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Abstract

Background: Periodontal disease is a chronic state of inflammation that can destroy the supporting tissues around
the teeth, leading to the resorption of alveolar bone. The initial strategy for treating periodontal disease is non-
surgical sanative therapy (ST). Periodontal disease can also induce dysbiosis in the gut microbiota and contribute to
low-grade systemic inflammation. Prebiotic fibers such as inulin can selectively alter the intestinal microbiota and
support homeostasis by improving gut barrier functions and preventing inflammation. Providing an inulin
supplement prior to and post-ST may influence periodontal health while providing insight into the complex
relationship between periodontal disease and the gut microbiota. The primary objective is to determine if inulin is
more effective than the placebo at improving clinical periodontal outcomes including probing depth (PD) and
bleeding on probing (BOP). Secondary objectives include determining the effects of inulin supplementation pre-
and post-ST on salivary markers of inflammation and periodontal-associated pathogens, as these outcomes reflect
more rapid changes that can occur.

Methods: We will employ a single-center, randomized, double-blind, placebo-controlled study design and recruit
and randomize 170 participants who are receiving ST to manage the periodontal disease to the intervention (inulin)
or placebo (maltodextrin) group. A pilot study will be embedded within the randomized controlled trial using the
first 48 participants to test the feasibility for the larger, powered trial. The intervention period will begin 4 weeks
before ST through to their follow-up appointment at 10 weeks post-ST. Clinical outcomes of periodontal disease
including the number of sites with PD ≥ 4 mm and the presence of BOP will be measured at baseline and post-ST.
Salivary markers of inflammation, periodontal-associated pathogens, body mass index, and diet will be measured at
baseline, pre-ST (after 4 weeks of intervention), and post-ST (after 14 weeks of intervention).

Discussion: We expect that inulin will enhance the positive effect of ST on the management of periodontal
disease. The results of the study will provide guidance regarding the use of prebiotics prior to and as a supportive
adjunct to ST for periodontal health.
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Introduction
Background and rationale {6a}
Periodontal disease is a non-reversible chronic inflam-
matory disease that is characterized by tissue damage of
the supporting structures of teeth including alveolar
bone loss. If untreated, tooth loss may result. Key deter-
minants to the initiation and progression include genetic
factors, tooth/dentition-related factors, comorbidities
(systemic diseases), microbial communities (dental bio-
films), and modifiable lifestyle factors (diet and smoking
status) [1]. A mainline strategy for treating periodontal
disease is non-surgical sanative therapy (ST). This pro-
cedure mechanically removes biofilm and calculus that
contains pathogenic bacteria using ultrasonic and hand
instrumentation. ST is effective at reducing the probing
depths in the majority of sites where periodontal disease
is present [2, 3] though ST is limited in its ability to re-
move organisms and calculus in deep periodontal
pockets (> 5 mm), furcation areas (bone loss at the base

of the tooth where roots meet), as well as within the tis-
sues lining the periodontal pocket [4, 5]. Thus, the
underlying causes of inflammation may not be com-
pletely eliminated. The effectiveness of ST can be
assessed by measuring the changes in clinical outcomes
such as probing depth (PD), clinical attachment loss,
bleeding on probing (BOP), gingival index, plaque index,
furcation involvement, and tooth mobility. However, the
new 2017 classification of periodontal disease [6] needs
to be taken into account when choosing a primary out-
come of evaluating periodontal health. Classification for
periodontal disease is now based on a multidimensional
staging and grading system. PD is a critical clinical factor
involved in determining the staging; the process of clas-
sifying the severity and complexity of the periodontal
disease. It is also associated with healing after ST [3].
The absence of BOP can serve as a predictor of peri-
odontal stability [7]. Together, both PD and BOP are
clinically meaningful outcomes that can be used to de-
termine a patient’s current periodontal status and their
response to ST.
There is evidence of a link between our oral and gut

microbiota, which is maintained in health and disease.
Periodontal-associated pathogens, such as Porphyromo-
nas gingivalis, Prevotella intermedia, and Tannerella for-
sythia have been found to range from 105 to 108 colony-
forming units/mL of saliva in patients with periodontal
disease [8, 9]. These bacteria are thought to travel
through the proximal regions of the gastrointestinal tract
and if they are able to survive the harsh conditions in
the stomach, may eventually reach the large intestine
[10]. Individuals with periodontal disease were shown to
have present lower diversity of their gut microbiomes
[11]. P. gingivalis, often considered the etiological agent
of periodontitis, significantly alters the gut microbiota
composition [12]. Changes in gut microbiota were asso-
ciated with increased concentration of serum endo-
toxins, increased systemic inflammation, and decreased
performances in both glucose and insulin tolerance tests
[12]. In humans, the prevalence of severe periodontitis
increases with increasing insulin resistance in nondia-
betic individuals [13]. Chronic low-grade inflammation,
defined as the increased production of pro-inflammatory
cytokines and C-reactive protein (CRP), is a critical
underlying factor that can contribute to an individual’s
periodontal health [14]. A dysbiotic gut microbiota,
present in obesity, diabetes, and metabolic syndrome,
may be a contributor to this inflammation [15]. Thus, it
is plausible that a dynamic loop exists between the oral
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and the gut microbiota which is altered in inflammatory
states and modifiable by interventions targeting the oral
and/or gut ecosystems. In summary, a strategy that tar-
gets gut bacteria, including prebiotics, may be useful in
supporting periodontal health.
Prebiotic administration may be a successful strategy

in this context. Prebiotics are defined as substrates that
are selectively utilized by host microorganisms
conferring a health benefit [16]. Inulin-type fructans are
among the most largely substantiated prebiotics. Inulin
has a degree of fructose polymerization (DP) between 2
and 60, is undigested by the host, and selectively stimu-
lates gut bacteria. Long-chain (DP = 10–60) inulin sup-
plementation has been shown to lead to an increased
production in butyrate, a short-chain fatty acid import-
ant in the maintenance of a healthy intestinal epithelium
[17, 18]. Prebiotic supplementation and the production
of butyrate may help to sustain the intestinal barrier
leading to lower serum lipopolysaccharide (LPS) concen-
trations and improvement of low-grade chronic inflam-
mation (Fig. 1) [19, 20].
While the effects of inulin supplementation on

periodontal disease have not been investigated,
epidemiological studies have reported a significant
association between intake of dietary fiber and a
decreased risk of periodontal disease [21–23]. Aligned
with this, higher intakes of fruits and vegetables,
including inulin-containing bananas, asparagus, and
leeks, were significantly associated with a lower percent-
age of sites with PD greater than > 3mm after ST [3].
One intervention study provided individuals with a low-
fat, high fiber test meal three times a day for 8 weeks. At
the end of the intervention, participants experienced im-
provements in periodontal disease outcomes that in-
cluded significant decreases in average PD, clinical
attachment levels, and percentage of sites with BOP
[24]. Of note is that participants had a body mass index
(BMI) of at least 25 kg/m2 or demonstrated impaired
glucose tolerance—two important risk factors of devel-
oping periodontal disease. Although the mechanistic ac-
tion could not be established in these studies, it is clear
that intake of high-fiber foods has benefits for periodon-
tal disease. The main aim of the study is to determine if
supplementation with inulin will have beneficial effects
on clinical outcomes of periodontal disease in patients
with periodontal disease.

Objectives {7}
The primary objective of this trial is to determine if
inulin supplementation for 14 weeks, provided pre-,
peri-, and post-ST, is more effective than the placebo at
significantly decreasing the mean number of sites with
PD ≥ 4 mm and decreasing the presence of BOP. Sec-
ondary objectives include determining the effects of

inulin supplementation pre-, peri-, and post-ST on saliv-
ary markers of inflammation and periodontal-associated
pathogens.

Trial design {8}
A pilot study will be embedded within the randomized
controlled trial with the first 48 participants. Once the
pilot study is completed and the feasibility has been
established, these participants will be included in the full
trial. This is a single-center, randomized, double-blind,
placebo-controlled study. The flowchart of the study is
presented in Fig. 2. Participants will be randomly allo-
cated in a 1:1 ratio into the intervention group (N = 85)
or control group (N = 85).
The visits and timeline is described below:

� Visit 0 (virtual visit): Eligibility screening and
informed consent will follow if the participant meets
the criteria.

� Visit I (initial consult): Informed consent (if not
given virtually at Visit 0). Randomization to either
inulin or placebo group. Baseline periodontal
assessment (PD and BOP), anthropometry (weight,
height), dietary assessment, salivary markers of
inflammation, and periodontal-associated pathogens

� Visit II (ST is performed): Anthropometry (weight,
height), dietary assessment, salivary markers of
inflammation, and periodontal-associated pathogens.
ST is typically scheduled 4 weeks from the patient’s
initial consultation.

� Visit III (follow-up, post-ST): Final periodontal as-
sessment (PD and BOP), anthropometry (weight,
height), dietary assessment, salivary markers of in-
flammation, and periodontal-associated pathogens.

Methods: Participants, interventions, and
outcomes
Study setting {9}
Participants will be recruited from a local periodontal
clinic. Patients are referred to the specialty clinic by
their general dentist or hygienist if they exhibit signs of
advanced periodontal disease. Referred patients will be
sent an email including the letter of invitation to
participate in the study.

Eligibility criteria {10}
Inclusion criteria include patients of both sexes,
attending the clinic with a diagnosed periodontal disease
requiring ST and over the age of 19 who are willing and
able to provide informed consent.
Exclusion criteria included pregnancy, breast-feeding,

demonstrating glycated hemoglobin (HbA1c) levels
greater than 8% in the previous 3 months, chronic GI
conditions (e.g., colon cancer, inflammatory bowel
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disease, celiac disease) and infections, use of antibiotics
for the management of non-periodontal conditions
within the previous 4 weeks, individuals who cannot stop
taking laxatives, prebiotics, probiotics, and/or fiber sup-
plements 2 weeks prior to the start of the intervention
and for the duration of the study and current smoking
and/or cannabis use. Patients with severe periodontal
disease that require antibiotics with ST as part of their
treatment will be withdrawn. This will be determined
after the patients’ initial consultation (Visit I). Patients
will also be withdrawn if they do not come back for Visit
II or III. The eligibility criteria are summarized in Table
1.

Who will take informed consent? {26a}
Those that are interested in participating in this study
will be invited to a virtual meeting with a member of the
research team due to the constraints of the COVID-19
pandemic. Participants can either agree to being virtually
recorded as they read the statement from the consent
form, fill out the consent form, and send it back via
email or bring the consent form with them to their ini-
tial consultation (Visit I).

Additional consent provisions for collection and use of
participant data and biological specimens {26b}
A proportion of patients continue at the clinic for
long-term/indefinite maintenance of their periodon-
tal health. We may perform a follow-up of the par-
ticipants after 1 or 2 years or later from the end of
this study if they are continuing to have periodontal
maintenance appointments at the clinic. If the par-
ticipant wishes to be involved with the follow-up
study, there is a line on the consent form that they
can sign.

Interventions
Explanation for the choice of comparators {6b}
Participants allocated to the study group will receive
inulin (10 g/day; Orafti®GR, Beneo, Mannheim,
Germany) while participants in the placebo group will
receive maltodextrin (10 g/day; Canadian Protein;
Toronto, Ontario, Canada). Maltodextrin is the most
common placebo used in intervention studies with
inulin because it has a similar physical appearance and
energy content to inulin.

Fig. 1 Possible connection linking periodontal disease, obesity, gut dysbiosis, and low-grade inflammation. Prebiotics may restore the gut
microbiome to a state of homeostasis to disrupt the connection
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Intervention description {11a}
The supplements will be individually packaged in
sachets and will contain 10 g of the specified powder.
All participants will be instructed to consume one
package per day. Supplements can be mixed with water
or with another liquid of choice (250mL of liquid per
serving).

Criteria for discontinuing or modifying allocated
interventions {11b}
Inulin administered at 10 g/day is generally well-
tolerated, resulting in only mild gastrointestinal (GI)
symptoms of gas/bloating, flatulence, constipation, and
GI cramping/rumbling [25]. Furthermore, participants
will be instructed to divide the 10 g dose into two 5 g

Table 1 Participant inclusion, exclusion and withdrawal criteria

Inclusion criteria Exclusion criteria Withdrawal criteria

· Patients of both sexes
attending the clinic with
periodontal disease
· Over the age 19 (no upper
age restriction)
· Be able to provide informed,
written, or verbal consent

· Demonstrating HbA1c levels greater than 8% in the previous 3
months
· Chronic GI conditions (e.g., colon cancer, inflammatory bowel
disease, celiac disease) and infections
· Current or previous use of antibiotics for management of non-
periodontal conditions within the past 4 weeks
· Individuals who cannot stop taking laxatives, prebiotics, probiotics
and/or fiber supplements 2 weeks prior to the start of the
intervention and for the duration of the study
· Smokers and/or cannabis users
· Pregnant or lactating

· Patients with severe periodontal disease that
require antibiotics with ST as part of their
treatment
· Patients who do not show for Visit II or Visit
III

Fig. 2 Study design flowchart

Zanatta et al. Trials          (2021) 22:527 Page 5 of 13



doses—in the morning and evening. This method has
been shown to have no significant increase in GI symp-
tom incidence [26]. We believe this will minimize, if any,
side effects from the intervention. If the participant can-
not continue with the study for any reason, they will be
aware they may stop the intervention at any time and it
will not affect the level of care they receive at the clinic.

Strategies to improve adherence to interventions {11c}
All participants will receive exactly 100 sachets to last
them until their scheduled follow-up appointment. They
will be asked to return any unused sachets when they
come in for their follow-up to account for missed dos-
ages. Participants will receive a daily reminder to take
the prebiotic in the morning and afternoon using an on-
line application (Auto Message) and will also be
instructed to take it prior to brushing their teeth in the
morning and at night as an additional reminder.

Relevant concomitant care permitted or prohibited
during the trial {11d}
All relevant concomitant care will be permitted and
recorded.

Provisions for post-trial care {30}
There will be no post trial care. It is anticipated that
there will be no risks requiring compensation.

Outcomes {12}
Primary outcome measures

1. Clinical assessment
� Reduction in the number of sites with PD ≥ 4

mm
� Reduction in the presence of BOP

Secondary outcome measures

2. Salivary markers of inflammation
� Reduction in interleukin-1ß (IL-1ß)
� Reduction in IL-6
� Reduction in CRP
� Reduction in matrix metalloproteinase-8 (MMP-

8)
3. Periodontal-associated pathogens

� Reduction in Aggregatibacter
actinomycetemcomitans

� Reduction in Porphyromonas gingivalis
� Reduction in Tannerella forsythia
� Reduction in Treponema denticola

4. Anthropometric parameters
� Change in BMI

5. Dietary assessment
� Change in energy intake

� Change in carbohydrate intake
� Change in fat intake
� Change in protein intake

Periodontal examination
All periodontal examinations will be completed by
Registered Dental Hygienists with 15 years or more of
experience using a periodontal probe. Multiple
hygienists will participate in this study and to ensure
consistency among measurements, they will be
calibrated to apply 25 N of pressure by using an
electronic scale [27]. Six PD sites will be measured on all
teeth and implants (mesiobuccal, buccal, distobuccal,
mesiolingual, lingual, and distolingual) as previously
described [27]. The total number of sites with probing
depths ≥ 4 mm will be measured. BOP will be measured
by visual inspection and expressed as either absent or
present at each of the sites.

Saliva collection and measurement of markers of
inflammation
Participants will rinse with 85mL of water for
approximately 1 min, 10 min prior to collection. Saliva
will be collected using unstimulated passive drool and a
saliva collection aid (Salimetrics; Carlsbad, CA) into a
prelabeled collection vial. Saliva samples will be stored
on ice in a small cooler, centrifuged at 3000g for 15 min
and supernatant collected into a labeled sterile tube and
stored at − 80 °C until analysis. IL-1ß, IL-6, and CRP will
be analyzed using enzyme-linked immunosorbent assay
kits (Salimetrics; Carlsbad, CA) and MMP-8 will be ana-
lyzed using a human quantikine enzyme-linked im-
munosorbent assay kits (R&D Systems, Inc.; Oakville,
Canada) as per the manufacturer’s instructions. All as-
says will be completed in triplicate.

Periodontal-associated pathogens
Participants will rinse with saline for 30 s then
expectorate spit in a collection tube. This sample will be
taken after the saliva sample that will be used for the
measurement of markers of inflammation. Samples will
be frozen at -80 °C until further analysis. A.
actinomycetemcomitans, P. gingivalis, T. forsythia, and T.
denticola will be quantified by quantitative PCR [28].

Dietary assessment
Dietary intakes will be measured using the Canadian
version of the Automated Self-Administered 24-hour
(ASA24®) Dietary Assessment Tool. The ASA24 will be
completed online by participants and food intakes will
be recalled over a 24-h period. ASA24 features two web-
based applications, one that the participant will use to
complete dietary recalls and one for the researcher to
access nutrient analyses. Participants will be asked to
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complete 3 dietary assessments at each visit time point
(two weekdays and one weekend day) to obtain an ac-
curate representation. Participants will be given their
username and password for the ASA24 respondent web-
site so that they can complete the dietary assessments at
home. The username will match their unique code ad-
ministered on the intervention package. Participants will
complete the first set of recalls before they begin the
intervention. For Visits II and III, the research team will
email or call the participant a week before their upcom-
ing appointment and instruct them to log on to the
ASA24 website and complete a set of food recalls before
they return to the clinic for their next visit. Total energy
intake, protein, fat, and carbohydrate intakes will be ex-
trapolated from the assessments for the analysis. The
means of each nutrient will be taken from the 3 recalls
for each visit.

Anthropometric assessment
Height and weight will be measured to calculate BMI
(kg/m2). Participants will be asked to remove their shoes
and will be weighed and height will be measured to the
nearest 0.1 kg and 0.1 m, respectively, using a height and
weight scale (Health-O-Meter Professional; Sunbeam
Products, Inc.). If certain situations prevent height and
weight from being taken (COVID-19 pandemic), we will
use self-reported height and weight.

Participant timeline {13}
The participant timeline is shown in Table 2.

Sample size {14}
Sample size for pilot study
No randomized controlled trials have investigated the
combined effect of inulin with ST on periodontal
outcomes. To ensure the feasibility of the study—
including participant adherence to the protocol and
sample collection—a pilot study will be performed. The
goal is to obtain data from 20 participants for each
group during the pilot study. Assuming that up to 20%
of participants may drop out or be withdrawn; we will
aim to recruit 24 participants per group, for a total of 48
participants. If no unforeseen difficulties arise in the
pilot study, participant data will be part of the full trial.

Sample size for full trial
The number of sites with probing depths ≥ 4 mm was
used to determine sample size, as ST has been shown to
reduce BOP to minimal levels to the point where an
adjunct could not increase the effectiveness [3]. Previous
literature has reported the mean change in number of
sites with probing depths ≥ 4 mm from baseline to an
average follow-up of 10.86 weeks is a mean of 81 with a
standard deviation of 21 [3]. It has been shown that a

high fiber diet can result in a 4% decrease in average PD
though these participants were not diagnosed with peri-
odontal disease and were not undergoing treatment with
ST [24]. We believe it is reasonable to estimate that par-
ticipants who are suffering from this disease and have
deeper probing depths will experience a greater reduc-
tion in PD ≥ 4 mm in combination with ST (10%), as
baseline PD is positively associated with follow-up PD
[3]. Thus, the estimated mean change in the number of
sites with probing depths of ≥ 4 mm is 91. Using a
power of 80% and an alpha of 0.05, the total number of
participants needed per group is 71. A 20% drop-out
rate is estimated; the sample size for the full trial is 85
per group or a total of 170 participants. The sample size
needed for the full trial was estimated using a statistical
software (G*Power 3.1).

Recruitment {15}
The clinic typically sees 200 patients per year for ST
with 65% of the patients being nonsmokers, leaving a
total of 130 patients who are eligible to participate in the
study. Of those 130 individuals, 10% of people will have
severe cases of periodontal disease that will require
antibiotics with ST. This equates to 117 patients per
year that remain eligible to participate in the study. We
are estimating that 60% of people will agree to
participate on the study, given the time commitment to
the intervention. Previous data we collected showed
64.7% of patients undergoing periodontal surgery
reported using one or more dietary supplements [29].
We anticipate that the same proportion of patients
undergoing ST will be highly motivated to further
support their recovery and will agree to the study.
Therefore, the recruitment for 48 participants in the
pilot study will be completed within 1 year. It is
expected that participants from the pilot study will be
included as part of the full trial sample size.

Assignment of interventions: allocation
Sequence generation {16a}
A computer-generated list of random numbers will be
used to create a sequential set of unique codes with an
equal number of participants assigned to each of the two
groups.

Concealment mechanism {16b}
A member of the research team will be responsible for
the randomization and labeling of the packages. Each
intervention package will contain 100 sachets of either
the control or intervention product. The packages will
be labeled with the unique codes that were generated.
There will be a master list, kept in a locked office at the
clinic, which matches the unique code with the
corresponding treatment.
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Implementation {16c}
The inulin or placebo will be prepared ahead of
time and stored at the clinic. The packaging will
ensure that the specific treatment cannot be
visually ascertained. The participants will be
randomized to receive a package at the clinic and
the unique code on the package will become the
code that identifies the participant. Participants will

be instructed to use this code to complete their
dietary assessments at home. This code will also be
used to label saliva samples. At this time,
participants will receive verbal instructions on how
to take the supplement and ask any questions they
might have. Written instructions will also be
included in the package to refer to when they are
back home.

Table 2 Schedule for enrollment, intervention, and assessments during the study period
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Assignment of interventions: Blinding
Who will be blinded {17a}
The trial participants and care providers will be blinded
to the group allocation.

Procedure for unblinding if needed {17b}
In the case of emergency and a participants’ allocated
intervention needs to be revealed, a staff member at the
clinic will match the master list to the list that identifies
the participants’ name and code.

Data collection and management
Plans for assessment and collection of outcomes {18a}
Clinical data, including periodontal outcomes and
anthropometric measurements, will be collected from
electronic patient files and recorded in a specialized
spreadsheet. This will be combined with data from the
online dietary assessments and saliva analyses.

Plans to promote participant retention and complete
follow-up {18b}
Participants regularly attend the appointments where we
will be collecting data for their clinical care. Thus, we
have designed the intervention around this schedule. As
previously mentioned, side effects will be minimized by
taking the intervention as two separate doses during the
day. Also, we have minimized the burden on the
participants by having the treatments individually
packaged.

Data management {19}
Dietary questionnaires will be filled out online and will
be downloaded from the ASA24 website onto a
spreadsheet file that will become the main data set. Data
from the clinic and saliva analyses will be added to said
file upon completion and a second member of the
research team will go through the imputed information
to check for any errors. Regular back-ups will be made
in the study folder on the protected research server/
computers to prevent loss of data. Verbally recorded in-
formed consent will be recorded in the electronic par-
ticipant folder and signed paper forms will be stored at
the clinic.

Confidentiality {27}
The participant’s name and their unique code will be
recorded on a separate list that will be stored in a
separate location from the master list at the clinic. Once
the study is completed, the list that contains the
participant’s name and which unique code they received
will be combined with the master list, along with clinic
data including probing depth and anthropometric
measurements. In order to maintain participant
confidentiality, only the participant’s unique code and

their corresponding data will be exported from the clinic
to conduct the analyses. Saliva samples will be labeled
with the participant’s unique code and the researcher
conducting the analysis will not know whom they
belong to. Dietary questionnaires will also be completed
using the unique code.

Plans for collection, laboratory evaluation, and storage of
biological specimens for genetic or molecular analysis in
this trial/future use {33}
Saliva samples will be stored at Brock University and
any remaining sample will be destroyed after 10 years.

Statistical methods
Statistical methods for primary and secondary outcomes
{20a}
Data will be entered into excel by a member of the
research team. Another member will double-check the
numbers and values to ensure the accuracy of data entry.
Statistical analyses will be performed using IBM SPSS 26
statistical software and significance will be determined
when P < 0.05. Mean and standard deviations will be re-
ported for outcomes. Analysis of baseline participant
demographics will be calculated to ensure consistency
between the groups. The Kolmogorov-Smirnov test will
be used to test the normality of the data. Levene’s test
will be used to assess the equality of variances. Probing
depths outcomes will be analyzed using an independent
sample t test for the mean change in the number of PD
≥ 4 mm. If the data is not normally distributed, a Mann-
Whitney test will be used. BOP is a categorical variable
and chi-square analyses will be performed to measure
the associations between the presence of bleeding and
the treatment group.
The concentrations of the four salivary biomarkers

and the quantitative values of the four periodontal
pathogens at all three sample collection times will be log
transformed to normalize their distribution. Two-way
repeated measures analysis of variance (ANOVA) using
treatment × time will be used to analyze each biomarker
and pathogen individually. A repeated-measures
ANOVA with Tukey’s post hoc test will be used to de-
termine changes in energy and macronutrient intakes
over the 3 visits in the intervention and control groups.

Interim analyses {21b}
There are no interim analyses planned.

Methods for additional analyses (e.g., subgroup analyses)
{20b}
The study will also determine if there is a difference in
the effect of inulin on the primary outcomes in terms of
BMI. Subgroup analyses for the number of sites with PD
≥ 4 mm will be performed using two categories for BMI:
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normal BMI (< 25 kg/m2) or overweight/obese (≥ 25 kg/
m2). This analysis will be conducted using an
independent sample t test. Chi-square analyses will be
performed for BOP.

Methods in analysis to handle protocol non-adherence
and any statistical methods to handle missing data {20c}
We want to ensure the treatment effect is not
conservative; therefore a modified-to-treat approach will
be used in the analysis of this trial. To be included in
the analysis, participants will need to take the interven-
tion for 75% of the 28 days pre-ST and for 75% of the
70 days post-ST. The study protocol is designed to
maximize data collection. Missing data for secondary
outcomes, particularly dietary intakes, the statistical
method of multiple imputation will be used.

Plans to give access to the full protocol, participant-level
data, and statistical code {31c}
This study presents the full protocol. The datasets can
be made available by the corresponding author when the
trial concludes.

Oversight and monitoring
Composition of the coordinating center and trial steering
committee {5d}
N/A—This is a single clinic trial involving a nutritional
supplement.

Composition of the data monitoring committee, its role
and reporting structure {21a}
A data monitoring committee has not been established.
This is a monocenter study design. The study results
from the pilot study will be evaluated by the research
team and may reveal suggestions for protocol
amendments and/or a need for a data monitoring
committee.

Adverse event reporting and harms {22}
Hypersensitivity to inulin is extremely rare and mostly
benign. We do not expect any adverse events to occur
and participants can stop taking the intervention at any
time.

Frequency and plans for auditing trial conduct {23}
The trial will not be audited as there are no anticipated
risks associated with the intervention. In addition,
findings from the pilot study will be used as an
opportunity to audit the trial.

Plans for communicating important protocol
amendments to relevant parties (e.g., trial participants,
ethical committees) {25}
Any protocol amendments that result from the pilot or
main study will first be approved by the Research Ethics
Board at Brock University. Once approved, the online
clinical trial registry will be updated and participants will
be notified by phone or email, if applicable. To date,
there have been no protocol amendments.

Dissemination plans {31a}
We will disseminate the study findings through peer-
reviewed journal publications and conference presenta-
tions. Once the manuscript has been accepted for publi-
cation, a lay summary of the study will be sent to all
participants. This lay summary will include a brief state-
ment of why the study was conducted and the aim, the
salient findings, and the importance of the study includ-
ing a take home message of what the study has shown.
Anonymous data will be made available upon reasonable
request to the corresponding author.

Discussion
Periodontal bacteria may downregulate intestinal
permeability and increase serum endotoxins or
lipopolysaccharides (LPS) and subsequent systemic
inflammation. In C57BL/6 mice, administration of P.
gingivalis decreased the expression of tight junction
proteins (tight junction protein 1 and occluding) which
was associated with an increase of serum LPS levels [11].
LPS binds to a CD14/toll-like receptor (TLR)4/MD2
complex which initiates a cascade of inflammatory
events with the secretion of pro-inflammatory cytokines
[30]. The gut microbiota may mediate the physiological
connection between periodontal disease, obesity, and
other systemic diseases. Therefore, strategies that target
changes in the gut microbiota may also affect periodon-
tal health. Specifically, the use of inulin to support the
growth of beneficial gut bacteria may help alter the oral
microbiota and inflammation by targeting systemic levels
of various cytokines.
Given that obesity is a major risk factor for

periodontal diseases [31], we will conduct subgroup
analyses for the primary outcomes in which participants
are categorized as either having a BMI that is classified
as normal or overweight/obese. A systematic review with
a meta-analysis reviewed the efficacy of ST among obese
and non-obese participants [32]. The meta-analysis
showed comparable outcomes in terms of in PD and
clinical attachment loss between obese and non-obese
subjects. However, in two of the five studies included,
participants with obesity had a smaller reduction in
mean PD from baseline to follow-up. The other three
studies showed comparable clinical periodontal
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condition in both obese and non-obese patients. The au-
thors could not conclude if ST had a different effect in
obese compared to non-obese participants with chronic
periodontitis because of these conflicting results; how-
ever, they did report that serum IL-6, tumor necrosis
factor-α, and leptin levels were more elevated in the
obese compared to non-obese patients at both baseline
and follow-up. This finding can be explained by the fact
obesity results in a greater number of adipocytes and ad-
ipocytes that produce hormones and pro-inflammatory
cytokines, including those found elevated in the studies,
which relate to low-grade systemic inflammation [33].
Inulin supplementation at 10 g/day in patients with type
2 diabetes mellitus has demonstrated the ability in de-
creasing weight and BMI with significant decreases in
serum high sensitivity-CRP, TNF-α, and LPS [34]. We
anticipate that inulin may be able to attenuate obesity-
related inflammation and as a result, overweight/obese
participants may demonstrate greater reductions in PD
and BOP than non-obese participants. This follows the
hypothesis that systemic inflammation is one of the fac-
tors linking obesity to periodontal disease.
This study will contribute to a better understanding of the

role of inulin, a type of prebiotic, and periodontal disease. To
our knowledge, no direct intervention with prebiotic
supplementation to support the effectiveness of ST for
periodontal disease has been conducted. Though, there is
evidence that a higher intake of dietary fiber supports
periodontal health. Dietary fiber may act as a mechanical force
on the dental surfaces to aid in the shedding of the
periodontal-associated pathogens in the microbial biofilm [35].
We will determine if a supplement can still be effective for
periodontal health, given the lack of mechanical force needed
for digestion of the inulin supplement to be provided.
This unique study design allows us to measure the

response of inulin prior to and after sanative therapy.
We can determine if inulin can improve periodontal
biomarkers alone and if inulin can be considered an
adjunct to ST. Salivary biomarkers are likely to change
prior to improvements in clinical outcomes, which is
why we are measuring salivary biomarkers and
periodontal pathogens but not clinical outcomes at Visit
II. The first 4 weeks of the intervention prior to ST will
be used to assess the response of inulin alone; we
predict that inulin supplementation may be able to
decrease salivary markers of inflammation and
periodontal-associated pathogens. The remaining 10
weeks will compare ST to ST and inulin supplementa-
tion. It is hypothesized that the inulin group will have a
greater reduction in the number of sites with PD ≥ 4
mm and for the percentage of sites with BOP. Further,
the subgroup analyses are anticipated to show that the
response is greater in participants who are overweight/
obese.

This will be the first randomized controlled trial
looking at the effects of prebiotics in periodontal
outcomes completed in humans. The study design
allows us to assess the effects on salivary biomarkers
alone and in conjunction with treatment. A limitation of
the study includes the time and resources required to
recruit the participants needed to complete the full trial.
Because the effect of ST at reducing the number of sites
with periodontal disease is large, elucidating a potential
benefit of combining inulin with ST requires a large
sample size. However, periodontal disease is a chronic
disease that requires lifelong maintenance such that
even a small improvement in the efficiency of ST,
resulting in better clinical outcomes, can help with long-
term prognosis. Further enrichment with inulin may be
able to sustain these benefits if it is able to modulate sal-
ivary biomarkers. This study will conclude (a) if inulin
can facilitate a better periodontal state so that partici-
pants’ recovery from ST is enhanced and (b) if inulin in-
take can improve periodontal outcomes during ST.

Trial status
The protocol (version 2) has been registered at
ClinicalTrials.gov on 17 December 2020
(NCT04670133). The start date of the recruitment is
June 1, 2022, and is estimated to be until December 31,
2023 (we were realistic about the study start date given
the COVID-19 situation).

Abbreviations
ANOVA: Analysis of variance; ASA24: Automated self-administered 24-hour;
BMI: Body mass index; CRP: C-reactive protein; GI: Gastrointestinal; IL-
1ß: Interleukin-1β; IL-6: Interleukin-6; LPS: Lipopolysaccharide; MMP-8: Matrix
metalloproteinase-8; PD: Probing depth; ST: Sanative therapy

Authors’ contributions {31b}
CZ, PF, and WW developed the study protocol. CZ prepared the first draft of
the manuscript and incorporated feedback from all authors. PF, EC, and WW
reviewed and critically appraised the manuscript. All authors read and
approved the final version of this manuscript.

Funding {4}
To date, this protocol has received no specific grant from any funding
agency. Elena M Comelli holds the Lawson Family Chair in Microbiome
Nutrition Research at the University of Toronto. Wendy E Ward holds a
Canada Research Chair in Bone and Muscle Development.

Availability of data and materials {29}
Not applicable. The manuscript does not contain any data.

Declarations

Ethics approval and consent to participate {24}
Ethical approval was granted by the Health Science Research Ethics Board,
Brock University, #19-202 (St. Catharines, Ontario, Canada). Verbally recorded
or written informed consent to participate will be obtained from all
participants.

Consent for publication {32}
Not applicable. There are no patient data included in the protocol.

Zanatta et al. Trials          (2021) 22:527 Page 11 of 13



Competing interests {28}
EMC has received research support from Lallemand Health Solutions and
Ocean Spray and has received consultant fees or speaker or travel support
from Danone, Nestlé, and Lallemand Health Solutions. The other authors
declare they have no competing interests.

Author details
1Department of Kinesiology, Faculty of Applied Health Sciences, Brock
University, St. Catharines, ON, Canada. 2Center for Bone and Muscle Health,
Faculty of Applied Health Sciences, Brock University, St. Catharines, ON,
Canada. 3Periodontal Wellness & Implant Surgery, Fonthill, ON, Canada.
4Department of Nutritional Sciences and Joannah and Brian Lawson Centre
for Child Nutrition, Faculty of Medicine, University of Toronto, Toronto, ON,
Canada.

Received: 20 December 2020 Accepted: 2 August 2021

References
1. Loos BG, Van Dyke TE. The role of inflammation and genetics in periodontal

disease. Periodontol 2000. 2020;83:26–39.
2. Haffajee AD, Cugini MA, Dibart S, Smith C, Kent RL Jr, Socransky SS. The

effect of SRP on the clinical and microbiological parameters of periodontal
diseases. J Clin Periodontol. 1997;24(5):324–34. https://doi.org/10.1111/j.1
600-051x.1997.tb00765.x.

3. Dodington DW, Fritz PC, Sullivan PJ, Ward WE. Higher Intakes of Fruits and
Vegetables, β-Carotene, Vitamin C, α-Tocopherol, EPA, and DHA Are
Positively Associated with Periodontal Healing after Nonsurgical Periodontal
Therapy in Nonsmokers but Not in Smokers. J Nutr. 2015;145(11):2512–9.
https://doi.org/10.3945/jn.115.2115241.

4. Fleischer HC, Mellonig JT, Brayer WK, Gray JL, Barnett JD. Scaling and root
planing efficacy in multirooted teeth. J Periodontol. 1989;60(7):402–9.
https://doi.org/10.1902/jop.1989.60.7.402.

5. Rabbani GM, Ash MM Jr, Caffesse RG. The effectiveness of subgingival
scaling and root planing in calculus removal. J Periodontol. 1981;52(3):119–
23. https://doi.org/10.1902/jop.1981.52.3.119.

6. Papapanou PN, Sanz M, Buduneli N, Dietrich T, Feres M, Fine DH, et al.
Periodontitis: Consensus report of workgroup 2 of the 2017 World
Workshop on the Classification of Periodontal and Peri-Implant Diseases
and Conditions. J Clin Periodontol. 2018;45(Suppl 20):S162–70. https://doi.
org/10.1111/jcpe.12946.

7. Lang NP, Adler R, Joss A, Nyman S. Absence of bleeding on probing. An
indicator of periodontal stability. J Clin Periodontol. 1990;17(10):714–21.
https://doi.org/10.1111/j.1600-051X.1990.tb01059.x.

8. Saygun I, Nizam N, Keskiner I, Bal V, Kubar A, Açıkel C, et al. Salivary
infectious agents and periodontal disease status. J Periodontal Res. 2011;
46(2):235–9. https://doi.org/10.1111/j.1600-0765.2010.01335.x.

9. von Troil-Lindén B, Torkko H, Alaluusua S, Jousimies-Somer H, Asikainen S.
Salivary Levels of Suspected Periodontal Pathogens in Relation to
Periodontal Status and Treatment. J Dent Res. 1995;74(11):1789–95. https://
doi.org/10.1177/00220345950740111201.

10. Walker MY, Pratap S, Southerland JH, Farmer-Dixon CM, Lakshmyya K,
Gangula PR. Role of oral and gut microbiome in nitric oxide-mediated
colon motility. Nitric Oxide. 2018;73:81–8. https://doi.org/10.1016/j.niox.2017.
06.003.

11. Lourenςo TGB, Spencer SJ, Alm EJ, Colombo APV. Defining the gut
microbiota in individuals with periodontal diseases: an exploratory study. J
Oral Microbiol. 2018;10(1):1487741. https://doi.org/10.1080/20002297.2018.14
87741.

12. Nakajima M, Arimatsu K, Kato T, Matsuda Y, Minagawa T, Takahashi N, et al.
Oral Administration of P. gingivalis Induces Dysbiosis of Gut Microbiota and
Impaired Barrier Function Leading to Dissemination of Enterobacteria to the
Liver. PLoS One. 2015;10:1–15.

13. Song IS, Han K, Park YM, Ji S, Jun SH, Ryu JJ, et al. Severe Periodontitis Is
Associated with Insulin Resistance in Non-abdominal Obese Adults. J Clin
Endocrinol Metab. 2016;101(11):4251–9. https://doi.org/10.1210/jc.2016-2061.

14. Cecoro G, Annunziata M, Iuorio MT, Nastri L, Guida L. Periodontitis, Low-
Grade Inflammation and Systemic Health: A Scoping Review. Medicina
(Kaunas). 2020;56(6):272. https://doi.org/10.3390/medicina56060272.

15. Nagpal R, Kumar M, Yadav AK, Hemalatha R, Yadav H, Marotta F, et al. Gut
microbiota in health and disease: an overview focused on metabolic

inflammation. Benef Microbes. 2016;7(2):181–94. https://doi.org/10.3920/
bm2015.0062.

16. Gibson GR, Hutkins R, Sanders ME, Prescott SL, Reimer RA, Salminen SJ, et al.
Expert consensus document: The International Scientific Association for
Probiotics and Prebiotics (ISAPP) consensus statement on the definition and
scope of prebiotics. Nat Rev Gastroenterol Hepatol. 2017;14(8):491–502.
https://doi.org/10.1038/nrgastro.2017.75.

17. Kleessen B, Hartmann L, Blaut M. Oligofructose and long-chain inulin:
influence on the gut microbial ecology of rats associated with a human
faecal flora. Br J Nutr. 2001;86(2):291–300. https://doi.org/10.1079/bjn20014
03.

18. Canani RB, Costanzo MD, Leone L, Pedata M, Meli R, Calignano A. Potential
beneficial effects of butyrate in intestinal and extraintestinal diseases. World
J Gastroenterol. 2011;17(12):1519–28. https://doi.org/10.3748/wjg.v17.i12.151
9\.

19. Cani PD, Possemiers S, Van de Wiele T, et al. Changes in gut microbiota
control inflammation in obese mice through a mechanism involving GLP-2-
driven improvement of gut permeability. Gut. 2009;58(8):1091–103. https://
doi.org/10.1136/gut.2008.165886.

20. Fang W, Xue H, Chen X, Chen K, Ling W. Supplementation with Sodium
Butyrate Modulates the Composition of the Gut Microbiota and Ameliorates
High-Fat Diet-Induced Obesity in Mice. J Nutr. 2019;149(5):747–54. https://
doi.org/10.1093/jn/nxy324.

21. Nielsen SJ, Trak-Fellermeier MA, Joshipura K, Dye BA. Dietary Fiber Intake Is
Inversely Associated with Periodontal Disease among US Adults. J Nutr.
2016;146(12):2530–6. https://doi.org/10.3945/jn.116.237065.

22. Schwartz N, Kaye EK, Nunn ME, Spiro A 3rd, Garcia RI. High-fiber foods
reduce periodontal disease progression in men aged 65 and older: the
Veterans Affairs normative aging study/Dental Longitudinal Study. J Am
Geriatr Soc. 2012;60(4):676–83. https://doi.org/10.1111/j.1532-5415.2011.03
866.x.

23. Merchant AT, Pitiphat W, Franz M, Joshipura KJ. Whole-grain and fiber
intakes and periodontitis risk in men. Am J Clin Nutr. 2006;83(6):1395–400.
https://doi.org/10.1093/ajcn/83.6.1395.

24. Kondo K, Ishikado A, Morino K, Nishio Y, Ugi S, Kajiwara S, et al. A high-fiber,
low-fat diet improves periodontal disease markers in high-risk subjects: a
pilot study. Nutr Res. 2014;34(6):491–8. https://doi.org/10.1016/j.nutres.2014.
06.001.

25. Bonnema AL, Kolberg LW, Thomas W, Slavin JL. Gastrointestinal tolerance of
chicory inulin products. J Am Diet Assoc. 2010;110(6):865–8. https://doi.
org/10.1016/j.jada.2010.03.025.

26. Bruhwyler J, Carreer F, Demanet E, Jacobs H. Digestive tolerance of inulin-
type fructans: a double-blind, placebo-controlled, cross-over, dose-ranging,
randomized study in healthy volunteers. Int J Food Sci Nutr. 2009;60(2):165–
75. https://doi.org/10.1080/09637480701625697.

27. Sparrow TV, Dodington DW, Yumol JL, Fritz PC, Ward WE. Higher intakes of
flavonoids are associated with lower salivary IL-1β and maintenance of
periodontal health 3-4 years after scaling and root planing. J Clin
Periodontol. 2020;47(4):461–9. https://doi.org/10.1111/jcpe.13263.

28. Paqué PN, Herz C, Jenzer JS, Wiedemeier DB, Attin T, Bostanci N, et al. Microbial
Analysis of Saliva to Identify Oral Diseases Using a Point-of-Care Compatible qPCR
Assay. J Clin Med. 2020;9(9):2945. https://doi.org/10.3390/jcm9092945.

29. Beaudette JR, Fritz PC, Sullivan PJ, Piccini A, Ward WE. Patients undergoing
periodontal procedures commonly use dietary supplements: A
consideration in the design of intervention trials. Clin Exp Dent Res. 2020.
https://doi.org/10.1002/cre2.328.

30. Levy E, Xanthou G, Petrakou E, Zacharioudaki V, Tsatsanis C, Fotopoulos S,
et al. Distinct roles of TLR4 and CD14 in LPS-induced inflammatory
responses of neonates. Pediatr Res. 2009;66(2):179–84. https://doi.org/10.12
03/PDR.0b013e3181a9f41b.

31. Nishida N, Tanaka M, Hayashi N, Nagata H, Takeshita T, Nakayama K, et al.
Determination of smoking and obesity as periodontitis risks using the
classification and regression tree method. J Periodontol. 2005;76(6):923–8.
https://doi.org/10.1902/jop.2005.76.6.923.

32. Akram Z, Safii SH, Vaithilingam RD, Baharuddin NA, Javed F, Vohra F. Efficacy
of non-surgical periodontal therapy in the management of chronic
periodontitis among obese and non-obese patients: a systematic review
and meta-analysis. Clin Oral Investig. 2016;20(5):903–14. https://doi.org/10.1
007/s00784-016-1793-4.

33. Rondinone CM. Adipocyte-derived hormones, cytokines, and mediators.
Endocrine. 2006;29(1):81–90. https://doi.org/10.1385/endo:29:1:81.

Zanatta et al. Trials          (2021) 22:527 Page 12 of 13

https://doi.org/10.1111/j.1600-051x.1997.tb00765.x
https://doi.org/10.1111/j.1600-051x.1997.tb00765.x
https://doi.org/10.3945/jn.115.2115241
https://doi.org/10.1902/jop.1989.60.7.402
https://doi.org/10.1902/jop.1981.52.3.119
https://doi.org/10.1111/jcpe.12946
https://doi.org/10.1111/jcpe.12946
https://doi.org/10.1111/j.1600-051X.1990.tb01059.x
https://doi.org/10.1111/j.1600-0765.2010.01335.x
https://doi.org/10.1177/00220345950740111201
https://doi.org/10.1177/00220345950740111201
https://doi.org/10.1016/j.niox.2017.06.003
https://doi.org/10.1016/j.niox.2017.06.003
https://doi.org/10.1080/20002297.2018.1487741
https://doi.org/10.1080/20002297.2018.1487741
https://doi.org/10.1210/jc.2016-2061
https://doi.org/10.3390/medicina56060272
https://doi.org/10.3920/bm2015.0062
https://doi.org/10.3920/bm2015.0062
https://doi.org/10.1038/nrgastro.2017.75
https://doi.org/10.1079/bjn2001403
https://doi.org/10.1079/bjn2001403
https://doi.org/10.1136/gut.2008.165886
https://doi.org/10.1136/gut.2008.165886
https://doi.org/10.1093/jn/nxy324
https://doi.org/10.1093/jn/nxy324
https://doi.org/10.3945/jn.116.237065
https://doi.org/10.1111/j.1532-5415.2011.03866.x
https://doi.org/10.1111/j.1532-5415.2011.03866.x
https://doi.org/10.1093/ajcn/83.6.1395
https://doi.org/10.1016/j.nutres.2014.06.001
https://doi.org/10.1016/j.nutres.2014.06.001
https://doi.org/10.1016/j.jada.2010.03.025
https://doi.org/10.1016/j.jada.2010.03.025
https://doi.org/10.1080/09637480701625697
https://doi.org/10.1111/jcpe.13263
https://doi.org/10.3390/jcm9092945
https://doi.org/10.1002/cre2.328
https://doi.org/10.1203/PDR.0b013e3181a9f41b
https://doi.org/10.1203/PDR.0b013e3181a9f41b
https://doi.org/10.1902/jop.2005.76.6.923
https://doi.org/10.1007/s00784-016-1793-4
https://doi.org/10.1007/s00784-016-1793-4
https://doi.org/10.1385/endo:29:1:81


34. Dehghan P, Gargari BP, Jafar-Abadi MA, Aliasgharzadeh A. Inulin controls
inflammation and metabolic endotoxemia in women with type 2 diabetes
mellitus: a randomized-controlled clinical trial. Int J Food Sci Nutr. 2014;
65(1):117–23. https://doi.org/10.3109/09637486.2013.836738.

35. Sedghi L, Byron C, Jennings R, Chlipala GE, Green SJ, Silo-Suh L. Effect of
Dietary Fiber on the Composition of the Murine Dental Microbiome. Dent J
(Basel). 2019;7(2):58. https://doi.org/10.3390/dj7020058.

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

Zanatta et al. Trials          (2021) 22:527 Page 13 of 13

https://doi.org/10.3109/09637486.2013.836738
https://doi.org/10.3390/dj7020058

	Abstract
	Background
	Methods
	Discussion
	Trial registration

	Administrative information
	Introduction
	Background and rationale {6a}
	Objectives {7}
	Trial design {8}

	Methods: Participants, interventions, and outcomes
	Study setting {9}
	Eligibility criteria {10}
	Who will take informed consent? {26a}
	Additional consent provisions for collection and use of participant data and biological specimens {26b}

	Interventions
	Explanation for the choice of comparators {6b}
	Intervention description {11a}
	Criteria for discontinuing or modifying allocated interventions {11b}
	Strategies to improve adherence to interventions {11c}
	Relevant concomitant care permitted or prohibited during the trial {11d}
	Provisions for post-trial care {30}
	Outcomes {12}
	Primary outcome measures
	Secondary outcome measures
	Periodontal examination
	Saliva collection and measurement of markers of inflammation
	Periodontal-associated pathogens
	Dietary assessment
	Anthropometric assessment

	Participant timeline {13}
	Sample size {14}
	Sample size for pilot study
	Sample size for full trial

	Recruitment {15}

	Assignment of interventions: allocation
	Sequence generation {16a}
	Concealment mechanism {16b}
	Implementation {16c}

	Assignment of interventions: Blinding
	Who will be blinded {17a}
	Procedure for unblinding if needed {17b}

	Data collection and management
	Plans for assessment and collection of outcomes {18a}
	Plans to promote participant retention and complete follow-up {18b}
	Data management {19}
	Confidentiality {27}
	Plans for collection, laboratory evaluation, and storage of biological specimens for genetic or molecular analysis in this trial/future use {33}

	Statistical methods
	Statistical methods for primary and secondary outcomes {20a}
	Interim analyses {21b}
	Methods for additional analyses (e.g., subgroup analyses) {20b}
	Methods in analysis to handle protocol non-adherence and any statistical methods to handle missing data {20c}
	Plans to give access to the full protocol, participant-level data, and statistical code {31c}

	Oversight and monitoring
	Composition of the coordinating center and trial steering committee {5d}
	Composition of the data monitoring committee, its role and reporting structure {21a}
	Adverse event reporting and harms {22}
	Frequency and plans for auditing trial conduct {23}
	Plans for communicating important protocol amendments to relevant parties (e.g., trial participants, ethical committees) {25}
	Dissemination plans {31a}

	Discussion
	Trial status
	Abbreviations
	Authors’ contributions {31b}
	Funding {4}
	Availability of data and materials {29}
	Declarations
	Ethics approval and consent to participate {24}
	Consent for publication {32}
	Competing interests {28}
	Author details
	References
	Publisher’s Note

