protocol (n = 13)

PP analysis

Analysed
(n = 52)

Analysed
(n = 62)

Placebo group
(n = 62)

Excluded:
• Non-compliant

with protocol (n = 7)

Analysed
(n = 55)

Fig. 1. Flow diagram of the pooled analysis. 
ITT, intention-to-treat; PP, per protocol. 
1)Garaiova et al., 2015 [17]; 2)Garaiova et al., 2021 [18].



Statistical analysis
For the pooled analysis of the individual participant data, the study variable (1 = PROCHILD, 
2 = P2P-matched cohort) was added into the generalized linear models (GLM). The incidence 
rate (number of episodes divided by number of days in study and expressed as events per 100 
person days) of URTI symptoms, absence from preschool, physician visits and antibiotic usage 
and mean difference (total number of days in the group divided by number of participants 
within the group) in duration of URTI symptoms or absenteeism with 95% CIs were calculated 
using GLM that included treatment as a predictor and study as a covariate. Each distinct 
episode was the number of consecutive days with the symptoms, absenteeism or antibiotic 
usage, separated from another episode by a minimum duration of 24 h symptom free. Total 
URTI symptoms is defined as the incidence of symptom episodes comprising one or more 
of individual symptoms. For GLM analysis of a continuous endpoint such as duration of 
URTI symptoms, normal distribution and identity link functions were used. The Poisson 
distribution and log link functions were used for GLM analysis of recurrence events (such as 
number of episodes of URTI symptoms). The endpoints for the P2P-matched cohort were 
calculated using the above GLMs. A P < 0.05 was considered as statistically significant. The 
pooled analysis was based on PP population, supported by an intention-to-treat (ITT) analysis. 
Data analysis were performed using SAS® version 9.4 (SAS Institute Inc., Cary, NC, USA).

RESULTS

Baseline characteristics
Baseline characteristics of participants for the PROCHILD, P2P-matched cohort and 
pooled population are included in Table 1 (PP population) and Supplementary Table 1 (ITT 
population). The compliance to the intervention was in excess of 90%.

URTI symptoms
Incidence
The forest plots in Fig. 2 (PP population) and Supplementary Fig. 2 (ITT population) present 
the incidence of URTI symptoms for the PROCHILD, P2P-matched cohort and pooled 
population. In the pooled cohort, significant between group reductions in the incidence 
rate of symptoms favouring the active group were seen in the incidence of coughing (−38%, 
P < 0.0001, PP; −28%, P < 0.0001, ITT, respectively), nasal discharge (−28%, P < 0.0001, PP; 
−24%, P = 0.0002, ITT, respectively) and sneezing (−37%, P < 0.0001, PP; −34%, P < 0.0001, 
ITT, respectively). In the PP population, a significant reduction in the incidence rate of 
sore throats was observed in the children receiving the active intervention compared to 
the placebo (−35%, P = 0.0031). No significant between group difference was observed for 
the ITT population (−20%, P = 0.0703). The incidence rate of nasal congestion was 26% 
significantly lower in the active group compared to the placebo (P = 0.0034, ITT), while no 
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Table 1. Baseline characteristics of participants
Variables Per protocol population

POOLED cohort PROCHILD cohort [17] P2P-matched cohort
Active (n = 52) Placebo (n = 55) Active (n = 28) Placebo (n = 29) Active (n = 24) Placebo (n = 26)

Age (yrs)1) 4.8 ± 0.9 5.0 ± 0.9 4.9 ± 0.9 5.0 ± 0.7 4.7 ± 1.0 4.9 ± 1.1
Boys/Girls (%) 63.5/36.5 38.2/61.8 57.1/42.9 44.8/55.2 70.8/29.2 30.8/69.2
BMI (kg/m2)1) 15.7 ± 2.5 15.5 ± 2.0 15.2 ± 1.6 15.4 ± 2.1 16.2 ± 3.2 15.7 ± 1.8
P2P, PROCHILD-2 preschool; BMI, body mass index.
1)Data are presented as mean ± SD.



significant difference was observed for PP population. The 6-month supplementation with 
probiotic/vitamin C combination significantly reduced the incidence of total URTI symptoms 
compared to the placebo (−25%, P < 0.0001, PP; −27%, P < 0.0001, ITT, respectively).
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N IRR (95% CI) P-value
PROCHILD cohort 57 0.55 (0.40–0.76) 0.0003

P2P-matched cohort 50 0.73 (0.56–0.95) 0.0195

POOLED ANALYSIS 107 0.62 (0.52–0.74) <0.0001

Favours probiotic   Favours placebo

0 0.5 1.0 1.5 2.0
IRR (95% CI) 

N IRR (95% CI) P-value
PROCHILD cohort 57 0.70 (0.39–1.26) 0.2354

P2P-matched cohort 50 0.59 (0.40–0.87) 0.0084

POOLED ANALYSIS 107 0.65 (0.49–0.86) 0.0031

Favours probiotic   Favours placebo

0 0.5 1.0 1.5 2.0
IRR (95% CI)

N IRR (95% CI) P-value
PROCHILD cohort 57 1.15 (0.69–1.91) 0.5996

P2P-matched cohort 50 0.76 (0.56–1.03) 0.0755

POOLED ANALYSIS 107 0.90 (0.71–1.13) 0.3684

Favours probiotic   Favours placebo

0 0.5 1.0 1.5 2.0
IRR (95% CI) 

N IRR (95% CI) P-value
PROCHILD cohort 57 0.64 (0.47–0.87) 0.0049

P2P-matched cohort 50 0.82 (0.65–1.04) 0.0970

POOLED ANALYSIS 107 0.72 (0.61–0.84) <0.0001

Favours probiotic   Favours placebo

0 0.5 1.0 1.5 2.0
IRR (95% CI) 

N IRR (95% CI) P-value
PROCHILD cohort 57 0.29 (0.19–0.47) <0.0001

P2P-matched cohort 50 1.22 (0.93–1.60) 0.1600

POOLED ANALYSIS 107 0.63 (0.52–0.77) <0.0001

Favours probiotic   Favours placebo

0 0.5 1.0 1.5 2.0
IRR (95% CI) 

N IRR (95% CI) P-value
PROCHILD cohort 57 0.67 (0.52–0.86) 0.0019

P2P-matched cohort 50 0.85 (0.70–1.03) 0.0996

POOLED ANALYSIS 107 0.75 (0.66–0.85) <0.0001

Favours probiotic   Favours placebo

(A)

(B)

(C)

(D)

(E)

(F)

0 0.5 1.0 1.5 2.0
IRR (95% CI) 

Fig. 2. Incidence rate ratio forest plots (per protocol population): (A) cough, (B) sore throat, (C) nasal congestion, (D) nasal discharge, (E) sneezing, (F) Total 
upper respiratory tract infection symptoms (include at least one symptom of cough, sore throat, sneezing, nasal discharge or nasal congestion). 
IRR, incidence rate ratio; CI, confidence interval; P2P, PROCHILD-2 preschool.



Duration
The duration of the URTI symptoms for the pooled cohort is shown in Table 2 (PP population) 
and Supplementary Table 2 (ITT population). There was a significant reduction in the 
duration of total URTI symptoms in the active group compared to the placebo (mean 
difference: −14.9 days; 95% CI: −24.8, −5.1; P = 0.0030, PP; mean difference: −13.0 days; P = 
0.0051, ITT, respectively). The average number of days with coughing was 11.5 days per child 
in the active group compared with 20.6 days in the placebo (P = 0.0031, PP; 14.9 vs. 20.4 days; 
P = 0.0675, ITT). No significant differences in other symptoms were found. The duration of 
each episode with at least one URTI symptom was significantly shorter in the active group 
compared to the placebo (mean difference: −3.2 days; 95% CI: −5.4, −0.9; P = 0.0058, PP; 
mean difference: −2.3 days; 95% CI: −4.2, −0.3; P = 0.0251, ITT). The duration of the URTI 
symptoms for the PROCHILD and P2P-matched cohorts are shown in the Table 2 (PP) and 
Supplementary Table 2 (ITT).

Absenteeism from preschool
From the pooled analysis (Table 3 and Supplementary Table 3) it can be seen that there was 
significantly less absence from preschool for the probiotic/vitamin C supplemented children 
compared to the placebo (−25%, P < 0.0001, PP; −22%, P < 0.0001, ITT, respectively). The 
duration of absenteeism from preschool in the active group was found to be a school week 
less than that for the placebo group (11.2 vs. 16.9 days per child, mean difference: −5.7 days 
per child; 95% CI: −11.2, −0.2; P = 0.0426, PP; 12.1 vs. 16.9 days per child, mean difference: 
−4.8 days per child; 95% CI: −9.8, 0.3; P = 0.0653, ITT). The incidence rates of absence 
from preschool for the PROCHILD and P2P-matched cohorts are shown in Table 3 (PP) and 
Supplementary Table 3 (ITT).
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Table 2. Duration of URTI symptoms
Variables Per protocol population

POOLED cohort PROCHILD cohort [17] P2P-matched cohort
Active (n = 52) Placebo (n = 55) Active (n = 28) Placebo (n = 29) Active (n = 24) Placebo (n = 26)

Cough
Mean ± SD, days 11.5 ± 11.8 20.6 ± 19.5 11.9 ± 10.1 23.5 ± 20.3 11.0 ± 13.7 17.3 ± 18.3
MD (95% CI) −9.1 (−15.2, −3.1) −11.6 (−19.9, −3.4) −6.3 (−15.1, 2.6)
P-value 0.0031 0.0056 0.1654

Sore throat
Mean ± SD, days 2.4 ± 4.5 3.7 ± 5.1 1.9 ± 2.7 2.8 ± 4.2 2.9 ± 6.0 4.7 ± 5.8
MD (95% CI) −1.3 (−3.1, 0.5) −0.9 (−2.7, 0.9) −1.7 (−4.9, 1.5)
P-value 0.1552 0.3315 0.2862

Nasal congestion
Mean ± SD, days 5.4 ± 7.5 10.3 ± 19.8 4.9 ± 7.8 9.8 ± 23.8 6.0 ± 7.3 10.8 ± 14.4
MD (95% CI) −4.9 (−10.6, 0.8) −5.0 (−14.1, 4.1) −4.8 (−11.1, 1.5)
P-value 0.0907 0.2845 0.1342

Nasal discharge
Mean ± SD, days 13.0 ± 15.8 20.0 ± 22.3 11.5 ± 15.6 21.4 ± 25.5 14.8 ± 16.2 18.5 ± 18.5
MD (95% CI) −7.0 (−14.3, 0.3) −10.0 (−20.8, 0.9) −3.7 (−13.1, 5.8)
P-value 0.0595 0.0720 0.4474

Sneezing
Mean ± SD, days 4.4 ± 8.2 8.3 ± 13.1 2.3 ± 4.0 9.6 ± 14.8 6.9 ± 10.9 6.8 ± 11.1
MD (95% CI) −3.9 (−8.0, 0.2) −7.4 (−12.9, −1.8) 0.1 (−5.9, 6.1)
P-value 0.0649 0.0093 0.9816

Total URTI symptoms1)

Mean ± SD, days 22.4 ± 20.7 37.3 ± 30.9 22.1 ± 21.0 43.1 ± 35.4 22.8 ± 20.8 30.9 ± 24.1
MD (95% CI) −14.9 (−24.8, −5.1) −21.0 (−35.9, −6.0) −8.1 (−20.3, 4.2)
P-value 0.0030 0.0059 0.1980

URTI, upper respiratory tract infection; P2P, PROCHILD-2 preschool; MD, mean difference; CI, confidence interval.
1)Total URTI symptoms include at least one symptom of cough, sore throat, sneezing, nasal discharge or nasal congestion.



Physician visits and antibiotic usage
The incidence rates of total paediatric physician visits (scheduled/unscheduled) and antibiotic 
usage (irrespective of the number or type of antibiotic prescriptions) for the pooled cohort are 
shown in Table 3 (PP population) and Supplementary Table 3 (ITT population). Significant 
between group reductions in the incidence rate of physician visits (−44%, P < 0.0001, PP; 
−23%, P = 0.0007, ITT, respectively) and antibiotic usage (−47%, P < 0.0001, PP; −38%, P = 
0.0002, ITT, respectively) favouring the active group were observed. The incidence rates of 
physician visits and antibiotic usage for the PROCHILD and P2P-matched cohorts are shown 
in Table 3 (PP) and Supplementary Table 3 (ITT).

DISCUSSION

Pooled analysis of the individual participant data showed that supplementation with the 
multistrain probiotic consortium in combination with low dose vitamin C resulted in a significant 
reduction in the incidence rate and duration of URTI symptoms. In addition, the significant 
reduction in the incidence rate of absence from preschool, paediatric visits and antibiotic usage 
were observed. The beneficial impact of supplementation with the multistrain probiotic and low 
dose vitamin C combination on the incidence and duration of URTI in preschool children was 
first demonstrated in the PROCHILD study [17]. Positive outcomes from this study encouraged 
us to identify a cohort of the preschool children from the PROCHILD-2 study [18] matching the 
preschool population studied in the PROCHILD study and combining them into a pooled analysis 
to increase the sample size and provide a more robust intervention assessment.

The impact of probiotics at different doses and study durations on URTIs has been investigated 
in many randomised intervention studies and evaluated in meta-analysis and systematic 
reviews [14,26,27]. In children attending day care/preschool facilities, the results are variable 
with some showing a benefit on URTI symptoms while others have found no effect. In line 
with our findings, the beneficial effects on URTI incidence and/or duration were observed 
with the Lacticaseibacillus rhamnosus GG (LGG) administered in milk product to children aged 1 
to 7 years at doses between 108 to 109 cfu/day for periods of 3 or 7 months [28-30]. Similarly, 
the supplementation with a fermented dairy drink containing Lacticaseibacillus paracasei subsp. 
paracasei DN-114 001/CNCM I-1518 at a dose of 2 × 1010 cfu/day for 3 months resulted in the 
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Table 3. Incidence of absenteeism, physician visits and antibiotic usage
Variables Per protocol population

POOLED cohort PROCHILD cohort [17] P2P-matched cohort
Active (n = 52) Placebo (n = 55) Active (n = 28) Placebo (n = 29) Active (n = 24) Placebo (n = 26)

Absence from preschool
Incidence rate1) 2.02 2.70 1.98 2.82 2.08 2.60
IRR (95% CI) 0.75 (0.66, 0.86) 0.70 (0.55, 0.91) 0.80 (0.66, 0.97)
P-value < 0.0001 0.0069 0.0255

Physician visits
Incidence rate 0.94 1.66 1.09 1.79 0.76 1.50
IRR (95% CI) 0.56 (0.47, 0.68) 0.60 (0.48, 0.77) 0.50 (0.37, 0.68)
P-value < 0.0001 < 0.0001 < 0.0001

Antibiotic usage
Incidence rate 0.34 0.65 0.37 0.69 0.31 0.61
IRR (95% CI) 0.53 (0.39, 0.71) 0.55 (0.37, 0.81) 0.50 (0.32, 0.80)
P-value < 0.0001 0.0025 0.0038

P2P, PROCHILD-2 preschool; IRR, incidence rate ratio; CI, confidence interval.
1)Incidence rate per 100 person-day.



significantly lower incidence rate of URTI in children aged 3 to 6 years [31,32]. In 3 to 5 years old 
Chinese children attending day care centres and supplemented for 6 months with L. acidophilus 
NCFM at 1010 cfu/day, the reductions in the incidence and duration of fever, coughing and 
rhinorrhoea with improved outcomes when combined with Bifidobacterium animalis subsp. lactis 
Bi-07 were observed [33]. In our cohort, we observed significant reductions in the incidence of 
sore throats, coughing, sneezing and nasal discharge in preschool children supplemented with 
multistrain probiotic based intervention. Similar findings were reported in Malaysian children 
(aged 2 to 6 years) supplemented with Bifidobacterium longum BB536 at a dose of 5 × 109 cfu/day 
for 10 months [34]. Other studies have shown little or no effect [35-38]. Hay et al. [39] reported 
the duration of URTI on average of 8 days in children in the community. In our preschool 
placebo cohort, each episode with URTI symptoms lasted an average of 8.7 days, however the 
supplementation with the active intervention shorter the duration of episode by 36% (mean 
difference: −3.17 days; 95% CI: −5.42, −0.92; P = 0.0058, PP; −27%, mean difference: −2.26 
days; 95% CI: −4.24, −0.28; P = 0.0251, ITT). Evidence for the be beneficial effects of vitamin C 
alone on URTI at dose under 200 mg per day is limited [16]. To the best of our knowledge, there 
is no published evidence from other research groups that demonstrates beneficial effects of 
probiotics with low dose vitamin C in the prevention of URTI in children.

The overprescribing of antibiotics for acute respiratory tract infections in the paediatric 
population is still common, raising the public health concern of antibiotic resistance [40]. 
A meta-analysis on the prevention of acute URTIs has shown that infants and children 
supplemented with probiotics had a 41% lower risk of being prescribed antibiotics compared 
to placebo [14]. In our pooled analysis, the significant reduction in the incidence and 
duration of URTI symptoms in preschool children receiving the probiotic and vitamin C 
intervention may be associated with fewer paediatric physician visits observed alongside a 
47% reduction in the overall antibiotic usage.

The mechanism of action of probiotics in the management of acute respiratory infections 
involves their ability to modulate both local and systemic immunity. In vitro and in vivo studies 
indicate that probiotics are able to induce cytokine and chemokine production, engage Toll-
like receptors/interferon pathways, improve mucosal barrier by increasing mucin expression 
and secretion, inhibit the replication of respiratory viruses and decrease viral load, modulate 
antiviral and pro-inflammatory gene expression, alleviate infection symptoms and boost 
host immunity [41,42]. The antiviral potential of Lab4 probiotic consortium has been 
demonstrated by ability to enhance the acute inflammatory response to viral challenge in 
vitro [43] and the systemic anti-inflammatory capability by reduction of pro-inflammatory 
cytokines interleukin-6 and tumor necrosis factor-α, and pro-inflammatory keratinocyte 
chemoattractant/growth regulated oncogene in vivo [44].

The strengths and limitations of the PROCHILD and PROCHILD-2 studies have been 
described in details elsewhere [17,18]. Briefly, both studies were carried out at multiple 
paediatric centres and used the same probiotic based intervention for the same duration 
with no formal power calculation performed, nor probiotic alone or vitamin C alone study 
arms included. Pooling of the individual participant data sets from two comparable studies 
is introduced in the current work to enable more robust estimation of effect size in repeated 
studies focused on URTI in children. However, we are aware that the result of the pooled 
analysis may have been influenced by the inclusion of a sub-population extracted from a larger 
study, which may have impacted on the randomisation. Every effort was made to ensure that 
all participants were matched for age range, recruitment period and geographical location.

106https://doi.org/10.4162/nrp.2024.18.1.98

Probiotic/vitamin C and URTI symptoms in preschool

https://e-nrp.org



The findings of this pooled analysis with preschool children aged 3 to 6 years indicate the 
beneficial impact of supplementation with the multistrain probiotic in combination with 
a low dose vitamin C on the incidence and duration of URTI symptoms and absence from 
preschool with a concurrent reduction in paediatric physician visits and antibiotic usage.

ACKNOWLEDGMENTS

The authors wish to thank clinical and research teams for their excellent clinical and technical 
assistance and all children and parents who participated in both studies.

SUPPLEMENTARY MATERIALS

Supplementary Table 1
Baseline characteristics of participants

Supplementary Table 2
Duration of URTI symptoms

Supplementary Table 3
Incidence of absenteeism, physician visits and antibiotic usage

Supplementary Fig. 1
Flow diagram of the PROCHILD (A) and P2P-matched cohorts (B) analysis.

Supplementary Fig. 2
Incidence rate ratio forest plots (intention-to-treat population): (A) cough, (B) sore throat, 
(C) nasal congestion, (D) nasal discharge, (E) sneezing, (F) Total upper respiratory tract 
infection symptoms (include at least one symptom of cough, sore throat, sneezing, nasal 
discharge or nasal congestion).

REFERENCES

 1. Sun Y, Sundell J. Early daycare attendance increase the risk for respiratory infections and asthma of 
children. J Asthma 2011;48:790-6.     PUBMED | CROSSREF

 2. Allan GM, Arroll B. Prevention and treatment of the common cold: making sense of the evidence. CMAJ 
2014;186:190-9.     PUBMED | CROSSREF

 3. Gergova RT, Petrova G, Gergov S, Minchev P, Mitov I, Strateva T. Microbiological features of upper 
respiratory tract infections in Bulgarian children for the period 1998–2014. Balkan Med J 2016;33:675-80.     
PUBMED | CROSSREF

 4. Jeseňák M, Mináriková D. Acute upper respiratory tract infections and its management. Prakt Lek 
2020;10:63-70.   

  5. Schot MJ, Dekker AR, van Werkhoven CH, van der Velden AW, Cals JW, Broekhuizen BD, Hopstaken RM, 
de Wit NJ, Verheij TJ. Burden of disease in children with respiratory tract infections in primary care: diary-
based cohort study. Fam Pract 2019;36:723-9.     PUBMED | CROSSREF

 6. Fendrick AM, Monto AS, Nightengale B, Sarnes M. The economic burden of non-influenza-related viral 
respiratory tract infection in the United States. Arch Intern Med 2003;163:487-94.     PUBMED | CROSSREF

 7. Marengo RL, Ciceran A, Del Río Navarro BE. Upper respiratory tract infections in children and adults: 
Burden and management. A narrative summary of selected presentations that took place on 11th–12th 

107https://doi.org/10.4162/nrp.2024.18.1.98

Probiotic/vitamin C and URTI symptoms in preschool

https://e-nrp.org

https://e-nrp.org/DownloadSupplMaterial.php?id=10.4162/nrp.2024.18.1.98&fn=nrp-18-98-s001.xls
https://e-nrp.org/DownloadSupplMaterial.php?id=10.4162/nrp.2024.18.1.98&fn=nrp-18-98-s002.xls
https://e-nrp.org/DownloadSupplMaterial.php?id=10.4162/nrp.2024.18.1.98&fn=nrp-18-98-s003.xls
https://e-nrp.org/DownloadSupplMaterial.php?id=10.4162/nrp.2024.18.1.98&fn=nrp-18-98-s004.ppt
https://e-nrp.org/DownloadSupplMaterial.php?id=10.4162/nrp.2024.18.1.98&fn=nrp-18-98-s005.ppt
http://www.ncbi.nlm.nih.gov/pubmed/21838620
https://doi.org/10.3109/02770903.2011.604884
http://www.ncbi.nlm.nih.gov/pubmed/24468694
https://doi.org/10.1503/cmaj.121442
http://www.ncbi.nlm.nih.gov/pubmed/27994923
http://www.ncbi.nlm.nih.gov/pubmed/27994923
https://doi.org/10.5152/balkanmedj.2016.150116
http://www.ncbi.nlm.nih.gov/pubmed/31166598
https://doi.org/10.1093/fampra/cmz024
http://www.ncbi.nlm.nih.gov/pubmed/12588210
https://doi.org/10.1001/archinte.163.4.487


May 2017, as part of the Encuentro Latinoamericano de Infecciones Respiratorias Recurrentes (ELAIR) 
educational event in Mexico City, Mexico. EMJ Respir 2017;5:22-8.    

 8. Holstiege J, Schink T, Molokhia M, Mazzaglia G, Innocenti F, Oteri A, Bezemer I, Poluzzi E, Puccini A, 
Ulrichsen SP, et al. Systemic antibiotic prescribing to paediatric outpatients in 5 European countries: a 
population-based cohort study. BMC Pediatr 2014;14:174.     PUBMED | CROSSREF

 9. World Health Organization. Antibiotic resistance [Internet]. Geneva: World Health Organization; 2020 
[cited 2023 September 25]. Available from: https://www.who.int/news-room/fact-sheets/detail/antibiotic-
resistance.    

 10. Sencio V, Machado MG, Trottein F. The lung-gut axis during viral respiratory infections: the impact of gut 
dysbiosis on secondary disease outcomes. Mucosal Immunol 2021;14:296-304.     PUBMED | CROSSREF

 11. Cruz CS, Ricci MF, Vieira AT. Gut microbiota modulation as a potential target for the treatment of lung 
infections. Front Pharmacol 2021;12:724033.     PUBMED | CROSSREF

 12. Yang M, Yang Y, He Q, Zhu P, Liu M, Xu J, Zhao M. Intestinal microbiota-a promising target for antiviral 
therapy? Front Immunol 2021;12:676232.     PUBMED | CROSSREF

 13. Hill C, Guarner F, Reid G, Gibson GR, Merenstein DJ, Pot B, Morelli L, Canani RB, Flint HJ, Salminen S, 
et al. Expert consensus document. The International Scientific Association for Probiotics and Prebiotics 
consensus statement on the scope and appropriate use of the term probiotic. Nat Rev Gastroenterol 
Hepatol 2014;11:506-14.     PUBMED | CROSSREF

 14. Zhao Y, Dong BR, Hao Q. Probiotics for preventing acute upper respiratory tract infections. Cochrane 
Database Syst Rev 2022;8:CD006895.    PUBMED

 15. King S, Tancredi D, Lenoir-Wijnkoop I, Gould K, Vann H, Connors G, Sanders ME, Linder JA, Shane AL, 
Merenstein D. Does probiotic consumption reduce antibiotic utilization for common acute infections? A 
systematic review and meta-analysis. Eur J Public Health 2019;29:494-9.     PUBMED | CROSSREF

 16. Hemilä H, Chalker E. Vitamin C for preventing and treating the common cold. Cochrane Database Syst 
Rev 2013;2013:CD000980.     PUBMED | CROSSREF

 17. Garaiova I, Muchová J, Nagyová Z, Wang D, Li JV, Országhová Z, Michael DR, Plummer SF, Ďuračková 
Z. Probiotics and vitamin C for the prevention of respiratory tract infections in children attending 
preschool: a randomised controlled pilot study. Eur J Clin Nutr 2015;69:373-9.     PUBMED | CROSSREF

 18. Garaiova I, Paduchová Z, Nagyová Z, Wang D, Michael DR, Plummer SF, Marchesi JR, Ďuračková Z, 
Muchová J. Probiotics with vitamin C for the prevention of upper respiratory tract symptoms in children 
aged 3–10 years: randomised controlled trial. Benef Microbes 2021;12:431-40.     PUBMED | CROSSREF

 19. Garaiova I, Paduchová Z, Nagyová Z, Wang D, Michael DR, Plummer SF, Marchesi JR, Ďuračková 
Z, Muchová J. Probiotics with low dose vitamin C reduce antibiotic prescriptions in children: a 
secondary analysis of a multicentre randomised double-blind placebo-controlled trial. J Funct Foods 
2023;106:105625.     CROSSREF

 20. Marteau P, Guyonnet D, Lafaye de Micheaux P, Gelu S. A randomized, double-blind, controlled study 
and pooled analysis of two identical trials of fermented milk containing probiotic Bifidobacterium 
lactis CNCM I-2494 in healthy women reporting minor digestive symptoms. Neurogastroenterol Motil 
2013;25:331-e252.     PUBMED | CROSSREF

 21. Williams EA, Stimpson J, Wang D, Plummer S, Garaiova I, Barker ME, Corfe BM. Clinical trial: a 
multistrain probiotic preparation significantly reduces symptoms of irritable bowel syndrome in a 
double-blind placebo-controlled study. Aliment Pharmacol Ther 2009;29:97-103.     PUBMED | CROSSREF

 22. Plummer SF, Garaiova I, Sarvotham T, Cottrell SL, Le Scouiller S, Weaver MA, Tang J, Dee P, Hunter J. 
Effects of probiotics on the composition of the intestinal microbiota following antibiotic therapy. Int J 
Antimicrob Agents 2005;26:69-74.     PUBMED | CROSSREF

 23. Madden JA, Plummer SF, Tang J, Garaiova I, Plummer NT, Herbison M, Hunter JO, Shimada T, Cheng L, 
Shirakawa T. Effect of probiotics on preventing disruption of the intestinal microflora following antibiotic 
therapy: a double-blind, placebo-controlled pilot study. Int Immunopharmacol 2005;5:1091-7.      
PUBMED | CROSSREF

 24. Plummer S, Weaver MA, Harris JC, Dee P, Hunter J. Clostridium difficile pilot study: effects of probiotic 
supplementation on the incidence of C. difficile diarrhoea. Int Microbiol 2004;7:59-62.    PUBMED

 25. Hepburn NJ, Garaiova I, Williams EA, Michael DR, Plummer S. Probiotic supplement consumption 
alters cytokine production from peripheral blood mononuclear cells: a preliminary study using healthy 
individuals. Benef Microbes 2013;4:313-7.     PUBMED | CROSSREF

 26. King S, Glanville J, Sanders ME, Fitzgerald A, Varley D. Effectiveness of probiotics on the duration of 
illness in healthy children and adults who develop common acute respiratory infectious conditions: a 
systematic review and meta-analysis. Br J Nutr 2014;112:41-54.     PUBMED | CROSSREF

108https://doi.org/10.4162/nrp.2024.18.1.98

Probiotic/vitamin C and URTI symptoms in preschool

https://e-nrp.org

http://www.ncbi.nlm.nih.gov/pubmed/24997585
https://doi.org/10.1186/1471-2431-14-174
https://www.who.int/news-room/fact-sheets/detail/antibiotic-resistance
https://www.who.int/news-room/fact-sheets/detail/antibiotic-resistance
http://www.ncbi.nlm.nih.gov/pubmed/33500564
https://doi.org/10.1038/s41385-020-00361-8
http://www.ncbi.nlm.nih.gov/pubmed/34557097
https://doi.org/10.3389/fphar.2021.724033
http://www.ncbi.nlm.nih.gov/pubmed/34054866
https://doi.org/10.3389/fimmu.2021.676232
http://www.ncbi.nlm.nih.gov/pubmed/24912386
https://doi.org/10.1038/nrgastro.2014.66
http://www.ncbi.nlm.nih.gov/pubmed/36001877
http://www.ncbi.nlm.nih.gov/pubmed/30219897
https://doi.org/10.1093/eurpub/cky185
http://www.ncbi.nlm.nih.gov/pubmed/23440782
https://doi.org/10.1002/14651858.CD000980.pub4
http://www.ncbi.nlm.nih.gov/pubmed/25205320
https://doi.org/10.1038/ejcn.2014.174
http://www.ncbi.nlm.nih.gov/pubmed/34511049
https://doi.org/10.3920/BM2020.0185
https://doi.org/10.1016/j.jff.2023.105625
http://www.ncbi.nlm.nih.gov/pubmed/23480238
https://doi.org/10.1111/nmo.12078
http://www.ncbi.nlm.nih.gov/pubmed/18785988
https://doi.org/10.1111/j.1365-2036.2008.03848.x
http://www.ncbi.nlm.nih.gov/pubmed/15967639
https://doi.org/10.1016/j.ijantimicag.2005.04.004
http://www.ncbi.nlm.nih.gov/pubmed/15829425
http://www.ncbi.nlm.nih.gov/pubmed/15829425
https://doi.org/10.1016/j.intimp.2005.02.006
http://www.ncbi.nlm.nih.gov/pubmed/15179608
http://www.ncbi.nlm.nih.gov/pubmed/24311314
https://doi.org/10.3920/BM2013.0012
http://www.ncbi.nlm.nih.gov/pubmed/24780623
https://doi.org/10.1017/S0007114514000075


 27. Laursen RP, Hojsak I. Probiotics for respiratory tract infections in children attending day care centers-a 
systematic review. Eur J Pediatr 2018;177:979-94.     PUBMED | CROSSREF

 28. Hatakka K, Savilahti E, Pönkä A, Meurman JH, Poussa T, Näse L, Saxelin M, Korpela R. Effect of long 
term consumption of probiotic milk on infections in children attending day care centres: double blind, 
randomised trial. BMJ 2001;322:1327.     PUBMED | CROSSREF

 29. Hojsak I, Snovak N, Abdović S, Szajewska H, Misak Z, Kolacek S. Lactobacillus GG in the prevention of 
gastrointestinal and respiratory tract infections in children who attend day care centers: a randomized, 
double-blind, placebo-controlled trial. Clin Nutr 2010;29:312-6.     PUBMED | CROSSREF

 30. Kumpu M, Lehtoranta L, Roivainen M, Rönkkö E, Ziegler T, Söderlund-Venermo M, Kautiainen H, 
Järvenpää S, Kekkonen R, Hatakka K, et al. The use of the probiotic Lactobacillus rhamnosus GG and viral 
findings in the nasopharynx of children attending day care. J Med Virol 2013;85:1632-8.     PUBMED | CROSSREF

 31. Merenstein D, Murphy M, Fokar A, Hernandez RK, Park H, Nsouli H, Sanders ME, Davis BA, Niborski 
V, Tondu F, et al. Use of a fermented dairy probiotic drink containing Lactobacillus casei (DN-114 001) 
to decrease the rate of illness in kids: the DRINK study. A patient-oriented, double-blind, cluster-
randomized, placebo-controlled, clinical trial. Eur J Clin Nutr 2010;64:669-77.     PUBMED | CROSSREF

 32. Prodeus A, Niborski V, Schrezenmeir J, Gorelov A, Shcherbina A, Rumyantsev A. Fermented milk 
consumption and common infections in children attending day-care centers: a randomized trial. J Pediatr 
Gastroenterol Nutr 2016;63:534-43.     PUBMED | CROSSREF

 33. Leyer GJ, Li S, Mubasher ME, Reifer C, Ouwehand AC. Probiotic effects on cold and influenza-like 
symptom incidence and duration in children. Pediatrics 2009;124:e172-9.     PUBMED | CROSSREF

 34. Lau AS, Yanagisawa N, Hor YY, Lew LC, Ong JS, Chuah LO, Lee YY, Choi SB, Rashid F, Wahid N, et al. 
Bifidobacterium longum BB536 alleviated upper respiratory illnesses and modulated gut microbiota 
profiles in Malaysian pre-school children. Benef Microbes 2018;9:61-70.     PUBMED | CROSSREF

 35. Caceres P, Montes S, Vega N, Cruchet S, Brunser O, Gotteland M. Effects of Lactobacillus rhamnosus 
HN001on acute respiratory infections and intestinal secretory IgA in children. J Pediatr Infect Dis 
2010;5:353-62.   

  36. Hojsak I, Močić Pavić A, Kos T, Dumančić J, Kolaček S. Bifidobacterium animalis subsp. lactis in 
prevention of common infections in healthy children attending day care centers - randomized, double 
blind, placebo-controlled study. Clin Nutr 2016;35:587-91.     PUBMED | CROSSREF

 37. Lazou Ahrén I, Berggren A, Teixeira C, Martinsson Niskanen T, Larsson N. Evaluation of the efficacy of 
Lactobacillus plantarum HEAL9 and Lactobacillus paracasei 8700:2 on aspects of common cold infections in 
children attending day care: a randomised, double-blind, placebo-controlled clinical study. Eur J Nutr 
2020;59:409-17.     PUBMED | CROSSREF

 38. Damholt A, Keller MK, Baranowski K, Brown B, Wichmann A, Melsaether C, Eskesen D, Westphal V, 
Arltoft D, Habicht A, et al. Lacticaseibacillus rhamnosus GG DSM 33156 effects on pathogen defence in the 
upper respiratory tract: a randomised, double-blind, placebo-controlled paediatric trial. Benef Microbes 
2022;13:13-23.     PUBMED | CROSSREF

 39. Hay AD, Anderson E, Ingle S, Beck C, Hollingworth W. Respiratory tract infections in children in the 
community: prospective online inception cohort study. Ann Fam Med 2019;17:14-22.     PUBMED | CROSSREF

 40. Burvenich R, Dillen H, Trinh NT, Freer J, Wynants L, Heytens S, De Sutter A, Verbakel JY. Antibiotic use in 
ambulatory care for acutely ill children in high-income countries: a systematic review and meta-analysis. 
Arch Dis Child 2022;107:1088-94.     PUBMED | CROSSREF

 41. Shi HY, Zhu X, Li WL, Mak JW, Wong SH, Zhu ST, Guo SL, Chan FK, Zhang ST, Ng SC. Modulation of gut 
microbiota protects against viral respiratory tract infections: a systematic review of animal and clinical 
studies. Eur J Nutr 2021;60:4151-74.     PUBMED | CROSSREF

 42. Lehtoranta L, Latvala S, Lehtinen MJ. Role of probiotics in stimulating the immune system in viral 
respiratory tract infections: a narrative review. Nutrients 2020;12:3163.     PUBMED | CROSSREF

 43. Davies T, Plummer S, Jack A, Allen M, Michael D. Lactobacillus and Bifidobacterium promote antibacterial 
and antiviral immune response in human macrophages. J Prob Health 2018;6:195.    

 44. Webberley TS, Masetti G, Baker LM, Dally J, Hughes TR, Marchesi JR, Jack AA, Plummer SF, Ramanathan 
G, Facey PD, et al. The impact of Lab4 probiotic supplementation in a 90-day study in wistar rats. Front 
Nutr 2021;8:778289.     PUBMED | CROSSREF

109https://doi.org/10.4162/nrp.2024.18.1.98

Probiotic/vitamin C and URTI symptoms in preschool

https://e-nrp.org

http://www.ncbi.nlm.nih.gov/pubmed/29752587
https://doi.org/10.1007/s00431-018-3167-1
http://www.ncbi.nlm.nih.gov/pubmed/11387176
https://doi.org/10.1136/bmj.322.7298.1327
http://www.ncbi.nlm.nih.gov/pubmed/19896252
https://doi.org/10.1016/j.clnu.2009.09.008
http://www.ncbi.nlm.nih.gov/pubmed/23794458
https://doi.org/10.1002/jmv.23623
http://www.ncbi.nlm.nih.gov/pubmed/20485304
https://doi.org/10.1038/ejcn.2010.65
http://www.ncbi.nlm.nih.gov/pubmed/27168455
https://doi.org/10.1097/MPG.0000000000001248
http://www.ncbi.nlm.nih.gov/pubmed/19651563
https://doi.org/10.1542/peds.2008-2666
http://www.ncbi.nlm.nih.gov/pubmed/29065707
https://doi.org/10.3920/BM2017.0063
http://www.ncbi.nlm.nih.gov/pubmed/26031908
https://doi.org/10.1016/j.clnu.2015.05.004
http://www.ncbi.nlm.nih.gov/pubmed/31734734
https://doi.org/10.1007/s00394-019-02137-8
http://www.ncbi.nlm.nih.gov/pubmed/34895109
https://doi.org/10.3920/BM2021.0065
http://www.ncbi.nlm.nih.gov/pubmed/30670390
https://doi.org/10.1370/afm.2327
http://www.ncbi.nlm.nih.gov/pubmed/35948405
https://doi.org/10.1136/archdischild-2022-324227
http://www.ncbi.nlm.nih.gov/pubmed/33852069
https://doi.org/10.1007/s00394-021-02519-x
http://www.ncbi.nlm.nih.gov/pubmed/33081138
https://doi.org/10.3390/nu12103163
http://www.ncbi.nlm.nih.gov/pubmed/34901123
https://doi.org/10.3389/fnut.2021.778289

