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Abstract The aim of this study was to investigate the
effects of low-level laser (LLL) irradiation on the turnover
of fibronectin and collagen type I in periodontal tissue
during tooth movement in rats by immunohistochemistry.
Thirty male Sprague–Dawley rats aged 15 weeks were
assigned to either an experimental group (n=15) that
underwent LLL irradiation during tooth movement, or a
control group (n=15). In the experimental group, the
gallium–aluminum–arsenide (Ga-Al-As) diode LLL (wave-
length 808 nm; output 96 mW) was used to irradiate three
areas on both the palatal side and the labial side of the
maxillary incisor. The radiation was administered by the
contact method for 10 s at 0.83 J/cm2 energy dose, once a
day for 7 days. Total energy dose over the complete
schedule was 34.86 J/cm2. The animals were killed on days
1, 3, 7, 14 and 21. There was no difference between the two
groups in the amount of tooth movement. The immunohis-
tochemistry results showed that the expression of fibronec-
tin and collagen type I in the experimental group had
significantly increased from day 1, with a more even

distribution than in the control group, and that this
difference was maintained until the end of the experiment.
These results suggest that LLL irradiation facilitates the
reorganization of the connective tissues during tooth
movement in rats.
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Introduction

Orthodontic treatment is a process of achieving appropriate
bite functions and esthetics by the movement of a tooth
through the application of an external physical force. In
order to obtain physiological tissue reactions around a
tooth, while avoiding the side effects of an external force,
however, long-term therapy of as long as 2 to 3 years is
required. Accordingly, faster tooth movement without
harmful effect on periodontal tissue has been an issue of
significant interest to patients as well as orthodontists.

In an effort to achieve efficient tooth movement, many
scientists have employed biochemical methods involving
medicines such as prostaglandin E2 (PGE2) [1], 1,25-
dihydroxyvitamin D3 (1,25-(OH)2D3) [2] and parathyroid
hormone [3]. However, they had an influence on body
metabolism, and, for that reason, their application to
orthodontics is difficult [4].

Recently, many researchers have shown that low-level
laser (LLL) affects the proliferation of fibroblasts and
collagen synthesis [5–7]. Therapeutic methods using the
under 500 mW range are called low-level laser therapies
(LLLTs), and they have a bio-stimulatory effect on the
tissue [8]. LLL therapy was defined as being performed
with a low-energy output that does not increase the tissue
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temperature of the treated region above the normal body
temperature.

In the dental area, there have been reports on effects such
as pain reduction after dental treatment, [9] mucositis, [10]
nerve damage following extraction of the third molar, [11]
paralysis after jaw surgery, [12] and implant stability [13–
15]. In orthodontics as well, various studies have been
performed to enhance the treatment’s effects, such as rapid
palatal expansion [16], pain reduction after orthodontic
force application, [17] and rapid tooth movement [18].
However, they have seldom focused on the changes in the
connective tissue surrounding the moving tooth.

Maintenance of the periodontium during tooth move-
ment requires the balance of proliferation and differentia-
tion of extracellular matrix [19]. With regard to the matrix
molecules, collagen type I is abundant at the periodontal
ligament space, and fibronectin is apparent throughout the
mesenchyme [20]. Fibronectins are located above collagen
fibers and support the proliferation and chemotaxis of
periodontal ligament fibroblasts [21]. In addition, cultures
of periodontal ligament fibroblasts in vitro have revealed
increasing production of collagen type I and fibronectin in
response to mechanical stress [22]. Therefore, changes in
collagen type I and fibronectin expression demonstrate the
effect of LLL irradiation on tooth movement. The aim of
this study was to determine the effects of LLL irradiation
on the periodontal tissue surrounding the tooth during tooth
movement in rats.

Materials and methods

Experimental tooth movement and low-level
laser irradiation

The experiment was performed on 30 male Sprague–Dawley
rats of body weights ranging from 300 g to 350 g. The rats
were randomly assigned to an LLL-irradiated group (n=15) or
a control group (n=15). They were cared for in accordance
with national guidelines for laboratory animals. Elastic
rubber ligatures (Unistick colored ligatures, American
Orthodontics, Sheboygan, WI, USA) were inserted into the
maxillary inter-incisal area and kept there during the experi-
ments. The magnitude of the force was approximately 19.6±
3.2 g in both groups. A gallium–aluminum–arsenide (Ga-Al-
As) diode LLL (500DPSS®, LVI Technology, Seoul, Korea)
of 808 nm wavelength, 0.384 cm diameter, 96 mW output,
and 0.83 J/cm2 dose irradiation was used. The three gingival
regions of the labial and palatal sides of the maxillary
incisors of the rats in the experimental group were irradiated
for 10 s by the contact method. Such laser irradiation was
applied to the above regions once a day for 7 days, according
to the following outputs: energy dose per point, 0.83 J/cm2;

total energy dose per session at six points, 4.98 J/cm2; total
energy dose over the complete schedule, 34.86 J/cm2. All
animals in the experimental and control groups were killed
on days 1, 2, 7, 14, and 21 following tooth movement. The
study was approved by the Committee of Ethics in Research
at the Pusan National University Hospital, Pusan, Korea,
under protocol number 01/2006.

Immunohistochemistry of fibronectin and collagen type I

The animals were anesthetized with a mixture of 10 mg/kg
of xylazine hydrochloride (Rompun®, Bayer, Korea) and
100 mg/kg of ketamine chloride (Ketalar®, Yuhan Corpo-
ration, Korea), administered by intramuscular injection. To
fix tissues by cardiac perfusion, we washed the blood in the
body for 20 min with phosphate-buffered saline (PBS)
solution. Then, a 4% paraformaldehyde fixing agent of pH
7.2 was injected for 30 min with a perfusion pump.
Immediately after perfusion fixing, the maxillary bone,
including the incisors, was sectioned to a 1 cm2 thickness.
The sections were decalcified for 7 weeks with a decalci-
fication agent formulated by the dissolution of 250 g of
ethylenediamine tetra-acetic acid (EDTA) and 25 g of
sodium hydroxide (NaOH) in 1,750 ml of distilled water.
Subsequently, the tissue was put into a tissue capsule and
washed for 12 h in running water. Then, it was dehydrated
and made transparent with alcohol and xylene, in the
normal way, and afterwards was embedded in paraffin to
make sagittal serial sections of 6 μm thickness. The paraffin
was removed from the tissue sections with xylene. The
sections were passed through graded alcohol and washed in
running water. To eliminate the endogenous peroxidase, we
treated the sections for 20 min in absolute methyl alcohol
added to 0.3% hydrogen peroxide and then washed them in
PBS solution three times for 10 min. We applied normal
goat serum (5%) for 30 minutes, to determine the
fibronectin distribution, and normal horse serum (5%) for
30 min, to identify the distribution of collagen type I. Then,
the tissue sections were softly blotted without being
washed, and rabbit anti-human fibronectin (the first
antibody) (DAKO, Denmark) diluted with mouse anti-
human collagen type I (Serotec, USA) at a ratio of 1:400
was applied for 16 h at 4°C. After that, the sections were
washed in PBS solution three times for 10 min, and
biotinylated goat anti-rabbit immunoglobulin G (IgG) (the
second antibody) (Verotor Lab., USA) diluted with bio-
tinylated horse anti-mouse IgG (Verotor Lab) at a ratio of
1:200 was applied for 1 h at room temperature. Thereafter,
the tissue sections were washed in PBS solution three times
for 10 min each, and a solution of avidin–biotin horseradish
peroxidase complex (ABC) (A 10 μl, B 10 μl in 1 ml PBS
solution, Verotor Lab.), formulated and left at room
temperature for 30 min before, was applied to the tissue
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sections for 1 h at room temperature. Thereafter, the tissue
sections were washed in PBS solution three times for
10 min and was colored for 3 min in a solution mixed with
0.05 M Tris-HCl buffer of pH 7.6, 0.05% diaminobenzidine
(DAB) and 0.01% hydrogen peroxidase. Then, the sections
were washed in Tris buffer, PBS solution and distilled water
for 10 min each. After that, they were counterstained with
Harris hematoxylin and sealed with Pemount (Polysciences,
USA). All the sections of each specimen were viewed with
a light microscope (Axioskope, Carl Zeiss, Germany) and
photographically recorded with graphics software (Axiovi-
sion rel. 4.5, Carl Zeiss, German).

The distribution and localization of the antibody staining
pattern were assessed. The intensity of the staining for each
antibody was determined by a semi-qualitative assessment.
Immunoreactivity for each of the antibodies in the tissue
sections was given a score (0.+,++,+++). The scores ranged
from negative stain (0) to very strong positive stain (+++).
A score of + represented tissues that had positive weak
staining, and a score of ++ represented tissues that had
positive strong staining.

Results

Histologically, there was revealed a dense connective
tissue, with a variable number of fibroblasts, osteoblasts,
and undifferentiated mesenchymal cells all arranged among
collagen fibers and blood vessels. The immunohistochem-
istry showed positive staining for fibronectin on the tension
side in both groups from the first day, but the degree of
expression in the experimental group was high and the
distribution was also even (Fig. 1, Table 1). This state was
maintained until day 3. From day 7, a decrease in the
degree of expression was found on the pressure side in the
control group (Fig. 2). By contrast, high expression was
maintained in the experimental group, and the distribution
was even on both the pressure and tension sides. Overall,
the degree of fibronectin expression was stronger and more
even in the experimental group than in the control group
throughout the observation period.

An immunohistochemical expression of collagen type I
in the experimental group was higher than in the control
group during all experimental periods (Fig. 3, Table 2).

Fig. 1 Photomicrographs of fi-
bronectin expression. a One day
after experimental tooth move-
ment in the experimental group
(EX); b 1 day after experimental
tooth movement in the control
group (CO); c 3 days after (EX);
d 3 days after (CO); e 21 days
after (EX); f 21 days after (CO).
Comparing a and b, c and d, e
and f, we found that the expres-
sion of fibronectin in rats in the
experimental group was signifi-
cantly greater than that in rats in
the control group. Black arrows
strong expression area; white
arrows weak expression area.
Sagittal section, 6 μm thick,
tension side, ×100. DR dental
root, PDL periodontal ligament,
ALB alveolar bone
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Reorganization of collagen fibrils in the experimental group
was high from 1 day, but that in the control group increased
from day 7.

Discussion

For LLL irradiation, many researchers have described
the anabolic effects, such as acceleration of bone
formation [16], attachment of bone contact to implant
surface [14, 15], and tooth movement by bone resorption
and formation [23]. However, its effect on tissue reorga-
nization by tooth movement has not been shown. We
performed our study to investigate the effect of LLL
irradiation on periodontal tissue reorganization during
tooth movement in rats.

We initiated tooth movement in this study by inserting
an elastic rubber ligature between the maxillary incisors. A
force (19.6±3.2 g) of this magnitude does not to cause
blood vessel breakdown [24, 25]. Tooth movement took
place through direct bone resorption, and the blood vessels

contacting the bone surface of the periodontal ligament
space were extended but retained their integrity (Fig. 1b,e).
In experimental tooth movement in rats, Kawasaki and
Shimizu [26] showed that the amount of tooth movement in
an LLL irradiation group was significantly greater than that
of a group that was not irradiated. As there were no data on
the mechanical properties of the elastic rubber ligatures, such
as force decay, we did not investigate the differences in the
amounts of tooth movement affected by LLL irradiation, but
we investigated the histological changes brought about by
LLL irradiation in the surrounding tissues.

With respect to the output amount and capacity of LLL,
Cruz et al. [27] conducted an experiment on 11 young
patients who required tooth movement for extraction space
closure. They were irradiated with LLL of 780 nm
wavelength (for 10 s at 20 mW; 5 J/cm2) on one side of
the maxilla for 4 days in a month and were not irradiated on
the opposite side, which acted as the control. The results
showed that the experimental side demonstrated signifi-
cantly more rapid progression of space closure than the
control side. Following tooth movement experiments on 12
young adults, however, Limpanichkul et al. [18] reported
that no difference was found in tooth movement rate after
application of LLL for 3 days in a month. They concluded
that the energy capacity of LLL (25 J/cm2) in their study
was probably too low to produce stimulatory effects on
orthodontic tooth movement. However, their LLL applica-
tion method for orthodontic tooth movement was different
from ours. They used a 0.09 cm2 spectral area to irradiate
the alveolar mucosa at some point. This restricted applica-
tion might be a lack for the whole periodontium surround-
ing the tooth.

Table 1 Fibronectin expression after tooth movement

Time after movement
of the teeth

Application of the
low level laser

Control
group

1 day +++ ++
3 days +++ ++
7 days ++ +/++
14 days ++ +/++
21 days ++ ++

Fig. 2 Photomicrographs of fi-
bronectin expression in rats in
the control group. a Seven days,
pressure side; b 7 days, tension
side; c 14 days, pressure side; d
14 days, tension side. Black
arrows strong expression area;
white arrows weak expression
area. Sagittal section, 6 μm
thick, ×400. DR dental root,
PDL periodontal ligament, ALB
alveolar bone
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Recently, Seifi et al. [28] reported the effects of two
types of LLL wavelengths (850 nm and 630 nm) on
orthodontic tooth movements in rabbits. The total amount
of energy in 850 nm and 630 nm laser groups was 8.1 J/cm2

and 27 J/cm2, respectively. The authors showed that the
amount of orthodontic tooth movement, after LLL applica-
tion, was diminished, and there was no significant
difference between the laser groups. This seems to have
been the result of varying laser power density. Breugel and
Bär [29] showed that the power density of helium–neon
(He-Ne) laser irradiation was more important than the total
energy dose in the bio-modulation of human fibroblasts in
vitro. Their application power density of 5 mW might be
low to cause the bio-stimulation.

As to the difference in effects due to capacity application
methods, Saito and Shimizu, [30] and Ozawa et al. [31]
reported that repetitive irradiation for more than 3 days
more than doubled the bio-stimulatory effects of LLL
irradiation. Additionally, they reported that the energy
capacity suitable for bio-stimulation was 0.5–10 J/cm2.
Accordingly, in our study as well, LLL irradiation was
employed at a wavelength of 808 nm (power density of
96 mW; 4.98 J/cm2 once a day) and this seems to have been
enough to cause bio-stimulation.

A mechanical load incurring orthodontic tooth move-
ment transforms extracellular substrates in the periodontal
ligament, which are, in turn, transmitted to cell skeletons
through cell surface proteins [32]. Fibronectin, which is
synthesized in osteoblasts and fibroblasts, is a high-
molecular-weight glycoprotein that is distributed in all
extracellular substrates [33]. It is attached to collagen and
plays an important role in cell movement and differentiation
during periodontal ligament reorganization. Howard et al.
[34] reported that when a tensile force was applied to a
fibroblast cultured from an extracted molar, fibronection
synthesis increased conspicuously. Immunohistochemical
expression of fibronectin, in our study, was also observed in
the periodontal ligament from day 1 of tooth movement in
both groups (Fig. 1, Table 1). However, the degree of
expression was much higher in the experimental group, and

Fig. 3 Photomicrographs of
collagen type I expression. a
1 day after experimental tooth
movement in the experimental
group (EX); b 1 day after
experimental tooth movement in
the control group (CO); c 3 days
after (EX); d 3 days after (CO);
e 21 days after (EX); f 21 days
after (CO). Comparing a and b,
c and d, e and f, we found that
the expression of collagen type I
in the rats in the experimental
group was significantly greater
than that in the rats in the
control group. Arrows strong
expression area. Sagittal section,
6 μm thick, tension side, ×100.
R dental root, P periodontal
ligament, AB alveolar bone

Table 2 Collagen type I expression after tooth movement

Time after movement
of the teeth

Application of the
low level laser

Control
group

1 day +/++ +
3 days ++ +
7 days ++ ++
14 days +++ +/++
21 days +++ ++
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the distribution was even. The findings on day 7 following
tooth movement showed a sharp drop in the degree of
expression on the pressure side of the control group
(Fig. 2).

Collagen represents a major element of an extracel-
lular substrate, and it is known that collagen type I is
most frequently found in connective tissues (Fig. 3,
Table 2). Especially, periodontal ligament shows a high
collagen replacement rate, whether it is a physiologic or a
pathologic change. Yamamoto et al. [35] and Skinner et al.
[36] found that LLL irradiation affected collagen metab-
olism in cultured cells. However, Marques et al. [5]
showed that LLL (904 nm, 3 J/cm2) irradiation causes
ultrastructural changes in cultured fibroblasts and
decreases the amount of protein synthesis. In our study,
immunohistochemical localization of collagen type I in the
alveolar bone and the periodontal ligament was observed
from day 1 in both groups. As time passed, an increase in
the expression of collagen type I was clearly observed in
the experimental group in comparison with the control
group. Also, the distribution of collagen type I was more
even in the experimental group. This result differed from
that of Marques et al. [5]. This seems to be the
experimental state of cultured cells resulting from the
external orthodontic force in this study. In the normal state
of cultured cells, protein synthesis showed no differences
between LLL irradiation and non-irradiation. Under an
inflammation state of tissue, however, LLL irradiation
might stimulate protein synthesis. Further studies will be
required to investigate different effects between normal and
inflamed tissues. As with the expression of fibronectin, this
seems to indicate that LLL irradiation facilitates the
reorganization of the connective tissues of the periodontal
ligament and the alveolar bone in orthodontic treatment.

Many researchers have reported the effect of LLL
irradiation on cellular responses [17, 31]. Conlan et al.
[37] showed that the stimulation of photoreceptors in the
mitochondrial respiratory chain changed the cellular
adenosine triphosphate (ATP) levels and cell membrane
stabilization through bioelectric effects. Like these, it is
generally accepted that the LLL irradiation effects on
cells are wavelength and dose dependent, and molecular
absorption of laser light is a prerequisite for any cellular
effect. Our study also found that the reorganization of
the periodontal tissues could be further facilitated with
the addition of LLL irradiation by immunohistochemis-
try. Because of the difference in changes between
animal and human periodontal tissue, however, we were
not able to characterize the exact mechanism of the bio-
stimulatory effect of LLL irradiation on the human
physiologic state. Further investigations, using LLL, for
a suitable application method for humans would be
required.

Conclusions

The Ga-Al-As diode LLL (wavelength 808 nm; output
96 mW; energy dose per point 0.83 J/cm2; 10 s each time in
a contact method with a 4.98 J/cm2 dose once a day for
7 days) increased the expression of fibronectin and collagen
type I in the experimental group from the first day of the
experiment, with an even distribution, and this difference
was maintained until the end of the experiment. This result
suggests that LLL irradiation facilitates the turnover of
connective tissues during tooth movement in rats.
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