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Oral leukoplakia is a clinical term relating to various morphological lesions, including squamous cell hyperpla-
sia, dysplasia and carcinoma. Leukoplakia morphologically manifested as hyperplasia with epithelial dysplasia is
clinically treated as precancerous condition. Nevertheless, there is a lack of good markers indicating the trans-
formation of premalignancies towards cancer. A better understanding of the mechanical environment within the
tissues where tumors grow might be beneficial for the development of prevention, diagnostic, and treatment
methods in cancer management. Atomic force microscopy (AFM) and immunohistology techniques were used
to assess changes in the stiffness and morphology of oral mucosa and leukoplakia samples at different stages of
their progression towards cancer. The Young’s moduli of the tested leukoplakia samples were significantly higher
than those of the surrounding mucus. Robust inhomogeneity of stiffness within leukoplakia samples, reflecting
an increase in regeneration and collagen accumulation (increasing density) in the extracellular matrix (ECM),
was observed. Within the histologically confirmed cancer samples, Young’s moduli were significantly lower than
those within the precancerous ones. Inhomogeneous stiffness within leukoplakia might act as “a mechanoago-
nist” that promotes oncogenesis. In contrast, cancer growth might require the reorganization of tissue structure
to create a microenvironment with lower and homogenous stiffness. The immunohistology data collected here
indicates that changes in tissue stiffness are achieved by increasing cell/ECM density. The recognition of new
markers of premalignancy will aid in the development of new therapies and will expand the diagnostic methods.

Introduction refers to a large spectrum of lesions beginning from simple squamous

cell hyperplasia, hyperkeratosis and parakeratosis, squamous cell dys-

Oral leukoplakia is clinically described as a white colored oral le-
sion that is not linked to another disease process. Usually, these lesions
are largely asymptomatic; however, they are clinically relevant due to
an increased risk of cancer development, either in or close to the area
of leukoplakia or elsewhere in the oral cavity or the head and neck re-
gion [5]. Oral leukoplakia is associated strictly with chronic trauma,
smoking, hot temperatures, human papillomavirus (HPV) infection or
dysbiosis. Changes in the oral microbiome have been proposed to con-
tribute to oncogenesis in 7-15% of oral cancer cases that cannot be ex-
plained by known risk factors [36]. Histologically, the term leukoplakia

plasia and oral squamous cell carcinoma (OSCC) (both in situ and inva-
sive) [28]. Therefore, the final histopathology is necessary to assess the
nature of leukoplakia. The malignant transformation rate displays exces-
sive disparity, and until now, there has been no good marker available
to assess the risk of such transformation [58,60]. Common alterations in
chromosomal regions and genes, including FBXL5, UGT2B15, UGT2B28,
KANSL1, GSTT1 and DUSP22, as well as some putative genes associated
with hallmarks of malignancy are believed to play significant roles in
predicting the evolution of lesions in term of leukoplakia to squamous
cell carcinoma [58]. Malignant transformation has also been found to be
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associated with the status of SMAD4 expression [61], a balance in DNA
repair proteins [3], the presence of keratin 10 in saliva [10], ALDH1
and podoplanin contents [32] as well as GLUT-1-specific staining with
an oral brush biopsy [7]. The timely detection and treatment of high-risk
premalignancy is very important in the prevention of any type of cancer
[9,15]. Any additional test that could enrich standard histopathological
methods and improve cancer detection and prevention would be very
valuable. In recent years, tissue stiffness has become a powerful can-
didate as a highly specific mechanomarker that indicates pathophysio-
logical changes within the tissue [52]. Because stiffness at the cellular
level is associated with cell cytoskeletal remodeling, it was previously
suggested that mechanical markers such as cell stiffness might be ob-
served (recorded) before histopathological detection [42]. The mechan-
ical properties of single cells and whole tissues change during diseases
such as atherosclerosis, diabetes and many kinds of cancer, including
bladder, breast and prostate cancers [19,21,33,51]. The early detection
of premalignant conditions and lesions is also very important in the
case of oral cancers, where despite significant advances in cancer treat-
ment, the overall 5-year survival rate has not significantly increased
over the past decades [4,11]. In this study, an assessment of stiffness
in tissues collected from the oral cavity, including healthy mucosa, oral
squamous hyperplasia with low grade dysplasia (leukoplakia) and oral
cancer, has been performed using atomic force microscopy (AFM), in ad-
dition to histology that revealed a pattern of high inhomogeneity within
leukoplakia samples. Thus, high inhomogeneity might be considered as
mechanomarker of cancerous transformation, and as a tissue environ-
mental factor (mechanoagonist) associated with cancer development.

Materials and methods
Tissue samples

Tissue samples were collected from three groups of patients. Group
I consisted of 6 patients (3 women and 3 men) diagnosed with squa-
mous cell hyperplasia with low grade dysplasia (leukoplakia), group II
included 4 patients (2 women and 2 men) diagnosed with OSCC, and
group III (control group) consisted of 3 patients (1 woman and 2 men)
with healthy mouth mucosa. All the patients underwent a routine ex-
amination at the Clinic of Periodontal and Oral Mucosa Diseases, Den-
tal Practice in Bialystok, Poland. Patients reported no alcohol abuse or
tobacco use. Collected tissues were immediately placed into tubes filled
with medium (DMEM + 10% FBS) and transported on ice (~4 °C) for an
average of 1 h before the AFM measurements were conducted. For the
patients from group I (leukoplakia), two types of samples were always
collected: mucosa obtained from the healthy margin of the leukoplakia
(0.5 cm from the lesion, without any major pathological changes) and
tissue obtained from the healthy buccal mucosa. Altogether, this yielded
four types of tissues for further examination: normal tissues, free mar-
gin of the leukoplakia, samples from the squamous cell hyperplasia with
low grade dysplasia (leukoplakia) and oral carcinoma tissues (Table 1).

Inclusion criteria for this study were age 18-72 years and a clinical
diagnosis of keratosis with simultaneous overgrowth folds of the mu-
cous membrane outside the lesion requiring a cut or with a clinically
healthy mucous membrane of the mouth but an overgrown frenulum
lip cheek. The exclusion criterion was previously received radiother-
apy, chemotherapy or treatment with steroids. Each patient underwent
a general medical and dental examination. Before excision of the ma-
terial for the histopathological examination, patients were informed in
an understandable way orally and in writing regarding the nature of
the research. The respondents were asked to complete a “Patient Infor-
mation” and "Informed Consent" form to participate in the study, with
the option of resignation. The material for the tests was collected in ac-
cordance with the procedure of surgical removal of the slice/cut-outs
of keratotic lesions or overgrown folds of the oral mucosa of clinically
healthy tissues and subjected to further diagnosis. The procedure was
performed by one physician. The test was carried out according to a
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Table 1
Histological and nanomechanical characterization of collected tissue samples.

Group  Tissue sample source No. of No. of force curves
samples analyzed

I Squamous cell hyperplasia 6 n = 2026
with low grade dysplasia
(leukoplakia)

Il Oral squamous cell 4 n = 3458
carcinoma

11 Healthy buccal mucosa 3 n =564
(control)

v Free margin of the 6 n = 1589

squamous cell
hyperplasia with low
grade dysplasia
(leukoplakia)

specific protocol approved by the Bioethics Committee of Medical Uni-
versity of Bialystok (R-1-002/4/2019).

Tissue sample preparation

From each sample, a thick (~ 3-4 mm) around 5 X 5 mm slice was
cut using a razor under liquid conditions and glued onto a 35-mm Petri
dish using a small amount of cyanoacrylate adhesive. Small amount of
medium was left on the top of the tissue to prevent drying. After gluing
(~2 min), the sample was immersed in fresh DMEM, and AFM measure-
ments were performed within 3 h at room temperature. After mechanical
testing, tissue samples were gently detached and fixed in 10% buffered
formalin. Fixed samples were then stained as described below.

AFM measurements

AFM measurements were performed using a Bruker/JPK Instruments
system (model Nanowizard 4 Bioscience AFM) with the CellHesion mod-
ule, allowing the Z axis to be extended up to 100 pm. Elasticity mea-
surements of the tissue samples were taken with AFM working in force
spectroscopy mode. The cantilevers used in the study were Arrow TL1Au
cantilevers (Nanoworld) with a @ 4.5 pm PS sphere and a nominal spring
constant (k = 0.03 N/m). Constant force of 1 nN was applied for mechan-
ical testing over the surface of the tissue. Up to 16 maps consisting of
8 x 8 points corresponding to a scan area of 10 x 10 um spread around
the sample were taken. Therefore, up to 1024 curves for each tissue
sample were collected (Fig. 1).

AFM data collection and analysis

A colloidal tip mounted at the end of the cantilever was used to in-
dent the sample, resulting in a change in the laser beam position at the
photosensitive detector. The raw data included the cantilever deflection
(d) versus the distance that the cantilever was moved towards the sur-
face of the sample (Z displacement). The cantilever deflection was con-
verted into force (F) using F = d X k, where k is the spring constant
of the cantilever. The apparent Young’s (elastic) modulus of the tissue
sample was calculated from the force vs distance curve using the Hertz
model, where

4 E 3
=3V

Here, F is the loading force applied, p is the Poisson's ratio of the
sample equal 0.5, E is the Young’s modulus of the sample, R is the radius
of the probe and 6 is the depth to which the sample was indented. The
whole analysis was performed using JPK Data Processing software, and
the final Young’s modulus of a tissue was calculated taking into account
all force curves recorded for a single tissue sample and is expressed in
kilopascals (kPa).

Downloaded for Anonymous User (n/a) at Medical University of Bialystok from ClinicalKey.com by Elsevier on February 20,
2024. For personal use only. No other uses without permission. Copyright ©2024. Elsevier Inc. All rights reserved.



K. Pogoda, M. Ciesluk, P. Deptuta et al.

A

Top view

2] Glass surface

Slow Axis (pm)

Tissue

000

0 2 4000
Z displacement [nm]

Histopathological and immunohistochemical analyses

All obtained samples were fixed in 10% buffered formalin and then
processed in paraffin blocks. First, slides with an approximate thickness
of 4 um were cut and stained with hematoxylin and eosin. Additionally,
in another set of experiments, the corresponding slides were stained us-
ing immunohistochemistry. For each type of reaction, the slides were
incubated in PTLink (DAKO) to retrieve the antigen (high pH = 9.0).
Subsequently, the following antibodies were used: Bcl-2 (DAKO M0887,
mouse monoclonal antibody, 1:100 dilution), P16 CINtec (Histology Kit,
Ventana Roche, clone E6H4, mouse monoclonal), p53 (DAKO mouse
monoclonal antibody M 7001, clone DO-7) and collagen IV (mouse mon-
oclonal antibody COL4A1 (5E10): sc-517572 Santa Cruz Biotechnology,
1:50 dilution). For the blood vessels assessment, we used CD31 antibody
(CD31, Endothelial Cell (Dako Omnis Clone JC70A). Fibrosis was evi-
denced using Masson’s trichrome staining in Ventana Benchmark and
assessed semiquantitative according to the following scoring system: 0
- no fibrosis (lack of collagen deposits), 1 — mild fibrosis (focal fibrotic
expansion network of collagen, mainly in the perivascular areas), 2 —
moderate fibrosis (focal dense increase of collagen bands) and 3 - severe
fibrosis (diffuse, strong, dense collagen band expansion in the stroma).
In this type of staining, the collagen fibers are stained blue, the nuclei
are stained black, and the background is stained red. The final reac-
tions were evaluated under a light microscope (Olympus CX 45) by one
pathologist.

Results

All the specimens, divided into 4 groups, were first mechani-
cally tested using AFM. Mechanical testing involved multiple loading-
unloading cycles over the surface of the tissue specimens with a con-
stant force of 1 nN applied. Since strong local inhomogeneity in the
mechanical properties of other types of tissues was previously reported,
hundreds of points per tissue sample were investigated. Fig. 2a shows
strong inhomogeneity between subsequent locations measured (stated
as the map number), especially for squamous cell hyperplasia with low
grade dysplasia and squamous cell carcinoma samples. Normal buccal
mucosa tissue and healthy margin from the squamous cell hyperplasia
with low grade dysplasia were both significantly softer than hyperpla-
sia with dysplasia and squamous cell carcinoma samples. However, the
small inset in Fig. 2b shows that differences in stiffness between nor-
mal tissue (black columns) and marginal tissue (gray columns) were
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Fig. 1. Experimental setup. (a) Schematic of
the AFM setup used to measure the stiffness
of the tissue samples. (b) Idea of the col-
loidal probe indentation of the tissue sam-
ple where the force is applied perpendicu-
lar to the tissue surface. (¢) Top view image
of the AFM cantilever over the tissue sam-
ple before indentation. (d) Force vs distance
curve recorded for the glass surface (refer-
ence, black) and the tissue sample (pink).
During the data analysis, the two curves are
subtracted to generate a force vs indenta-
tion curve that is subsequently fitted with the
Hertzian model with the known radius of the
indenter. (e) Representative 10 x 10 um stiff-
ness map collected from the tissue sample
with brighter colors indicating higher stiff-
ness values and darker colors indicating lover
stiffness values.

2 a 6 8
Fast Axis (jm)

distinguishable. Two-sample t-tests for differences in means showed p <
0.001 with Young’s modulus equal to 1.1 + 1.3 kPa (n = 564) for nor-
mal tissue and 0.9 + 1.2 kPa (n = 1589) for marginal tissue (data not
shown). Additionally, both types of tissue showed increased slight hy-
perplasia of the squamous epithelium, but lymphocytic infiltration was
observed in the marginal tissue, with one sample showing dense inflam-
matory infiltration not present in normal tissues (Fig. 2c and black ar-
row in Fig. 2d). Samples from squamous cell hyperplasia with low grade
dysplasia and squamous cell cancer samples showed dense lymphocytic
infiltration (black arrow in Fig. 2e and 2f). Squamous cell hyperplasia
with low grade dysplasia and squamous cell carcinoma samples were
significantly stiffer than their normal counterparts, with a mean stiff-
ness equal to 12.9 + 20.9 kPa (n = 2026) for hyperplasia with dys-
plasia and 4.0 kPa + 5.5 kPa (n = 3458) for squamous cell carcinoma
tissue. Such a notable increase in the stiffness of samples with squamous
cell hyperplasia with low grade dysplasia may suggest the existence of
specific mechanical perturbations associated with tissue reorganization
when in this premalignancy state. Since it is known that the develop-
ment of premalignancy and malignancy is a multistep process involving
the accumulation of genetic, epigenetic and metabolic alterations, we
broadened our histopathological examination.

Evaluation of tissue vascularity and fibrosis

It is known that an increase in tissue stiffness may be associated with
increased vascularization, ECM protein overexpression and increased
matrix fibrosis and crosslinking [20,45]. Vascularity and fibrosis can be
evaluated using collagen IV (basal membrane in blood vessels), Masson’s
trichrome staining and CD31 (blood vessels endothelial cells). Results of
this analysis are presented on Figs. 3—4. As presented, significant fibro-
sis evaluated as moderate and severe was observed in squamous cell
hyperplasia with low grade dysplasia, and trichrome staining showed
increased collagen deposition (increased fibrosis) (Fig. 3). Nevertheless,
this effect was variable among specimens, since in half of the analyzed
samples, collagen deposit was greater than that in others. The accumu-
lation of collagen fibers (stained blue) is clearly seen in Fig. 3f, and in-
terestingly, we observed moderate and severe fibrosis in the squamous
cell hyperplasia with low grade dysplasia specimens than in the squa-
mous cell cancerous specimens, where the fibrosis was assessed as mild
one. Although numerous blood vessels were visible in both normal and
pathologically transformed tissues (black arrows in Fig. 3a, e and g),
their number in all squamous cell hyperplasia with low grade dysplasia
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Fig. 2. Stiffness and histopathology of tested samples. Panels a and b show Young’s modulus (E) values for visibly healthy and visibly changed samples. (a) Mean +
SD of local E (in kPa) and (b) E distributions for all force curves collected. The inset in Fig. 2b shows the distribution of E in the range of 0 to 15 kPa to highlight the
difference between normal (healthy) tissue and tissue outside of the leukoplakia area. Panels c, d, e and f show representative images from hematoxylin staining.
(c) Normal squamous epithelium in oral mucosa (d) tissue margin of the samples with squamous cell hyperplasia with low grade dysplasia (e) oral squamous
cell hyperplasia with dysplasia and abundant lymphocytic infiltration within the stroma and (f) keratinizing squamous cell carcinoma G2 and dense lymphocytic
infiltration. Arrows indicate regions with squamous epithelium hyperplasia (green), hyperkeratosis and parakeratosis (red) and lymphocytic infiltration (black). Scale
bar: 250 pm.

4

Downloaded for Anonymous User (n/a) at Medical University of Bialystok from ClinicalKey.com by Elsevier on February 20,
2024. For personal use only. No other uses without permission. Copyright ©2024. Elsevier Inc. All rights reserved.



K. Pogoda, M. Ciesluk, P. Deptuta et al.

Collagen IV Trichrome

Fig. 3. Evaluation of vascularity using immunohistochemistry for collagen IV
and Masson’s trichrome staining for fibrosis. (a, b) Normal tissue, (c, d) mar-
gins, (e, f) squamous cell hyperplasia with dysplasia and (g, h) squamous cell
carcinoma tissue. For collagen IV staining, arrows indicate numerous small and
medium sized blood vessels within the stroma. For Masson‘s trichrome staining,
arrows indicate fibrosis in the stroma. Scale bar: 250 pm.

samples were considerably increased when compared to margin area.
In margin area, proliferation was slight and much less prominent than
in the squamous cell hyperplasia with low grade dysplasia. Neverthe-
less, we observed two tissue specimens in which collagen IV and CD31
expression in both types of tissues was comparable. This finding may
indicate that squamous cell hyperplasia with low grade dysplasia and
its’ margins phenotype may be similar.

By comparing the vascularity between leukoplakia and in cancer tis-
sues, we observed a similar distribution of the small, proliferating blood
vessels. Significant differences were observed between tissues obtained
from the normal oral mucosa, squamous cell hyperplasia with dysplasia
and margins, as well as in the type of blood vessels and in distribution
within the stroma.

Expression of the p16 tumor suppressor protein

ECM dysregulation contributes to premalignancy and malignancy
processes [18]. Many genetic modifications undoubtedly initiate and
drive pathological transformation, influencing cell proliferation, death
resistance, and chronic inflammation. p16™K42 is a tumor suppressor
protein that is used as a prognostic biomarker for many types of can-
cer [1]. The overexpression of p16™K42 has been reported in OSCC tis-
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sues associated with human papillomaviruses (HPVs) [22]. Fig. 5 shows
representative images of p16™NK42 expression in normal, squamous cell
hyperplasia with dysplasia and cancerous tissues. In all squamous cell
hyperplasia with dysplasia samples, p16™Nk42 expression was observed
mainly in the basal and parabasal layers of the squamous epithelium
(Fig. 5¢), with intense expression in 4 of 6 samples. This may indicate
that in all cases, the cell cycle was ruptured as a result of HPV high-risk
infection. p16™K4a was significantly overexpressed in squamous cell car-
cinoma tissues but stronger and more uniformly distributed over the sur-
face of the tissue. This correlates with previous findings where p16/NK4a
overexpression was found to be positive in more than 70% of oral car-
cinoma lesions, whereas in squamous cell hyperplasia with dysplasia,
pl6NK4a gyerexpression was positive in only 57% (for 69 cancer and 21
squamous cell hyperplasia with dysplasia tissues tested) [56]. Tissues
from normal-appearing mucosa or margins showed slight or no p16NK4a
expression.

Evaluation of apoptosis

Bcl-2 and p53 proteins are important in the regulation of apoptosis
[13]. Disturbances in the expression of apoptosis-associated proteins are
widely observed in many human malignancies [13,37]. A strongly pos-
itive Bcl-2 immunoreaction was detected in all squamous cell hyperpla-
sia with dysplasia samples, while only 50% of margin samples showed
weak expression in basal cells of the squamous epithelium and in lym-
phocytes from mucosa biopsy (Fig. 6). Representative images in Fig. 6e
and 6f shows an inverse correlation between Bcl-2 and p53 expression.
Such observations have already been reported in several types of epithe-
lial tumors, including esophageal squamous cancers, non-small-cell lung
cancers and gastric carcinomas [29,70]. p53 expression was observed in
the basal and parabasal layers of the squamous epithelium in 5 of 6 sam-
ples, with only a few p53 cells present in the remaining sample. Notably,
P53 expression was also significant in margins and was especially promi-
nent in 50% of the samples. The above findings may indicate inhibition
of the apoptotic process and abnormal cell cycle regulation in such cells
[66,68]. Nuclear expression of p53 protein was significantly stronger in
squamous cell hyperplasia with dysplasia and squamous cell carcinoma
samples comparing to margins and healthy oral mucosa.

In normal oral mucosa and in margins, we observed lack of p53 pro-
tein expression. Significant and strong nuclear expression was observed
in the basal and parabasal layers of the squamous epithelium in squa-
mous cell hyperplasia samples. Additionally, in squamous cell cancer
samples, strong nuclear p53 protein expression was observed.

Bcl-2 protein expression was observed mainly in the lymphocytic
infiltrate. The most intense infiltration was observed in squamous cell
hyperplasia and squamous cell cancer samples. Dense lymphocytic infil-
tration is related to the activation of blood vessel proliferation via VEGF
and TIA-1 and may explain the dense blood vessel channels within these
lesions [39]. Similar p53 protein expression together with p16 expres-
sion determines abnormal cell proliferation within squamous cell hyper-
plasia with dysplasia and squamous cancer cells [46,48].

Discussion

Oral leukoplakia characterized by vascularization and inflammatory
cell infiltration might lead to cancer development in 5 to 10% of cases,
but little is known about the mechanical induction of cancer that oc-
curs during leukoplakia transformation. A growing number of data col-
lected over the past 10 years indicate that tissue remodeling associated
with inflammation and fibrosis causes changes in rheological properties,
and such changes can favor cancer development since a stiff microenvi-
ronment allows cancer cells to proliferate, migrate and modify nearby
connective tissue cells [16,27,34,59,64]. During the course of patholog-
ical development, the composition and concentration of specific ECM
components are dysregulated, leading to fibrotic disease and creating
premalignant conditions, as has been shown for breast and liver fibrosis,
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Fig. 4. Expression of CD31 on the endothelial cells (CD31 antibody; Dako Omnis Clone JC70A). (a) Margin of squamous cell hyperplasia with dysplasia with CD31
expression in endothelial cells within the blood vessels. (b) Squamous cell hyperplasia with low grade dysplasia. Numerous blood vessels with CD31 expression in
endothelial cells. Images display the normotypic blood vessels and numerous proliferating small blood vessels composed only from the endothelial cells (immature
blood vessels). (¢, d) Squamous cell carcinomas with normotypic and proliferating small blood vessels. Scale bar: 500 pum.

where increased tissue stiffness contributed to malignant transformation
[43,62]. In agreement with this general trend, our data indicate that an
increase in tissue stiffness during leukoplakia formation might serve not
only as a mechanomarker of subsequent cancer transformation but also
as a mechanoagonist governing leukoplakia (in this study assessed as
squamous cell hyperplasia with dysplasia transformation towards the
cancer stage). We observed increased stiffness in all tested squamous
cell hyperplasia with dysplasia samples, with dense fibrosis within the
stroma, and an increased number of small blood vessels and abnormal
regulation of the cell cycle, resulting in apoptosis inhibition. However,
it should be emphasized that a nanoscale assessment of tissue rheology
performed using AFM is difficult to directly correlate with molecular
and biochemical changes that occur in individual cells or within the
defined area of the ECM. In some samples, we also noted very simi-
lar processes of tissue remodeling between squamous cell hyperplasia
with dysplasia and its margins. This observation indicates that the same
cellular and molecular changes may be present in mucosa character-
ized as leukoplakia and margins, potentially influencing environmental
factors and/or indicating different stages of squamous cell hyperplasia
with dysplasia development. Numerous bacterial species in the oral cav-
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ity are involved in chronic inflammation that leads to the development
of oral carcinogenesis. Bacterial products and their metabolic byprod-
ucts may induce permanent genetic alterations in epithelial cells of the
host that drive the proliferation and/or survival of epithelial cells. Por-
phyromonas gingivalis, Fusobacterium nucleatum and Treponema denticola
induce the production of inflammatory cytokines and cell proliferation
and the inhibition of apoptosis, cellular invasion, and migration through
host cell genomic alterations [14]. From a practical point of view, our
findings indicate that the removal of leukoplakia tissue located within
the margin of healthy tissue might not be sufficient; moreover, only a
visual assessment is performed during the procedure. Autofluorescence
devices are widely used to examine oral lesions. The technique described
enables clinicians to measure the extent of these lesions beyond their vis-
ible margins. Autofluorescence detects nondysplastic areas that consist
of mucosal inflammation and parakeratosis. It does not predict prema-
lignancy [26,54]. In a previous study, a noncontact, three-dimensional
curved shape measurement showed high surface roughness of squamous
cell carcinoma and leukoplakia that affected the tongue [47]. This in-
homogeneity in surface roughness, indicative of abnormal epithelial hy-
perplasia, is in strong agreement with our data indicating rheological
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Fig. 5. Expression of the p16INK4a protein in tissue samples using CINtec E6H4.
(a) Visibly healthy tissue, (b) margins, (c) squamous cell hyperplasia with dys-
plasia and (d) squamous cell carcinoma tissue. Arrows show expression in the
squamous epithelium. Black bar: 250 um.

inhomogeneity in leukoplakia and in tested samples of squamous cell
carcinoma tissues.

Leukoplakia tissue, assessed as squamous cell hyperplasia with dys-
plasia represents a precancer condition and indicates that cancer devel-
opment might be controlled by remodeling of the ECM that leads to an
increase in tissue stiffness. Considering that we hypothesized that such
an increase occurs mostly due to changes in collagen accumulation, an
evaluation of cell signaling pathways governing this step of tissue re-
modeling might provide important data that will help to describe more
precise mechanisms of cancer development, especially when alterations
in the ECM take place. On the other hand, it can be assumed that the in-
creased expression of MMPs (collagenases) sometimes observed in ECM
should rather show less accumulation of collagen. Probably the observed
accumulation of collagen indicates a higher rate of turnover of this pro-
tein in the analyzed samples, or that the increased local production is
still higher then increases of MMPs activity.

In our samples such remodeling is occurring because of collagen
accumulation and changes in its network arrangement might force in-
creased cell density and compactness. This new tissue architecture might
represent a potential “mechanoagonist”, acting as a ligand, inducing a
cancerous pattern of tissue growth. Although the mechanism of the stiff-
ness of this structural rearrangement by which the ECM is converted into
biochemical signaling leading to uncontrolled cell growth is only hypo-
thetical and it should be kept in mind that single cells are considered
active objects that bind to extracellular matrix and possess all the ma-
chinery needed for mechanical recognition of their surrounding [23].
It is also highly recognized that stiffness modulates development, tissue
homeostasis, and contributes to various pathological states [57]. A pos-
sible scenario might also implies a liquid crystalline ordering of precur-
sor procollagen molecules prior to fibrillogenesis [31] .Therefore, based
on our data and literature reports it is justified to say that remodeling
of the ECM that leads to an increase in tissue stiffness might control
cancer development. Although the phenomenon of “mechanical induc-
tion of cancer” is not proven by our results, we might assume that in
3D setting of leukoplakia on the microscopic cellular level some cells
might be subjected to higher pressures, or find themselves in a situation
of direct contact with the ECM of much greater stiffness than cells in
healthy tissue. Recently, a new term “cancer mechanopathology” was
introduced in the literature suggesting that mechanical confinement or
solid mechanical stress can contribute to tumor growth, invasion and
treatment [49]. Interestingly, an increase in liver stiffness was reported
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p53 Bcl-2

Fig. 6. Assessment of apoptosis using protein p53 expression and staining of
the antiapoptotic protein Bcl-2. (a, b) Visibly healthy tissue, (c, d) margins, (e,
f) squamous cell hyperplasia with dysplasia and (g, h) squamous cell carcinoma
tissue. For p53 staining, arrows show expression in the basal layer of the squa-
mous epithelium. For Bcl-2 staining, arrows show significant expression in nu-
merous lymphocytes. Black bar: 250 pm.

to precede liver fibrosis and potentially myofibroblast activation [30].
Moreover, it was already showed that brain tumors cause neuronal loss
at the tumor margin, limited vessels perfusion and neuroinflammation
just by using mechanical compression [40]. Also it is recognized that
increased stiffness can favor cell proliferation and migration [55, 69].
Some newer studies exploring the cancerous transformation of cells are
also in agreement with our assumptions. Panciera et al. investigated
the possibility to reprogram healthy cells into tumors precursors engag-
ing RTK/Ras cascade and explored how ECM stiffness affect this pro-
cess. Indeed, authors were able to transform normal cell into tumori-
genic ones, but only when cells were exposed to stiffer extracellular
microenvironment than healthy tissue. Microenvironments with physi-
ological softness prevented this oncogene-mediated conversion. Impor-
tantly, even subtle changes in rigidity of the surrounding ECM were
able to induce cell reprogramming leading to tumor emergence, which
was determined by disproportional responsiveness of cells to environ-
mental stiffness upon oncogene exposure and regulation of YAP/TAZ
activity [12,53]. Importantly, YAP signaling is activated mechanically
by increased ECM stiffness in fibrotic tissues and promotes epithelial-
mesenchymal transition (EMT) and proliferation of epithelial cells, be-
ing a possible molecular link between fibrosis and cancer [50] and most
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recently, this signaling pathway was noted to promote oral squamous
cell carcinoma proliferation by induction of PIEZO1 channels [35]. We
believe that studies of oral submucosal fibrosis could complement our
research, nevertheless we were not able to collect appropriate samples,
since in our geographic region (Poland) such pathology was not yet
reported. However, it could be an interesting concept for future stud-
ies in regions where oral submucosal fibrosis occurs. Increased stiffness
of ECM were reported also to modulate the expression of EMT-related
genes, leading to enhanced invasiveness of lung cancer cells [2]. Based
on above, we believe that mechanical factors are able to support malig-
nant transformation although we are aware that it is difficult to prove
this directly in in vitro settings and tissues isolated from their mechan-
ical environment.

Apart from this, involvement of changes in the expression of the
p16™NK4a p53 and Bel-2 proteins should also be taken under the con-
sideration [38,63]. The expression of p53 and loss of the expression
of pl6 are the earliest events in the malignant transformation pro-
cess. In nondysplastic squamous cell hyperplasia, a combined alteration
of p53/Ki67/p16INK4a was proven to increase the risk of progression
[48,54]. The significant increase in the expression of the p53 and p63
proteins in OSCC, squamous cell hyperplasia with dysplasia, and oral
submucous fibrosis suggests their role as surrogate markers of malignant
transformation [67]. Indeed, changes in the expression of the p53 tumor
suppressor known to provide a major barrier to cancerous transforma-
tion have been observed. However, the loss of BCL-2 gene expression
in the basal cells of oral epithelial dysplasia and OSCC tissues that was
previously reported was not confirmed in our study [44]. It has been re-
ported that Bcl-2 promotes tumor cell metastasis with Twistl when func-
tioning as a complex [24]. Although it is known that the transduction
of mechanical stimuli into biological signals, or mechanotransduction,
is a ubiquitous phenomenon observed in many different aspects of cell
physiology, its molecular mechanism during carcinogenesis is still un-
clear [17]. An increase in tumor stiffness directly activates biochemical
pathways by mechanical induction, enhancing the cell cycle, cell motil-
ity and epithelial-mesenchymal transition [8]. Moreover, resulting in-
crease in tumor solid stress can be associated with the activation of car-
cinogenic pathways as well as the ECM, which might be cancer primed
or act as a barrier, and depending on biochemical and biophysical prop-
erties, the progression of metastasis can change [8,25,41,49,65]. It was
recently discovered that different functions involving mechanotrans-
duction as well as vascular development necessary for cancer growth
occur with the aid of the mechanosensitive ion channels Piezol and
Piezo2 [6]. Thus, understanding these mechanisms will be important
for the future progress of new treatments. Despite advancements in can-
cer treatment, oral cancer has a poor prognosis and is often detected at
a late stage. To overcome these challenges, investigators should search
for early diagnostic and prognostic biomarkers.

Ethical approval

All procedures performed in the studies were in accordance with
ethical standards. The study protocol was approved by the Bioethics
Committee of Medical University of Bialystok (R-1-002/4/2019).
Informed consent

Written informed consent was obtained from all individual partici-
pants included in the study.
Data availability

The data generated during and analyzed during the current study are
available from the corresponding author upon reasonable request.

8

Translational Oncology 14 (2021) 101105
Declaration of Competing Interest

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.

CRediT authorship contribution statement

Katarzyna Pogoda: Conceptualization, Data curation, Formal anal-
ysis, Investigation, Methodology, Visualization, Writing - original
draft. Mateusz Cies§luk: Data curation, Formal analysis, Investigation,
Methodology, Visualization, Writing — original draft, Writing — review &
editing. Piotr Deptuta: Data curation, Investigation, Writing — review &
editing. Grazyna Tokajuk: Data curation, Resources, Writing — review
& editing. Ewelina Piktel: Data curation, Formal analysis, Writing — re-
view & editing. Grzegorz Krdl: Data curation, Formal analysis, Writing
- review & editing. Joanna Reszeé: Data curation, Investigation, Writ-
ing — review & editing. Robert Bucki: Conceptualization, Funding ac-
quisition, Methodology, Resources, Supervision, Writing — original draft,
Writing — review & editing.

Acknowledgments

This work was supported by grants from the National Science Center,
Poland (UMO-2018/30/M/NZ6,/00502 to RB), Medical University of Bi-
alystok (SUB/1/DN/20/004/1122 to RB), and the program of the Min-
ister of Science and Higher Education under the name "Regional Initia-
tive of Excellence in 2019-2022” (project number: 024/RID/2018/19,
financing amount: 11.999.000,00 PLN). Part of this study was conducted
with the use of equipment purchased by the Medical University of Bia-
lystok as part of the RPOWP 2007-2013 fund (Priority I, Axis 1.1, con-
tract No. UDA- RPPD.01.01.00-20-001/15-00 dated 26.06.2015).

References

[1] A. Al-Kaabi, L. Van Bockel, A. Pothen, S. Willems, p16INK4A and p14ARF gene pro-
moter hypermethylation as prognostic biomarker in oral and oropharyngeal squa-
mous cell carcinoma: a review, Dis. Mark. (2014) 2014.

M. Alonso-Nocelo, T.M. Raimondo, K.H. Vining, R. Lopez-Lopez, M. de la Fuente,
D.J. Mooney, Matrix stiffness and tumor-associated macrophages modulate epithe-
lial to mesenchymal transition of human adenocarcinoma cells, Biofabrication 10
(2018) 035004.

G.K. Amaral-Silva, M.D. Martins, H.A. Pontes, E.R. Fregnani, M.A. Lopes, F.P. Fon-
seca, P.A. Vargas, Mismatch repair system proteins in oral benign and malignant
lesions, J. Oral Pathol. Med. 46 (2017) 241-245.

P.G. Arduino, A. Cafaro, M. Cabras, A. Gambino, R. Broccoletti, Treatment outcome
of oral leukoplakia with Er:YAG laser: a 5-year follow-up prospective comparative
study, Photomed. Laser Surg. 36 (2018) 631-633.

A.F. Bewley, D.G. Farwell, Oral leukoplakia and oral cavity squamous cell carci-
noma, Clin. Dermatol. 35 (2017) 461-467.

W.M. Botello-Smith, W. Jiang, H. Zhang, A.D. Ozkan, Y.C. Lin, C.N. Pham,
J.J. Lacroix, Y. Luo, A mechanism for the activation of the mechanosensitive Piezol
channel by the small molecule Yodal, Nat. Commun. 10 (2019) 4503.

R.C. Brands, O. Kohler, S. Rauthe, S. Hartmann, H. Ebhardt, A. Seher, C. Linz,
A.C. Kubler, U.D.A. Muller-Richter, The prognostic value of GLUT-1 staining in the
detection of malignant transformation in oral mucosa, Clin. Oral Investig. 21 (2017)
1631-1637.

F. Broders-Bondon, T.H. Nguyen Ho-Bouldoires, M.E. Fernandez-Sanchez, E. Farge,
Mechanotransduction in tumor progression: the dark side of the force, J. Cell Biol.
217 (2018) 1571-1587.

R.J. Cabay, T.H. Morton Jr., J.B. Epstein, Proliferative verrucous leukoplakia and
its progression to oral carcinoma: a review of the literature, J. Oral Pathol. Med. 36
(2007) 255-261.

D.R. Camisasca, L. da Ros Goncalves, M.R. Soares, V. Sandim, F.C. Nogueira,
C.H. Garcia, R. Santana, S.P. de Oliveira, L.A. Buexm, P.A. de Faria, F.L. Dias,
D.A. Pereira, R.B. Zingali, G. Alves, S.Q. Lourenco, A proteomic approach to compare
saliva from individuals with and without oral leukoplakia, J. Proteom. 151 (2017)
43-52.

M. Castagnola, E. Scarano, G.C. Passali, I. Messana, T. Cabras, F. Iavarone, G. Di Cin-
tio, A. Fiorita, E. De Corso, G. Paludetti, Salivary biomarkers and proteomics: future
diagnostic and clinical utilities, Acta Otorhinolaryngol. Ital. 37 (2017) 94-101.

S. Chakraborty, W. Hong, Oncogenetic engagement with mechanosensing, Nat.
Mater. 19 (2020) 707-709.

W.-.Y. Chan, K.-.K. Cheung, J.O. Schorge, L.-W. Huang, W.R. Welch, D.A. Bell,
R.S. Berkowitz, S.C. Mok, Bcl-2 and p53 protein expression, apoptosis, and p53 mu-
tation in human epithelial ovarian cancers, Am. J. Pathol. 156 (2000) 409-417.

[2]

[3]

[4]

[5

[}

[6

—

71

[8]

[91

[10]

[11]

[12]

[13]

Downloaded for Anonymous User (n/a) at Medical University of Bialystok from ClinicalKey.com by Elsevier on February 20,
2024. For personal use only. No other uses without permission. Copyright ©2024. Elsevier Inc. All rights reserved.


http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0001
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0001
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0001
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0001
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0001
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0002
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0002
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0002
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0002
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0002
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0002
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0002
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0003
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0003
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0003
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0003
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0003
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0003
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0003
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0003
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0004
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0004
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0004
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0004
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0004
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0004
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0005
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0005
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0005
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0006
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0006
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0006
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0006
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0006
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0006
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0006
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0006
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0006
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0007
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0007
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0007
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0007
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0007
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0007
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0007
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0007
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0007
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0007
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0008
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0008
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0008
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0008
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0008
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0009
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0009
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0009
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0009
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0010
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0010
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0010
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0010
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0010
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0010
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0010
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0010
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0010
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0010
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0010
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0010
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0010
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0010
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0010
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0010
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0011
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0011
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0011
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0011
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0011
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0011
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0011
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0011
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0011
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0011
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0011
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0012
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0012
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0012
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0013
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0013
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0013
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0013
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0013
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0013
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0013
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0013
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0013

K. Pogoda, M. Ciesluk, P. Deptuta et al.

[14]

[15]

[16]

[17]
[18]

[19]

[20]

[21]

[22]

[23]

[24]

[25]

[26]

[27]
[28]

[29]

[30]

[31]

[32]

[33]

[34]

[35]

[36]

[37]

[38]

[39]

[40]

[41]

[42]

[43]

[44]

I. Chattopadhyay, M. Verma, M. Panda, Role of oral microbiome signatures in
diagnosis and prognosis of oral cancer, Technol. Cancer Res. Treat. 18 (2019)
1533033819867354.

AK. Chaturvedi, N. Udaltsova, E.A. Engels, J.A. Katzel, E.L. Yanik, H.A. Katki,
M.W. Lingen, M.J. Silverberg, Oral leukoplakia and risk of progression to oral can-
cer: a population-based cohort study, J. Natl. Cancer Inst. 112 (2020) 1047-1054.
T. Chiba, H. Marusawa, T. Ushijima, Inflammation-associated cancer development
in digestive organs: mechanisms and roles for genetic and epigenetic modulation,
Gastroenterology 143 (2012) 550-563.

L. Chin, Y. Xia, D.E. Discher, P.A. Janmey, Mechanotransduction in cancer, Curr.
Opin. Chem. Eng. 11 (2016) 77-84.

A. Cho, V.M. Howell, E.K. Colvin, The extracellular matrix in epithelial ovarian can-
cer—a piece of a puzzle, Front. Oncol. 5 (2015) 245.

M. Ciesluk, K. Pogoda, P. Deptuta, P. Werel, A. Kulakowska, J. Kochanowicz,
Z. Mariak, T. Lyson, J. Resze¢, R. Bucki, Nanomechanics and histopathology as diag-
nostic tools to characterize freshly removed human brain tumors, Int. J. Nanomed.
15 (2020) 7509.

T.R. Cox, J.T. Erler, Remodeling and homeostasis of the extracellular matrix: impli-
cations for fibrotic diseases and cancer, Dis. Model. Mech. 4 (2011) 165-178.

C. De Roo, K. Tilleman, C. Vercruysse, H. Declercq, G. T’Sjoen, S. Weyers, P. De Sut-
ter, Texture profile analysis reveals a stiffer ovarian cortex after testosterone therapy:
a pilot study, J. Assist. Reprod. Genet. 36 (2019) 1837-1843.

Z. Deng, M. Hasegawa, K. Aoki, S. Matayoshi, A. Kiyuna, Y. Yamashita, T. Uehara,
S. Agena, H. Maeda, M. Xie, A comprehensive evaluation of human papillomavirus
positive status and p16INK4a overexpression as a prognostic biomarker in head and
neck squamous cell carcinoma, Int. J. Oncol. 45 (2014) 67-76.

D.E. Discher, P. Janmey, Y.L. Wang, Tissue cells feel and respond to the stiffness of
their substrate, Science 310 (2005) 1139-1143.

Y. Duan, Q. He, K. Yue, H. Si, J. Wang, X. Zhou, X. Wang, Hypoxia induced
Bcl-2/Twistl complex promotes tumor cell invasion in oral squamous cell carci-
noma, Oncotarget 8 (2017) 7729-7739.

J.A. Eble, S. Niland, The extracellular matrix in tumor progression and metastasis,
Clin. Exp. Metastasis 36 (2019) 171-198.

D. Elvers, T. Braunschweig, R.D. Hilgers, A. Ghassemi, S.C. Mohlhenrich, F. Hol-
zle, M. Gerressen, A. Modabber, Margins of oral leukoplakia: autofluorescence and
histopathology, Br. J. Oral Maxillofac. Surg. 53 (2015) 164-169.

M.C. Fantini, F. Pallone, Cytokines: from gut inflammation to colorectal cancer, Curr.
Drug Targets 9 (2008) 375-380.

C.S. Farah, S.A. Fox, Dysplastic oral leukoplakia is molecularly distinct from leuko-
plakia without dysplasia, Oral Dis. 25 (2019) 1715-1723.

G. Fontanini, S. Vignati, D. Bigini, A. Mussi, M. Lucchi, C. Angeletti, F. Basolo,
G. Bevilacqua, Bcl-2 protein: a prognostic factor inversely correlated to p53 in non-s-
mall-cell lung cancer, Br. J. Cancer 71 (1995) 1003-1007.

P.C. Georges, J.J. Hui, Z. Gombos, M.E. McCormick, A.Y. Wang, M. Uemura, R. Mick,
P.A. Janmey, E.E. Furth, R.G. Wells, Increased stiffness of the rat liver precedes ma-
trix deposition: implications for fibrosis, Am. J. Physiol. Gastrointest. Liver Physiol.
293 (2007) G1147-G1154.

M.-.M. Giraud-Guille, E. Belamie, G. Mosser, C. Helary, F. Gobeaux, S. Vigier, Liquid
crystalline properties of type I collagen: perspectives in tissue morphogenesis, C. R.
Chim. 11 (2008) 245-252.

U. Habiba, K. Hida, T. Kitamura, A.Y. Matsuda, F. Higashino, Y.M. Ito, Y. Ohiro,
Y. Totsuka, M. Shindoh, ALDH1 and podoplanin expression patterns predict the risk
of malignant transformation in oral leukoplakia, Oncol. Lett. 13 (2017) 321-328.
Y. Han, S. Wang, H. Hibshoosh, B. Taback, E. Konofagou, Tumor characterization
and treatment monitoring of postsurgical human breast specimens using harmonic
motion imaging (HMI), Breast Cancer Res. 18 (2016) 46.

A.M. Handorf, Y. Zhou, M.A. Halanski, W.J. Li, Tissue stiffness dictates development,
homeostasis, and disease progression, Organogenesis 11 (2015) 1-15.

K. Hasegawa, S. Fujii, S. Matsumoto, Y. Tajiri, A. Kikuchi, T. Kiyoshima, YAP sig-
naling induces PIEZO1 to promote oral squamous cell carcinoma cell proliferation,
J. Pathol. 253 (2021) 80-93.

C.M. Healy, G.P. Moran, The microbiome and oral cancer: more questions than an-
swers, Oral Oncol. 89 (2019) 30-33.

J.J.O. Herod, A.G. Eliopoulos, J. Warwick, G. Niedobitek, L.S. Young, D.J. Kerr, The
prognostic significance of Bcl-2 and p53 expression in ovarian carcinoma, Cancer
Res. 56 (1996) 2178-2184.

B. Hong, A.P. van den Heuvel, V.V. Prabhu, S. Zhang, W.S. El-Deiry, Targeting tumor
suppressor p53 for cancer therapy: strategies, challenges and opportunities, Curr.
Drug Targets 15 (2014) 80-89.

H. Huang, E. Langenkamp, M. Georganaki, A. Loskog, P.F. Fuchs, L.C. Dieterich,
J. Kreuger, A. Dimberg, VEGF suppresses T-lymphocyte infiltration in the tumor mi-
croenvironment through inhibition of NF-«xB-induced endothelial activation, FASEB
J. 29 (2015) 227-238.

P.A. Janmey, K. Pogoda, Compressive tumours cause neuronal damage, Nat. Biomed.
Eng. 3 (2019) 171-172.

G. Kharaishvili, D. Simkova, K. Bouchalova, M. Gachechiladze, N. Narsia, J. Bouchal,
The role of cancer-associated fibroblasts, solid stress and other microenvironmental
factors in tumor progression and therapy resistance, Cancer Cell Int. 14 (2014) 1-8.
M. Lekka, Atomic force microscopy: a tip for diagnosing cancer, Nat. Nanotechnol.
7 (2012) 691-692.

1. Levental, K.R. Levental, E.A. Klein, R. Assoian, R.T. Miller, R.G. Wells, P.A. Jan-
mey, A simple indentation device for measuring micrometer-scale tissue stiffness, J.
Phys. Condens. Matter 22 (2010) 194120.

L.L. Loro, A.C. Johannessen, O.K. Vintermyr, Loss of BCL-2 in the progression of oral
cancer is not attributable to mutations, J. Clin. Pathol. 58 (2005) 1157-1162.

9

[45]

[46]

[47]

[48]

[49]

[501]

[51]

[52]

[53]

[54]

[55]

[56]

[57]

[58]

[59]

[60]

[61]

[62]

[63]

[64]

[65]

[66]

[671

[68]

[69]

[70]

Translational Oncology 14 (2021) 101105

P. Lu, V.M. Weaver, Z. Werb, The extracellular matrix: a dynamic niche in cancer
progression, J. Cell Biol. 196 (2012) 395-406.

H. Matsuda, N. Konishi, Y. Hiasa, I. Hayashi, T. Tsuzuki, M. Tao, Y. Kitahori, N. Yosh-
ioka, T. Kirita, M. Sugimura, Alterations of p16/CDKN2, p53 and ras genes in oral
squamous cell carcinomas and premalignant lesions, J. Oral Pathol. Med. 25 (1996)
232-238.

S. Nagaoka, Y. Hirata, H. Iwaki, K. Sakamoto, M. Takagi, T. Amagasa, A study of
the surface roughness of tongue cancer and leukoplakia using a non-contact three-
-dimensional curved shape measuring system, Oral Med. Pathol. 6 (2001) 85-90.
W. Nasser, C. Flechtenmacher, D. Holzinger, C. Hofele, F.X. Bosch, Aberrant expres-
sion of p53, p16INK4a and Ki-67 as basic biomarker for malignant progression of
oral leukoplakias, J. Oral Pathol. Med. 40 (2011) 629-635.

H.T. Nia, H. Liu, G. Seano, M. Datta, D. Jones, N. Rahbari, J. Incio, V.P. Chauhan,
K. Jung, J.D. Martin, V. Askoxylakis, T.P. Padera, D. Fukumura, Y. Boucher, F.J. Hor-
nicek, A.J. Grodzinsky, J.W. Baish, L.L. Munn, R.K. Jain, Solid stress and elastic
energy as measures of tumour mechanopathology, Nat. Biomed. Eng. 1 (2016).

S. Noguchi, A. Saito, T. Nagase, YAP/TAZ signaling as a molecular link between
fibrosis and cancer, Int. J. Mol. Sci. 19 (2018).

M. Ochi, K. Kohara, Y. Tabara, T. Kido, E. Uetani, N. Ochi, M. Igase, T. Miki, Arterial
stiffness is associated with low thigh muscle mass in middle-aged to elderly men,
Atherosclerosis 212 (2010) 327-332.

G. Ochsenius, A. Ormeno, L. Godoy, R. Rojas, [A retrospective study of 232 cases of
lip cancer and pre cancer in Chilean patients. Clinical-histological correlation], Rev.
Med. Chile 131 (2003) 60-66.

T. Panciera, A. Citron, D. Di Biagio, G. Battilana, A. Gandin, S. Giulitti, M. Forcato,
S. Bicciato, V. Panzetta, S. Fusco, L. Azzolin, A. Totaro, A.P. Dei Tos, M. Fassan,
V. Vindigni, F. Bassetto, A. Rosato, G. Brusatin, M. Cordenonsi, S. Piccolo, Repro-
gramming normal cells into tumour precursors requires ECM stiffness and oncogene—
mediated changes of cell mechanical properties, Nat. Mater. 19 (2020) 797-806.

I. Parlatescu, C. Gheorghe, E. Coculescu, S. Tovaru, Oral leukoplakia - an update,
Maedica (Buchar) 9 (2014) 88-93.

K. Pogoda, R. Bucki, F.J. Byfield, K. Cruz, T. Lee, C. Marcinkiewicz, P.A. Janmey,
Soft substrates containing hyaluronan mimic the effects of increased stiffness on mor-
phology, motility, and proliferation of glioma cells, Biomacromolecules 18 (2017)
3040-3051.

P. Prakash, M. Khandare, M. Kumar, R. Khanna, G.P. Singh, G. Nath, A.K. Gulati,
Immunohistochemical detection of p16(INK4a) in leukoplakia and oral squamous
cell carcinoma, J. Clin. Diagn. Res. 7 (2013) 2793-2795.

L. Przybyla, J.M. Muncie, V.M. Weaver, Mechanical control of epithelial-to-mes-
enchymal transitions in development and cancer, Annu. Rev. Cell Dev. Biol. 32
(2016) 527-554.

1.P. Ribeiro, F. Marques, L. Barroso, J. Rodrigues, F. Caramelo, J.B. Melo, I.M. Car-
reira, Genomic profile of oral squamous cell carcinomas with an adjacent leukoplakia
or with an erythroleukoplakia that evolved after the treatment of primary tumor: a
report of two cases, Mol. Med. Rep. 16 (2017) 6780-6786.

A.J. Rice, E. Cortes, D. Lachowski, B.C.H. Cheung, S.A. Karim, J.P. Morton, A. Del Rio
Hernandez, Matrix stiffness induces epithelial-mesenchymal transition and promotes
chemoresistance in pancreatic cancer cells, Oncogenesis 6 (2017) e352.

A. Rzepakowska, M. Sobol, E. Sielska-Badurek, K. Niemczyk, E. Osuch-Wéjcikiewicz,
Morphology, vibratory function, and vascular pattern for predicting malignancy in
vocal fold leukoplakia, J. Voice 34 (2020) 812. e819-812. e815.

J. Sakata, R. Yoshida, Y. Matsuoka, M. Nagata, A. Hirosue, K. Kawahara, T. Naka-
mura, M. Nakamoto, M. Hirayama, N. Takahashi, H. Nakashima, H. Arita, H. Ogi,
A. Hiraki, M. Shinohara, H. Nakayama, Predictive value of the combination of
SMAD4 expression and lymphocyte infiltration in malignant transformation of oral
leukoplakia, Cancer Med. 6 (2017) 730-738.

S. Singh, L.L. Fujii, M.H. Murad, Z. Wang, S.K. Asrani, R.L. Ehman, P.S. Kamath,
J.A. Talwalkar, Liver stiffness is associated with risk of decompensation, liver can-
cer, and death in patients with chronic liver diseases: a systematic review and
meta-analysis, Clin. Gastroenterol. Hepatol. 11 (2013) 1573-1584 e1571-1572; quiz
€1588-1579.

T. Sritippho, P. Chotjumlong, A. lamaroon, Roles of Human Papillomaviruses and
p16 in Oral Cancer, Asian Pac. J. Cancer Prev. 16 (2015) 6193-6200.

T. Stylianopoulos, J.D. Martin, V.P. Chauhan, S.R. Jain, B. Diop-Frimpong,
N. Bardeesy, B.L. Smith, C.R. Ferrone, F.J. Hornicek, Y. Boucher, L.L. Munn,
R.K. Jain, Causes, consequences, and remedies for growth-induced solid stress in
murine and human tumors, Proc. Natl. Acad. Sci. U. S. A. 109 (2012) 15101-15108.
T. Stylianopoulos, J.D. Martin, M. Snuderl, F. Mpekris, S.R. Jain, R.K. Jain, Coevo-
lution of solid stress and interstitial fluid pressure in tumors during progression:
implications for vascular collapse, Cancer Res. 73 (2013) 3833-3841.

N. Tanda, S. Mori, K. Saito, K. Ikawa, S. Sakamoto, Expression of apoptotic signal-
ing proteins in leukoplakia and oral lichen planus: quantitative and topographical
studies, J. Oral Pathol. Med. 29 (2000) 385-393.

B.R. Varun, K. Ranganathan, U.K. Rao, E. Joshua, Inmunohistochemical detection of
p53 and p63 in oral squamous cell carcinoma, oral leukoplakia, and oral submucous
fibrosis, J. Investig. Clin. Dent. 5 (2014) 214-219.

F. Visioli, I.S. Lauxen, M. Sant’Ana Filho, P.V. Rados, Expression of the cell cycle reg-
ulation proteins p53 and p21WAF1 in different types of non-dysplastic leukoplakias,
J. Appl. Oral Sci. 20 (2012) 369-375.

Y. Wang, G. Wang, X. Luo, J. Qiu, C. Tang, Substrate stiffness regulates the prolifer-
ation, migration, and differentiation of epidermal cells, Burns 38 (2012) 414-420.
W. Wei, Y. Wang, X. Yu, L. Ye, Y. Jiang, Y. Cheng, Expression of TP53, BCL-2,
and VEGFA genes in esophagus carcinoma and its biological significance, Med. Sci.
Monit. 21 (2015) 3016.

Downloaded for Anonymous User (n/a) at Medical University of Bialystok from ClinicalKey.com by Elsevier on February 20,
2024. For personal use only. No other uses without permission. Copyright ©2024. Elsevier Inc. All rights reserved.


http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0014
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0014
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0014
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0014
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0015
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0015
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0015
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0015
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0015
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0015
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0015
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0015
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0015
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0016
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0016
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0016
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0016
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0017
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0017
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0017
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0017
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0017
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0018
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0018
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0018
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0018
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0019
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0019
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0019
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0019
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0019
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0019
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0019
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0019
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0019
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0019
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0019
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0020
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0020
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0020
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0021
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0021
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0021
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0021
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0021
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0021
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0021
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0021
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0022
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0022
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0022
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0022
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0022
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0022
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0022
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0022
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0022
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0022
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0022
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0023
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0023
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0023
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0023
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0024
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0024
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0024
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0024
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0024
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0024
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0024
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0024
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0025
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0025
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0025
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0026
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0026
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0026
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0026
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0026
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0026
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0026
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0026
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0026
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0027
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0027
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0027
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0028
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0028
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0028
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0029
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0029
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0029
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0029
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0029
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0029
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0029
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0029
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0029
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0030
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0030
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0030
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0030
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0030
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0030
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0030
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0030
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0030
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0030
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0030
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0031
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0031
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0031
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0031
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0031
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0031
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0031
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0032
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0032
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0032
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0032
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0032
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0032
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0032
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0032
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0032
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0032
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0033
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0033
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0033
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0033
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0033
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0033
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0034
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0034
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0034
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0034
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0034
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0035
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0035
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0035
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0035
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0035
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0035
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0035
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0036
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0036
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0036
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0037
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0037
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0037
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0037
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0037
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0037
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0037
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0038
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0038
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0038
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0038
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0038
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0038
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0039
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0039
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0039
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0039
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0039
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0039
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0039
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0039
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0039
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0040
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0040
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0040
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0041
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0041
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0041
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0041
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0041
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0041
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0041
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0042
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0042
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0043
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0043
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0043
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0043
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0043
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0043
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0043
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0043
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0044
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0044
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0044
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0044
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0045
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0045
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0045
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0045
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0046
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0046
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0046
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0046
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0046
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0046
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0046
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0046
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0046
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0046
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0046
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0047
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0047
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0047
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0047
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0047
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0047
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0047
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0048
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0048
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0048
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0048
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0048
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0048
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0049
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0049
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0049
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0049
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0049
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0049
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0049
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0049
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0049
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0049
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0049
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0049
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0049
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0049
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0049
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0049
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0049
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0049
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0049
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0049
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0050
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0050
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0050
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0050
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0051
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0051
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0051
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0051
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0051
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0051
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0051
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0051
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0051
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0052
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0052
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0052
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0052
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0052
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0053
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0054
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0054
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0054
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0054
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0054
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0055
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0055
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0055
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0055
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0055
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0055
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0055
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0055
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0056
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0056
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0056
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0056
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0056
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0056
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0056
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0056
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0057
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0057
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0057
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0057
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0058
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0058
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0058
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0058
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0058
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0058
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0058
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0058
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0059
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0059
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0059
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0059
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0059
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0059
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0059
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0059
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0060
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0060
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0060
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0060
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0060
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0060
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0061
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0061
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0061
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0061
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0061
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0061
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0061
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0061
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0061
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0061
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0061
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0061
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0061
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0061
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0061
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0061
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0061
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0062
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0062
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0062
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0062
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0062
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0062
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0062
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0062
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0062
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0063
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0063
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0063
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0063
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0064
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0064
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0064
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0064
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0064
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0064
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0064
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0064
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0064
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0064
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0064
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0064
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0064
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0065
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0065
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0065
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0065
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0065
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0065
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0065
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0066
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0066
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0066
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0066
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0066
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0066
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0067
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0067
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0067
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0067
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0067
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0068
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0068
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0068
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0068
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0068
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0069
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0069
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0069
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0069
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0069
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0069
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0070
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0070
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0070
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0070
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0070
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0070
http://refhub.elsevier.com/S1936-5233(21)00097-8/sbref0070

	Inhomogeneity of stiffness and density of the extracellular matrix within the leukoplakia of human oral mucosa as potential physicochemical factors leading to carcinogenesis
	Introduction
	Materials and methods
	Tissue samples
	Tissue sample preparation
	AFM measurements
	AFM data collection and analysis
	Histopathological and immunohistochemical analyses

	Results
	Evaluation of tissue vascularity and fibrosis
	Expression of the p16 tumor suppressor protein
	Evaluation of apoptosis

	Discussion
	Ethical approval
	Informed consent
	Data availability
	Declaration of Competing Interest
	CRediT authorship contribution statement
	Acknowledgments
	References


