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PURPOSE: This in vitro study aimed to compare the anticariogenic effect of using diode laser irradiation and/or nano silver fluoride
varnish around orthodontic brackets.

MATERIALS AND METHODS: 60 caries-free and intact premolars were randomly divided into 3 experimental groups as follow: (1)
Group | (nano silver fluoride treated group, n = 20), (2) Group Il (diode laser treated group, n = 20) and (3) Group lll (combined nano
silver fluoride and diode laser treated group, n = 20). Anticariogenicity was assessed using polarized light, scanning electron
microscope, elemental and shear bond strength analyses.

RESULTS: PLM and SEM showed presence of few demineralized areas in group I. Group Il revealed a dramatic increased
demineralization. Group lIl disclosed almost typical homogenous surface enamel. elemental analysis showed a highly significant
difference between Group lll and Il and a significant difference between Group lll and I. Shear bond strength analysis revealed a
significant difference between group | and Il and between group Ill and II. The difference between group Ill and | was non-significant.
CONCLUSION: Both diode laser and nano silver fluoride positively affected dental enamel with the most superior enhancement in
enamel criteria was achieved by surface pretreatment by combined nano silver fluoride varnish and diode laser irradiation.

BDJ Open (2023)9:22; https://doi.org/10.1038/541405-023-00151-x

INTRODUCTION
Dental decay in the form of white spot lesion is a very common
undesirable side effect during orthodontic treatment [1]. The use
of either fixed or removable orthodontic appliances on tooth
generate non-cleanable surfaces causing dental plaque accumula-
tion, alteration of oral flora and therefore they result in areas of
initial enamel decalcification [2, 3]. Histologically, initial enamel
decalcification or/ white spot lesion is defined as a sub-surface
enamel porosity created by partial dissolution of enamel crystals
[4]. Enamel is said to be a precious tissue as once it is lost, it can't
be restored. This is because that its forming cells, ameloblasts, are
lost with tooth eruption unlike other hard tissues whose cells
remain throughout life time. Accordingly, the demineralization
occurring in early enamel lesions is seen to be a reversible process
under favorable conditions. However, more advanced deminer-
alization is essentially irreversible. various interventions, including
chemical and biological approaches, were used to restore newly
formed enamel lesions before they develop into actual surface
cavitations [5]. Considering the chemical approach, several in vitro
studies analyzed the ability of many remineralizing agents to
remineralize white spot lesions around orthodontic devices. For
example, topical fluoride application [6], fluoride releasing
adhesives [7] and casein phosphopeptides amorphous calcium
phosphate (CPP-ACP) application [8].

Recently, researchers portrayed that enamel surface treatment
with specific anticariogenic agents, prior to orthodontic

management, is very helpful in preventing white spot lesions
from being created. An emerging technique, including the use
laser irradiation with or without incorporating a remineralizing
agent, is being studied lately [9]. This technique was proved to
constrain enamel surface demineralization during orthodontic
treatment via creation of microstructural changes in enamel,
leading to a marked increase in enamel acid-resistance ability [10].
For example, the use of argon laser during orthodontic appliance
cementation was proved to reinforce the enamel to acid attacks
and reduce the possibility of enamel surface demineralization
around orthodontic brackets [11]. Similarly, many in vitro studies
achieved a marked acid-resistance ability of enamel using CO2
laser [12], (Er: YSGG) [13, 14] and diode laser application [15, 16].

Depending on the fact that nano-sized particles have resem-
blance to the apatite crystals of tooth enamel in morphology and
crystal structure, numerous studies established that using fluoride
nanoparticles is significantly superior to usual fluoride in prevent-
ing dental caries [17]. On other hand, silver nanoparticles were
also stated to be effective in caries prevention [18-20], thanks to
silver nanoparticles innovate antimicrobial and cariostatic proper-
ties that were proved to work against dental decay pathogens
[21]. Remarkably, an emerging regime, to create combined nano
silver fluoride particles, proved to be effective in remineralizing
early enamel caries and arresting dentinal caries [22].

Therefore, in our in vitro study, we proposed that combining
laser therapy with nano-silver fluoride particles would be an
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exclusive formula to prevent dental caries. So, the effect of
combined use of diode laser irradiation with nano silver fluoride
varnish (NSF) on enhancing enamel anticariogenic activity around
orthodontic brackets was evaluated and compared to the use of
NSF or diode irradiation solely. Also, brackets bond strength to
enamel were evaluated after treatment.

MATERIALS AND METHODS

Study design and sample assignment

This study was conducted as in vitro experimental study that was designed
in accordance with the guidelines of the scientific research ethics
recommendation of Ethical Committee at Faculty of Dentistry, Tanta
University, Egypt (ethical approval #R-OB-9-22-5). An informed consent was
signed by all subjects enrolled in our experiment. They were informed
about our research protocol and how their samples will be used for
scientific purposes.

A sample of sixty extracted human permanent maxillary first premolars
was chosen according to certain inclusion and exclusion criteria. The
inclusion criteria were: Sound fully developed maxillary first premolars that
are usually extracted for orthodontic purposes. The exclusion criteria were:
teeth showing any defects as microcracks, erosions, caries, restorations, or
any visible defects buccally. After extraction, the teeth were stored in saline
solution at 4 °C which was changed every day until the experiment was
done. The sample size and power analysis were calculated using Epi-Info
software statistical package created by World Health organization and
center for Disease Control and Prevention, Atlanta, Georgia, USA version
2002. The criteria used for sample size calculation were as follows: 95%
confidence limit and 88% power.

The teeth were randomly distributed using a computer-generated list of
random numbers to one of three experimental groups as follow: (1) Group
I (NSF-treated group, n=20), (2) Group Il (diode laser treated group,
n=20) and (3) Group lll (combined NSF and diode laser treated group,
n=20).

Sample preparation and subgrouping

First, all specimens were cleaned with fluoride free pumice then washed
thoroughly with distilled water and air-dried. Afterward, for subgrouping
purpose, the buccal surfaces of ten specimens from each group were
equally divided longitudinally into two halves using permanent marker. In
these specimens, the right half was set as a test side where enamel surface
would be treated with its corresponding anticariogenic agent (named as
section A). The left half was set as a control side where no treatment was
applied (named as section B). The remaining ten specimens of each group
were subdivided into subgroup A, where the whole enamel surface would
be treated with its corresponding anticariogenic agent, and subgroup B
where no treatment application was applied. These ten specimens were
incorporated in shear bond strength measurement. Study design was
shown in (Fig. 1).

®  Experimental procedures

a. Nano silver fluoride application
The enamel surface of group | section A and subgroup A was
treated with NSF varnish (Nano Gate Company, Cairo, Egypt). The
varnish coating was applied by the aids of composite bond brush,
left on the surface for 4 h then washed using distilled water as
recommended by the manufacturer.
b. Diode laser application
The enamel surface of group Il section A and subgroup A was
treated with diode laser. Laser irradiation was carried out using a
300 um optic fiber conductor with a pulse diode laser at 980 nm
wave length (Hu laser, K2 mobile, South Korea), a 0.8 W output
power and an energy density of 5.33 J/mm2. The optic fiber oriented
perpendicularly to the enamel surface with its tip held in contact
mode for 30s [23].
c. Combined NSF and diode laser application
The enamel surface of group Il section A and subgroup A was
subjected to both NSF and diode laser conditioning. First, NSF
varnish coating was applied followed by immediate laser irradiation
to the enamel surface as previously described in Group Il subgroup
A. The specimens were then left for 4 h then the varnish was washed
using distilled water.
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d. Bracket placement

After treatment application, premolar brackets (American ortho-
dontics/ mini master series) with a base surface area of 10.25 mm?
were used for this study. bracket bonding procedure was followed in
all specimens. First, acid etching was done using 37% phosphoric
acid gel for about 15-20 s (Han ETCH37, HAN DAE chemical Co., LTD,
Korea), rinsed with water then dried with compressed air. A thin
coating of bonding agent (Rely. a. Bond, Primer) was applied with a
microbrush on the treated enamel surfaces. Afterwards, No-mix
orthodontic bonding material (Rely. a. bond, Adhesive Paste) was
applied to the coated bracket base. The brackets were positioned on
the facial surface at the height of contour mesio-distally, in the
middle one third occluso-gingivally, and parallel to the long axis of
the tooth. Finally, excess bonding material around the bracket was
removed using a bracket placer sickle and light-cured for 45s.

e. PH cycling

Over a period of 14 days, all specimens of all groups were
subjected to remineralization/demineralization pH cycles with a
daily schedule of 6 cycles, where specimens were successively
subjected to a demineralizing (120 min), a rinsing (30s), a
remineralizing (60 min), and again a rinsing (30s) phase. During a
6 h “night” period, the specimens were exposed to the remineraliz-
ing solution. The composition of the remineralizing solutions was
1.5mM CaCl 2, 0.9 m M KH 2 PO 4, and 20 m M HEPES with pH 7.0.
The demineralizing solutions composed of 50mM acetic acid,
22mM CaCl2-H 20, 22m M KH2PO4, 10 m M KOH, and 23.8u M
NaF with pH 5.0 [24].

Polarized light microscopic examination (PLM)

From each group, five specimens, which were divided into sections A and
B, were included in this analysis. After brackets debonding, each tooth
was equally sliced longitudinally in a buccolingual direction using low
speed hand piece with a diamond disc to separate section A from section
B. Now, each half could be evaluated independently as a ground section
under PLM (Olympus America Inc.). For making ground sections, hand
grinding method was used to get a 15 pm thickness buccolingual section
of the specimens. Finally, sections were imbibed in water then observed
under PLM to qualitatively evaluate the test area [23, 25]. The images were
captured using light microscope built in camera (LEICA ICC50 HD Camera
system) via image software LAS EZ version 3.0.0.

Scanning electron microscopic analysis

From each group, five specimens, which were divided into sections A and
B, were examined using SEM. After brackets removal, the specimens were
thoroughly dried and gold-plated using JFC-1100E-IEOL ion sputtering
evaporator. The specimens were then mounted on SEM (JSM-IT200, JEOL)
for analyzing enamel surface morphology. In addition, the calcium and
phosphate content of surface enamel was measured for each specimen on
both sections A and B. This was achieved with the aid of SEM fitted with
energy dispersive X-ray spectroscopy [EDX].

Shear bond strength measurement

Ten specimens from each group, 5 specimens represented subgroup A and
the other 5 represented subgroup B, were incorporated in this test. Each of
the specimens (a tooth with an orthodontic bracket) was placed in a
polyethylene container using DuracrylTM Plus self-polymerizing denture base
resin (Spofa Dental, Jic'in, Czech Republic). Each sample was dipped in such a
way that the punch could be placed at the front side, tangentially to the tooth
surface. To determine the adhesion value of an orthodontic bracket to the
enamel, a shear bond strength test was performed using MTS 858 MiniBionix®
machine (MTS System, Eden Prairie, MN, USA). A shear force was applied at
the bracket-tooth interface until the bracket was detached, using the universal
testing machine. The force required to take off the bracket was measured in
Newtons (N) at a crosshead speed of 1.0 mm/minute. The SBS was then
calculated in MegaPascal, as1MPa = 1 N/mm?, by dividing the force values by
the bracket base area (10.25 mm?) [26].

Statistical analysis

The quantitative data of EDX and shear bond measurements were
collected, tabulated and statistically analyzed using CO-STAT analysis
(version 6.4). Numerical variables were expressed by descriptive statistics
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as mean, standard deviation and range. One-way ANOVA and post hock
test (tukey-test) were used to compare quantitative data between groups
while independent t-test was used to compare between subgroups and
sections in each group.

RESULTS

Polarized light microscopic results

After PH cycling, the test areas of section B in specimens of all groups
showed a high degree of positive birefringence with loss of normal
subsurface enamel structure (Fig. 2A). Notably, group | section A
showed few demineralized areas intervening the normal subsurface
enamel (Fig. 2B). However, group Il section A revealed a dramatic

BDJ Open (2023)9:22

Flow chart illustrating the study design. (Inset) Photomicrograph showing sectioning of the buccal surface into right side (test side)

decrease in normal enamel surface area with a noticeable positive
birefringence, indicating an increased degree of demineralization.
However, minimal areas of remineralized enamel were also noticed
(Fig. 2Q). Interestingly, group Il section A disclosed almost typical
homogenous subsurface enamel, portraying normal enamel miner-
alization and birefringence (Fig. 2D).

Scanning electron microscopic results

First of all, we had captured an SEM image for a typical, intact
enamel surface to better comprehend the alterations occurred
after treatments application. The intact specimen showed normal
smooth enamel architecture with homogenous aprismatic layer
covering the majority of its surface. On a higher magnification,
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Fig.2 PLM of group I-B, group I-A, group II-A and group llI-A. Polarized light photomicrographs of longitudinal ground sections showing,
(A): group | section-B displaying a strong positive birefringent demineralized enamel band (double head arrow) extending beneath an intact
surface layer (red arrows). B Group | section-A showing normal subsurface enamel (double head arrow) with few demineralized areas (black
arrow). € Group Il section-A exhibiting a widely distributed demineralized areas (double arrow head), though, still displaying minimal areas of
remineralized enamel (black arrows). D Group Il section-A showing almost typical homogenous subsurface enamel (double head arrow),
reflecting normal mineralization and birefringence of enamel. (PLM, original magnification; A, B, C, D x 40).

some areas showed typical fish scale appearance of enamel rods
(Fig. 3A, B).

Section B in specimens of all groups showed destruction of
prismatic pattern. Irregular, rough and disorganized enamel
surface was evident with noticeable increased porosities. Different
types of etching patterns were detected including type 1, where
enamel rod core was preferentially removed, and type Il where the
rod core remained relatively intact while its periphery was
selectively removed. Also, an irregular etching pattern with pitted
enamel surface was seen (Fig. 3C-E).

In group | section A, globular precipitates were detected
throughout enamel surface. Few porosities and defects of enamel
had observed. Calcium deposits were revealed throughout enamel
surface while the residual NSF particles were adhered to the
enamel. Few micropores were also detected (Fig. 4A, B).

In group Il section A, the enamel architecture was altered with
almost total obscure of enamel rods. Some micro-cracks were
shown along the major part of enamel surface with detection of
many scattered micro-pores. A higher magnification showed
uneven enamel crystals with many porosities and irregular
topography with minor amorphous surface precipitation (Fig. 4C, D).

In group Il section A, the enamel surface generally showed an
overall even and homogenous architecture. The enamel rod structure
was totally obscured by a homogenous surface layer. Minimal micro-
pores were seen with higher magnification (Fig. 4E, F).

Statistical analysis

EDX analysis of (Ca/P) ratio. EDX spectrometry was used to
determine Ca and P weight % of the specimens. Calcium and
phosphorus content were then converted into Ca/P ratios for each
group. Concerning Ca/P ratio, (mean+SD) of all specimens is

SPRINGER NATURE

shown in (Table 1A). The ratio in group I-A was higher than group
I-B, and the difference was statistically significant (P < 0.05). On the
other hand, when the mean Ca/P ratio values in group II-A and
group II-B were compared, there was no recorded significant
difference between the two values (P=0.777). Interestingly, a
highly significant increase in the mean Ca/P ratios were reported
in group llI-A compared to group IlI-B (P = 0.000%%).

Remarkably, on comparing Ca/P ratios between all groups in
section-A using ANOVA, a higher Ca/ P ratio was detected in group
llI-A (Table 1B). As, statistical analysis using pairwise Tukey-test
(Table 1C), revealed a highly significant difference in the ratio in
group llI-A compared to group II-A. Also, there is a significant
difference between group llI-A and group I-A.

Shear bond strength measurements. The mean bracket bond
strengths and standard deviations of subgroup A and B of all
groups are presented in (Table 2A) When comparing subgroup A
and B of each group, a highly significant difference was found
between group I-A and B and also between group IlI-A and B. the
difference was significant between group II-A and B (Table 2A).
According to one-way ANOVA, there was a significant difference
among sub group A of all groups (Table 2B). Post hoc tukey test
revealed significant difference between both group I-A and II-A
and between group llI-A and II-A. Although group III-A achieves
the highest bond strength, the difference between it and group
I-A was yet non-significant (Table 2C).

DISCUSSION
Enamel is a unique epithelially-derived dental tissue, that possess
inimitable microstructure and exceptional physico-chemical

BDJ Open (2023)9:22
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Fig. 3 Scanning electron micrographs of normal enamel specimen and section B of all groups. A Showing smooth enamel architecture
with homogenous aprismatic layer covering its surface (asterisk). B A higher magnification showing typical fish scale appearance (asterisk).
C Showing type 1etching pattern with preferential removal of rod core (asterisk). Arrow; intact rod periphery. D Showing type Il etching pattern
where rod periphery was selectively removed (arrow). Asterisk; rod core. E Showing irregular etching pattern (asterisk). (SEM, original
magnification; A, C-E x 5000, B x 20,000).

Fig. 4 Scanning electron micrographs of group | section A, Group Il section A and Group lll section A. A, B Group I-A showing calcium
deposits along the majority of enamel surface (red arrows) with detection of few micropores (black arrow). Residual NSF particles were adhered
to enamel surface (yellow arrows). C Group II-A showing micro-cracks (red arrows) with detection of many scattered micro-pores (yellow arrows).
D A higher magnification showing uneven enamel crystals with many porosities (yellow arrows) and minor amorphous surface precipitation
(red arrows). E Group II-A showing homogenous enamel surface layer (asterisk). F A higher magnification of the boxed area of (E) showing
minimal micro-pores (boxed area). Asterisk; homogenous enamel surface. (SEM, original magnification; A, C, E x 5000, B, D, F x 20,000).
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Table 1. Statistical analysis of the mean values of (Ca/P) ratio in group
I, I'and 1II.

(A) Mean values of (Ca/P) ratio in group I, Il and Il

Groups Mean +S.D Min --Max t p value
Group |-A 1.58+0.28 1.2—1.9 4.345 0.002°
Group I-B 0.84 £0.26 0.5—1.1

Group II-A 0.90£0.21 0.7—1.2 0.293 0.777
Group |I-B 0.86 +0.22 0.6—1.2

Group IlI-A 2.06+0.24 1.8—2.4 7.517 0.000°
Group lII-B 0.92+0.24 0.6—1.2

(B) Statistical analysis (ANOVA + Tukey test) between subgroup A of all
groups

Groups Mean +S.D Min --Max [F p value
Group |-A 1.58 £0.28 1.2—1.9 28311 0.000°
Group II-A 0.90 £0.21 0.7—1.2

Group IlII-A 2.06 +0.24 1.8—2.4

(C) Groups Group I-A Group II-A

Group IFA - e

Group II-A 0.002* e

Group III-A 0.023° 0.000°

(A) Statistical analysis of the mean values of (Ca/P) ratio in group |, Il and Il
for both section-A and section-B. (B) Statistical analysis of the mean values
of (Ca/P) ratio in group I-A, II-A and IlI-A using ANOVA. (C) Pairwise Tukey-
test of the mean values of (Ca/P) ratio in group I-A, Il-A and IlI-A.
Significant difference (P < 0.05).

bHighly significant difference (P < 0.001).

properties. Due to enamel unrestorable nature, many approaches
were used to protect the tooth enamel against cariogenic
challenge mainly white spot lesions development [9, 20, 27].
Many researchers used materials that are capable of controlling
the development of caries, whether by triggering enamel
remineralization or by inhibiting demineralization [28]. The latter
approach aimed to reduce enamel mineral loss and lesion
creation, thus reducing the solubility of enamel in acidic
environments [29]. In order to evaluate the anti-cariogenic
potential during the study, an artificial cariogenic challenge was
conducted using combined use of demineralizing and reminer-
alizing solutions during PH cycle. The later cycle was proved to
simulate the onset and the progression of the carious lesion
in vivo [24]. In addition, as orthodontic brackets cementation was
proved to increase the possibility of plaque retention, enamel
demineralization [30], brackets cementation was included in our
study design.

The present in vitro study aimed to evaluate the effect of
combined use of diode laser irradiation with nano silver fluoride
varnish (NSF) on enhancing enamel anticariogenic activity around
orthodontic brackets. PLM, SEM and EDX were utilized in the
present study to monitor enamel resistance to cariogenic
challenge. Further, brackets bond strength to enamel was
evaluated after treatment.

Interestingly, this discussion will concentrate on two main
queries. The first is what is the major causes for selecting the study
materials. The second query does enamel surface pretreatment
with these possibly anticariogenic approaches increase the
enamel resistance to cariogenic challenge.

The first question is, what is the major causes for selecting NSF
solely or combined with diode laser in the current study. NSF had
been proposed to have preventive antimicrobial properties [31]
and was portrayed to be an effective anti-caries agent [32].
Targino et al [20] also proved the antimicrobial and cytotoxic

SPRINGER NATURE

activity of NSF against streptococcus mutans. Because of the
growing interest in the use of lasers in dental field, we combined
NSF with diode laser. Recent researches had been used lasers as a
new method of caries inhibition [33], others has been investigated
lasers as a unique method used for the tooth surface modification
and assisting its resistance to demineralization by acids [34]. On
the molecular level, laser combination with a remineralizing agent
was proved to cause microstructural changes in the irradiated
dental hard tissue including melting and re-crystallization of areas
exposed to the emitted laser light at suitable energy. These
changes were proved to facilitate remineralizing agent particles
absorption, thus, strengthening tooth structure against acid
decalcification [16].

The second question is, does enamel surface pretreatment with
these possibly anticariogenic approaches increase the enamel
resistance to cariogenic challenge. The latter challenge was done
in our study using PH cycling. This cycle was proved to simulate
the dynamics of mineral loss and gain involved in caries
development [35].

Regarding application time of NSF, we select 4 h to simulate the
varnish application in dental clinics. As, after varnish application,
patients are instructed not to rinse their mouth, not to drink or eat
anything for 3 h, and not to brush till the next day [36, 37]. Thus,
the actual application period was only 1 min and then we left it for
4 h before rinsing.

The sectioning model of each single tooth in each group into
section A (test side) and section B (untreated side) was used in this
study to gain the advantage that the two sides can be exposed to
the same conditions with elimination of any possible bias
between different teeth. Bracket bonding were applied to all
specimens of all groups even those that were intended to be
examined with SEM and PLM. This step was done to accurately
mimic the natural oral environment in formation of WSLs around
orthodontic brackets so, brackets were placed and the teeth were
subjected to pH cycle. The brackets were later removed so that we
can prepare ground sections and observe surface changes for
both PLM and SEM respectively.

Upon viewing data obtained from the present study regarding
the untreated section B in specimens of all groups, PLM showed a
high degree of positive birefringence with loss of normal
subsurface enamel structure. This was further assured by SEM
analysis that showed development of initial enamel caries (white
spot lesion) with destruction of prismatic pattern. As previously
reported in many researches [38-40], different forms of enamel
defects were observed including preferential removal of enamel
rod core, preferential removal of rod periphery while rod core
remained relatively intact and an irregular pitting of enamel
surface [41, 42].

On the other hand, section A in all groups that received
enamel surface pretreatment before PH cycling disclosed
variable enamel response according to the treatment regimen.
In group | section A, where enamel surface was treated with NSF
prior to pH cycling, PLM showed few demineralized areas
intervening the normal subsurface enamel. These results were
in consistence with Nozari et al. [43] who portrayed that NSF had
the greatest remineralization efficacy in primary teeth when
compared to nanohydroxyapatite varnish. A closer look using
SEM revealed calcium deposits sealing the enamel surface with
globular precipitates were detected throughout enamel surface.
The porosities and defects of enamel were remarkably fewer than
that of section B. This came in accordance with Soekanto et al.
[44] study where dentin discs, prepared from previously
demineralized premolars, were pretreated with NSF then
subjected to pH cycling. SEM analysis of their study showed
formation of fluorapatite crystals with superior hardness and
higher quality and intensity of apatite crystals. This can be
explained by that the chief chemical reactions between silver
fluoride compounds and hydroxyapatite include the creation of
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Table 2. Statistical analysis of the mean values of shear bond strength
(MPa) in group |, Il and IIl.

(A) Mean values of Shear bond strength (MPa) in group |, Il and IlI

Groups Mean +S.D Min --Max t p value
Group I-A 152.81 £ 6.55 145.11— 17.831 0.000°
161.04
Group |-B 79.38+6.48 70.82—88
Group II-A 98.49 £ 5.51 90.40—105 5.323 0.001°
Group II-B 82.46 + 3.87 77.90—
86.99
Group llI-A 182.08 £29.23 150—221 7.409 0.000°
Group lII-B 82.91+6.45 73--90

(B) Statistical analysis (ANOVA + Tukey test) between subgroup A of all
groups

Groups Mean +S.D Min--Max F p value

Group |-A 152.81+6.55 145.11— 29.098 0.000?
161.04

Group I-A 98.49+5.51 90.40—105

Group llI-A 182.08 +29.23 150--221

(C) Groups Group I-A (NSF) Group II-A(Diode)

Coup A s———

Group IlI-A 0001 e

Group l-A  0.053 0.001°

(A) Statistical analysis of the mean values of shear bond strength in group |,
Il and Il for both subgroup-A and B. (B) Statistical analysis of the mean
values of shear bond strength in group I-A, II-A and lI-A using one-way
ANOVA. (C) Pairwise Tukey-test of the mean values of shear bond strength
in group I-A, II-A and lII-A.

@Highly significant difference (P < 0.001).

PSignificant difference (P < 0.05).

an impermeable layer of silver phosphate and calcium fluoride
on the treated tooth surfaces [45].

Notably, group Il section A, which received only diode laser
irradiation prior to pH cycling, PLM revealed a dramatic decrease in
normal enamel surface area with a noticeable positive birefringence.
SEM viewed the enamel architecture to be altered with almost total
obscure of enamel rods. Micro-cracks were shown along the major
part of enamel surface with detection of many scattered micro-
pores. A higher magnification showed uneven enamel crystals with
many porosities and irregular topography with minor amorphous
surface precipitation, indicating that only diode pretreatment could
not prevent mineral loss. Similarly, a previous study of Aljdaimi et al.
[46] emphasized the effect of laser irradiation upon tooth structure
including enamel and dentin using nano-CT and SEM. In their study,
the laser irradiated enamel surfaces displayed a distinctive rough
morphology involving isolated cracks however with minute subsur-
face damage and preservation of the prismatic structure. Likely, they
found a dense surface layer with flat glazed areas and they had
referred it to the melting and subsequent cooling of enamel upon
laser application.

Though, group Il section A, that was treated with combined use
of NSF and diode laser, displayed almost typical homogenous
subsurface enamel, portraying normal enamel mineralization. The
later result was in agreement with Hamoudi et al. [47] who
concluded that the combined Nd:YAG laser illumination and silver
nanoparticles decreased the tooth abrasion degree and enhanced
tooth resistance to decay. They proposed that laser heating had a
significant role in decreasing the stresses in hydroxyapatite lattice
and aided in nanoparticles penetration to the laser-treated enamel
surface, thus increasing the enamel resistance against acids. This was
further confirmed by our SEM analysis which revealed the enamel
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surface to have an overall even and homogenous architecture with
almost total preservation of typical enamel architecture

Interestingly, higher resistance against acids in group lll section
A was further proved by the observed higher Ca/P ratios in this
group compared to section A in the remaining groups and section
B in all groups. As, section B in all groups revealed a marked
decrease in Ca/P ratio after immersion in the PH cycling solution,
indicating enamel surface demineralization. Also, group Il section
A that was treated with laser only, recorded a decrease the Ca/P
ratio. Although, samples of group | section A NSF-treated group
have higher Ca/P ratios compared to the untreated section B
in the same sample, indicating a low-rate of enamel surface
decalcification. The later observation was in agreement with Zhi
et al. [48] who found that that both silver and fluoride ions were
responsible for enamel remineralization through the silver ions
ability to infiltrate into carious lesions. Thus, combining laser
irradiation with NSF in group Ill improved enamel resistance to
cariogenic challenge.

Finally, statistical analysis of shear bond strength revealed a
highly significant difference between group I-A and B and also
between group lll-A and B. The difference was significant between
group lI-A and B indicating that all the herein adopted antic-
ariogenic techniques had a positive effect on increasing shear
bond strength of the bracket to tooth surface. When comparing
sub group A of all groups, the highest bond strength was detected
in group lI-A followed by group I-A. A significant difference was
found between both group I-A and II-A and between group IlI-A
and lI-A, but the difference between group IlI-A and group I-A was
non-significant. This came in accordance with the previously
reported result of Favaro et al. [49] that dictated a statistically
significant difference of shear bond strength between specimens
treated with silver compounds, including silver diamine fluoride
and nano silver fluoride, and untreated specimens. Also, Ergin
et al. [50] reported that laser-activated bleaching system
significantly enhances enamel shear bond strength when
compared to other bleaching systems.

The limitations of this in vitro study were the inability to simulate
oral environment regarding the salivary biofilm and oral flora, diverse
salivary components together with different individual eating habits
and oral hygiene practices. Also, the effect of diode laser treatment
on the tooth dental pulp should be considered. Thus, further in vitro
and in vivo research should be conducted to integrate the combined
use of diode laser and NSF into dental restorative procedures to gain
both antibacterial and remineralization properties. This unique
combination should be used as an applicable product in adults
and children with high caries incidence. Also, diode laser application
at different powers should be assessed to determine its effect on the
dental pulp temperature.

CONCLUSION

The results of this study demonstrated that both anticariogenic
agents, considered in this paper including laser radiation and NSF
were found to affect dental enamel in relation to its surface
morphology, chemical composition as well as bond characteristics. It
can be concluded that the most superior enhancement in enamel
criteria was achieved by surface pretreatment by combined NSF
varnish and diode laser irradiation, which served to amazingly
increase the acid-resistance ability of enamel. Considering the sole
effect of NSF varnish and diode laser, NSF obviously provided a
better anticariogenic effect for dental hard tissue. However, both
diode laser and NSF evidenced to be promising treatment tools in
the field of preventive dentistry to which we should refer to improve
the efficacy of orthodontic management.

DATA AVAILABILITY

All data of this study are available from the corresponding author upon request.

SPRINGER NATURE



A.A. Alsherif et al.

REFERENCES

1

20.

21.

22.

23.

24,

25.

26.

. Tufekci E, Dixon JS, Gunsolley JC, Lindauer SJ. Prevalence of white spot lesions

during orthodontic treatment with fixed appliances. Angle Orthod. 2011;81:10-4.

. Liu H, Sun J, Dong Y, Lu H, Zhou H, Hansen BF, et al. Periodontal health and

relative quantity of subgingival Porphyromonas gingivalis during orthodontic
treatment. Angle Orthod. 2011;81:609-15.

. Lucchese A, Gherlone E. Prevalence of white-spot lesions before and during

orthodontic treatment with fixed appliances. Eur J Orthod. 2013;35:664-8.

. Bishara SE, Ostby AW. White spot lesions: formation, prevention, and treatment.

in Seminars in orthodontics, Vol. 14. Elsevier; 2008. p. 174-82.

. Al Maaitah EF, Adeyemi AA, Higham SM, Pender N, Harrison JE. Factors affecting

demineralization during orthodontic treatment: a post-hoc analysis of RCT
recruits. Am J Orthod Dentofac Orthop. 2011;139:181-91.

. Vicente A, Ortiz Ruiz AJ, Gonzélez Paz BM, Garcia Lopez J, Bravo-Gonzélez L-A.

Efficacy of fluoride varnishes for preventing enamel demineralization after
interproximal enamel reduction. Qualitative and quantitative evaluation. PLoS
ONE. 2017;12:e0176389.

. Suebsureekul P, Viteporn S. Release of fluoride from orthodontic adhesives and

penetration into enamel. J Orofac Orthop der Kieferorthop &ddie. 2017;78:185-92.

. Al-Shaker SM, Nayif MM, Al-Sabawi NA. Microhardness of artificially deminer-

alized enamel treated with different regimes of ACP-CPP and fluoride agents. Int
J Enhan Res Sci Tech Eng. 2014;3:102-7.

. Ana PA, Bachmann L, Zezell DM. Lasers effects on enamel for caries prevention.

Laser Phys. 2006;16:865-75.

. Chen L, Hontsu S, Komasa S, Yamamoto E, Hashimoto Y, Matsumoto N. Hydro-

xyapatite Film Coating by Er: YAG Pulsed Laser Deposition Method for the Repair
of Enamel Defects. Mater (Basel). 2021;14:7475.

. Belcheva A, El Feghali R, Nihtianova T, Parker S. Effect of the carbon dioxide

10,600-nm laser and topical fluoride gel application on enamel microstructure
and microhardness after acid challenge: an in vitro study. Lasers Med Sci.
2018;33:1009-17.

. Jorge AC, Cassoni A, de Freitas PM, Reis AF, Brugnera Junior A, Rodrigues JA.

Influence of cavity preparation with Er,Cr:YSGG laser and restorative materials on
in situ secondary caries development. Photomed Laser Surg. 2015;33:98-103.

. de Oliveira RM, de Souza VM, Esteves CM, de Oliveira Lima-Arsati YB, Cassoni A,

Rodrigues JA, et al. Er,Cr:-YSGG Laser Energy Delivery: Pulse and Power Effects
on Enamel Surface and Erosive Resistance. Photomed Laser Surg. 2017;35:
639-46.

. Ahrari F, Mohammadipour H-S, Hajimomenian L, Fallah-Rastegar A. The effect of

diode laser irradiation associated with photoabsorbing agents containing remi-
neralizing materials on microhardness, morphology and chemical structure of
early enamel caries. J Clin Exp Dent. 2018;10:e955-e62.

. Hibst R, Keller U. Experimental Studies of the Application of the Er: YAG Laser on

Dental Hard Substances: 1. Meas Ablation Rate. 1989;344:338-44.

. Bahrololoomi Z, Lotfian M. Effect of Diode Laser Irradiation Combined with

Topical Fluoride on Enamel Microhardness of Primary Teeth. J Dent (Tehran).
2015;12:85-9.

. Tejaswi B, Gopal Sree V, Sivapriya E, Archana D, PradeepKumar AR. Nanoparticles

in caries prevention: A review. J Glob Oral Heal. 2021;4:56-66.

. Azevedo DT, Faraoni-Romano JJ, Derceli JDR, Palma-Dibb RG. Effect of Nd:YAG

laser combined with fluoride on the prevention of primary tooth enamel demi-
neralization. Braz Dent J. 2012;23:104-9.

. Ahmadian E, Shahi S, Yazdani J, Maleki Dizaj S, Sharifi S. Local treatment of the

dental caries using nanomaterials. Biomed Pharmacother. 2018;108:443-7.
Targino AG, Flores MA, dos Santos Junior VE, de Godoy Bené Bezerra F, de Luna
Freire H, Galembeck A, et al. An innovative approach to treating dental decay in
children. A new anti-caries agent. J Mater Sci Mater Med. 2014;25:2041-7.
Salas-Lépez EK, Pierdant-Pérez M, Hernandez-Sierra JF, Ruiz F, Mandeville P,
Pozos-Guillén AJ. Effect of Silver Nanoparticle-Added Pit and Fissure Sealant in
the Prevention of Dental Caries in Children. J Clin Pediatr Dent. 2017;41:48-52.
Tirupathi S, Svsg N, Rajasekhar S, Nuvvula S. Comparative cariostatic efficacy of a
novel Nano-silver fluoride varnish with 38% silver diamine fluoride varnish a
double-blind randomized clinical trial. J Clin Exp Dent. 2019;11:e105-e12.
Mocuta Bojoga D-E, Grad Buriac O, Mateas M, Luca R, Carmen Todea D. Com-
parative Evaluation of Influence of Nd: YAG Laser (1064 nm) and 980 nm Diode
Laser on Enamel around Orthodontic Brackets: An In Vitro Study. Medicina
(Kaunas). 2022;58:633-9.

Tschoppe P, Kielbassa AM, Meyer-Lueckel H. Evaluation of the remineralizing
capacities of modified saliva substitutes in vitro. Arch Oral Biol. 2009;54:810-6.
Guijarathi AJ, Sholapurmath SM, Mandroli PS, Benni DB. Evaluation of reminer-
alizing potential of commercially available child formula dentifrices: An in vitro
study. J Indian Soc Pedod Prev Dent. 2015;33:28-34.

Gupta SP, Shrestha BK. Shear bond strength of a bracket-bonding system cured
with a light-emitting diode or halogen-based light-curing unit at various poly-
merization times. Clin Cosmet Investig Dent. 2018;10:61-7.

SPRINGER NATURE

27.

28.

29.

30.

32

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

Bezerra SJC, Viana IEL, Aoki IV, Duarte S, Hara AT, Scaramucci T. In-vitro evaluation
of the anti-cariogenic effect of a hybrid coating associated with encapsulated
sodium fluoride and stannous chloride in nanoclays on enamel. J Appl Oral Sci.
2022;30:¢20210643.

Yang Y, Lv X, Shi W, Zhou X, Li J, Zhang L. Synergistic Inhibition of Enamel
Demineralization by Peptide 8DSS and Fluoride. Caries Res. 2016;50:32-9.

Liu Y, Hsu C-YS, Teo CMJ, Teoh SH. Potential mechanism for the laser-fluoride
effect on enamel demineralization. J Dent Res. 2013;92:71-5.

Cardoso Mde A, Saraiva PP, Maltagliati LA, Rhoden FK, Costa CC, Normando D,
et al. Alterations in plaque accumulation and gingival inflammation promoted by
treatment with self-ligating and conventional orthodontic brackets. Dent Press J
Orthod. 2015;20:35-41.

. Hernéndez-Sierra JF, Ruiz F, Pena DC, Martinez-Gutiérrez F, Martinez AE, Guillén

Ade J, et al. The antimicrobial sensitivity of Streptococcus mutans to nano-
particles of silver, zinc oxide, and gold. Nanomed Nanotechnol Biol Med.
2008;4:237-40.

Zhang K, Cheng L, Imazato S, Antonucci JM, Lin NJ, Lin-Gibson S, et al. Effects of
dual antibacterial agents MDPB and nano-silver in primer on microcosm biofilm,
cytotoxicity and dentine bond properties. J. Dent. 2013;41:464-74.
Esteves-Oliveira M, Zezell DM, Meister J, Franzen R, Stanzel S, Lampert F, et al.
CO2 Laser (10.6 microm) parameters for caries prevention in dental enamel.
Caries Res. 2009;43:261-8.

Mohan AG, Ebenezar AVR, Ghani MF, Martina L, Narayanan A, Mony B. Surface
and mineral changes of enamel with different remineralizing agents in con-
junction with carbon-dioxide laser. Eur J Dent. 2014;8:118-23.

uzalaf MA, Hannas AR, Magalhaes AC, Rios D, Hondério HM, Delbem AC. pH-cycling
models for in vitro evaluation of the efficacy of fluoridated dentifrices for caries
control: strengths and limitations. J Appl Oral Sci. 2010;18:316-34.

Waikhom N, Agarwal N, Jabin Z, Anand A. Antimicrobial effectiveness of Nano
Silver Fluoride Varnish in reducing Streptococcus mutans in saliva and plaque
biofilm when compared with Chlorhexidine and Sodium Fluoride Varnishes. J Clin
Exp Dent. 2022;14:e321-e8.

Kadhem D, Al Haidar AH. Remineralization of Dentine Caries Using Moringa
Oleifera Based Nano-Silver Fluoride: A Single-Blinded, Randomized, Active-
Controlled Clinical Trial. Dent Hypotheses. 2022;13:82-5.

Melrose CA, Appleton J, Lovius BB. A scanning electron microscopic study of early
enamel caries formed in vivo beneath orthodontic bands. Br J Orthod.
1996,23:43-7.

Besnard C, Harper R, Salvati E, Moxham T, Brandt LR, Landini G, et al. Analysis of
in vitro demineralised human enamel using multi-scale correlative optical and
scanning electron microscopy, and high-resolution synchrotron wide-angle X-ray
scattering. Mater Des. 2021;206:109739.

Younis SH, Obeid RF, Ammar MM. Subsurface enamel remineralization by Lyo-
philized Moringa leaf extract loaded varnish. Heliyon. 2020;6:¢05054.
Silverstone LM, Saxton CA, Dogon IL, Fejerskov O. Variation in the pattern of acid
etching of human dental enamel examined by scanning electron microscopy.
Caries Res. 1975;9:373-87.

Salvati E, Besnard C, Harper RA, Moxham T, Shelton RM, Landini G, et al. Finite
Element Modelling and Experimental Validation of the Enamel Demineralisation
Process at the Rod Level. J Adv Res. 2021;29:167-77.

Nozari A, Ajami S, Rafiei A, Niazi E. Impact of Nano Hydroxyapatite, Nano Silver
Fluoride and Sodium Fluoride Varnish on Primary Teeth Enamel Remineralization:
An In Vitro Study. J Clin Diagn Res. 2017;11:2C97-ZC100.

Soekanto SA, Fadillah F, Nuraisiya P, Gultom F, Sarwono AT. The potential of
several fluoride-based varnishes as remineralization agents: morphological stu-
dies, dentin surface hardness, and crystallinity tests. Int J Appl Pharm.
2017;9:60-6.

Yamaga R. Diamine silver fluoride and its clinical application. J Osaka Univ Dent
Sch. 1972;12:1-20.

Aljdaimi A, Devlin H, Dickinson M, Burnett T, Slater TJA. Micron-scale crack pro-
pagation in laser-irradiated enamel and dentine studied with nano-CT. Clin Oral
Investig. 2019;23:2279-85.

Hamoudi WK, Ismail RA, Shakir ZS, Alkaisi A. Acid resistance enhancement of
human tooth enamel surface by Nd : YAG laser and incorporating silver nano-
particles : in vitro study. Lasers in Dental Science. 2019;4:56-62.

Zhi QH, Lo ECM, Kwok ACY. An in vitro study of silver and fluoride ions on
remineralization of demineralized enamel and dentine. Aust Dent J.
2013;58:50-6.

Favaro JC, de Mello Peixoto YCT, Geha O, Dias FA, Guiraldo RD, Lopes MB, et al.
Can silver diamine fluoride or silver nanoparticle-based anticaries agents to affect
enamel bond strength? Restor Dent Endod. 2021;46:e7.

Ergin E, Ruya Yazici A, Kalender B, Usumez A, Ertan A, Gorucu J, et al. In vitro
comparison of an Er:YAG laser-activated bleaching system with different light-
activated bleaching systems for color change, surface roughness, and enamel
bond strength. Lasers Med Sci. 2018;33:1913-8.

BDJ Open (2023)9:22



AUTHOR CONTRIBUTIONS

AAA: contributed to conception, design and acquisition. Drafted and critically revised
paper and gave final approval. Agress to be accountable for all aspects of work ensuring
integrity and accuracy. MAF: contributed to conception, design and acquisition. Drafted
and critically revised paper and gave final approval. Agrees to be accountable for all
aspects of work ensuring integrity and accuracy. MBH: contributed to conception,
design and acquisition. Drafted and critically revised paper and gave final approval.
Agrees to be accountable for all aspects of work ensuring integrity and accuracy.

FUNDING
Open access funding provided by The Science, Technology & Innovation Funding
Authority (STDF) in cooperation with The Egyptian Knowledge Bank (EKB).

COMPETING INTERESTS

The authors declare no competing interests.

ETHICS APPROVAL

The authors did not receive support from any organization for the submitted work.
The authors declare that they have no known competing financial interests or
personal relationships that could have appeared to influence the work reported in
this paper. This study was conducted as in vitro experimental study that was
designed in accordance with the guidelines of the scientific research ethics

BDJ Open (2023)9:22

A.A. Alsherif et al.

recommendation of Ethical Committee at Faculty of Dentistry, Tanta University,
Egypt (ethical approval #R-OB-9-22-5).

ADDITIONAL INFORMATION

Correspondence and requests for materials should be addressed to Aya Anwar
Alsherif.

Reprints and permission information is available at http://www.nature.com/
reprints

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

Open Access This article is licensed under a Creative Commons

2 Attribution 4.0 International License, which permits use, sharing,
adaptation, distribution and reproduction in any medium or format, as long as you give
appropriate credit to the original author(s) and the source, provide a link to the Creative
Commons license, and indicate if changes were made. The images or other third party
material in this article are included in the article’s Creative Commons license, unless
indicated otherwise in a credit line to the material. If material is not included in the
article’s Creative Commons license and your intended use is not permitted by statutory
regulation or exceeds the permitted use, you will need to obtain permission directly
from the copyright holder. To view a copy of this license, visit http://
creativecommons.org/licenses/by/4.0/.

SPRINGER NATURE


http://www.nature.com/reprints
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

	Efficacy of Nano Silver Fluoride and/or Diode Laser In Enhancing Enamel Anticariogenicity around orthodontic brackets
	Introduction
	Materials and methods
	Study design and sample assignment
	Sample preparation and subgrouping
	Polarized light microscopic examination (PLM)
	Scanning electron microscopic analysis
	Shear bond strength measurement
	Statistical analysis

	Results
	Polarized light microscopic results
	Scanning electron microscopic results
	Statistical analysis
	EDX analysis of (Ca/P) ratio
	Shear bond strength measurements


	Discussion
	Conclusion
	References
	Author contributions
	Funding
	Competing interests
	Ethics approval
	ADDITIONAL INFORMATION




