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Abstract: Unilateral posterior crossbite is a malocclusion disease that involves morpho-functional
characteristics of masseter muscle; a normal or increased activity of contralateral muscle and a
reduced activity of the ipsilateral muscle during unilateral crossbite have been shown. Since the
extracellular matrix plays a key role in in mechano-transduction of transmitting forces during muscle
contraction, the aim of the present study was to analyse the behaviour of extracellular matrix in this
type of malocclusion through immunofluorescence reactions against laminin, collagen IV, MMP-2
and MMP-9. Our results show an increased expression of Laminin, Collagen IV, and MMP-9 in the
contralateral side if compared to the ipsilateral side. No differences have been found in MMP-2
expression between contralateral and ipsilateral muscles. Since the increased expression of Laminin,
Collagen IV and MMP-9 is associated with muscle hypertrophy and MMP-2 is associated with
muscle atrophy, our results support the existence of a hypertrophic response of contralateral muscle
during unilateral posterior crossbite that probably aims to compensate the altered function of the
ipsilateral one.
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1. Introduction

Unilateral posterior crossbite is a widespread malocclusion where it is possible to
observe an inverse relationship of the upper and lower buccal dental cusps on one side only
of the dental arch [1,2]. Altered kinematics of the mandible—reverse chewing cycles—have
been observed when chewing on the affected side; that would depend on the fact that
the masseter of the crossbite side is less active with respect to the contralateral and to
controls [3,4].

In recent years, several studies have observed morphological features of masticatory
muscle during unilateral posterior crossbite [5,6]. Most of them focused on the behaviour
of muscle fibres showing different changes in protein expression and size between the
ipsilateral and the contralateral muscles. In detail, it has been shown that the contralateral
muscle presents an increased expression of sarcoglycans and integrins, which are proteins
that usually play a key role in sarcolemma stabilisation during muscle activity [7–10].
Moreover, the contralateral side has a greater number of myonuclei and satellite cells then
the ipsilateral side [11].
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All these data have suggested that the ipsilateral muscle undergoes hypotrophy/atrophy
while the contralateral muscle undergoes hypertrophy, probably in order to compensate
the low activity of ipsilateral muscle [11,12].

Although not much information about extracellular matrix behaviour during unilat-
eral posterior crossbite exists, Guerra et al. [13] have shown an increment in extracellular
matrix remodelling in contralateral side on a rat model.

Interactions between muscle fibres and extracellular matrix are fundamental in mechano-
transduction of transmitting forces and also during muscular development [14–17]. On this
basis and since important morphological changes have been already demonstrated during
unilateral posterior crossbite, the aim of the present study was to analyse the behaviour of
extracellular matrix in this type of malocclusion through immunofluorescence reactions
against laminin, collagen IV, MMP-2, and MMP-9.

2. Materials and Methods
2.1. Patients and Samples

Ten patients, 5 male and 5 females, 22.5 ± 7 years old (mean ± standard deviation),
with severe skeletal class III (point-Nasion-B point angle = −2.6 ± 1.5 mean ± standard
deviation) and unilateral posterior crossbites have been randomly recruited to participate
in this study. Patients showed left (6 patients) and right (4 patients) unilateral, posterior
crossbite involving the molar teeth; five of them were open bite and five were deep bite.
Inclusion criteria were as follows: skeletal and dental severe, surgical class III; posterior
crossbite and presence of all teeth (with the exception of the third molars). Exclusion criteria
were as follows: the presence of previous orthodontic therapy; erupting teeth; caries; dental
pain; the presence of fixed or removable dental prosthesis; periodontal disease; presence of
craniofacial syndromes or clefts; presence of inflammatory or neuromuscular disorders.

The patients received bilateral sagittal split (BSSO) to reduce the mandibular excess.
Biopsies of masseter muscle have been withdrawn from left and right sides for each
patient. The investigation conformed with guidelines established by the University Internal
Review Board for use of Human Subjects and with the principles outlined in the Helsinki
Declaration of 1975. Ethics committee approval: “Morphological and molecular evaluation
of the masseter muscle in orthognathic surgical patients” approved on 18 June 2018 protocol
n.0063261, document number CS2/372 of “Comitato Etico Interaziendale A.O.U. Città della
Salute e della Scienza di Torino-A.O. Ordine Mauriziano-A.S.L. Città di Torino”.

2.2. Immunofluorescence

The muscle biopsies were extracted and were fixed in 3% paraformaldehyde in 0.2
mol/L phosphate buffer, pH 7.4. After numerous rinses in 0.2 mol/L phosphate buffer and
phosphate buffered saline, 0.2 mol/L, pH 7.6 with 0.9% NaCl (PBS), they were infiltrated
with 12% and 18% saccharose and then they were frozen in liquid nitrogen and were stored
at −20 ◦C. By cryotomy, specimens have been cut in 30 µm sections collected on glass slides
coated with 0.5% gelatine and 0.005% chromium potassium sulphate. Four series of single
localisation reactions have been performed: (1) single localisation for Lamin, Collagen IV,
MMP-2, and MMP-9 [18–20].

To block non-specific sites and to make the membranes permeable, the sections were
pre-incubated with 1% bovine serum albumin (BSA) and 0.3% Triton X-100 in PBS at room
temperature for 15 min. Finally, the sections were incubated with primary antibodies at
room temperature for 2 h. The following primary antibodies were used: goat polyclonal
anti Laminin (diluted 1:250, Sigma-Aldrich, St. Louise, Missouri, USA); goat polyclonal
anti Collagen IV (diluted 1:250, Sigma-Aldrich); goat polyclonal anti MMP-2 (diluted
1:150, Novus Biologicals); goat polyclonal anti MMP-9 (diluted 1:150, Novus Biologicals,
CO, USA).

Laminin and collagen IV primary antibodies were demonstrated with Texas-Red-
conjugated IgG anti goat (1:100 dilution; Jackson Immuno-Research Lab., West Grove, PA,
USA); MMP-2 and MMP-9 were demonstrated with FITC-conjugated IgG anti goat (1:100
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dilution; Jackson Immuno-Research Lab., West Grove, PA, USA). The fluorochrome was
applied for 1 h at room temperature. Finally, the slides were washes in PBS and sealed
with mounting medium.

2.3. Confocal Microscopy

Samples were observed with a Zeiss LSM 510 confocal microscope equipped with
Argon laser (458 nm and 488 nm) and two HeNe laser (543 nm and 633 nm) [21]. All
images were digitised at a resolution of 8 bits into an array of 2048 × 2048 pixels. Optical
sections of fluorescence specimens were obtained at 488 nm, at 62/s scanning shipped with
up to 8 repetitions on average. The pinhole was set for optimal resolution. Contrast and
brightness were established by examining the most brightly labelled pixels and choosing
settings that allowed clear visualisation of structural details while keeping the highest pixel
intensities near 200. Digital images were cropped and figure montages prepared using
Adobe Photoshop 7.0.

Using the function “Histo” of confocal laser microscope we measured in all patients’
muscle samples the intensity of fluorescence staining pattern for each tested protein in
10 fibres of ipsilateral and 10 fibres of contralateral muscle. The means have been inserted
in a graphic.

2.4. Statistical Analysis

We used the means of each tested proteins obtained by the “Histo” function of confocal
laser microscope to perform a T-Student test to verify if a statistically significant difference
of protein expression exists between contralateral and ipsilateral muscles.

3. Results and Discussion

Immunofluorescence results showed that during unilateral posterior crossbite the
contralateral muscle, if compared to the ipsilateral one, has: (1) an increased expression of
Laminin; (2) increased expression of Collagen IV; (3) increased expression of MMP-9; and
(4) the same expression of MMP-2.

Laminin is an extracellular matrix protein that interacts with integrins and dys-
trophin glycoprotein complex representing an important interactor between muscle
fibres cytoskeleton and extracellular matrix [22,23]. Our data show the typical Laminin
staining pattern around the muscle fibres, at basal lamina level (Figure 1). Moreover,
results show that this protein is more expressed in the contralateral muscle fibres then
ipsilateral ones (Figure 1A,B), and this difference is statistically significant as shown in
Figure 5. That is in accordance with our previous results showing an increased sarco-
glycans and integrins expression in the contralateral side if compared to the ipsilateral
side [7,8]. From this, it is possible to speculate that in the contralateral side the increased
of muscle proteins determines in turns the increase of their extracellular matrix interactor.

Muscle hypertrophy is often accompanied by increased collagen deposition [24,25].
The basement membrane collagens directly surround muscle fibres and assist in the transfer
of lateral and longitudinal transmission of force in muscle [24]. Our results show an increase
in collagen IV expression in the contralateral muscle if compared to the ipsilateral one
(Figure 2), and this difference is statistically significant as shown in Figure 5. That is in
accordance with the evidence of hypertrophic response of contralateral muscle. In the
ipsilateral side it is possible to observe collagen IV staining pattern. This result suggest
that the ipsilateral muscle is not under a manifest hypotrophy/atrophy condition.
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Figure 1. Immunofluorescence reactions anti Laminin (red fluorescence) in contralateral (A) and 
ipsilateral (B) masseter muscle of patients affected by unilateral posterior crossbite. The fluores-
cence pattern of laminin is mainly located around the muscle fibres, at basal lamina level. The con-
tralateral muscle seems to show a higher Laminin staining pattern if compared to the ipsilateral. p-
value < 0.05. 
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Figure 2. Immunofluorescence reactions anti collagen IV (red fluorescence) in contralateral (A) 
and ipsilateral (B) masseter muscle of patients affected by unilateral posterior crossbite. The fluo-
rescence pattern of collagen IV seems to be a higher fluorescence pattern if compared to the ipsilat-
eral one. p-value < 0.05. 

Changes in the basement membrane collagens were accompanied by generally simi-
lar changes in the gelatinases MMP2 and MMP9 [24,25]. Metalloproteinases are proteins 
with enzymatic activity that play a key role in selective proteolysis of ECM components 

Figure 1. Immunofluorescence reactions anti Laminin (red fluorescence) in contralateral (A) and
ipsilateral (B) masseter muscle of patients affected by unilateral posterior crossbite. The fluorescence
pattern of laminin is mainly located around the muscle fibres, at basal lamina level. The contralateral
muscle seems to show a higher Laminin staining pattern if compared to the ipsilateral. p-value < 0.05.
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Figure 2. Immunofluorescence reactions anti collagen IV (red fluorescence) in contralateral (A) and
ipsilateral (B) masseter muscle of patients affected by unilateral posterior crossbite. The fluorescence
pattern of collagen IV seems to be a higher fluorescence pattern if compared to the ipsilateral one.
p-value < 0.05.

Changes in the basement membrane collagens were accompanied by generally similar
changes in the gelatinases MMP2 and MMP9 [24,25]. Metalloproteinases are proteins with
enzymatic activity that play a key role in selective proteolysis of ECM components [26,27].
MMP2 and MMP9 are the typical MMPs of skeletal muscle and are involved in the degradation
of collagen IV [28].

In the contralateral muscle it is possible to observe a MMP2 and MMP9 staining
pattern. These metalloproteinases are both around and within muscle fibres. In the
ipsilateral side the MMP2 expression is similar to the contralateral side (Figure 3) and this
difference is not statistically significant as shown in Figure 5; the MMP9 staining pattern
is weak if compared to the contralateral side (Figure 4), and this difference is statistically
significant as shown in Figure 5.
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Figure 4. Immunofluorescence reactions anti MMP-9 (green fluorescence) in contralateral (A) and
ipsilateral (B) masseter muscle of patients affected by unilateral posterior crossbite. The fluorescence
pattern of MMP-9 is higher in the contralateral masseter muscle if compared to the fluorescence
pattern in the ipsilateral muscle. p-value < 0.05.

MMP2 is always expressed in skeletal muscle and does not undergo particular regula-
tion processes; MMP9, instead, has been found increased in response to high workload [29].
Studies have also demonstrated that high levels of MMP9 leads to hypertrophy and to an
increased muscle strength. Our results, showing a higher expression of MMP9 in the con-
tralateral muscle are in accordance with evidence of hypertrophic response of contralateral
masseter muscle.

Reduction in muscle protein synthesis and increased muscle degradation seem to
be correlated to the loss of muscle mass in muscle atrophy. It has been hypothesised
that the intracellular MMP-2 form can degrades intracellular matrix in some pathological
conditions [30]. Moreover, it has been speculated that the MMP-2 could play an important
role during muscle atrophy [31–33]. Our results, showing the same MMP2 expression both
in contralateral and ipsilateral side, do not allow us to speculate that in the ipsilateral side
hypotrophic/atrophic events take place.
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Figure 5. The graphic shows the means of fluorescence intensity for each tested proteins both in the contralateral and the
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4. Conclusions

Our data show that in unilateral posterior crossbite, the contralateral Masseter muscle
exhibits an increased expression of collagen IV, laminin, and MMP9 if compared to the
ipsilateral one, although the ipsilateral muscle shows the expression of all tested proteins.
That led us to hypothesise that the observed increased expression in contralateral side
could be correlated to a hypertrophic response of this muscle in accordance with our
previous results. The ECM behaviour of ipsilateral side, instead, is not representative of a
hypotrophic/atrophic response. This suggest that during unilateral posterior crossbite, the
first response is represented by hypertrophy of contralateral muscle, probably in order to
balance the low activity of the affected side. However, we cannot exclude the possibility that
the ipsilateral side may experience hypotrophy/atrophy if the crossbite is not corrected.
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