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Abstract

Background: The oral microbiome is a complex assembly of microbial species, whose 

constituents can tilt the balance towards progression of oral disease or sustained health. Recently 

we identified sex-specific differences in the salivary microbiome contained within caries-active 

and caries-free children. In this study, we sought to ascertain if adjunctive dental therapies, 

including povidone iodine and chlorhexidine, were effective in shifting the cariogenic microbiome 

from dysbiosis to non-cariogenic health.
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Design: We recruited young children (ages 2–12 years) to enter five enrollment groups, with 

each group (N = 9–30 participants/group) receiving caries restorative and/or adjunctive therapies, 

either singularly or in combination (OHSU IRB #6535). Saliva specimens were collected pre- 

and post-treatment (4–8 weeks) of caries preventive measures, and oral microbiota were identified 

using next generation sequencing (HOMINGS, Forsyth Institute, Cambridge, MA).

Results: With the use of multi-dimensional scaling plots, support vector machine learning, 

odds ratio analysis, and other statistical methods, we have determined that treatment with 

povidone iodine can shift the composition of the salivary cariogenic microbiome to include 

higher proportions of aerobic microorganisms, such as Stentrophomonas maltophila, as well as 

non-cariogenic, anaerobic microorganisms including Poryphyromonas and Fusobacterium species.

Conclusion: We have identified microorganisms that are associated with caries-active children 

and have determined that povidone iodine is an effective adjunctive therapy that has the potential 

to shift the composition of the cariogenic microbiome to one more closely aligned with non

cariogenic health.
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1. Introduction

The oral microbiome is a complex collection of microbial species, the balance of which 

contributes to the development of oral disease processes and health. Of the various microbial 

communities in humans, the oral microbiome is considered as one of the most constant over 

time [1–3]. Following administration of antibiotics, the oral microbiome exhibits greater 

resilience and eventual full recovery, whereas the gut microbiota tends to sustain long-term 

modifications [4]. Though the oral microbiome exhibits natural defenses to drastic shifts 

in microbial composition via the effects of saliva and other factors, it exhibits limited 

capability in recovering from disease states that result from the over-abundance of specific 

oral pathogens.

Dental caries is a common oral disease affecting children and adults, and is influenced 

by socio-economic, genetic, and microbiological risk factors, including disruption of 

the composition of oral microorganisms within the oral cavity [4–6]. Several adjunctive 

therapies have been applied to reduce the cariogenic microbial burden, including the use 

of povidone iodine and chlorhexidine treatment. Povidone iodine is a popular antimicrobial 

administered via mouth rinse, with a history of effective treatment for antisepsis and healing 

[7,8]. Povidone iodine promotes the release of free iodine from carrier complexes in aqueous 

medium [7,9,10], and has the ability to restore healthy microbial flora following bacterial 

infection, including bacterial vaginosis [11].

Chlorhexidine is also widely used as an adjunctive therapy for dental caries and exhibits 

both bacteriostatic and bactericidal effects. This antimicrobial mechanism of action targets 

the cell membrane and inhibits the attachment of biofilms to tooth surfaces [8,12]. 

Limitations of chlorhexidine include its cationic nature, making it incompatible with 
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certain dentifrice constituents, preference for an alkaline pH, reduced activity in the 

presence of organic matter, and reversible tooth discoloration [8,13,14]. Acquired bacterial 

resistance has been observed in chlorhexidine treatment, likely due to alterations in bacterial 

membranes and prevention of chlorhexidine adsorption [10,15].

In our prior publication [16], we identified sex-specific differences in the salivary 

microbiome in children with dental caries. In this current work, using multidimensional 

scaling plots, machine learning and odds ratio analyses, we now assess the ability of 

adjunctive dental therapies to shift the salivary microbiota from dysbiosis to non-cariogenic 

health.

2. Materials and methods

2.1. Participant selection and enrollment groups

We recruited 85 children ages 2–12 years, either caries-active (N = 61) or caries-free (N = 

24) from patients visiting OHSU pediatric dentistry clinics, or from an external practitioner 

site in Albany, Oregon. The inclusion and exclusion parameters for study participation were 

described previously [16]. Participants entered one of five enrollment groups as defined in 

Table 1.

2.2. Specimen collection and identification of salivary microorganisms

Non-stimulated saliva specimens were collected from all enrolled participants at the 

beginning of Visit 1 and Visit 2. Because young children under the age of 5 years have 

general difficulty expelling saliva, we used non-stimulated saliva in all collections, either 

using a swab for children under the age of 5 years, or the expulsion of saliva (1 ml) 

from all other children. There were no stipulated conditions of food or drink intake, or 

teeth brushing, prior to the collection of specimens. Microbial genomic DNA from saliva 

[16,17] was applied in PCR using V3-V4 16S rDNA-specific primers and in next generation 

sequencing (NGS) (Forsyth Institute, Cambridge, MA).

2.3. Statistical analysis

The relative abundance of salivary microbial species was determined by enrollment group 

and visit number. As described previously [16], we used a zero-inflated negative binomial 

regression model by the zinb-wave and edgeR packages in R statistical language [18,19]. 

Two-sided p-values for testing relative abundance were adjusted by the false discovery rate 

(FDR) for multiple test correction [20]. In addition, multi-dimensional scaling plots were 

used to visualize the level of similarity between caries-active and caries-free data sets, based 

on the fold-changes of the log (cpm) values [21,22]. To predict caries status for 65 cases 

at Visit 2, we used the support vector machine (SVM) [23] to build a prediction rule for 

caries-active versus caries-free, using data from Visit 1 from all 85 enrolled participants 

as training data. Further analyses were conducted using the ratio of odds of caries-active 

over caries-free between Visit 1 and Visit 2; in this case, the odds that an adjunctive 

therapy within a specific individual restored the cariogenic salivary microbiome to one more 

representative of caries-free health.
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3. Results

3.1. Changes in salivary microorganisms based on enrollment group, visit number, and 
age categories

Fig. 1 ranks the abundance of the top twenty salivary microorganisms found in caries-active 

children and caries-free children based on enrollment group and visit, either pre- or post

adjunctive treatment (also Table 2). Streptococci is the most abundant microorganism found 

in all enrollment groups, and with the exception of Group 2, appears to be diminished in 

abundance following treatment. Haemophilus parainfluenza is ranked as the second most 

abundant microorganism overall, and in Group 4, this microbial species appears to rise as 

the most abundant microorganism post-treatment. As described previously [16], Prevotella 
melaninogenica is the second most abundant microorganism in caries-active children and is 

the fourth most abundant in caries-free children, and appears to be significantly affected 

in abundance percentage, especially in Groups 2, 4 and 5, when comparing pre- and 

post-treatment numbers. In our prior publication (16) with the same participant cohort, we 

illustrated several significant microbial changes based on the sex of the participants. When 

examining two age categories – 2–5 years and 6–12 years – reflective of children with 

primary dentition versus mixed dentition respectively, we find that caries-active boys, ages 

2–5, have a much higher prevalence of known cariogenic microorganisms, Streptococcus 
sobrinus and Streptococcus mutans, when compared to older caries-active boys, ages 6–12 

(Table 3A). No statistically-significant fold changes in microbial species were identified 

when examining age category comparisons for caries-active girls, caries-free boys, or caries

free girls.

3.2. Evidence supporting efficacy of povidone iodine in shifting the microbiome profile 
from caries-active to caries-free

Multidimensional Scaling Plots.—Fig. 2A displays the relative position of each 

microbiome in a multi-dimensional scaling plot illustrating the general and independent 

clustering of caries-active (red) and caries-free (black) microbiomes at pre-treatment (Visit 

1). Following adjunctive therapy (Fig. 2B) including povidone iodine (Group 3), we observe 

a shift of several microbiomes into the lower right quadrant of the multi-dimensional graph, 

or more closely aligned in the placement of microbiomes defined as caries-free in Visit 

1. This is especially evident when microbiomes affected by povidone iodine in Visit 2 (as 

seen in Fig. 2B; Group 3) are overlaid directly upon microbiomes identified as caries-free 

(Groups 4 and 5) in Fig. 2A. Interestingly, many microbiomes from caries-free children 

treated with fluoride (Group 4) or chlorhexidine (Group 5) become more dispersed in 

the multi-dimensional scaling plot at Visit 2 (Fig. 2B). Fold changes were also assessed 

for each microbial species at pre-treatment versus post-treatment and then ranked from 

high positive values (indicating high prevalence at Visit 2; post-treatment) to low negative 

values (indicating high prevalence at Visit 1; pre-treatment). Microorganisms found in 

Groups 3 (caries-active; povidone iodine) and 5 (caries-free; chlorhexidine) were identified 

to undergo statistically-significant changes following adjunctive treatment (Table 3B and 

C). Microorganisms found to statistically increase in Group 3 following povidone iodine 

treatment include Stentrophomonas melophilia and Staphylococcus genus probe 3, as well 

as several other microorganisms found in periodontal disease, including Porphyromonas 
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species HOT 284 and Fusobacterium genus probe 2 and probe 3 (Table 3B). In Group 

5 (caries-free group), treatment with chlorhexidine results in statistical reduction of three 

microorganisms, including Cardiobacterium genus probe, TM7 (G-3) species HOT 351 and 

Selenomonas noxia (Table 3C).

Support Vector Machine and Building Prediction Rule to Define Caries-Active 
and Caries-Free Individuals Based on Microbiome Profiles.—Data from untreated 

caries-active and caries-free individuals at Visit 1 (61 from Groups 1–3 and 24 from Groups 

4 and 5) were used as training data with support vector machine (SVM) to define the 

microbiomes of caries-active and caries-free individuals. SVM with the default parameters 

and cost-tuning parameter of 0.89 generated a caries-active versus caries-free prediction rule 

with 100% accuracy. When applying this highly-conservative prediction rule to identify the 

caries-status of individuals following treatment, we identified zero out of 11 individuals in 

Group 1, one out of 12 individuals in Group 2, and four out of 21 individuals in Group 3 as 

caries-free based on microbiome profiles. Alternatively, for caries-free individuals in Groups 

4 and 5, zero out of nine individuals in Group 4 and only two out of 12 individuals in Group 

5 were reclassified as caries-active following adjunctive dental therapy.

Odds Ratio Analyses.—We also computed odd1 = probability of being caries-active 

at Visit 1 (pre-treatment) / probability of being caries-free at Visit 1 (pre-treatment), and 

similarly odd2 at Visit 2 (post-treatment) using the outputs from the SVM analysis. An 

odds ratio was computed as OR = odd1/odd2. If the log of the odds ratio is greater than 

zero, then odd2 > odd1, which implies that the odds of being caries-active is relatively 

larger at Visit 2. If the odd2 < odd1, then the odds of being caries-free becomes larger at 

Visit 2. Using this approach, we computed the ratios of odds for prediction of caries-active 

versus caries-free between Visits 1 and 2 for each of the five enrollment groups. Odds ratio 

analyses indicate that the microbiome profiles of seven out of nine individuals in Group 1, 

seven out of ten individuals in Group 2 and seventeen out of eighteen individuals in Group 

3 had shifted microbiome profiles from caries-active to those more-typically identified as 

caries-free. Using the Group 5 caries-free control group, only one out of eleven individuals 

showed a reversal of microbiome profiles defined originally as caries-free to one observed as 

caries-active.

4. Discussion

4.1. Adjunctive dental therapies and anti-microbial activity

Adjunctive therapies, including povidone iodine or chlorhexidine, have been used to 

promote caries prevention and oral health. Regular applications of povidone iodine are 

especially useful in treating childhood caries and suppressing levels of S. mutans [10,24]. 

In addition to caries control, povidone iodine is known to be effective in managing 

periodontal disease and gingivitis, and results in the reduction of periodontal pathogens 

Porphyromonas gingivalis and Fusobacterium nucleatum [9,10]. In totality, the clinical 

evidence demonstrates povidone iodine as an excellent adjunctive antimicrobial agent due to 

its broad spectrum of microbicidal effects [25].
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Chlorhexidine is an effective bacteriostatic agent with the ability to alter microbiota 

composition and metabolic activity, and can promote higher abundance of pathobionts 

associated with chronic inflammatory conditions and high lactate production [26]. 

Although chlorhexidine can decrease the pathogenic microbial burden, it is less 

efficacious than povidone iodine in altering subgingival microbial composition [8]. 

Additionally, chlorhexidine produces indiscriminate antimicrobial effects, producing 

widespread decreases in biomass and variety throughout the oral microbiome [27]. 

Chlorhexidine therapy also results in the development of microbial tolerance, allowing 

resistant species to survive and reduce therapeutic efficacy [10,28]. For our specific study, 

relative changes in the percent composition of specific microorganisms could be due to 

either decreases in absolute numbers of microorganisms directly affected by the adjunctive 

therapy, or indirectly due to concomitant percent increases of other microbial species that 

are more resistant to treatment. It is important to recognize that the starting microbial 

populations found in children within Groups 2 and 5, reflect conditions of disease versus 

health, respectively. These starting microbial populations are not identical and have several 

species differences which could account for the variability in fold changes observed 

between Groups 2 and 5. Streptococci is broad and composed of a multitude of individual 

species, which are different within caries-active versus caries-free children, and thus may 

be differentially affected by chlorhexidine treatment. For example, S. gordonii, typically 

associated with caries-free conditions, is more tolerant to chlorhexidine action [26] because 

it is a primary colonizer and inhabitant of the lower layers of the oral biofilm and thus more 

protected from chlorhexidine action.

4.2. Microbial dysbiosis and reversion with povidone iodine

The application of povidone iodine in the oral cavity is shown to have a variety of effects, 

from preventing dental caries and periodontal disease, to reducing instances of respiratory 

infections and preventing pneumonia [9,10,24,29,30–32]. Mouth rinses with povidone 

iodine results in reduced oropharyngeal levels of P. aeruginosa, S. aureus, and H. influenza, 

bacteria linked to chronic respiratory infections and pneumonia [10,31,32]. Povidone iodine 

therapy controls oxidative stress and promotes wound healing via anti-inflammatory effects, 

free-radical scavenging, and promotion of re-epithelialization [33,34].

4.3. Limitations

The primary limitation of our study was the restrictive number of caries-free children 

available in our University dental clinics, which are more dedicated towards treatment of 

advanced dental cases, including rampant childhood caries. This was compounded further by 

participant no-shows for Visit 2 in all enrollment groups, especially affecting the caries-free 

Groups 4 and 5. We also understand that restorative materials may have an anti-microbial 

effect, and that there may be a combinatorial effect on bacterial composition when using 

both restorative and adjunctive therapies. Due to the necessity of providing standard-of

care practices in treatment of caries-active participants, it was not possible to deploy an 

adjunctive therapy without restorative therapy, and acknowledge that the type of restoration 

(fissure sealant versus restoration of simple or complex cavity) may influence important 

qualities of the microbial population, including bacterial load and virulence potential. We 

also recognize that there are many additional variables that could influence dental caries that 

Lyashenko et al. Page 6

Hum Microb J. Author manuscript; available in PMC 2021 September 03.

A
uthor M

anuscript
A

uthor M
anuscript

A
uthor M

anuscript
A

uthor M
anuscript



were not controlled in this study, including genetic, socioeconomic, dietary, ethnicity and 

cultural determinants. We understand that the statistical power of our study could have been 

increased with larger numbers of participants.

4.4. Conclusions and future applications

With the use of multiple lines of analyses, including the use of multidimensional scaling 

plots, support vector machine, and odds ratio determinations, we found that povidone iodine 

has the potential to shift the salivary cariogenic microbiome to one more typically observed 

in non-cariogenic health. We also compared individual microbial species, prior to and 

following povidone iodine therapy (Group 3), and identified fifteen microbial species that 

underwent statistically-significant fold changes in prevalence following therapy (Table 3B). 

None of the major cariogenic microbiological agents – S. mutans, S. sobrinus or S. wiggsiae 
– were prevalent following povidone iodine therapy, in contrast to higher prevalence of 

several periodontal microorganisms, including Porphyromonas and Fusobacterium (Table 

3B). Interestingly, the use of povidone iodine dramatically increased the prevalence of 

Stentrophomonas maltophila, an uncommon aerobic microorganism typically related to 

health, but more recently identified as a multi-drug resistant opportunistic pathogen that 

are particularly high-risk among immunocompromised hospital patients [35]. Repeated 

exposure of povidone iodine over an extended period of time appears to be necessary to 

restore complete conditions of health [36] and we assume this also applies to the long-term 

restoration of the non-cariogenic microbiome. The percent increase of Stentophormonas 
maltophilia in Group 3 is presumably due to its resistance to povidone iodine and the 

subsequent reduction of other microorganisms within the overall microbial population. 

Due to the unexpected prevalence of S. maltophilia found to affect cystic fibrosis 

and other respiratory patients, we recommend limiting the use of povidone iodine in 

immunocompromised dental patients as well as other individuals exhibiting endocrine 

disorders such as hyperparathyroidism who may be adversely affected by additional iodine 

intake.

5. Declarations

5.1. Human participant approval and informed consent

The OHSU Institutional Review Board approved the use of human participants for this 

study (IRB Study Number 0006535). Parents or guardians of the participants in this study 

have provided written informed consent prior to specimen collection. For children older 

than seven years of age, written child assent was also obtained. This study was purely an 

observational, non-interventional study, where the application of fluoride was required for 

all dental patients in the provision of standard-of-care therapy. The range of 4–8 weeks 

between Visits 1 and 2 was recommended to provide flexibility in scheduling patient returns 

for Visit 2.
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Fig. 1. Abundance of Top 20 Salivary Microorganisms Found in Caries-Active and Caries-Free 
Children.
Abundance of top 20 salivary microorganisms found in caries-active (Groups 1–3) and 

caries-free (Groups 4 and 5) children based on enrollment group (G1–G5) and visit number 

(V1-pre-treatment and V2-post-treatment).
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Fig. 2. Multidimensional Scaling Plots of Microbiome Profiles of Participants at Visit 1 and Visit 
2.
Multidimensional scaling plots of microbiome profiles of participants at Visit 1 (A) and Visit 

2 (B). Numbers represent the treatment groups. Groups 1–3 are caries-active and Groups 4–5 

are caries-free.
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Table 1

Enrollment groups describing participant number, caries status and treatment.

Group number N value Caries status Treatment at Visit 1 Treatment at Visit 2

1 18 Caries-Active Restorative Fluoride

2 18 Caries-Active Restorative + CHX Fluoride

3 25 Caries-Active Restorative + PI Fluoride

4 9 Caries-Free Fluoride None

5 15 Caries-Free CHX Fluoride

Caries status was assessed by clinical examination, DMFT indices and radio-graphs.

Caries-active participants had DMFT scores of 1–18 at enrollment (DMFT average = 8.6).

N value = number of participants.

CHX = 0.12 chlorhexidine.

PI = 10% povidone iodine (equivalent to Betadine).

Single application of PI was applied to the dentition, then immediately wiped away with gauze.

Restorative therapy is considered as standard-of-care for all caries-active participants.

Fluoride application was applied to all caries-active or caries-free participants. Visit 2 = 4–8 weeks following Visit 1.

Saliva specimens were collected at the beginning of each visit.
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