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Comparisons of the Chondroitin Sulphate Levels and
the Amount of Pain during Iniial Orthodontic Leveling Phase

between Passive Self-ligating and Conventional Bracket Systems”

Pirun Luengrojjanakul* Polbhat Tripuwabhrut* Prachya Kongtewelert** Siriwan Ongchai** Dhirawat Jotikasthira*

Purpose: To compare chondroitin sulphate (CS) levels in gingival crevicular fluid (GCF) and the amount
of pain (between before loading and the loaded periods) during initial orthodontic leveling phase between

passive self-ligating and conventional bracket systems.

Materials and methods: Thirteen patients (3 males and 10 females; aged 19.28 + 2.28 years) who required
non-extraction orthodontic treatment were recruited. Passive self-ligating (Damon®3MX) (as experimental) and
conventional brackets (Mini diamond®) tied with elastomeric ligature (as control) (0.022 x 0.028 inch bracket
slots) were randomly assigned and bonded to either right or left maxillary seven-tooth segment (using a split
mouth technique). Orthodontic leveling was carried out using 0.014 inch diameter Copper Nickel Titanium wire.
GCF samples around the left and right maxillary canines and first premolars were collected using PERIOPAPER™
strips before loading (as baseline data) and during the loaded periods (on days 1, 3, 5, 7, 14, 21 and 28 as

experimental data). The CS levels in GCF were measured by competitive ELISA with WF6 monoclonal antibody,



and were compared between the passive self-ligating and the conventional bracket systems during orthodontic
leveling by the Mann-Whitney U-test. The differences in the CS levels in GCF between before loading and
during the loaded period using either the passive self-ligating or the conventional bracket system were
analyzed using the Wilcoxon signed-rank test. VAS scores were used to evaluate the patients’ discomfort every
visit between passive self-ligating and conventional bracket systems during orthodontic leveling. The differences

in VAS scores during each experimental period were determined by the Mann-Whitney U-test.

Results: For the canines during the loaded periods bonded with the conventional bracket system,
the medians of CS levels during the loaded period were significantly higher than those at baseline. For the
canines bonded with the passive self-ligating bracket system and the first premolars (bonded using either the
self-ligating or the conventional bracket system) during the loaded period, the medians of CS levels were
insignificantly higher than those at baseline. For both the canines and the premolars (bonded with either the
passive self-ligating or the conventional bracket system), the medians of CS levels during the loaded period
were not significantly different. The median of the VAS scores for patients’ discomfort with conventional bracket

were insignificantly greater than that with passive self-ligating bracket.

Conclusion: During initial orthodontic leveling phase, both the passive self-ligating and the conventional
bracket systems caused similar alveolar bone remodeling as revealed by similarly raised CS levels in GCF.

However, the passive self-ligating bracket system might cause less pain and better comfort, though insignificantly,

than did the conventional bracket system.

Trial Registration: The study has been registered as TCTR20180119002.

Keywords: Self-ligating bracket; Biochemical assessment; Orthodontic leveling

It was claimed that passive self-ligating bracket
system required low force magnitude to create tooth
movement, because there was less friction resistance
to the wire, but some studies reported non-significant
difference.”” The performance of the self-ligating
bracket system was similar to that of conventional
system during the alignment stage’ or in passive
extraction-space closure. The time to reach proper
alignment did not differ between the two systems.’
In contrast, it was concluded that self-ligating bracket
systems could align teeth faster than conventional

bracket systems in most cases.’

In respect of patient’s discomfort, patients
treated with conventional bracket system showed
higher levels and longer duration of pain than those
treated with self-ligating bracket system.” Moreover,

patients treated with conventional bracket system

often showed continuous pain, but patients treated
with self-licating bracket system showed pain only
during chewing or biting.® It was also reported that
the levels of ‘substance P’, an inflammatory mediator
involving in periodontal ligament inflammation and pain
development during orthodontic tooth movement,
were significantly lower with the Damon® self-ligating
bracket system in comparison with the conventional

bracket system.’

Role for chondroitin sulphate (CS) levels in
gingival crevicular fluid (GCF) as a biomarker for
alveolar bone remodeling during orthodontic canine
movement was suggested by our previous study."
CS comprises approximately 94 percent of the total
glycosaminoglycans in alveolar bone. This fact suggests
that alveolar bone is a major source of CS in GCF.

Therefore, early changes in alveolar bone might be



reflected by altered levels of CS in GCF, and this cannot

be clinically observed.'"*

In our present study, we applied our patented
monoclonal antibody, namely WF6, which recognized
an epitope of native CS chains of embryonic shark
cartilage proteoglycans.” This antibody has been used
to monitor the changes of CS levels in GCF samples
from patients during orthodontic treatment.'*'*** The
aim of our investigation was to compare chondroitin
sulphate (CS) levels in gingival crevicular fluid (GCF)
and the amount of pain, before loading and the
loaded periods, during initial orthodontic leveling
phase between self-licating and conventional bracket

systems.

Subjects

Thirteen healthy adults (3 males and 10
females; aged 19.28 + 2.28 years, ranged from 14.08
to 22.42 years) who had mild to moderate crowding
and required non-extraction orthodontic treatment
were recruited in this study (Table 1). The inclusion
criteria: 1. Similar minimal crowding on each side of
the maxillary arch; 2. No evidence of periodontal or
gingival problems with generalized probing depths <

3.0 mm and no radiographic evidence of periodontal

Table 1 Age (years) distributed by gender and number

of the subjects (n) in the present study

Age (years)
Gender| n 99 y
Std.
Min Max | Mean | deviation
Female 10 14.08 20.67 18.82 2.07
Male 3 17.67 22.42 20.81 2.72
Total 13 14.08 22.42 19.28 2.28

bone loss; 3. Lack of antibiotic therapy during previous
six months; 4. Absence of oral anti-inflammatory
drug administration preceding the study; and 5. No
pregnancy (women). All patients received repeated
oral hygiene instruction. This study was approved by
the Human Experimentation Committee of the Faculty
of Dentistry, Chiang Mai University. Informed consent

was obtained from all subjects.

Experimental design

Passive self-ligating (Damon®3MX) (as
experimental) and conventional brackets (Mini
diamond®) tied with elastomeric ligature (as control)
(0.022 x 0.028 inch bracket slots) were randomly
assigned and bonded to either right or left maxillary
seven-tooth segment (from central incisor to second
molar) (using a split mouth technique). Leveling was
carried out using a 0.014 inch Copper Nickel-Titanium

wire.

GCF samples were collected before loading
(as baseline data) and during the loaded period
(ondays 1, 3,5,7, 14, 21 and 28 as experimental data).
The experimental teeth were gently washed, gently
air-dried and then isolated by cotton roll. GCF samples
were collected by PERIOPAPER™ strips (Oraflow Inc.,
Smithtown, NY, USA) which were placed into the
mesiobuccal gingival sulcus of both left and right
maxillary canines and first premolars for 30 seconds.
Care was taken to avoid mechanical injury to the
periodontal tissue. Strips contaminated with blood or
exudates were discarded. Immediately after collection,
two millimeters of the wetted area of the strips were
cut and transferred to microcentrifuge tubes. All strips

were stored at -80°C until further processing.
Competitive ELISA with WF6 monoclonal antibody

Microtiter plates (Maxisorp®, Nunc, Roskilde,
Denmark) were coated overnight at room temperature
with 10 pg/ml shark PG-A1 fraction (100 pl/well) in
a coating buffer (20 mM sodium carbonate buffer,
pH 9.6). The following morning, the plates were washed
three times with PBS-tween 150 pl/well and dried.



Bovine serum albumin (BSA) 1% (w/v) 150 pl/well
was added to all plates in the incubating buffer for
60 minutes at 37°C to block non-specific adsorption
of other proteins to the plate. After washing, 100 ul/well
of the mixture, sample or standard competitor (Shark
PG-ALDL fraction: range 39.06-10,000 ng/ml) in mAb WF6
(1:100), were added. After incubation for 60 minutes
at 37°C, plates were washed and then the IgM-specific
peroxidase conjugated anti-mouse immunoglobulin
(100 pl/well; 1:2000) was added and incubated for
60 minutes at 37°C. Then, the plates were washed
again. After that, the peroxidase substrate (100 pl/well)
was added and incubated at 37°C for 20 minutes to
allow the color to develop. The reactions were stopped
by the addition of 50 pl/well of 4M H SO,. Eventually,
the absorbance ratio at 492:690 nm was measured
using a Titertek Multiskan® MCC/340 multiplate reader
(ICN/Flow Laboratories, Costa Mesa, California, USA).
Pertaining to the blinding of the outcome assessment
to obliterate bias, the sample identification code was
given, and confidentially kept until all data had been

analyzed.
Protein assay

Total protein concentration was determined by
using the Bio-Rad protein assay, based on the Bradford
dye-binding procedure. It was a simple colorimetric
assay for measuring total protein concentration. The
Bio-Rad protein assay was based on the color change
of Coomassie Brilliant Blue G-250 dye in response to
various concentrations of protein. The dye bound to
primarily basic (especially arginine) and aromatic amino
acid residues. Bovine serum albumin (BSA) standards
(0-1,000 pl/well) and samples were added to the

microtiter plates (10 ul/well) in triplicate. Dye Reagent
Concentration and deionized distilled water were
mixed together (1:4) and added to each well (200ul/
well). The plates were incubated at room temperature
for 5 minutes and the absorbance was measured at
620 nm. Protein concentrations were determined from

a standard curve.

Evaluation of the amount of pain

The visual analog scale (VAS) scores were used to
evaluate the patients’ discomfort or sensation of pain
every visit during aligning and leveling (Fig 1). The linear
scale properties range from 0 (Absence of pain) to 10
(Worst possible or unbearable pain). Patients chose a
number from 0 to 10 that represented the amount of
pain that they felt.

Statistical analysis

The data were analyzed using the Statistical
Package for Social Sciences version 17 for Windows
(SPSS Inc., Chicago, Illinois, USA). The distribution of
CS levels was determined by the Kolmogorov-Smirnov
test. The differences in the CS levels in GCF between
before loading and during the loaded period using
either the self-ligating or the conventional bracket
system were analyzed using the Wilcoxon signed-
rank test. The differences between the medians of
CS (WF6 epitope) levels around maxillary canines
and first premolars bonded with the conventional
bracket system and those bonded with the self-ligating
bracket system, before loading and the loaded periods
were determined by the Mann-Whitney U-test. The
differences in VAS scores between the self-ligating

bracket system and the conventional bracket system

0 1 2 3 B 5

No pain

Uncomfortable,
Troublesome
pain

6 7 8 9 10

Worst
possible
pain

Fig. 1 Visual Analogue Scales (VAS)
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Fig. 2 Boxplot graphs of the medians of CS levels around the canines and the first premolars before loading

(as baseline data) and during the loaded periods (as experimental data) bonded using either the

conventional (as control) or the self-ligating (as experimental) bracket system

during each experimental period were determined by
the Mann-Whitney U-test. The results were considered

statistically significant at £<0.05.

All patients had good oral hygiene, and had no
clinical sign of gingival and periodontal inflammation,
especially on the experimental teeth, implying that
patient oral hygiene was well controlled throughout
the study.

CS levels in GCF around experimental teeth
before loading and during the loaded period
For the canines bonded using either the
conventional or the self-ligating bracket system,
before loading, the medians of CS levels were 2.18
and 2.52 ng/ug of total protein, respectively, and
were non-significantly different (P>0.05). During the
loaded period, the medians of CS levels were 4.43
and 4.50 ng/pg of total protein, respectively, and
were also non-significantly different (P>0.05). For the

canines bonded using the conventional bracket system,

during the loaded period, the median of CS levels was
significantly higher than that before loading (P=0.044).
For the canines bonded using the self-ligating bracket
system, during the loaded period, the median of CS
levels was non-significantly higher than that before
loading (P>0.05) (Fig 2).

For the first premolars bonded using either
the conventional or the self-ligating bracket system,
before loading, the medians of CS levels were 3.77
and 1.62 ng/ug of total protein, respectively, and were
non-significantly different (P>0.05). During the loaded
period, the medians of CS levels were 4.61 and 4.18
ng/ug of total protein, respectively, and were also non-
significantly different (P>0.05). For the first premolars
bonded using the conventional bracket system, during
the loaded period, the median of CS levels was non-
significantly higher than that before loading (P>0.05).
For the first premolars bonded using the self-ligating
bracket system, during the loaded period, the median
of CS levels was non-significantly higher than that
before loading (P>0.05) (Fig 2).
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Fig. 3 Boxplot graphs of the medians of CS (WF6 epitope) levels around the canines bonded with the

conventional bracket system and those bonded with the self-ligating bracket system, respectively, on
day 0 (before loading as baseline data) and on days 1, 3, 5, 7, 14, 21, 28 (during the loaded period

as experimental data)

The medians of CS (WF6 epitope) levels around
the canines bonded with the conventional
bracket and those bonded with the self-ligating
bracket

The medians of CS (WF6 epitope) levels around
the canines bonded with the conventional bracket and
those bonded with the self-ligating bracket on day 0
(before loading as baseline data) and on days 1, 3, 5,
7,14, 21, 28 (during the loaded period as experimental
data) are shown in Fig 3.

The differences between the medians of CS
(WF6 epitope) levels around the canines bonded with
the conventional bracket and those bonded with the
self-ligating bracket on day 0 and on days 1, 3, 5, 7,
14, 21, 28 were not significant (P>0.05).

The medians of CS (WF6 epitope) levels around
the first premolars bonded with the conventional
bracket and those bonded with the self-ligating
bracket

The medians of CS (WF6 epitope) levels around
the first premolars bonded with the conventional

bracket and those bonded with the self-ligating bracket
on day 0 (before loading as baseline data) and on
days 1, 3, 5,7, 14, 21, 28 (during the loaded period as
experimental data) are shown in Fig 4.

The differences between the medians of CS (WF6
epitope) levels around the first premolars bonded
with the conventional bracket and those bonded with
the self-ligating bracket on day 0 and on days 1, 3, 5,
14, 21, 28 were not significant (P>0.05). However, the
differences between the medians of CS (WF6 epitope)
levels around the first premolars bonded with the
conventional bracket and those bonded with the

self-ligating bracket on day 7 was significant (P=0.024).

The visual analog scale scores

The VAS scores represented the patients’
sensation of pain every visit. The VAS scores resulting
from the conventional bracket (n = 13) and the self-
ligating bracket (n = 13) are shown in Fig 5. With both
bracket systems, the VAS scores had a peak one day
after force application, then they gradually decreased.
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With conventional bracket, the medians of the VAS
scores were non-significantly greater than those with
self-ligating bracket at day 0 (immediately after loading)
and on days 1, 3, 5, 7, 14, 21, 28 (during the loaded
period).

Self-ligating bracket system was claimed to
provide advantages for both patients and orthodontists
over conventional bracket system, and to cause
decreased frictional resistance, reduced patient
pain and discomfort, reduced chair time and overall
treatment times, prolonged appointment intervals,
improved oral hygiene and periodontal health,

improved ergonomics, and conserved anchorage.””'

Pertaining to the decreased frictional resistance,
the difference between the conventional and
the passive self-ligating bracket system could be
better demonstrated if the bigger wire was used in
association with the self-licating brackets especially
during orthodontic movement phase. Teeth subjected
to orthodontic loading unavoidably resulted in
biochemical changes, especially the CS levels in GCF,
because very small changes in pressure or a minute
force might be able to switch on tooth movement,”
and could induce the biologic responses necessary
for the induction of bone turnover. Accordingly, our
present investigation could be implemented only in

the initial orthodontic leveling phase.

Monitoring changes of CS levels in GCF is a
non-invasive biochemical assessment for evaluating
metabolic changes of deeper periodontal ligament
and alveolar bone remodeling during orthodontic
tooth movement.""* Our present study also supported
the fact that an increase of the CS levels in GCF was
associated with the teeth undergoing orthodontic
movement.”* For osteoclasts’ differentiation, it
was reported that in monocyte-osteoclast cultures
(mouse monocytic cells) first osteoclast appeared in

culture on day 4-5 after plating, and that osteoclast

numbers remained high for 2-3 days and then gradually
decreased. In addition, in longer time of cells culture,
they observed a second wave of osteoclast formation.”
This study supported the fact that our results showed
the peak of CS levels in GCF around the canines bonded
with the conventional bracket and self-ligating bracket
were detected on day 5 after initial force application
and then gradually decreased. The CS levels of the
premolars bonded with the conventional bracket and
self-ligating bracket showed the peak levels of CS on
day 1, 5 and 14 after initial force application and then
gradually decreased. Insee and co-workers reported
that the median CS (WF6 epitope) level was highest
on day 7 after force application during maxillary canine
distal movement, and then it gradually decreased.”
This finding might be due to the different research
design relating to the interval of sample collection
between the study of Insee and co-workers'® and
ours. In our study, the GCF samples were collected
more frequently (every other day in first week and

then every week).

The differences between the medians of CS
(WF6 epitope) levels around experimental maxillary
canines and premolars bonded with the conventional
bracket system and those bonded with the self-ligating
bracket system, before loading and the loaded periods,
were not significant. The explanation may be that
both bracket systems have similar effect on the teeth
undergoing orthodontic treatment, so the alveolar
bone degradation activities were not different from

each other.

VAS score was broadly used to evaluate the
patients’ discomfort or pain sensation in many research
studies.”” The results showed that the VAS scores
for patients’ discomfort or pain sensation under the
conventional bracket system were non-significantly
greater than those under the self-ligating bracket
system. The results are supported by Yamaguchi and
co-workers who stated that the self-licating bracket
system inhibited an increase in the substance P levels

in the GCF.” Thus, the self-ligating bracket system may



be useful to reduce the inflammation and pain resulting
from orthodontic forces. The results from this study
coincide with previous studies that reported the lesser
pain intensity from tooth that bonded with the self-
ligating bracket system in comparison with that bonded

> Tacco and

with the conventional bracket system.
co-workers also concluded that patients bonded with
the self-ligating bracket system showed lower levels
and shorter duration of pain than those bonded with
the conventional bracket system. A concern when
interpreting the results of this study is the number of
the patient. A sample size that is too small decreases

the power of the study.

Collectively, during the initial orthodontic
leveling phase, both the self-ligating and the
conventional bracket systems caused similar alveolar
bone remodeling as revealed by similarly raised
CS levels in GCF. The self-ligating bracket system
might cause less pain and better comfort than the

conventional bracket system, though insignificantly.
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Classification and Severity of Malocclusion in Cleft Lip

and/or Palate Anomaly

Chanchai Pattanaviriyapisan* Chutimaporn Keinprasit** Wipapun Ritthagol***

Cleft lip and/or palate is a common congenital anomaly which has various morphologic pathology.

Classification and severity of cleft lip and/or palate lead to better communication among treatment care team,

correct diagnosis, proper treatment planning, and can be applied as research data base.

Keywords: Cleft lip and/or palate anomaly, Classification, Severity
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Historical Social Perspective and Incidence of

Cleft Lip and/or Palate

Pornpat Theerasopon* Wipapun Ritthagol**

Cleft lip and/or palate is one of the global public health problem. It can effect these individuals in

normal function of daily life living and psychosocial problems of patients which require long term medical care

from multidisciplinary team. At present, the social perspective and treatment procedures have improved from

previous generation due to the improvement of sciences and medical knowledges. Although patients can now

live in a society as normal people, but the reports of psychosocial problems from these patients are found.

There was variety of the incidence of cleft lip and/or palate among each study and each observed area which

we have been known that environment factor is one of the risks for cleft’s patient. This review article is aimed

to present the history of cleft lip and/or palate which involved the patient’s society acceptance and reported

the incidence from several studies to be an information for health care service preparation and benefit to the

improvement of this knowledges by future researches.
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Orthodontic Treatment Protocol for Cleft Lip
and Palafe Patients in Mixed Dentition

Pornputthi Puttaravuttiporn* Wipapun Ritthagol**

Abstract

Mixed dentition period is one of the most critical times to initiate dental treatment in cleft lip and palate
patients as it includes permanent teeth eruption and pubertal growth spurt. Orthodontic treatment in this
period, including maxillary growth modification, correcting localized dental anomalies to facilitate permanent
teeth eruption and dental arch expansion for maxillary bone graft, can reduce complexity of treatment in

adult when growth has ceased.

This review article provides some guidelines for orthodontic treatment in mixed dentition for cleft lip and
palate patients, such as maxillary growth modification, correction of anterior and posterior crossbite, reduction

of protruding premaxilla, elimination of localized malocclusion, dental arch preparation for alveolar bone graft

and retention needed during this period.

Keyword: Mixed dentition, Orthodontics, Cleft lip and palate
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Ftiology of Cleft Lip and Cleft Palate

Siritida Pongsupot* Wipapun Ritthagol**

Cleft lip and/or cleft palate is one of the most common orofacial developmental deformities seen
worldwide. Patients with this condition confront not only impaction to oral health but also esthetic and quality
of life issue. There were some attempts to find etiology of cleft lip and/or cleft palate and found that genetic
and environmental factors are the most important etiologic factor. Many studies showed relationship between
environmental risk factor of mother exposure such as drinking alcohol, smoking, using teratogenic drugs during
first trimester and working in hazardous environment and deficiency of folic acid. According to genetic factor,
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over 50% of cleft lip and/or palate patients were classified in non-syndromic group, while about 30% of patients

were classified in syndromic group. So, genetic risk factor identification and genetic counselling were important

for reduction the incidence of cleft lip and/or cleft palate and being a primary prevention for the next child

birth planning.
Key words: Etiology, Cleft lip and palate
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