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Abstract: Background: Calculus accumulation varies widely between individuals. Dental calculus
has been associated with the principal periodontal diseases. The aim of this study was to analyze
individual characteristics, and salivary and microbiological parameters among patients considered to
be rapid calculus formers and patients who form calculus slowly. Methods: Individual characteristics
were recorded in a sample of 74 patients (age, sex, smoking, periodontal diagnosis, and dental
crowding), as well as salivary parameters (unstimulated saliva flow, pH, and biochemical analysis of
saliva) and microbiological parameters (by means of semi-quantitative polymerase chain reaction
(PCR) analysis). Results: A statistically significant association (p = 0.002) was found between the
rate of calculus formation and the diagnosis of periodontal disease. A greater presence of dental
crowding was observed among the group of rapid calculus formers. Urea and phosphorus levels
were higher among rapid calculus formers. Regarding microbiological parameters, differences were
found in Streptococcus mutans, this being higher in the group of slow formers. Conclusions: Rapid
calculus formation appears to be linked to patients diagnosed with more severe periodontal diseases.
Rapid calculus-forming patients present more dental crowding and a lower proportion of S. mutans.
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1. Introduction

The main periodontal diseases, gingivitis and periodontitis, have been associated with the
accumulation of dental calculus. While it was believed that the accumulation of dental calculus
was the main cause of periodontal disease, numerous in vivo studies have shown that biofilm is the
determining factor in these diseases [1].

Dental calculus is the consequence of the mineralization of bacterial plaque. It constitutes a major
oral health problem as it increases the accumulation of plaque and bacterial toxins and impedes their
adequate elimination due to surface roughness. This also presents an obstacle to effective hygiene
maintenance, which in turn facilitates further plaque formation [2].

A series of factors are related to calculus formation. Those of note include factors related to
increases in bacterial plaque retention [3], biochemical factors such as the composition of saliva or
crevicular fluid [4,5], factors associated with the microorganisms that compose bacterial plaque [6–8],
and factors related to diet [9].

It is known that dental calculus formation is not uniform across the whole population; accumulation
varies widely from individual to individual. Some subjects, despite maintaining good plaque control,
accumulate calculus very quickly. This means that they require more frequent visits to the dentist and
dealing with periodontal pathology becomes more difficult.
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The aim of this study is to analyze differences between patients considered rapid calculus formers
compared with patients who form calculus slowly. The specific aims are to analyze individual
characteristics among patients (age, sex, smoking, periodontal diagnosis, and dental crowding) and to
analyze salivary and microbiological parameters in order to determine whether there are significant
relations between these factors and calculus formation.

2. Materials and Methods

This investigation was approved by the University of Valencia Ethics Committee and met the
Declaration of Helsinki and European Council guidelines for research involving human subjects, as well
as Spanish legislation applying to biomedical research, data protection, and bioethics. The sample
was recruited from patients attending the University of Valencia dental clinic. All had antecedents
of periodontitis, which had been treated, so that patients were now in the maintenance phase,
with periodontal pockets ≤ 3 mm, a Silness and Löe plaque index ≤ 1 (plaque is not visible but can
be wiped off with an explorer [10]), and a Löe and Silness gingival index ≤ 1 (mild inflammation,
slight color change, mild alteration of the gingival surface, no bleeding [11]). The sample was
divided into two groups, rapid calculus formers and slow calculus formers. To evaluate whether an
individual patient was a rapid calculus former or not, it was necessary to observe her/his evolution.
An individual could not be classified as a rapid former simply because she/he presented a large amount
of calculus at a single moment, as this could be the outcome of accumulation over many years with no
prophylaxis, rather than constituting a case of rapid formation. However, over 8 weeks, a rapid-forming
subject may accumulate a Volpe–Manhold index score of over 7, as there are wide variations between
individuals [12]. The Volpe–Manhold index is a method to quantify calculus formation measurements
on lingual surfaces of anterior lower teeth using a periodontal probe [13]. Rapid calculus formers,
despite maintaining good plaque control (Silness and Löe plaque index ≤ 1), need frequent periodontal
maintenance. The control group was made up of patients who maintained good plaque control and
formed little calculus.

The study sample included 74 patients, of whom 40 (54.1%) were rapid formers and 34 (45.9%)
slow formers, with a mean age of 51.3 ± 9.2 years; 53 (71.6%) were women and 21 (28.4%) were men.
Most of the sample were not smokers (63.5%, n = 47).

3. Data Collection

Firstly, patients’ individual characteristics were recorded: age, sex, and smoking habits (number
of cigarettes per day). A periodontal examination was performed to assess periodontitis stability
and make an initial diagnosis of periodontal disease according to the classification of Caton et al.
2018 [14]. The presence of factors affecting bacterial plaque retention such as dental crowding was also
recorded. Dental crowding can be defined as a discrepancy between tooth and jaw sizes that results in
malposition and/or rotation of teeth [15]. Its presence or absence was measured only at the fifth sextant
because this was where we were going to measure the index.

To record salivary parameters, an unstimulated saliva flow test was conducted as the flow rate
in repose is more stable than under stimulation. To do this, saliva samples were collected with the
drainage technique, which consists of letting saliva drop spontaneously from the patient’s mouth into
a graduated test tube via a sterile plastic funnel for a fixed time period (10 min). The patients were
given a set of instructions before saliva collection: to not eat or chew gum, brush their teeth, or smoke
for two hours before collection. Saliva collection was performed in a quiet setting early in the morning
to avoid external stimuli and to minimize variations. Each patient was seated, eyes open, with the
head slightly inclined forwards to avoid orofacial movement [16].

When 10 min had passed, the volume collected was recorded and the quantity of saliva in
milliliters per minute calculated. Then, Eppendorf tubes were filled with saliva with a pipette for
chemical analysis, which was performed at La Fe Hospital (Valencia, Spain).
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A digital pH meter (PCE, Albacete, Spain), which provides a reading of within 0.01 pH and a
precision of ±0.02 pH, was used to determine pH. The range for pH measurement is 0 to 14; pH was
measured immediately after saliva collection so that carbon dioxide loss would not modify the reading.

To analyze microbiological parameters, a plaque sample was collected from the fifth sextant of
each patient. The plaque was collected from the lingual and vestibular faces of the teeth with a sterile
curette and placed in an Eppendorf tube with a conservation solution (reduced transport fluid (RTF))
for later analysis.

All samples were sent to a laboratory (Laboral, Barcelona, Spain) for semi-quantitative polymerase
chain reaction (PCR) analysis to determine the presence and proportion of: Eubacterium saburreum,
Corynebacterium matruchotii, Veillonella parvula, Streptocoucus salivarius, Streptocoucus sanguis and
Streptococus mutans. According to various studies, these microorganisms are the calcifying species that
predominate in supragingival calculus [6,7,17].

For statistical analysis of the data obtained, a logistic regression model was estimated for the “speed
of calculus formation” variable. Independent variables were those that were statistically significant in
bivariate tests (p < 0.05) or that showed a strong statistical tendency (p < 0.1). The significance level
employed was 5% (α = 0.05). For tests such as the t-test for independent samples, with a significance
level of 5% and considering an effect size of 0.65, the power reached in the test was 0.78 for the sample
size n = 74.

4. Results

The complete sample was divided into two groups according to the speed of calculus formation
(Figure 1).
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Figure 1. Pie chart showing sample distribution into two groups.

Analysis of individual characteristics (sex, age, smoking) did not reveal any significant differences
between the two groups. A statistically significant association was found (p = 0.002) between the rate
of calculus formation and periodontal diagnosis. This relation between rapid formers and the type
of periodontitis they presented is shown in Figure 2, whereby Stages III and IV and Grade C were
associated with rapid calculus formation (advanced and aggressive periodontitis according to the
classification of Armitage 1999 [18]).
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The frequency of dental crowding (presence or absence) also exhibited a significant difference
between the groups (p = 0.011). A greater presence of overcrowding was recorded in the rapid
formation group (64.7%) in comparison with the group of slow calculus formers (35.3%) (Figure 3).
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Figure 3. Distribution of dental crowding in rapid and slow calculus formers.

Table 1 shows the results for salivary parameters, with statistically significant differences between
groups for urea (p < 0.001) and phosphorus (p < 0.001) levels, whereby rapid calculus formers presented
higher levels. Uric acid levels were also different between groups, being higher in the rapid formation
group, although this difference did not reach statistical significance (p = 0.083) (Figure 4).

Table 1. Biochemical analysis results in the two calculus formation groups (slow and fast) and results
of Mann–Whitney tests.

Calculus Formation Group
p-Value (MW Test)

Slow Fast

Unstimulated flow Mean 0.57 0.52 0.444

pH Mean 6.83 6.83 0.837

Urea Mean 31.29 45.35 <0.001

Uric acid Mean 2.74 3.47 0.083

Calcium Mean 1.71 1.79 0.839

Phosphorus Mean 10.32 20.45 <0.001

Sodium Mean 8.97 9.69 0.477

Potassium Mean 30.45 29.58 0.470

Chlorine Mean 19.59 18.53 0.365
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Data obtained for pH and saliva flow did not reveal any significant differences between groups.
PCR analysis of microbiological parameters found a positive percentage of different bacteria

in both groups. In other words, all the bacteria analyzed were present in both groups, although in
different proportions (Figure 5).
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A notable difference between the groups was only found for S. mutans, which was higher in
the group of slow calculus formers (slow formers: 58282.6 colony-forming units (CFU); fast formers:
4801.8 CFU), with a statistically significant difference (p < 0.001).

There was no overall difference in the level of bacterial load between the groups, as shown in the
following graph (Figure 6).J. Clin. Med. 2020, 9, x FOR PEER REVIEW 6 of 10 
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Figure 6. Bacteria distribution by group.

Using the data obtained in the various analyses, a logistic regression model was created to estimate
the likelihood that an individual subject would belong to one group or the other according to the
factors and parameters taken together. In other words, the model aimed to identify prognostic factors
that alone would assign subjects to the group of fast or slow calculus formers:

• The presence of S. mutans was significantly associated (p = 0.046) with the probability of
accumulating less calculus.
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• Phosphorus was directly associated with the speed of calculus formation (more phosphorus
was found in rapid formers). However, the relation between the level of phosphorus and the
probability of accumulating calculus differed depending on whether or not the subject presented
dental crowding (significant interaction: p = 0.027) (Figure 7). For example, if crowding was
present, a small increase in phosphorus resulted in a sharp increase in the probability of calculus
accumulation. When dental crowding was not present, the slope of the curve in the 10–30 range
was less steep and showed less fit.

• Levels of urea also showed a significant interaction (p = 0.015), although the pattern was less clear
(Figure 8).
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If the individual did not present dental crowding, the probability of belonging to the group
of rapid calculus formers increased progressively. However, when dental crowding was present,
the relation between urea and this probability was not exhibited clearly; in fact, for the specific urea
values between 20 and 50, subjects could belong to either group. This is to say, the presence of urea
increases the probability of rapid calculus formation regardless of the presence of dental crowding.
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Dental crowding was not directly associated with the accumulation of calculus as the only etiological
factor, but in combination with phosphorus and urea saliva levels.

5. Discussion

Analysis of the data obtained in the present study shows that periodontal diagnosis, dental
crowding, levels of urea and phosphorus, and the presence of S. mutans bacteria are factors significantly
related to the speed of calculus formation exhibited by an individual subject. The accumulation of
dental calculus has been seen to be associated with the main periodontal diseases as bacterial plaque
is deposited on tooth surfaces, which is the determining factor for developing these diseases [19].
The present results demonstrated that periodontitis at Stages III and IV or Grade C was associated
with rapid formation of calculus, with statistical significance (p = 0.002). These findings support the
observation that patients who accumulate large amounts of calculus generally present more severe
periodontal problems.

Regarding biochemical components, statistically significant differences were only found in levels
of phosphorus and urea, these being higher among rapid calculus-forming patients. Almerich et al., in a
study on the composition of unstimulated saliva, placed normal phosphorus levels at 20.6 ± 8.5 mg/dL
and urea levels at 45.8 ± 16.4 mg/dL [20]. These data agree with the present results obtained for rapid
calculus formers, while slow calculus formers showed lower levels.

In the present study, pH levels remained stable at different urea levels. In a study by Sissons et al.,
it was found that in an artificial mouth, as the concentration of urea increased, pH increased [21].
This could be due to the fact that the present study measured pH in saliva samples, while Sissons
studied changes in pH in bacterial plaque.

The present results differed from findings by Mandel, who compared the saliva of heavy
calculus-forming subjects with subjects who formed little calculus, finding that calcium concentrations
in submaxillary saliva were significantly higher among calculus formers [22]. These differences may be
due to the fact that in our study all saliva was collected, not just submaxillary saliva. Having reviewed
the literature available on calculus accumulation, one line of investigation gives greater importance to
the chemical components of bacterial plaque than those of saliva, as already observed in the case of pH.
These articles focus on the biochemical components of bacterial plaque, leaving salivary components
in second place. The work by Sissons observed increased urea concentrations in bacterial plaque, with
increased pH due to the ammonia produced by ureolysis. This promotes calculus formation as the
degree of calcium phosphate saturation in plaque increases [23].

Regarding microbiological parameters, of all the bacteria analyzed, only S. mutans showed a
higher proportion in slow calculus-forming patients. According to the classic research conducted by
Sidaway, it may be concluded that certain bacteria, whether alive or dead, have a calcifying capacity,
especially B. matruchotii, which is the principal bacterial calcifier although not the only bacterium with
this capacity [6]. The calcifying capacity of certain microorganisms has led researchers to investigate
a range of bacteria. Moorer et al. performed a study to determine whether cariogenic streptococci
exhibit this calcifying capacity. Calcium absorption for calcifying S. mutans C180-2, which has already
been shown to be an acidogenic and cariogenic strain, was compared with B. matruchotii, a known
calcifier. The mass of S. mutans presented a calcium concentration of 63 ± 11 mmol/kg, compared with
145 ± 61 mmol/kg in B. matruchotii. Calcifications were observed in some S. mutans cells [12]. Therefore,
although S. mutans does have a capacity for calcification, it is much less than other microorganisms.

Another line of investigation has set out to determine whether patients with a tendency for caries
present less calculus accumulation due to bacterial competence. The present study observed that
patients with large amounts of calculus presented lower concentrations of S. mutans. In 2010, Dahlén
et al. published an article on microbiology in the presence of caries and calculus. The study took
microbiological samples of bacterial plaque and saliva, analyzed them by means of DNA hybridization,
and compared the bacteria present in two groups of patients, caries formers and calculus formers. It was
found that there were significantly more bacteria among calculus formers than among caries formers;
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higher proportions were found of Fusobacterium nucleatum, Prevotella intermedia, Prevotella negriscens
and Prevotella tannerae. Other bacteria were seen to be present sporadically: Porphyromona gingivalis,
Aggregatibacter actinomycetemcomitans, Tanerella forsythia and Campyloacter rectus. Low frequencies were
also observed for S. mutans and Lactobacillus. The authors concluded that there is not an inverse
correlation between the proportion of caries and calculus, as many patients present as much caries as
calculus and share many bacteria. They also pointed out that in their patient sample, no relation was
found between the magnitude of calculus formation and the composition of bacterial plaque, but that
calculus was associated with higher levels of salivary bacteria and with poor oral hygiene [24]. At the
same time, studies that have administered anticalculus mouthwashes found that the microbiological
parameters analyzed varied. For example, Sidaway observed that S. mutans had a much lower
incidence at the start (10.8%) than after use of a placebo mouthwash (16.2%) or after the test mouthwash
(21.6%). This change could be due to bacterial competence. When the proportions of C. matruchottii
and E. saburreum decrease, the proportion of S. mutans increases [6]. These findings may be related to
the present results, as patients treated with anticalculus mouthwash acquired a bacterial spectrum
more similar to that described in the present study for slow calculus-forming patients. However, these
variations do not always occur as a result of applying anticalculus mouthwashes. Fons-Badal et al.,
after using a pyrophosphate mouthwash, found no significant changes in the composition of bacterial
plaque [25].

6. Conclusions

The speed of calculus formation appears to be significantly associated with patients’ individual
characteristics and with biochemical and microbiological factors:

1. Rapid calculus formation appears to be linked to patients with more severe periodontal diagnoses.
Dental crowding is a much more frequent characteristic among rapid calculus formers.

2. Regarding biochemical parameters, urea and phosphorus levels are higher among rapid calculus
formers compared with slow calculus-forming control subjects.

3. Streptococcus mutans is the only bacterium that appears to be related to the speed of calculus
formation, as its prevalence is much greater among slow calculus formers.

Author Contributions: All of the authors contributed to the investigation, supervision, writing, review and
editing of the study. Study conceptualizacion was carried out by C.F.-B., C.L.-R. and E.S.-O. Data curation,
data visualization and analysis were performed by C.F.-B., A.F.-F., M.F.S.-R. and R.A.-P. All authors have read and
agreed to the published version of the manuscript.

Funding: This research received no external funding.

Conflicts of Interest: This manuscript has not been published and is not under consideration for publication
elsewhere. We have no conflicts of interest to disclose and all authors have approved the manuscript, agreeing to
its submission.

References

1. Mandel, I.D.; Gaffar, A. Calculus revisited. A review. J. Clin. Periodontol. 1986, 13, 249–257. [CrossRef]
[PubMed]

2. Roberts-Harry, E.A.; Clerehugh, V. Subgingival calculus: Where are we now? A comparative review. J. Dent.
2000, 28, 93–102. [CrossRef]

3. Suomi, J.D.; Greene, J.C.; Vermillion, J.R.; Doyle, J.; Chang, J.J.; Leatherwood, E.C. The effect of controlled
oral hygiene procedures on the progression of periddontal disease in adults: Results after third and final
year. J. Periodontol. 1971, 42, 152–160. [CrossRef]

4. Osuoji, C.I.; Rowles, S.L. Isolation and identification of acid glycosaminoglycans in oral calculus. Arch. Oral
Biol. 1972, 17, 211–214. [CrossRef]

5. Slomiany, A.; Slomiany, B.; Mandel, I. Lipid composition of human parotid saliva from light and heavy
dental calculus-formers. Arch. Oral Boil. 1981, 26, 151–152. [CrossRef]

http://dx.doi.org/10.1111/j.1600-051X.1986.tb02219.x
http://www.ncbi.nlm.nih.gov/pubmed/3519689
http://dx.doi.org/10.1016/S0300-5712(99)00056-1
http://dx.doi.org/10.1902/jop.1971.42.3.152
http://dx.doi.org/10.1016/0003-9969(72)90149-5
http://dx.doi.org/10.1016/0003-9969(81)90087-X


J. Clin. Med. 2020, 9, 858 9 of 9

6. Sidaway, D.A. A microbiological study of dental calculus. I. The microbial flora of mature calculus.
J. Periodontal Res. 1978, 13. [CrossRef]

7. Sidaway, D.A. A microbiological study of dental calculus. III. A comparison of the in vitro calcification of
viable and non-viable microorganisms. J. Periodontal Res. 1979, 14, 167–172. [CrossRef]

8. Ennever, J.; Vogel, J.; Boyan-Salyers, B.; Riggan, L. Characterization of Calculus Matrix Calcification Nucleator.
J. Dent. Res. 1979, 58, 619–623. [CrossRef]

9. Hidaka, S.; Oishi, A. An in vitro study of the effect of some dietary components on calculus formation:
Regulation of calcium phosphate precipitation. Oral Dis. 2007, 13, 296–302. [CrossRef]

10. Silness, J.; Löe, H. Periodontal Disease in Pregnancy II. Correlation Between Oral Hygiene and Periodontal
Condition. Acta Odontol. Scand. 1964, 22, 121–135. [CrossRef]

11. Löe, H. The Gingival Index, the Plaque Index and the Retention Index Systems. J. Periodontol. 1967, 38,
610–616. [CrossRef]

12. Blank, L.W.; Rule, J.T.; Colangelo, G.A.; Copelan, N.S.; Perlich, M.A. The Relationship Between First
Presentation and Subsequent Observations in Heavy Calculus Formers. J. Periodontol. 1994, 65, 750–754.
[CrossRef] [PubMed]

13. Volpe, A.R.; Manhold, J.H.; Hazen, S.P. In Vivo Calculus Assessment: Part I A Method and Its Examiner
Reproducibility. J. Periodontol. 1965, 36, 292–298. [CrossRef] [PubMed]

14. Caton, J.G.; Armitage, G.; Berglundh, T.; Chapple, I.L.C.; Jepsen, S.; Kornman, K.S.; Mealey, B.L.;
Papapanou, P.N.; Sanz, M.; Tonetti, M.S. A new classification scheme for periodontal and periimplant
diseases and conditions—Introduction and key changes from the 1999 classification. J. Clin. Periodontol. 2018,
45, S1–S8. [CrossRef] [PubMed]

15. Howe, R.P.; McNamara, J.A.; O’Connor, K.A. An examination of dental crowding and its relationship to
tooth size and arch dimension. Am. J. Orthod. 1983, 83, 363–373. [CrossRef]

16. López-Jornet, P. Saliva y Salud Dental; Promolibro: Valencia, Spain, 1998; Capítulo I; pp. 135–142.
17. Moorer, W.; Cate, J.T.; Buijs, J. Calcification of a Cariogenic Streptococcus and of Corynebacterium

(Bacterionema) matruchotii. J. Dent. Res. 1993, 72, 1021–1026. [CrossRef]
18. Armitage, G.C. Development of a Classification System for Periodontal Diseases and Conditions.

Ann. Periodontol. 1999, 4, 1–6. [CrossRef]
19. Mandel, I.D. Relation of saliva and plaque to caries. J. Dent. Res. 1974, 53, 245–266. [CrossRef]
20. Silvestre-Donat, F.J. Saliva y Salud Dental; Promolibro: Valencia, Spain, 1998; Capítulo III; pp. 53–63.
21. Sissons, C.; Wong, L.; Shu, M. Factors affecting the resting pH of in vitro human microcosm dental plaque

and Streptococcus mutans biofilms. Arch. Oral Boil. 1998, 43, 93–102. [CrossRef]
22. Mandel, I.D. Biochemical aspects of calculus formation. II. Comparative studies of saliva in heavy and light

calculus formers. J. Periodontal Res. 1974, 9, 211–222. [CrossRef]
23. Sissons, C.; Wong, L.; Hancock, E.; Cutress, T. pH gradients induced by urea metabolism in ‘artificial mouth’

microcosm plaques. Arch. Oral Boil. 1994, 39, 507–511. [CrossRef]
24. Dahlén, G.; Konradsson, K.; Eriksson, S.; Teanpaisan, R.; Piwat, S.; Carlén, A. A microbiological study in

relation to the presence of caries and calculus. Acta Odontol. Scand. 2010, 68, 199–206. [CrossRef] [PubMed]
25. Fons-Badal, C.; Agustín-Panadero, R.; Solá-Ruíz, M.F.; Alpiste-Illueca, F.; Fons-Font, A.; Font-Fons, A.

Assessment of the capacity of a pyrophosphate-based mouth rinse to inhibit the formation of supragingival
dental calculus. A randomized double-blind placebo-controlled clinical trial. Med. Oral Patol. Oral Cir. Bucal
2019, 24, e621–e629. [CrossRef] [PubMed]

© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1111/j.1600-0765.1978.tb00190.x
http://dx.doi.org/10.1111/j.1600-0765.1979.tb00787.x
http://dx.doi.org/10.1177/00220345790580021401
http://dx.doi.org/10.1111/j.1601-0825.2006.01283.x
http://dx.doi.org/10.3109/00016356408993968
http://dx.doi.org/10.1902/jop.1967.38.6_part2.610
http://dx.doi.org/10.1902/jop.1994.65.8.750
http://www.ncbi.nlm.nih.gov/pubmed/7965550
http://dx.doi.org/10.1902/jop.1965.36.4.292
http://www.ncbi.nlm.nih.gov/pubmed/14326695
http://dx.doi.org/10.1111/jcpe.12935
http://www.ncbi.nlm.nih.gov/pubmed/29926489
http://dx.doi.org/10.1016/0002-9416(83)90320-2
http://dx.doi.org/10.1177/00220345930720060501
http://dx.doi.org/10.1902/annals.1999.4.1.1
http://dx.doi.org/10.1177/00220345740530021201
http://dx.doi.org/10.1016/S0003-9969(97)00113-1
http://dx.doi.org/10.1111/j.1600-0765.1974.tb00675.x
http://dx.doi.org/10.1016/0003-9969(94)90147-3
http://dx.doi.org/10.3109/00016351003745514
http://www.ncbi.nlm.nih.gov/pubmed/20384532
http://dx.doi.org/10.4317/medoral.23036
http://www.ncbi.nlm.nih.gov/pubmed/31433396
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Data Collection 
	Results 
	Discussion 
	Conclusions 
	References

