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Hyeran Helen Jeon
2019 The Orhan C. Tuncay Teaching Fellowship Award
Summary/Abstract

The objective of this proposal is to support Dr. Hyeran Helen Jeon for her successful academic career development
as an Assistant professor in the Department of Orthodontics at the University of Pennsylvania School of Dental
Medicine. Dr. Jeon’s long-term goal is to become a clinician-scientist in translational research, educator and
practicing orthodontist. The AAOF OFDFA has been used mainly for Dr. Jeon’s research support, allowing her
to produce the preliminary data and present her findings at professional meetings. Dr. Jeon’s primary research
mentor is Dr. Shuying Yang, the well-established bone biologist and the Associate Professor at the Department
of Basic and Translational Sciences at Penn Dental Medicine. In addition, Dr. Dana Graves, the Vice Dean for
Scholarship and Research and Director in Doctor of Science in Dentistry (DScD) at Penn Dental Medicine, co-
mentors Dr. Jeon’s research progress. Dr. Chun-Hsi Chung, the Chauncey M. F. Egel Endowed Chair and
Program Director at the Department of Orthodontics at Penn Dental Medicine mentors Dr. Jeon’s overall
educational, clinical research, teaching and clinical development. With the distinguished mentors’ guidance, this
AAOF OFDFA grant has been essential in Dr. Jeon’s academic career.

AAOF OFDFA supports mainly those two research projects as below.
1. The Effect of Intraflagellar Transport Protein IFT80 in Mesenchymal Stem Cells during Maxillary Expansion:

I established the mouse maxillary expansion model and generated the experimental transgenic mice. Based
on the preliminary data, I submitted the grant proposal for the NIH/NIDCR RO03 this month, June 2021.

2. The Role of NF-kB in Osteoblast lineage cells and Periodontal ligament fibroblasts during Orthodontic tooth
movement: We published this study in the Angle Orthodontist last April 2021. In addition, my student (Min
Kyung Shin) presented our study at the 2021 Penn Dental Medicine (PDM) Research Day and got an award
for the PDM AADR Travel Award. In addition, she participates in the 2021 IADR/AADR/CADR Hatton
Competition and IADR Innovation Award for Excellence in Orthodontics Research as one of the finalists.

Detailed results and inferences:

1. If the work has been published, please attach a pdf of manuscript.

i.  Hyeran Helen Jeon*, Hellen Teixeira, Andrew Tsai. Mechanistic Insight Into Orthodontic Tooth
Movement Based on Animal Studies. J Clin Med. 2021 Apr 16;10(8):1733. PMID: 33923725. AAOF
support was acknowledged

ii.  Hyeran Helen Jeon*, Chia-Ying Yang*, Min Kyung Shin, Jingyi Wang, Juhin Hiren Patel, Chun-Hsi
Chung, Dana T. Graves. Osteoblast lineage cells and periodontal ligament fibroblasts regulate orthodontic
tooth movement that is dependent on Nuclear Factor-kappa B (NF-kB) activation. Angle Orthod. 2021
Apr 14. doi: 10.2319/031520-182.1. Online ahead of print. PMID: 33852725. AAOF support was

acknowledged

iii.  Hyeran Helen Jeon*, Quan Yu*, Lukasz Witek*, Yongjian Lu, Tianshou Zhang, Olga Stepanchenko,
Victoria Jeyoun Son, Evelyn Spencer, Temitope Oshilaja, Min Kyung Shin, Faizan Alawi, Paulo G.
Coelho, Dana T. Graves. Clinical application of a FOXO1 inhibitor improves connective tissue healing in
the diabetic minipig model. Am J Transl Res. 2021; 13(2): 781-791. PMID: 33594326

iv.  Cassie Truong", Hyeran Helen Jeon" (Co-First author), Puttipong Sripinun, Ann Tierney, Normand S.
Boucher. Short- and long-term effect of rapid maxillary expansion on the nasal soft and hard tissue: A
CBCT study. Angle Orthod. 2021 Jan 1;91(1):46-53. PMID: 33289784. AAOF support was acknowledged



Hyeran Helen Jeon
2019 The Orhan C. Tuncay Teaching Fellowship Award
Respond to the following questions:

1. Were the original, specific aims of the proposal realized? YES
i.  Educational Plan

As I proposed, I attended the 2020 AAO Winter Conference in Austin, TX (in person) and the 2020 and 2021
AAO Annual Session (virtual). In addition, I plan to attend the 2021 Angle East Annual Meeting this September
in New Hampshire. I also have participated in the Penn Faculty Pathways Program, which is designed to enhance
the personal and professional development of faculty members in STEMM (Science, Technology, Engineering,
Math & Medicine) fields in the first phase of their careers at Penn for the last two years. I have the Mentoring
Committee of the renowned clinician-scientists and educators at Penn and have met with them every semester. I
have taught both predoctoral and postdoctoral courses. I led the monthly orthognathic surgery seminars with the
oral surgery department and attended the weekly orthodontics case presentation seminars, TMJ lecture series
(bimonthly), and continuing education (CE) courses at PDM. Lastly, I completed the Program for Advanced
Standing Students (PASS)-faculty program at Penn and got my DMD degree last May 2021.

1i.  Research Plan

For the last two years, I have published four papers and submitted one paper. Currently I am actively working on
two manuscripts. Most importantly, I could submit my first grant proposal for NIH/NIDCR R03 this month, based
on the preliminary data with strong support from the AAOF OFDFA.

2. Were the results published?

a. If so, cite reference/s for publication/s including titles, dates, author or co-authors, journal, issue and page
numbers

i.  Hyeran Helen Jeon*, Hellen Teixeira, Andrew Tsai. Mechanistic Insight Into Orthodontic Tooth
Movement Based on Animal Studies. J Clin Med. 2021 Apr 16;10(8):1733. PMID: 33923725. AAOF
support was acknowledged

ii.  Hyeran Helen Jeon*, Chia-Ying Yang*, Min Kyung Shin, Jingyi Wang, Juhin Hiren Patel, Chun-Hsi
Chung, Dana T. Graves. Osteoblast lineage cells and periodontal ligament fibroblasts regulate orthodontic
tooth movement that is dependent on Nuclear Factor-kappa B (NF-kB) activation. Angle Orthod. 2021
Apr 14. doi: 10.2319/031520-182.1. Online ahead of print. PMID: 33852725. AAOF support was
acknowledged

iii.  Hyeran Helen Jeon*, Quan Yu*, Lukasz Witek*, Yongjian Lu, Tianshou Zhang, Olga Stepanchenko,
Victoria Jeyoun Son, Evelyn Spencer, Temitope Oshilaja, Min Kyung Shin, Faizan Alawi, Paulo G.
Coelho, Dana T. Graves. Clinical application of a FOXO1 inhibitor improves connective tissue healing in
the diabetic minipig model. Am J Transl Res. 2021; 13(2): 781-791. PMID: 33594326

iv.  Cassie Truong", Hyeran Helen Jeon” (Co-First author), Puttipong Sripinun, Ann Tierney, Normand S.
Boucher. Short- and long-term effect of rapid maxillary expansion on the nasal soft and hard tissue: A

CBCT study. Angle Orthod. 2021 Jan 1;91(1):46-53. PMID: 33289784. AAOF support was acknowledged

b. Was AAOF support acknowledged? YES



Hyeran Helen Jeon
2019 The Orhan C. Tuncay Teaching Fellowship Award
c. If not, are there plans to publish? If not, why not?
e Based on the preliminary data, I submitted my proposal for the R0O3 as a PI this month. I plan to submit at
least two publications from this study. One will be submitted for publication by early 2022 and AAOF
support will be acknowledged in the manuscripts.

3. Have the results of this proposal been presented?
a. If so, list titles, author or co-authors of these presentation/s, year and locations

i.  Hyeran Helen Jeon*. Mechanistic Insight Into Orthodontic Tooth Movement Based on Animal Studies
(Oral presentation). Penn Dental Medicine (PDM) Crosstalk, 2021

ii.  Hyeran Helen Jeon, Chia-Ying Yang, Min Kyung Shin (PRESENTER), Jingyi Wang, Juhin Hiren Patel,
Chun-Hsi Chung, Dana T. Graves. Osteoblast lineage cells and periodontal ligament fibroblasts regulate
orthodontic tooth movement that is dependent on Nuclear Factor-kappa B (NF-kB) activation. 2021 PDM
Research Day [PDM AADR Travel Award Recipient] and 2021 IADR/AADR/CADR [Hatton Competitor
and IADR Innovation Award for Excellence in Orthodontics Research Finalists]

b. Was AAOF support acknowledged? YES

c. If not, are there plans to do so? If not, why not?

4. To what extent have you used, or how do you intend to use, AAOF funding to further your career?
This AAOF OFDFA funding has been used entirely for Dr. Jeon’s research support, allowing her to produce the
preliminary data for extramural grant proposals and present her findings at professional meetings. This generous

funding from the AAOF has greatly helped Dr. Jeon’s academic and scientific growth.

Accounting for Project;

All of the funding has been used for this proposal.



Journal of

%

Clinical Medicine

Review

Mechanistic Insight into Orthodontic Tooth Movement Based
on Animal Studies: A Critical Review

Hyeran Helen Jeon **, Hellen Teixeira and Andrew Tsai

check for

updates
Citation: Jeon, H.H.; Teixeira, H.;
Tsai, A. Mechanistic Insight into
Orthodontic Tooth Movement Based
on Animal Studies: A Critical Review.
J. Clin. Med. 2021, 10, 1733. https://
doi.org/10.3390/jcm10081733

Academic Editors: Letizia Perillo,
Vincenzo Grassia and

Fabrizia d’Apuzzo

Received: 9 March 2021
Accepted: 13 April 2021
Published: 16 April 2021

Publisher’s Note: MDPI stays neutral
with regard to jurisdictional claims in
published maps and institutional affil-

iations.

Copyright: © 2021 by the authors.
Licensee MDPI, Basel, Switzerland.
This article is an open access article
distributed under the terms and
conditions of the Creative Commons
Attribution (CC BY) license (https://
creativecommons.org/licenses /by /
4.0/).

Department of Orthodontics, School of Dental Medicine, University of Pennsylvania, 240 South 40th Street,
Philadelphia, PA 19104-6030, USA; hellen@dental.upenn.edu (H.T.); andrewts@dental.upenn.edu (A.T.)
* Correspondence: hjeon@upenn.edu; Tel.: +1-215-898-5792

Abstract: Alveolar bone remodeling in orthodontic tooth movement (OTM) is a highly regulated
process that coordinates bone resorption by osteoclasts and new bone formation by osteoblasts.
Mechanisms involved in OTM include mechano-sensing, sterile inflammation-mediated osteoclasto-
genesis on the compression side and tensile force-induced osteogenesis on the tension side. Several
intracellular signaling pathways and mechanosensors including the cilia and ion channels transduce
mechanical force into biochemical signals that stimulate formation of osteoclasts or osteoblasts. To
date, many studies were performed in vitro or using human gingival crevicular fluid samples. Thus,
the use of transgenic animals is very helpful in examining a cause and effect relationship. Key cell
types that participate in mediating the response to OTM include periodontal ligament fibroblasts,
mesenchymal stem cells, osteoblasts, osteocytes, and osteoclasts. Intercellular signals that stimulate
cellular processes needed for orthodontic tooth movement include receptor activator of nuclear factor-
kB ligand (RANKL), tumor necrosis factor-oc (TNF-a), dickkopf Wnt signaling pathway inhibitor 1
(DKK1), sclerostin, transforming growth factor beta (TGF-f), and bone morphogenetic proteins (BMPs).
In this review, we critically summarize the current OTM studies using transgenic animal models in
order to provide mechanistic insight into the cellular events and the molecular regulation of OTM.

Keywords: orthodontic tooth movement; animal studies; mechanosensing; osteoclastogenesis; osteogenesis

1. Introduction

Alveolar bone remodeling in orthodontic tooth movement (OTM) requires the coor-
dinated action of different cell types, including periodontal ligament (PDL) fibroblasts,
mesenchymal stem cells, inflammatory cells, osteoblasts, osteocytes, and osteoclasts. Gen-
erally, OTM is composed of three stages on the compression side; (i) a gradual compression
of the PDL, which may last from about 4-7 days, (ii) the hyalinization period, when cell
death due to lack of blood supply in the compressed area of the PDL occurs, which may
last from 7-14 days or more, and (iii) the secondary period, which is characterized by
direct bone resorption so that the tooth will continue to move [1-3]. On the tension side,
the PDL is stretched and blood flow is activated, stimulating osteoblastic activity and
osteoid deposition and mineralization. On mechanical force loading, cells around the tooth
sense either compression or tension and release multiple cytokines and growth factors that
stimulate subsequent biological responses. The process by which cells transmit mechanical
forces and generate biological responses is essential for bone remodeling in OTM [4].

On the compression side, multinucleated osteoclasts initiate bone resorption to allow
tooth movement to occur in the direction of the applied force, which is a rate limiting
step in OTM. In addition, a sterile inflammatory response is induced by the generation
of proinflammatory cytokines such as tissue necrosis factor (TNF), interleukin-1 (IL-1),
prostaglandins, and IL-6, along with matrix metalloproteinases (MMPs) within a short time
after the application of pressure [5-10]. The response to mechanical stress induces transitory
inflammation that is pathogen-free. In addition, prostaglandins are secreted when cells
are mechanically deformed and focal adhesion kinase, the mechanosensor in PDL cells,
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is known to be related with this process [11]. Therefore, both sterile inflammation and
mechano-transduction are important for OTM [12]. Cells experiencing compressive forces
induce osteoclastogenesis through up-regulation of receptor activator of nuclear factor
kappa-B ligand (RANKL) [13]. Proinflammatory cytokines induce RANKL expression to
stimulate osteoclastogenesis, further contributing to bone resorption in OTM [14]. On the
tension side, PDL cells are stretched and proliferate with increased PDL width, followed
by new bone formation, eventually returning to a normal PDL width [15]. Progenitor cells
in the PDL and alveolar bone proliferate and differentiate into osteoblasts to produce new
bone. The osteogenic transcription factor Runx2 and bone matrix proteins osteocalcin and
osteopontin are significantly up-regulated by tension forces [7]. The mechano-response,
osteoclastogenesis and osteogenesis are important components of OTM as they represent
simultaneous bone remodeling processes in response to mechanical loading.

Human studies examining changes induced by orthodontic forces have frequently
examined gingival crevicular fluid after orthodontic force loading. While important, these
studies do not establish the cause and effect relationships. Transgenic mouse models are
ideal in delineating the molecular actions of specific genes, as they facilitate lineage-specific
gene deletion to well-defined cell types [16]. In addition, inducible transgenic mice models
are available, allowing the induction of a transgene or the deletion of an endogenous gene
in a time- and tissue-specific manner to address limitations of global constitutive germ-line
deletion [17].

In this review, we focus on the roles of various mechanosensory cells, cytokine ex-
pression and signaling pathways in OTM that have been identified by animal models and
summarize the possible cellular mechanosensors. A better understanding of the cellular
processes in OTM may one day benefit our patients by expediting tooth movement, pre-
venting relapse and improving treatment stability through the modification of specific
genes which are critical for the orthodontic bone remodeling.

2. Cytokines, Mechanosensory Cells, and Intracellular Signaling Pathways in OTM
2.1. Cytokines in OTM
2.1.1. RANKL

RANKL is a member of the TNF cytokine family and is critical for osteoclastogene-
sis [18]. During OTM, RANKL is highly expressed in periodontal tissue on the compression
and tension side [13,19]. Numerous cell types in OTM have been shown to express RANKL
including PDL fibroblasts, mesenchymal stem cells, lymphocytes, osteoblasts, and osteo-
cytes, particularly in response to inflammatory cytokines [9,13,20-22].

Human gingival crevicular fluid (GCF) samples have been used for cytokine anal-
ysis during OTM as it is non-invasive and convenient. Human GCF isolated from the
tooth 24 h after orthodontic forces application, the early phase of OTM, had shown a
significant increase in the levels of RANKL, IL-1f3, IL-6, and TNF-x, while the levels of
osteoprotegerin (OPG) had remained significantly lower when compared to the control
teeth [7,23-25]. Furthermore, Garlet et al. examined the cytokine expression on the PDL
of extracted human teeth after OTM [7]. After 7 days of OTM, teeth were extracted and
PDL cells on both compression and tension sides were collected for real-time PCR analy-
sis. On the compression side, tumor necrosis factor alpha (TNF-«), RANKL, and matrix
metalloproteinases (MMPs) were highly expressed. On the tension side, IL-10, tissue in-
hibitors of metalloproteinase 1 (TIMP-1),type I collagen, OPG, and osteocalcin were highly
expressed. The same author tested chemokine expression on the extracted teeth after OTM
and found that the compression side exhibited higher expression of monocyte chemoat-
tractant protein-1 (MCP-1/CCL2), macrophage inflammatory protein-1a (MIP-1/CCL3)
and RANKL, which predominate bone resorption activity, while the tension side presented
higher expression of osteocalcin.

Consistent with human studies, animal models demonstrated bone resorption activity
with proinflammatory cytokines and osteoclastic markers on the compression side and
bone formation activity with the osteogenic markers on the tension side. To further
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apply the findings to clinical orthodontics, several animal studies have examined the
modulation of RANKL to accelerate OTM [26-28]. Injection of RANKL during OTM
increases osteoclastogenesis and the rate of tooth movement [26]. Indeed, the rate of OTM is
increased by 130% with RANKL injection [28]. Local RANKL gene transfer in animals with
OTM increases RANKL protein expression and osteoclastogenesis without any systemic
effects, accelerating the amount of tooth movement [27]. The authors proposed that local
RANKL gene transfer might be a useful tool to accelerate orthodontic tooth movement,
even the ankylosed teeth. Conversely, daily local RANKL antibody injection reduces
the rate OTM by 70% [22]. In a comparison of RANKL gene transduction compared to
periodontal accelerated osteogenic orthodontics, gene transduction led to more prolonged
osteoclastogenesis and a greater rate of tooth movement during OTM [29].

In vitro compressive force causes an increase of RANKL expression and a decrease
of OPG expression in human PDL cells, consistent with the human GCF and animal
studies results. PDL fibroblasts are distorted under compressive force and express higher
amounts of RANKL, TNF-«, MMPs, IL-1§3 and prostaglandins on the compression side [30].
Experimental compressive forces on the PDL resulted in a 16.7-fold increase in RANKL
secretion and a 2.9-fold decrease in OPG secretion when compared to the control [23].

Taken together, studies with RANKL indicate that this cytokine is a central pro-
osteoclastogenic factor that is expressed in response to mechanical forces. Interestingly,
RANKL is also expressed on the tension side [19]. Thus, early induction of RANKL and os-
teoclastogenesis in response to tension may initiate a formation of bone remodeling that leads
to increased bone formation on the tension side. This concept warrants further investigation.

2.1.2. Sclerostin

Sclerostin, encoded by the SOST gene and is primarily produced by mature osteocytes
in response to OTM, promotes bone resorption and inhibits new bone formation [31,32].
Sclerostin stimulates RANKL expression by osteocytes, negatively regulates expression of
BMP proteins and prevents canonical Wnt signaling [33,34]. Sclerostin expression is initially
induced on the compression side in OTM models and gradually diminishes after 5-7 days,
demonstrating their effect in the early phase of OTM [31,35]. During OTM, sclerostin
KO mice have a 20% reduction in osteoclasts and reduced RANKL expression on the
compression side with a reduced rate of tooth movement [35]. Local injection of sclerostin
on the compression side doubles RANKL expression, reduces OPG expression by 30%,
increases osteoclastogenesis by 150% and accelerates tooth movement [36]. In addition,
in vitro studies showed that rhSCL-supplement enhanced the expression of RANKL and
the RANKL/OPG ratio in osteocytes, supporting the in vivo finding. In addition, the
intensity of sclerostin expression is closely related with the force magnitude [37]. On the
tension side, sclerostin expression is immediately decreased and maintained at low levels
during OTM, negating their negative effect on new bone formation [31]. These studies
suggest that sclerostin can be a key factor in OTM by regulating both bone resorption
and formation.

2.1.3. Bone Morphogenetic Proteins (BMPs)

It is well known that BMPs induce new bone formation and that the expression
of BMPs increases on the tension side during OTM, stimulating the differentiation of
mesenchymal stem cells to osteoblasts [30,38]. Noggin, an inhibitor of several bone mor-
phogenetic proteins (BMPs), prevents mechanical force-induced osteoblast differentiation.
BMP-3 expression is gradually increased on the tension side until 14 days in rodent models
of OTM, the mid-stage in OTM [39]. One study examined the effect of BMP2 injection on
tension side and found that local injection of BMP-2 on the tension side did not accelerate
OTM, indicating that new bone formation per se is not a rate limiting step in OTM [40].
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2.1.4. Transforming Growth Factor (TGF)-f3

TGF-f signaling is involved in many cellular processes, including cell migration,
proliferation, differentiation, and cellular homeostasis [41]. A previous study with extracted
human teeth after OTM showed that TGF-f3 expression was similarly increased in both the
compression and tension sides [7]. In OTM, its role on the compression side is complex as
TGF-p has both positive and negative effects on osteoclastogenesis [42]. In some studies,
TGEF-f3 has been reported to inhibit osteoclastic activity. However, other studies found
that TGF-f3 actually induces bone resorption, depending on the cell types involved, TGF-
3 concentration, and inducing mechanism [42,43]. Its expression on the tension side is
significantly greater than that on the compression side [7,44-46]. TGF- {3 is generally
known for its anabolic activity, regulating osteoblast differentiation from progenitors on
the tension side [47]. Pretreatment with a TGF-3 receptor inhibitor inhibits mechanical
force-induced bone mineralization in vitro, suggesting that TGF-f3 could play a role in
osteogenesis in response to tension forces during OTM.

Combining all, the findings from the animal studies could be the base foundation for
the studies to expedite the OTM in humans. For example, RANKL or sclerostin can be
given on the compression side to accelerate the osteoclastogenesis or BMPs can be given
on the tension side to support the new bone formation. As previously mentioned, the
new bone formation itself on the tension side cannot make the tooth movement faster
while their effects are more important in the late phase in OTM. Therefore, many studies to
speed up the velocity of OTM have been focused on the osteoclastogenic markers on the
compression side.

2.2. The Mechanosensory Cells in OTM

PDL cells, osteocytes, and osteoblasts are the principal mechanosensory cells that
produce various cytokines to regulate alveolar bone remodeling in OTM, by converting
mechanical force into intracellular signals [48-51] (Figure 1). The role of mechanosensors
in these cells during OTM will be reviewed later in this paper.
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Figure 1. Cytokines and Mechanosensory cells in OTM.
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2.2.1. Periodontal Ligament Cells
Periodontal Ligament Fibroblasts

The periodontal ligament (PDL) is a fibrous tissue that connects teeth with alveolar
bone and transmits mechanical stimuli [52]. The PDL comprises of heterogenous cell types
including fibroblasts, progenitor cells, bone-lining cells, osteoclasts, endothelial cells, nerve
cells and others [53]. PDL fibroblasts constitute 50-60% of the total PDL cellularity and
contribute to bone resorption in OTM as a main source of RANKL [21]. Interestingly,
PDL fibroblasts have some characteristics similar to those of osteoblasts, expressing a
2.3 kb regulatory unit of Collx1 promoter typical of osteoblasts and osteocytes [54,55] and
bone-associated proteins such as alkaline phosphatase [56]. Indeed, PDL fibroblasts are
more similar to tendon cells than skin fibroblasts in many respects [30,57].

On the compression side, the experimental mice with RANKL deletion in PDL fibrob-
lasts showed significantly less osteoclast formation with narrower PDL space compared to
control mice, leading to severely impaired OTM [21]. In addition, our recent study found
that this up-regulation of RANKL depends on NF-«B activation [58]. NF-«B inhibition
in PDL fibroblasts blocked the OTM with significantly reduced osteoclastogenesis, nar-
rower PDL width, higher bone volume fraction and reduced RANKL expression compared
to wild type mice. Both studies support the critical role of PDL fibroblasts via NF-«B
activation in OTM.

Periodontal Ligament Stem Cells

Mesenchymal stem cells reside in the PDL, giving rise to PDL, alveolar bone, and
cementum during alveolar bone remodeling. Glil+ cells have been identified as the
multipotent stem cells in adult mouse PDL [59]. Complete removal of Glil+ cells using
the inhibitors or by the genetic ablation significantly reduce OTM by 60% and diminish
osteoclast formation by more than 80% [60]. On the tension side, Glil+ increases its
cell number and differentiate into osteoblasts with increased Runx2 expression during
OTM [60].

Mesenchymal stem cells reside in the PDL, giving rise to PDL, alveolar bone, and
cementum function as mechanosensory cells during OTM [60]. Yes-associated protein
(YAP) and the paralogue transcriptional coactivator with PDZ-binding motif (TAZ), the
downstream effectors of the Hippo signaling pathway, have been identified as impor-
tant regulators during mechanotransduction [61]. Recent rodent OTM studies showed
that YAP and TAZ expression were up-regulated with nuclear translocation in the PDL
cells on both compression and tension side [62,63]. Moreover, YAP and TAZ expres-
sion were proportional to the applied orthodontic force. A recent study investigated the
role of Glil+ cells through Yes-associated protein (YAP) activation in mouse OTM mod-
els [60].Lineage-specific deletion of the YAP in Glil+ cells significantly reduced OTM by
50% with decreased osteoclast formation by more than 80% on compression side. On
the tension side, the same transgenic mice with the YAP deletion in Glil+ cells showed
a significantly decreased proportion of Runx2+ cells by more than 80%. In vitro cyclic
stretch promoted the osteogenic differentiation of human PDL cells [62]. Moreover, the
nuclear translocation of YAP was significantly increased with increased expression of
connective tissue growth factor (CTGF) and cysteine-rich angiogenic inducer 61 (CYR61)
mRNA, the target gene of YAP. Furthermore, knockdown of YAP suppressed the cyclic
stretch induced osteogenesis in human PDL cells, while overexpression of YAP enhanced
osteogenesis. Both in vivo and in vitro data supportthe role of YAP as the mechanical
sensor and important regulator of the osteogenic differentiation in PDL cells under tensile
force. In addition, the level of tension is important in the osteogenic differentiation as
the magnitude of tension differentially regulates osteogenic and osteoclastic process [64].
Tension with a magnitude of 12% could increase osteogenic differentiation and proliferation
of mesenchymal stem cells whereas tension above 12% would up-regulate the function of
mesenchymal stem cells to regulate osteoclast differentiation, demonstrating the impor-
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tance of the light force during OTM especially for the patients with poor bony support
such as periodontitis [65,66].

Mechanical force-induced hydrogen sulfide (H,S), produced by PDL mesenchymal
stem cells, supports macrophage polarization toward an inflammatory, M1 phenotype and
promotes osteoclast activity in OTM [67,68]. These cells express cystathionine-(3-synthase
that generates H,S. Treatment with an inhibitor of H,S reduces osteoclast formation and
OTM by almost half. The generation of M1 macrophages is increased 5.6-fold after or-
thodontic force loading. An H;S blocker reduces M1 macrophage formation by 70%, and an
HjS donor enhances it 1.4-fold. This shows that PDL mesenchymal stem cells can increase
the expression of M1-macrophages, which are main source of several proinflammatory
cytokines such as IL-1f3, IL-6, and TNF-«, leading to the RANKL stimulation.

2.2.2. Osteocytes

Osteocytes are terminally differentiated from osteoblasts and embedded in the bone
matrix. They are the most abundant cells in the adult skeleton, comprising 90-95% of
all bone cells [12,51]. They are the primary mechanosensory cells in bone and regulate
both osteoclast and osteoblast formation and function during mechanical force-induced
bone remodeling [69,70]. They have dendritic processes that interact with other osteocytes
and bone-lining cells. Mechanical loading stimulates dentin matrix protein 1 (DMP1)
expression in osteocytes in vivo, which is a key molecule in regulating osteocyte formation,
maturation, phosphate regulation and regulating mineralization [71,72]. In addition to
RANKIL, osteocytes produce sclerostin, M-CSF, OPG, and other cytokines during OTM.

As the early findings in OTM, osteocyte apoptosis peaks at 24 h on the compression
side in mouse OTM models, as measured by TUNEL and caspase-3 immunofluorescence
stain [73]. Osteoclastogenesis was evident after 72 h and continued to increase up to 7 days.
Apoptotic osteocytes were preferentially located close to osteoclasts, suggesting that dying
osteocytes produce active signaling to recruit osteoclasts [73-75].

Osteocytes can be also an important source of RANKL in OTM mouse models [22,76,77].
Osteocyte-deleted mice have a 60% reduction in osteoclasts and a 50% reduction in tooth
movement compared to normal controls [78]. Under basal conditions osteocyte ablation
negatively affects bone quality by increasing intracortical porosity, osteoblastic dysfunction,
and adipose tissue proliferation in the marrow space [79]. These mice showed a severe
osteopetrotic phenotype due to a lack of osteoclasts. The mice with lineage-specific RANKL
deletion in osteocytes decreased OTM by 40% and osteoclast number by 60% compared
with WT mice [22]. In vitro, osteocytes express a higher amount of RANKL and have a
greater capacity to support osteoclastogenesis than osteoblasts and bone marrow stromal
cells [77]. Interestingly, the osteoblast number on the tension side was significantly reduced
in the same transgenic mice, possibly through a coupling mechanism.

2.2.3. Osteoblasts

Osteoblasts are bone forming cells, accounting for the 4-6% of total bone cells and
differentiate from mesenchymal stem cells [80]. Runx2 and osterix are transcription fac-
tors that promote osteoblastic differentiation from mesenchymal stem cells. The fate of
osteoblasts includes: (1) apoptosis, (2) become bone-lining cells or (3) form osteocytes.
Bone-lining cells maintain homeostasis of bone and contain osteoblast progenitors [81].
Osteoblasts are mechanosensory cells and convert the mechanical signals into biologi-
cal responses, producing various cytokines such as prostaglandin, OPG, RANKL and
BMPs [82,83]. In OTM, bone-lining cells and osteoblasts express M-CSF and RANKL and
produce other factors that positively influence osteoclastogenesis, including IL- 13, IL-6
and TNF-« [84-86].

Osteoblast differentiation is an important process on the tension side during OTM.
The initial response to OTM on the tension side is a proliferation of osteoblast progenitors
that express a-SMA, which peaks at 2 days after initiating OTM while osteoid formation
in mice peak at 4 days, the early phase of OTM, represented by osteopontin, osteocalcin,
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and bone sialoprotein in mouse OTM models [87,88]. Endothelin B receptors (ETg) play
an important role in alveolar bone modeling in the late stage of OTM in the rat animal
model [89]. To examine the role of osteoblasts in OTM, ETg knockout rats (ETg-KO) exhib-
ited decreased OTM after 35 days, a late stage in OTM, by 27% compared to the ETg-WT
mice. The alveolar bone volume in the ETg-KO appliance group was significantly less
due to diminished osteoblast activity, but osteoclast volume was not significantly different
compared to the ETg-WT appliance group. In addition, the expression levels of osteocalcin
and DMP1, the osteoblast activity markers, were significantly down-regulated by 70% in
the ETg-KO appliance group compared to the ETg-WT appliance group. However, the
expression of cathepsin K, an osteoclast activity marker, did not show any statistical differ-
ence. In summary, ETg knockout rats (ETg-KO) have significantly lower osteoblast activity,
unbalanced bone resorption/new bone formation, and reduced OTM with increased tooth
mobility compared with control group, explaining the role of osteoblasts in the late stage
of OTM.

Taken together, identifying the roles of each cells during OTM is critical and use of
the transgenic mouse with each cell type-specific gene deletion can be a great tool for
these studies.

2.3. Intracellular Signaling Pathways Stimulated by Mechanical Force

In OTM, various signaling pathways are activated, which mediate the response of
mechanosensory cells that modulate bone resorption and formation. The function of Wnt/ 3-
Catenin signaling, and Yes-associated protein and transcriptional coactivator with PDZ-
binding motif (YAP/TAZ) signaling participate in bone remodeling in tooth movement.

Wnt/ 3-catenin signaling is critical for bone homeostasis [49,50]. 3-catenin is a tran-
scription factor that is activated by canonical Wnt signaling and translocates to the nucleus
in osteoblasts lineage cells subjected to mechanical stimulation [90]. During OTM, Wnt/3-
catenin signaling modulate expression of osteogenesis- and osteoclastogenesis-related
factors in response to mechanotransduction [91-93]. Mice with global loss-of-function
Lrp5, a Wnt receptor, have low bone mineral density and impaired osteogenic response
to mechanical loading [94]. Conversely, mice with gain-of function mutations in the Lrp5
gene have significantly increase bone mineral density and bone mass in response to me-
chanical forces [95,96]. In OTM, a gain-of-function mutation in Lrp5 decreases orthodontic
tooth movement by reducing osteoclast- mediated bone resorption and increasing alveolar
bone mass [97]. Consistent with this, constitutive Wnt signaling increases osteogenic gene
expression and reduces RANKL expression and osteoclast activity [98]. Conversely, viral
transduction of DKK1, a Wnt inhibitor, increases osteoclast activity and reduces osteogenic
markers, resulting in increased PDL width [98]. In a rat OTM model, the expression of
Wnt3a, Wntl0b, and (3-catenin is stronger on the tension side, consistent with Wnt induced
bone formation observed under tension. In contrast, Dkk-1 levels are much higher on the
compression side, consistent with reduced Wnt signaling and greater bone resorption on
the compression side [99].

Yes-associated protein (YAP) and transcriptional coactivator with PDZ-binding motif
(TAZ) play a key role in the mechanotransduction process [63,100]. YAP senses extra-
cellular mechanical signals and translocates into nucleus to function as the coactivator
of other transcription factors [62]. During OTM, YAP/TAZ signaling is observed in os-
teoblasts, osteocytes, osteoclasts and PDL fibroblasts and increases proportionally with the
degree of orthodontic force [62,63]. Conditional deletion of YAP in PDL mesenchymal stem
cells decreases osteoclast formation by 80% on the compression side and reduces tooth
movement by half. In vitro cyclic stretch stimulates proliferation of PDL fibroblasts and
osteoblast differentiation via YAP activation [62,101]. YAP knockdown suppresses mechan-
ical forced-induced osteogenesis while overexpression of YAP enhances osteogenesis in
PDL fibroblasts [62].
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3. Possible Mechanosensors

Cells sense their mechanical environment through cell-cell or cell-matrix adhesions
during physiologic growth and development and during mechanical loading. Mechanosens-
ing occurs by mechanical force-induced conformational changes in cellular molecules,
including force-activated cytoskeleton, integrins, ion channels and cell-cell adhesions,
consequently affecting cellular gene expression and its function and regulating orthodontic
bone remodeling (Figure 2).
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Figure 2. Possible Mechanosensors in Orthodontic Tooth Movement. (1) Cytoskeletons, (2) Focal adhesions: integrins,
(3) Ion channels, (4) Primary cilia, and (5) Gap Junctions: connexins. TRPV4: transient receptor potential cation channel
subfamily V member 4.

3.1. Cytoskeleton

Cellular cytoskeletons provide structural frameworks for the cell and are largely com-
prised of microtubules, actin, and intermediate filaments [102]. Cytoskeletons play a role
in the response to mechanical force and are responsible for cell motility [103]. For example,
cilia and flagella are mainly composed of microtubules and move as a result of micro-
tubules sliding. In OTM, PDL and alveolar bone cells are reconstructed and their cellular
cytoskeleton changes stimulate the elaboration of multiple cytokines and growth factors,
mediating the cell morphology, differentiation, and proliferation [102,104,105]. On the
tension side, cytoskeletal reorganization influences the differentiation of osteoprogenitors
to osteoblasts and bone formation, stressing the critical role of cytoskeleton to influence
both compression and tension sides during OTM [106].

3.2. Focal Adhesions (FAs)

Focal adhesions are integrin-associated proteins that connect intracellular actin fil-
aments and extracellular matrix proteins [51,107]. Orthodontic force-induced stress on
the extracellular matrix can be transmitted to cells through focal adhesions to induce
proliferation and differentiation of several cells in the PDL and alveolar bone, leading to
the balanced bone remodeling in response to the applied force [104]. Focal adhesions are
involved in mechanosensing and downstream signaling through focal adhesion kinase
in osteoblasts [108] and osteocytes [109,110]. Gene deletion that results in loss of focal
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adhesions in osteoblasts reduce mechanical responses to fluid flow [108]. Mechanical forces
through focal adhesion kinases stimulate Wnt/ 3-catenin signaling in osteocytes [109].

3.3. Primary Cilia

Primary cilia are non-motile protruding organelles from the cell membrane and are ob-
served in chondrocytes, mesenchymal stem cells, osteoblasts and osteocytes as mechanosen-
sors [111,112]. Changes in fluid flow stimulate numerous cells via primary cilia [113], which
may be important in OTM. Blocking primary cilia formation inhibits the expression of
osteopontin, prostaglandins and cyclooxygenase-2 in osteoblasts or osteocytes and reduces
their response to fluid flow. Tensile forces promote the osteogenic differentiation and pro-
liferation of PDL mesenchymal stem cells via primary cilia that are needed for osteoblast
differentiation and bone formation [114]. Lineage-specific deletion of key ciliary proteins
including the IFT80, IFT88, Kif3a, Evc and polycystin in osteoblasts or osteoblast precursors
leads to cilia loss, impairs osteoblast differentiation, reduces osteoid formation, and inhibits
bone mineralization in response to mechanical loading in vivo [114-116]. On this basis, it
may have a role in bone formation on tension side during OTM.

A calcium channel complex composed of the polycystin-1 and polycystin-2 is located at
the base of primary cilium and mediates the effect of cilia bending [117]. When the primary
cilium is bent by dynamic fluid flow, a Ca®* signal is transduced proportional to the degree
of distortion. This bending motion opens Ca?*-permeable ion channels and stimulates
formation of inositol (1,3,5)-trisphosphate (IP3) that is transmitted through gap junctions,
thereby transmitting the ciliary signal to neighboring cells [4,118-120]. Loss of polycystin-1
function in vivo leads to reduced formation of osteoblasts, a reduced anabolic response
to mechanical loading and the development of osteopenia [121]. Conditional deletion of
polycystin-1 under the control of a regulatory element of the Wntl promoter has been used
in OTM studies [122]. Conditional polycystin-1 deletion blocks the tooth movement with
reduced osteoclast formation on the compression side. This study demonstrates that the
calcium channels in primary cilia play an important role in the transduction of mechanical
signals to induce bone resorption.

3.4. Gap Junctions: Connexins

Connexins are gap junction proteins that connect two neighboring cells [123,124].
Connexin 43 (Cx43) is the most abundant connexin in bone and modulates bone resorption
and formation activity by regulating osteoprotegerin and sclerostin levels [74,125]. During
OTM, Cx43 is strongly expressed in osteoclasts and PDL cells on the compression side and
in osteoblasts and osteocytes on the tension side in vivo [124]. In vitro studies with PDL
fibroblasts report that mechanical tension increases Cx43, up-regulating the expression of
Runx2 and osterix, and down-regulating RANKL expression [126]. Suppression of Cx43
reduces the induction of osteogenic markers but promotes RANKL expression [126,127].
Given its function in regulating the response of osteoblasts and osteocytes to mechanical
forces, it is reasonable to speculate that connexins play a role in OTM.

3.5. Ion Channels

Ion channels are pore-forming membrane proteins that facilitate direct ion passage
through the cell membrane [51]. Mechanical force-activated ion channels increase mem-
brane permeability and trigger the influx of extracellular calcium, demonstrating their role
in mechanotransduction in osteocytes and PDL fibroblasts [51,128,129]. Piezo1 ion channel
and transient receptor potential cation channel subfamily V member 4 (TRPV4) are key
factors in the mechanotransduction of osteocytes and PDL fibroblasts under mechanical
loading. Conditional deletion of Piezol in osteoblasts and osteocytes significantly reduced
bone mass and strength in mice [130]. Conversely, administration of a Piezol agonist to
adult mice increased bone mass in a way that mimicked the effects of mechanical loading,
demonstrating that Piezol is a mechanosensitive ion channel by which osteoblast lineage
cells sense and respond to changes in mechanical load. In vitro mechanical stimulation
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of mature osteocytes activates Piezol, which rapidly activates Akt and down-regulates
sclerostin [131]. Piezol and TRPV4 increase their expression 8 h after mechanical load-
ing, followed by the increased expression of M-CSF, RANKL and COX2 [128]. However,
pretreatment with the inhibitors of Piezol and TRPV4 suppressed the related cytokine
expression. Fluid shear stress on osteocytes activates TRPV4 to rapidly increase intra-
cellular Ca?* levels, which activates Ca®*/ calmodulin-dependent kinase (CaMK) II and
down-regulates sclerostin [132,133]. This is functionally important as shown by in vivo and
in vitro studies that conditional deletion of Piezol in osteoblasts and osteocytes reduces
bone mass and strength [130], while administration of a Piezol agonist increases bone
mass, mimicking the effects of mechanical loading. It is likely that ion channel proteins are
important in OTM.

4. Conclusions

Orthodontic tooth movement is a highly coordinated process in which various cells,
cytokines, and complex mechanisms are involved. To date, numbers of OTM studies
have been performed, but many are in vitro studies or examined the global deletion of
a specific gene or cell type. Transgenic animal studies with the cell type-specific gene
deletion can provide the insight into the key cellular and molecular mechanisms in OTM
by establishing the cause and effect relationships. Findings from those studies could be
applied for our daily orthodontic practice in the future, accelerating osteoclastogenesis and
reducing treatment time. Conversely, blocking osteoclastogenesis can be applied to prevent
orthodontic relapse. In addition, increasing osteogenesis can greatly help the maxillary
expansion procedure, reducing the retention period of 5 to 6 months. The RANKL gene
transfer to expedite the OTM is just one example. Furthermore, the findings from the
transgenic animal studies can contribute to the development of precision orthodontics in
the future so that we can provide patient-specific orthodontic treatment.

One of the limitations of this review is that animal studies that specifically examined
mechanosensors are rare and many of them were conducted in vitro. Mechanosensors play
a critical role in the mechanotransduction process and further investigation is needed. In
addition, several OTM studies used slightly different amount of orthodontic force and time
points. The use of standardized OTM methods would greatly help compare the outcomes
from multiple animal OTM studies. Lastly, applying the findings from rodent studies to
humans does warrant some modification considering the species differences, for example
when considering the time periods in OTM.
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Osteoblast lineage cells and periodontal ligament fibroblasts regulate
orthodontic tooth movement that is dependent on
Nuclear Factor-kappa B (NF-kB) activation

Hyeran Helen Jeon?; Chia-Ying Yang®; Min Kyung Shin°; Jingyi Wang®; Juhin Hiren Patel*;
Chun-Hsi Chung®; Dana T. Graves'

ABSTRACT

Objectives: To investigate the role of NF-kB in osteoblast lineage cells and periodontal ligament
(PDL) fibroblasts during orthodontic tooth movement (OTM).

Materials and Methods: Transgenic mice that expressed a dominant negative mutant of the
inhibitor of kB kinase (IKK-DN) with lineage specific expression in osteoblastic cells and PDL
fibroblasts driven by a response element in the collagen1a1 promoter and matched wild-type (WT)
mice were examined. A 10-12 g force was applied by a NiTi coil and maintained for 5 or 12 days.
OTM distance, PDL width, and bone volume fraction were measured using micro computed
tomography. Osteoclast numbers were counted in tartrate-resistant acid phosphatase-stained
sections. Activation of nuclear factor kappa B (NF-kB) was assessed by nuclear localization of p65,
and the receptor activator of nuclear factor-«B ligand (RANKL) was measured by immunofluores-
cence and compared to control specimens with no orthodontic force.

Results: OTM-induced NF-kB activation (p65 nuclear localization) in WT mice was largely blocked
in transgenic (TG) mice. OTM was significantly reduced in the TG mice compared to WT mice along
with reduced osteoclastogenesis, narrower PDL width, higher bone volume fraction, and reduced
RANKL expression.

Conclusions: Osteoblast lineage cells and PDL fibroblasts are key contributors to alveolar bone
remodeling in OTM through IKK( dependent NF-kB activation. (Angle Orthod. 0000;00:000—-000.)

KEY WORDS: Osteoblast lineage cells; Periodontal ligament (PDL); Fibroblast; Nuclear Factor-
kappa B (NF-«xB); Orthodontic tooth movement; Mechanical force

INTRODUCTION tooth tipping within periodontal ligament (PDL), (2) a

Bone remodeling in orthodontic tooth movement lag phase, where the hyalinization area is observed on
(OTM) is a highly regulated process that coordinates the compression side and osteoclasts mediate bone
bone resorption by osteoclasts and new bone forma- resorption, and (3) the post-lag phase, where rapid
tion by osteoblasts." OTM has three phases: (1) initial tooth movement occurs.? Osteoclasts are essential in
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bone maintenance, repair, and remodeling of bones.
On mechanical loading, the cells around the tooth
induce osteoclastogenesis through upregulation of the
receptor activator of nuclear factor-xB ligand
(RANKL).® When osteoclasts resorb alveolar bone
next to the hyalinized tissue, PDL spaces are widened,
and the tooth starts to move in the direction of the
mechanical force. To date, the underlying mechanisms
of main cell types in OTM and how they regulate this
process remain unclear.

OTM involves the close interaction of several cell
types that produce RANKL to induce osteoclasto-
genesis.* Osteoblast lineage cells including osteo-
blasts and osteocytes stimulate bone resorption by
expression of RANKL and contribute to bone forma-
tion.® Osteocytes are the major mechanosensor in
bone and play an essential role in inducing osteoclas-
togenesis during OTM.® PDL is the fibrous tissue
between cementum and alveolar bone that maintains a
tooth in the bony socket and PDL fibroblasts transmit
mechanical signals in the PDL.” Recently, it was
reported that RANKL from PDL fibroblasts and bone
lining cells were essential in OTM and osteoclasto-
genesis in response to mechanical loading.* Interest-
ingly, PDL fibroblasts have several characteristics
similar to those of osteoblasts and exhibit promoter
activity regulated by a 2.3 kb response element in the
Col1a1 promoter, exhibit high alkaline phosphatase
activity and have other bone-associated markers.® The
2.3 kb Col1a1-Cre transgenic mice are widely used in
mechanistic studies to examine promoter activity and
gene expression in osteoblasts, osteocytes, and PDL
fibroblasts.>"" In previous studies, this regulatory
element was used to generate transgenic mice that
expressed a lineage specific dominant negative mutant
of an inhibitor of kB kinase (IKK-DN) in osteoblast
lineage cells and PDL fibroblasts."*'"-'*

NF-kB is a master regulator of inflammation, induces
osteoclastogenesis and inhibits new bone forma-
tion.">'®* The members of NF-xB are RelA (p65), p50,
p52, RelB and c-Rel. The p65/p50 heterodimeric
complex, canonical NF-kB, is the most common
isoform of NF-kB in mammalian cells. The canonical
NF-xB pathway is activated by pro-inflammatory stimuli
such as tumor necrosis factor (TNF) and IL-1, while the
alternative NF-xB pathway is activated by a small
subset of TNF family members. When NF-xB is
inactive, it is combined with inhibitors of NF-xB (IxB)
and exists in the cytoplasm. When the inhibitor of kB
kinase (IKK) is activated, it causes IkB degradation
and NF-kB translocates to the nucleus, stimulating pro-
inflammatory gene transcription. Conversely, inhibition
or deletion of IKK prevents activation NF-xB.%'"7-°
Previous studies reported that NF-xB affected bone
remodeling predominantly by inducing osteoclast
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formation and activity.?>** Although the role of IKK/
NF-kB signaling in periodontitis is well established,*"
its role in the mechanical force-induced bone remod-
eling has not been reported.

The goal of this study was to examine the effect of
IKK/NF-kB signaling in osteoblast lineage cells and
PDL fibroblasts during OTM, examining transgenic
mice with a dominant negative inhibitor of NF-xB under
the control of a 2.3 kb collagen 1a1 promoter. It was
found that OTM was significantly reduced with less
osteoclastogenesis, narrower PDL space, higher bone
volume fraction, and less RANKL expression in
experimental IKK-DN mice. This study demonstrated
the importance of NF-kB activation in osteoblast
lineage cells and PDL fibroblasts in transducing
mechanical forces during OTM.

MATERIALS AND METHODS

Animal Model

The mouse experiments were approved by the
University of Pennsylvania Institutional Animal Care
and Use Committee. Transgenic IKK-DN mice (TG)
were generated that expressed a dominant negative
IKK under the control of a 2.3 kb element of the
collagen 1a1 promoter that restricts activation of NF-kB
to osteoblast lineage cells and PDL fibroblasts.* 22"
Experiments were performed with adult mice 12-13
weeks old (n =8 per group). C57BL/6 mice were used
as a control group (wild-type, age and gender
matched). Two to five mice were housed per cage
under standard conditions with a 14-hour light/10-hour
dark cycle. All the animals were closely monitored and
fed a diet of powdered food, DietGel (ClearH,0,
Westbrook, ME) and water ad libitum throughout the
experimental period.

Application of Orthodontic Force

OTM experiments were performed as previously
described.* Briefly, mice were anesthetized by intra-
peritoneal administration of ketamine (80 mg/kg),
xylazine (5 mg/kg), and acepromazine (1 mg/kg).
Orthodontic force of 10-12 g was applied to move the
upper right first molar for 5 and 12 days with a 0.006 X
0.030-inch NiTi coil spring (Ultimate Wireforms, Inc.,
Bristol, CT). OTM mouse models typically apply forces
between 10 g and 50 g.****° It has been reported that
the higher level of force causes minor tissue damage
and root resorption was observed with 0.50 N (51 g).*
Therefore, lighter forces (10-12 g) were used, which
have been successfully tested in several publica-
tions.*#*% Self-etching primer and light-cured dental
adhesive resin (Transbond XT; 3M Unitek, Monrovia,
CA) were applied on maxillary incisors to prevent
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THE ROLE OF NF-kB IN OSTEOCLASTOGENESIS DURING OTM 3
WT WT Control
No Force Orthodontic Force Orthodontlc Force [e[€]

NF-kB

NF-kB/ DAPI

Figure 1. Nuclear NF-«kB expression was significantly increased on the compression side in WT mice but this increase was blocked in TG mice.
Sagittal sections from wild-type (WT) and transgenic (TG) mice were treated by immunofluorescence stain with anti-NF-xB p65 antibody. Nuclear
translocation of NF-kB p65 (arrowheads), indicative of NF-kB activation, was examined on the compression side. Bar = 50 um. B indicates

alveolar bone; PDL, periodontal ligament; T, tooth.

detachment of a spring. The left side was used as a
control. Mice were checked every day to assess their
general conditions and euthanized on days 5 and 12
after orthodontic force loading.

Micro-CT

Samples were fixed in 4% paraformaldehyde in
phosphate-buffered saline (PBS) at 4°C for 24 hours
and then scanned using a micro-CT (MicroCT35;
SCANCO Medical, Bassersdorf, Switzerland) at 55
kVp and 145 pA intensity with an integration time 200
ms. Maxillary molar areas were scanned at a 20 um
isotropic voxel size. After reconstruction, all images
were converted to Digital Imaging and Communica-
tions in Medicine files and then imported to OsiriX
(Pixmeo SARL, Bernex, Switzerland) for analysis. The
OTM distance was measured as the minimum
distance between the maxillary right first and second
molar crowns in relation to the same measurements
for the unloaded left side. Bone density was examined
by assessing bone volume/total volume (BV/TV)
without or with orthodontic forces as previously
described.?® A 250 X 250 X 250 um?® cube on the
compression side of the coronal one-third of the
distobuccal root of the maxillary first molar was
selected for analysis. The average PDL width was
measured from the coronal to the apical portion of the
PDL on the compression side of the distobuccal root
of the maxillary first molar as previously described.*
OsiriX (Pixmeo SARL, Bernex, Switzerland) and
Image Pro Plus (Media Cybernetics, Inc., Rockuville,
MD) software was used for 3D image reconstruction
and quantitative image analysis.

Histology and TRAP stain

Specimens were decalcified in 10% ethylenediamine
tetraacetic acid for 5 weeks, paraffin-embedded, and
sectioned with 4-um thickness. Tartrate-resistant acid
phosphatase (TRAP) staining with hematoxylin coun-
terstaining was performed according to the manufac-
turer's instructions (Sigma-Aldrich, Saint Louis, MO).
TRAP-positive multinucleated cells were counted on
the alveolar bone surfaces on the compression sides of
the distobuccal root of the maxillary first molar under
10X and 20X objectives. Image analysis of TRAP-
stained sections was performed with NIS-elements
image analysis software (Nikon, Melville, NY).

Immunofluorescence stain

Immunofluorescence was performed as previously
described with the following primary antibodies:*
RANKL (ab216484; Abcam, Cambridge, MA) and NF-
kB p65 (ab16502; Abcam) and compared to matched
control antibody. Image analysis was performed at 40X
magnification using NIS-Element software (Nikon) to
examine the NF-kB p65 nuclear localization and
measure the number of RANKL positive cells on the
compression side of the distobuccal root of the
maxillary first molar.

Statistics

Statistical analysis between WT and TG mice was
performed using two-tailed Student’s t+test and differ-
ences among multiple groups was established by
analysis of variance with Scheffé’s post-hoc test.
Results were expressed as the mean = SEM. P <
.05 was considered statistically significant.

Angle Orthodontist, Vol 00, No 0, 0000

120z BuUNr gz UO Jasn elueAlAsURd JO AlsieAun AQ Jpd-LZ81-0ZGLE0 61EZ'0L/09S0L82/L 'Z84-02SLE0/6LEZ 0L/10pAPd-a|oIEAS UOpPOYLO-0]BuE /WO ssaidua]ie ueIpLaw)/:djlY WOl Papeojumod



JEON, YANG, SHIN, WANG, PATEL, CHUNG, GRAVES

OTM (D5)
35 -

30 -

—t—

25 -
20 -
15 4
10 -

Orthodontic Tooth Movement (um)

WwWT TG

100

OTM (D12)
90 - '[

80 -

70 1
60 -
50 -
40 -

30 -
20 -

Orthodontic Tooth Movement (um)
*

—

WT TG

Figure 2. NF-«B inhibition in osteoblast lineage cells and PDL fibroblasts decreased orthodontic tooth movement. (a) Digital photos. Bar, 1 mm.
(b) Orthodontic tooth movement was measured as the minimum distance between the most distal point of the maxillary right first molar crown and
the most mesial point of the maxillary right second molar crown. Bar, 1 mm. (c) The amount of tooth movement on days 5 and 12. Each in vivo
value is the mean = SEM for n = 8 mice per group. * P < .05 vs WT mice group.

RESULTS

Application of orthodontic force increased NF-kB
activation in wild-type but not experimental mice. NF-
kB activation was assessed by p65 nuclear localization
by immunofluorescence. Nuclear p65 immunopositive
cells were substantially increased on the compression
side in WT mice compared to the control side with no
mechanical loading. The nuclear localization of p65
was largely blocked in experimental mice (Figure 1).

Inhibition of NF-kB in osteoblast lineage cells and
PDL fibroblasts prevented OTM. Orthodontic tooth
movement was examined in WT and experimental TG
mice by measuring the minimum distance between the

Angle Orthodontist, Vol 00, No 00, 0000

maxillary right first and second molar crowns (Figure
2a,b). On day 5, the teeth in the WT group moved
27.16 = 3.48 um and, on day 12, moved 80.6 = 18.57
um (P < .05, Figure 1c,d). The OTM amount
decreased by 55% in the TG (12.24 = 5.22 um) on
day 5 (P < .05) and, by 61% in the TG (31.13 = 13.34
um) compared with WT mice on day 12 (P < .05).
There was no significant difference between groups on
the unloaded control side (P > .05, data not shown).
Inhibition of NF-kB in osteoblast lineage cells and
PDL fibroblasts showed higher bone volume fraction
compared with  WT mice after orthodontic force
application. The bone volume fraction (BV/TV) was
examined on the compression side of the coronal one-
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Figure 3. Inhibition of NF-«xB in osteoblast lineage cells and PDL fibroblasts showed higher bone volume fraction after orthodontic force loading.
(a) ROI: a 250 x 250 x 250 um?* cube on the compression side of the coronal one-third of the distobuccal root of the maxillary first molar. Bar, 1
mm. (b and c) bone volume fraction (BV/TV) on days 5 and 12. Each in vivo value is the mean = SEM for n =8 mice per group. * P < .05 vs WT

mice group.

third of the distobuccal root of the maxillary first molar
(Figure 3a). MicroCT analysis revealed similar values
on day 5 in the WT and experimental groups (P > .05,
Figure 3b). On day 12, WT mice had a 63% decrease
(0.37 = 0.08) in bone volume fraction with orthodontic
force compared to the unloaded side, which was
almost twice the loss of bone density seen in TG
mice (P < .05, Figure 3c).

Inhibition of NF-kB in osteoblast lineage cells and
PDL fibroblasts showed narrower PDL width after
orthodontic force application. The average PDL width
on the compression side of the distobuccal root of the
maxillary first molar was examined with microCT. As
the bone on the compression side was resorbed by

Average PDL Width
(microCT)

80 -
70 A * %
60 |
50 |
40 OWT
BTG

PDL width (um)

30 4

20 -

10 4

Mesial of DB
No mechanical force

Mesial of DB
Orthodontic force

Figure 4. Inhibition of NF-kB in osteoblast lineage cells and PDL
fibroblasts showed narrower PDL width after orthodontic force
application (microCT). The average PDL width was measured on a
sagittal section on the compression side of the distobuccal root of the
maxillary right first molars. Each in vivo value is the mean += SEM for
n =8 mice per group. * P < .05 vs WT mice group. ** P < .05 vs no
mechanical force-matched mice group.

osteoclasts, the PDL space was widened. The PDL
width increased by 200% in WT mice after orthodontic
force loading (60.13 = 7.46 um) compared to the
unloaded control side (29.88 = 1.45 um) (Figure 4, P
< .05). Conversely, there was no increase on the
compression side in the TG mice (36.88 = 5.31 um).
The PDL width in the TG mice after mechanical force
loading was significantly less than the WT mice (P <
.05).

Inhibition of NF-kB in osteoblast lineage cells and
PDL fibroblasts showed less osteoclast numbers and
RANKL expression after orthodontic force application.
Osteoclast formation was examined along the bone
surface on the compression side of the distobuccal root
of the maxillary first molar using the TRAP-stained
sections. On mechanical force loading, the number of
osteoclasts greatly increased in the WT mice and less
in the TG mice (Figure 5a). On day 5, the osteoclast
number was 86% less in the TG mice (1.34 = 0.41/
mm) compared to the WT mice (9.42 = 1.85/mm) (P <
.05; Figure 5b). There was no difference between
groups on the unloaded control side (P > .05). On day
12, TG mice (7.18 = 1.84/mm) had half the number of
osteoclasts compared to the WT mice (14.56 + 2.67/
mm) (P < .05; Figure 5c).

To further investigate the potential mechanisms,
RANKL expression was examined on the compression
side by immunofluorescence. Mechanical loading
caused an 8.7-fold increase in RANKL expression in
WT mice (440.74 = 163.79/mm?) compared with the
control side (50.49 = 26.10/mm?) on day 5, whereas
this increase was significantly reduced in experimental
TG mice (31.98 = 20.99/mm?) (P < .05; Figure 6).
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Figure 5. NF-«xB inhibition in osteoblast lineage cells and PDL fibroblasts decreased osteoclast formation on the compression side of orthodontic
force (TRAP stain). (a) Representative images of TRAP-stained sections (100X original magnification, distobuccal root). Bar, 100 um. Cp,
compression side; Ts: tension side. (b and c) Quantification of osteoclasts on days 5 and 12. Each in vivo value is the mean = SEM for n=7-8
mice per group. * P < .05 vs WT mice group. ** P < .05 vs no mechanical force matched mice group.

DISCUSSION

This study demonstrated for the first time that
inhibition of NF-kB activation in osteoblast lineage
cells and PDL fibroblasts significantly reduced OTM.
This finding was further supported by less osteoclast
formation, narrower PDL width, higher bone volume
fraction, and reduced RANKL expression in experi-
mental TG mice compared to WT mice. The results
established the importance of osteoblast lineage cells
and PDL fibroblasts in OTM in response to orthodontic
forces mediated by NF-«xB regulation in these cells.

The NF-xB signaling pathway plays important roles
in physiological and pathological bone remodeling.?”
Zuo et al. reported that NF-xB was produced rapidly,
mainly in osteoclasts, in response to orthodontic force

Angle Orthodontist, Vol 00, No 00, 0000

and NF-«B activation was essential in RANKL-induced
osteoclast differentiation in OTM.*® A recent study
demonstrated that vibration combined with orthodontic
force increased the NF-kB activation and RANKL
expression in osteocytes in vivo and in vitro.*® Similarly,
continuous orthodontic force with high-frequency vi-
bration increased osteoclastogenesis and accelerated
OTM via NF-kB activation in osteoblasts, osteocytes,
and osteoclasts.®" However, this was the first study to
examine the effect of NF-«xB on mechanical force-
induced bone remodeling using lineage specific
deletion models. NF-kB activation was observed on
the compression side in WT mice, which was
considerably less in experimental TG mice, leading to
significantly reduced OTM.
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Figure 6. NF-xB inhibition in osteoblast lineage cells and PDL
fibroblasts decreased RANKL expression on the compression side of
orthodontic force. Sagittal sections from wild-type (WT) and
transgenic (TG) mice were treated by immunofluorescence stain
with anti-RANKL antibody. The number of RANKL immunopositive
cells per area was counted on the compression side. Each in vivo
value is the mean = SEM for n = 5-6 mice per group. * P < .05 vs
WT mice group. ** P < .05 vs no mechanical force matched mice

group.

The roles of NF-kB on RANKL-induced osteoclasto-
genesis are well understood.?*#2% |nhibition of NF-kB
prevents precursor cell differentiation into osteoclasts
by TNF and RANKL, clearly demonstrating that NF-xB
pathways are necessary for osteoclast differentiation
and activity.*®* NF-xB p50 and p52 double deficient
mice demonstrate lack of osteoclasts.®* Inversely,
Otero et al. found that constitutive activation of NF-kB
was capable of inducing osteoclast differentiation in the
absence of RANK or RANKL.?® In the current study,
both osteoclast formation and RANKL expression were
found to be much less in TG mice with the NF-kB
inhibition in osteoblast lineage cells and PDL fibro-
blasts, compared with WT mice. The same transgenic
mice were previously examined in a periodontitis
model, demonstrating that nuclear localization of the
NF-kB, indicative of NF-xB activation, in osteoblast
lineage cells and PDL fibroblasts, was suppressed in
experimental TG mice and that inhibition of NF-kB
activation blocked bone loss in normoglycemic and
diabetic mice.®*'"" Thus, osteoblastic cells and PDL
fibroblasts activated by NF-kB play a key role in bone
remodeling in inflammatory periodontitis and in re-
sponse to mechanical orthodontic forces.

The large number of PDL fibroblasts and osteoblast
lineage cells, and their close proximity to alveolar bone,
are consistent with their essential role in transducing
mechanical forces that lead to bone resorption in
response to orthodontic force. PDL fibroblasts consti-
tute 50% to 60% of the total PDL cellularity,*® are an
important source of RANKL,*® and have been shown to
stimulate osteoclast progenitor cells.®” In addition, NF-
kB activation in osteoblasts is induced by mechanical
force® and the inhibition of NF-kB in osteoblast lineage

cells reduces bone resorption and enhances coupled
bone formation to reduce periodontal bone loss."
Osteocytes, comprising >90% of all bone cells, show
high levels of RANKL expression and support osteo-
clastogenesis in vitro® and in alveolar bone remodeling
during OTM.®

In summary, it was demonstrated for the first time
that osteoblast lineage cells and PDL fibroblasts play
an essential role in OTM through NF-xB regulation.
Blocking NF-xB activation in those cells significantly
reduced osteoclastogenesis and RANKL expression in
response to mechanical force and prevented tooth
movement, indicating that the IKK/NF-kB signaling
pathway in these cells is needed to mediate OTM.
These studies provide new understanding about the
biologic response to mechanical force and suggest the
clinical benefits of using NF-kB activation/inhibition in
clinical orthodontics.

CONCLUSIONS

« Inhibition of NF-xB in osteoblast lineage cells and
PDL fibroblasts significantly blocked OTM with
significantly less osteoclast formation and PDL width,
higher bone volume fraction, and less RANKL
expression on the compression side in TG mice
compared to WT mice, demonstrating the importance
of osteoblast lineage cells and PDL fibroblasts in
osteoclastogenesis during OTM via NF-kB regula-
tion.
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Abstract: The forkhead box 01 (FOXO1) transcription factor plays a key role in wound healing process. Recently it
has been reported that lineage-specific genetic ablation of FOXO1 significantly improves diabetic wound healing in
a mouse model. To investigate the clinical usefulness of these findings, translational preclinical studies with a large
animal model are needed. We report for the first time that the local application of a FOXO1 inhibitor (AS1842856)
significantly improves connective tissue healing in a preclinical T2DM minipig model, reflected by increased collagen
matrix formation, increased myofibroblast numbers, improved angiogenesis, and a shift in cell populations from
pro-inflammatory (IL-13*, TNF-a* and iNOS*) to pro-healing (CD163*). Our results set up the basis for the clinical ap-
plication of a FOXO1 antagonist in early diabetic wounds where there is impaired connective tissue healing.

Keywords: Wound healing, forkhead box O1 (FOX01), diabetes, hyperglycemia, minipig, inflammation skin

Introduction

According to the 2020 National Diabetes
Statistics Report, 34.2 million people, 10.5% of
the US population had diabetes in 2018 and
the total estimated cost of diagnosed diabetes
in the US in 2017 was $327 billion [1]. One of
the biggest diabetes-related complications is
the delayed wound healing which increases the
risk of infections and other serious complica-
tions [2]. The initial cause of impaired healing is
due to complex factors such as an altered host
response, increased and prolonged inflamma-
tion, a reduced rate of re-epithelialization, and
a failure to form sufficient extracellular matrix
[2]. Transcription factors coordinate the com-
plex series of events needed for wound healing.
The forkhead box 01 (FOXO1) transcription fac-
tor plays a key role in activating keratinocytes
to participate in the wound healing process.

Lineage-specific FOXO1 deletion in keratino-
cytes interferes with keratinocyte migration,
angiogenesis, and connective tissue formation
in normal skin and mucosal wounds [3, 4]
whereas FOXO1 haploinsufficiency accelerates
the healing at normal skin wounds [5]. In-
terestingly, FOXO1 deletion in keratinocytes in
diabetic wounds has the opposite effect, signifi-
cantly improving the healing response [4, 6].
Despite the important roles of FOXO1 in the
treatment of diabetic wounds, translational pre-
clinical trials using a large animal model have
not been carried out. Furthermore, no studies
on the effect of FOXO1 in a T2DM model have
been performed.

The minipig is frequently used as a preclinical
large animal model for cutaneous wound heal-
ing and diabetes research [7, 8]. In both porcine
and human skin, the relative thickness of the
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epidermis and dermis, the epidermis’ turnover
time, and the immune cells in the skin are simi-
lar and the porcine wound healing model close-
ly approximates the healing process in humans.
In contrast to humans, rodents have a thin
epidermis and a higher density of epidermal
appendages and their healing occurs largely by
contraction [9]. Furthermore, T2DM minipig
models show similar metabolic abnormalities
to humans including hyperglycemia, hyperlipid-
emia, insulin resistance, and a pro-inflammato-
ry state [8]. In this study we demonstrate for
the first time that the local application of a
FOXO1 inhibitor significantly improved several
parameters of connective tissue healing in a
preclinical T2DM female minipig model, reflect-
ed by increased collagen formation, increased
myofibroblast numbers, and improved angio-
genesis. Mechanistically, FOXO1 inhibitor treat-
ment reversed an anti-wound healing, pro-
inflammatory environment as shown by reduced
numbers of cells that express IL-13, TNF-a, and
iNOS and a shift to increased numbers of
CD163* cells.

Materials and methods
T2DM minipig model

The following study was performed in accor-
dance with the guidelines of the Institutio-
nal Animal Care and Use Committee (IACUC #:
#17PCDI-001). Ten female Goéttingen minipigs
(3.0+0.6 years of age) were acquired and all-
owed to acclimate for 7 days. To induce T2DM
the pigs were fed (2 times/day) a high-fat diet
and subsequent low-dosage administration of
streptozotocin (STZ) as previously described
[10]. The cafeteria diet consisted of highly satu-
rated hydrogenated fats, cholesterol, and sugar
while the control pigs were fed with a “normal”
low-fat standard diet (MH500, Test Diet, NJ,
USA). The cohort of minipigs was randomly
assigned to the DM group (n=5) and injected
with a streptozotocin (STZ; Enzo Life Sciences,
Raamsdonksveer, Netherlands) (20 mg/kg in
0.1-mol/L sodium citrate, pH 4.5) to induce the
diabetic condition [10]. The DM group minipigs
were treated with 25 g of glucose during STZ
treatment to prevent hypoglycemia. Animal
weight (initial weight, 8 weeks, 14 weeks and
subsequently every 2 weeks until termination),
complete blood count (CBC), and HOMA2-IR
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value (calculated using fasting glucose and
fasting insulin by HOMA calculator) were re-
corded. Fasting glucose was monitored weekly
using Glucomen LX (A. Menarini Diagnostics,
Berlin, Germany). The plasma cortisol and insu-
lin levels were evaluated with the Porcine
Insulin ELISA kit (Mercodia, Uppsala, Sweden)
and Radioimmunoassay Coat-a-Count Cortisol
(Siemens Healthcare Diagnostics, Los Angeles,
CA). Blood assays were performed 6 weeks
after STZ treatment.

Porcine skin wounding procedure

Skin wound procedures were performed as pre-
viously described [11]. Under general anesthe-
sia, the full-thickness dorsal skin wounds were
bilaterally approximately 3 cm from the midline
starting at the level of the first thoracic vertebra
(T1) using a 1-cm punch (depth: 1.2-cm, Acu-
derm inc., Fort Lauderdale, FL). FOXO1 inhibitor
(AS1842856) was purchased from EMD Mi-
llipore (Billerica, Massachusetts) [12]. 10 mg of
FOXO1 inhibitor was dissolved in 1.5 ml DMSO
and diluted 100x in sterile PBS (2.0 mM) just
prior to injection and the control was 1% DMSO
in PBS. FOXO1 inhibitor or vehicle control was
injected at six sites around each wound with 10
pl per injection at the time of wounding and
every other day. The last injection was per-
formed 2 days before euthanization. Injections
were performed at the level of the dermis (three
on the upper half and another three on the
lower half of the wound). One operator was
responsible for all injections and was not blind-
ed tothe procedure as it was a split side design.
On day 8 and 15 after surgery tissue was col-
lected at the time of euthanasia with the use of
a 3 cm biopsy punch to take the wound site and
surrounding tissue.

Histology

Specimens were fixed in 4% paraformaldehyde
in phosphate-buffered saline (PBS) for 24 h.
Wounds were bisected at the center of the
wound with the use of a dissecting microscope
and embedded in paraffin. Five um paraffin
sections were stained with H&E or Masson’s
trichrome in one batch and histomorphometric
analysis was performed with NIS-elements
image analysis software (Nikon, Melville, NY) at
the center/edges of each lesion. Total 30-40
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Table 1. T2DM minipig models

Normal Diabetes P value

Weight (kg) 31.9+0.9 73.6+3.4 <0.001
Glucose (mg/dL) 70.4+3.0 153.8413.9 0.001
Cortisol (ug/dL) 5.41+1.3 11.1+1.6 0.01
Insulin (ulu/mL) 5.41+1.3 9.2+1.2 0.03
HOMA2-IR % B 120+15.6 49+12.2 0.006
%S 182.6+33.4 72.4+172 0.025

IR 0.67+0.2 1.6+0.2 0.0008

images were taken with a 20x objective from
the middle (10) and the two edges of the wound
(10-15 per each) and combined using the Image
Composite Editor (Microsoft, Redmond, WA).
Images were examined by a double-blinded ex-
aminer and the results were confirmed with a
second examiner.

Immunohistochemistry in histological sections

Immunofluorescence was performed as previ-
ously described [11] with the following primary
antibodies: o-SMA (ab21027; Abcam, Cam-
bridge, MA), CD31 (ab28364; Abcam), TNF-a
(@b6671; Abcam), IL-1B (sc-7884; Santa Crugz,
Dallas, TX), FOX01 (ab70382; Abcam), iNOS
(ABIN 615202, antibodies-online Inc., Limerick,
PA) and CD163 (ABIN 2478731; antibodies-
online Inc.). Image analysis was performed
using NIS-Element software (Nikon). The num-
ber of immunopositive cells divided by the area
was compared among different groups for each
measured antibody. Blood vessels were de-
scribed as small or moderate vessels depend-
ing on the number of endothelial cells associ-
ated with the vessel as previously described
[13]. Images were examined by a double-blind-
ed examiner and the results were confirmed
with a second examiner.

Statistics

Statistical analysis with multiple groups was
performed using ANOVA with Scheffe’s posthoc
test or non-parametric Kruskal-Wallis test with
Dunn test. Statistical analysis between diabet-
ic vehicle and diabetic FOXO1 inhibitor groups
was performed using a 2-tailed paired t-test or
non-parametric Wilcoxon matched-pairs sig-
ned-rank test. Results were expressed as the
mean + SEM. P < 0.05 was considered statisti-
cally significant.
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Results
Establishment of T2DM minipig models

Eight months of full high-fat high-energy
feeding and subsequent STZ injection
resulted in an increase in body weight of
230% compared to control normal minipigs
with the abnormalities in glucose tolerance
and insulin sensitivity, characterized by
hyperglycemia, compensatory hyperinsu-
linemia, and increased Homeostatic Model
Assessment 2 of Insulin Resistance (HOMA2-
IR) value (P < 0.05, Table 1) [10].

FOXO1 inhibitor increases the collagen for-
mation and the number of myofibroblasts in
diabetic minipig wounds but does not have a
significant effect on epithelial healing

Histologic examination of the H&E and Ma-
sson’s trichrome-stained tissue sections show-
ed open wounds at a mid-stage of healing with
granulation tissue in the center of the wound
and more mature healing at the wound edges.
The edges and center of the wounds were
examined separately. On day 8 we found that
the epithelial gap and mean epithelial thick-
ness were similar in both diabetic vehicle and
FOXO1 inhibitor groups (P > 0.05, Figure 1A-C).
Therefore, we focused on the connective tissue
healing next. The production of collagen as-
sessed with Masson’s trichrome stain was
decreased by 28-60% in diabetic wounds com-
pared to wounds in normoglycemic minipigs.
Local application of a FOXO1 inhibitor reversed
the effect of T2DM, increasing the amount of
collagen by 150-230% (P < 0.05, Figure 1D,
1E).

To probe the potential mechanisms, we exam-
ined the formation of myofibroblasts, which are
crucial for extracellular matrix production and
wound maturation [14]. Diabetes reduced the
number of myofibroblasts by 43% compared
with normal wounds. This reduction was res-
cued by treatment with FOXOZ1 inhibitor (P <
0.05, Figure 2A-C) so that the number of myofi-
broblasts rose to normal levels. In addition, we
examined the wound samples at day 15 and
found both FOXO1 inhibitor- and vehicle-treated
group showed the complete re-epithelialization
and similar collagen percentage at day 15 (data
not shown).
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Figure 1. Local application of a FOXO1 inhibitor improves connective tissue by not epithelial healing in a preclini-
cal T2DM minipig model. A. H&E stained sections (2x), bar =1000 um. B. Epithelial gap (um). C. Mean epithelial
thickness (um). D, E. Quantitative analyses of newly formed collagen at the wound edges and center measured in
Masson’s trichrome stained sections. Each in vivo value is the mean £ SEM for n=5 minipigs per group. *, P < 0.05
versus diabetic vehicle group; *, P < 0.05 versus normal vehicle group. Bar, 50 pm.

FOXO1 inhibitor improves the wound angiogen-
esis in diabetic minipig wounds

We examined the wound angiogenesis using
an endothelial cell marker, CD31, which is ex-
pressed in immature microvascular endothelial
cells as well as mature endothelial cells in small
to moderate-sized vessels [13]. Diabetes redu-
ced the number of CD31-immunopositive single
cells and moderate-sized vessels by 34-54%
compared with normal wounds, which was res-
cued by 157-198% by FOXO1 inhibitor at the
wound edge (P < 0.05, Figure 3A-C). We did not
observe the statistically significant difference
in small-sized vessels and wound centers (P >
0.05, data not shown).

FOXO1 inhibitor causes a shift in cell popula-
tions

Since inflammation has been shown to impair

diabetic wound healing [15], we examined IL-13
and TNF-« levels in diabetic wounds. A patholo-
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gist (FA, co-author) determined that the cell
types which express IL-13 and TNF-a were
largely leukocytes, endothelial cells, and fibro-
blastic cells as supported by other studies [16].
Immunopositive cells were counted at both the
wound edges and wound center. IL-1p3 immu-
nopositive cells increased by ~10 fold and
TNF-« levels increased by 4-22 fold in diabetic
wounds compared with normoglycemic wounds
(P <0.05, Figure 4A-F). Treatment with a FOXO1
inhibitor rescued the high numbers of IL-13*
and TNF-o* caused by diabetes (P < 0.05,
Figure 4A-F). We also investigated inducible
nitric oxide synthase (iNOS) and CD163 ex-
pressing cells. The number of INOS* cells
increased by 5-11 folds in diabetic wounds
compared with normoglycemic wounds, where-
as FOXO1 inhibition blocked this increase (P <
0.05, Figure 4G). In contrast, the number of
CD163* cells, positively associated with enhan-
ced wound healing, decreased by 76-83% in
diabetic wounds compared with normoglycemic

Am J Transl Res 2021;13(2):781-791
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wounds, and treatment of diabetic wounds with
a FOXO1 inhibitor reversed this decline, increas-
ing CD163* cells by 4-5 fold in diabetic minipigs
(P < 0.05, Figure 4H).

Discussion

Data presented here demonstrate that the
application of a FOXO1 inhibitor improves con-
nective tissue healing in T2DM minipig dermal
wounds. The improved healing was reflected by
greater production of connective tissue matrix,
enhanced myofibroblast formation, and greater
angiogenesis in diabetic wounds. Mechanistic
studies indicate that the FOXO1 reduced the
formation of a pro-inflammatory environment
that is known to interfere with the healing pro-
cess in diabetic wounds [15]. These studies
were carried out in a large animal minipig
model, which is needed for a pre-clinical study
to expand the validity and translational applica-
bility [17]. Studies in pigs show a much higher
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concordance with human studies (78%) com-
pared with small laboratory animals (53%) and
in vitro results (57%) [18]. In addition, results
presented here show for the first time that
FOXO1 inhibition can improve connective tissue
healing in type-2 diabetic wounds, demonstrat-
ing its translational value.

Several aspects of wound healing were
improved by FOXO1 inhibition in the type-2 dia-
betic minipigs. This is reflected by greater pro-
duction of connective tissue matrix, enhanced
myofibroblast formation, and greater angiogen-
esis in diabetic wounds. A distinctive feature of
diabetic wound healing is increased and pro-
longed inflammation [19]. Pro-inflammatory
mediators such as TNF-a and IL-1f and en-
zymes that produce reactive oxygen species
are increased in diabetes and contribute to dia-
betic complications, including deficient wound
angiogenesis and prolonged inflammation [19-
21]. Increased levels of TNF-a may limit the

Am J Transl Res 2021;13(2):781-791
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capacity of diabetics to downregulate other and iNOS. This is important since reducing pro-
inflammatory genes [15, 18, 22]. In this study, longed inflammation improves the healing of
we found that FOXO1 inhibition reduced the wounds in T2DM animals [15, 22] and consis-
number of cells that expressed IL-1B, TNF-q, tent with reports that FOXO1 promotes IL-13

786 Am J Transl Res 2021;13(2):781-791



IL-1B

IL-1B8 / DAPI

o

TNF-a / DAPI

787

TNF-a

NG Vehicle
CcT  EPI

NG Vehicle

FOXO1 inhibitor improves diabetic connective tissue healing

Diabetic Vehicle

Diabetic Vehicle FOXO1 Inhibitor

Diabetic

Diabetic
FOXO1 Inhibitor

B

¢ 250

IL-1B Positive Ce
o

= N W A~ O
Qo O O O O
o O O O O o

TNF-a Positive Cells / Area (mm?)

IL-18
1 Wound Edges
+

*

E3

/7

NG  Diabetic Diabetic
Vehicle Vehicle FOXO1
Inhibitor

TNF-a
Wound Edges

+

NG Diabetic Diabetic
Vehicle Vehicle FOXO1
Inhibitor

m2)

£140
120
100
80
60
40
20

re

A

m?) ™ |L-1@ Positive Cells /

m
o e §
o N
o O
o o

800
600
400
200

o

TNF-a Positive Cells / Area (

IL-13
Wound Center

-+

*

7

o o B .

NG Diabetic Diabetic
Vehicle Vehicle FOXO1
Inhibitor

TNF-a

Wound Center
+

*

L

—

NG Diabetic Diabetic
Vehicle Vehicle FOXO1
Inhibitor

Am J Transl Res 2021;13(2):781-791



FOXO1 inhibitor improves diabetic connective tissue healing

G H
;,E‘ iINOS Positive Cells E CD163 Positive Cells
c Wound edges = 300 - Wound edges
‘?3250 | £ 250
L 7 T
< 200 | * 3 - T
= » 200 A
v i ]
3 150 O 150 A
@] ®
o 100 - 2 100 -
= 2 +
2 50 - o 50 /
D— *
o 0 1 — wFEra @ 0 . - , i ,
®) NG Vehicle  Diabetic Vehicle Diabetic FOXO1 a) NG Vehicle  Diabetic Vehicle Diabetic FOXO1
= Inhibitor @) Inhibitor

Figure 4. Local application of a FOXO1 inhibitor reduces the number of inflammatory cells and increases the number of CD163* cells in diabetic wounds. A. IL-1[3
immunofluorescence (40x). B, C. Quantitative analyses of IL-1 immunopositive cells at the wound edge and center area. D. TNF-a« immunofluorescence (40x). E,
F. Quantitative analyses of TNF-a immunopositive cells at wound edge and center area. G, H. Quantitative analyses of iNOS and CD163 immunopositive cells at
wound edge. EPI, epithelium; CT, connective tissue. Each in vivo value is the mean + SEM for n=5 minipigs per group. *, P < 0.05 versus diabetic vehicle group; *,
P < 0.05 versus normal vehicle group. Bar, 50 ym.

788 Am J Transl Res 2021;13(2):781-791



FOXO1 inhibitor improves diabetic connective tissue healing

production [23]. Moreover, previous studies
support the effect of the FOXO1 inhibition in
diabetic wounds, consistent with our results.
IL-6 is an important proinflammatory cytokine
during wound healing and its dysregulation is a
hallmark of diabetes [24, 25]. FOXO1 activation
triggered by TNF-a has been reported to in-
crease the expression of IL-6 through direct
binding of FOXO1 to its promoter, while FOX01
knockdown inhibited IL-6 expression [26]. In
addition, high glucose increases FOXO1 inter-
actions with consensus FOXO1 response ele-
ments in CCL20, IL-36y, MMP9, and SERPINB2
promoters, which increase transcription in a
FOXO1-dependent manner [4, 6, 27]. High lev-
els of CCL20, IL-36y, MMP9, and SERPINB2 in
diabetic conditions interfere with keratinocyte
migration, which leads to the impaired wound
healing. Given that high glucose stimulates
FOXO1 binding to promoter regions of pro-
inflammatory genes [3, 4, 6], FOXO1 may be a
key factor that leads to greater inflammation
under hyperglycemic conditions. We also exam-
ined CD163, which is associated with a pro-
wound healing environment [28]. Diabetes
reduced CD163" cells and the FOXO1 inhibitor
largely reversed this effect of diabetes. The
improved wound healing environment is also
reflected by the increased angiogenesis, which
was improved by the application of a FOX01
inhibitor. The angiogenic balance is modulated
by multiple factors, such as hyperglycemia-
induced oxidative stress, cytokines, and inflam-
matory factors [29]. Lim et al. reported that the
inflammation plays a major role in diabetes-
impaired angiogenesis in fracture healing
through its effect on microvascular endothelial
cells through a FOXO1 dependent mechanism
[13]. High levels of TNF-a, high glucose,
and advanced glycation endproducts (AGESs)
reduced proliferation and enhanced apoptosis
of microvascular endothelial cells mediated by
FOXO1. Therefore, the reduction of inflamma-
tion by a FOXO1 inhibition can be an important
factor in the improvement of the diabetic wound
healing process as reflected by increased
angiogenesis.

Interestingly, we did not observe the clear
effect of a FOXO1 inhibition on the epithelial
healing in diabetic minipig wounds whereas we
previously found that the keratinocyte-specific
FOXO1 deletion improved the Kkeratinocyte
migration and wound healing accordingly in dia-
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betic mouse models. This discrepancy might be
due to the different animal models [9]. Healing
in pig wounds is more comparable to humans
with similar epidermal/dermal ratios, epider-
mal turnover time, types of keratinous proteins,
the composition of lipids in the skin, blood ves-
sel size, and circulation. An alternative explana-
tion is that the genetic model with lineage spe-
cific FOXO1 deletion in keratinocytes may more
effectively impact re-epithelialization compa-
red to the use of an inhibitor, due to pharmaco-
kinetics and biodistribution of the inhibitor.

Our results focused on an early phase of wound
healing. We also examined a second-time po-
int, day 15, and found no differences between
FOXO1 inhibitor- and vehicle-treated groups
(data not shown). Thus, we conclude that the
primary benefit of FOXO1 inhibition is during
the early phases. This is consistent with the
major effect of FOXO1 contributing to an inflam-
matory environment under diabetic conditions
that delays healing [4, 15]. Thus, FOXO1 in dia-
betic wounds may interfere with the resolution
of inflammation to delay wound healing.
Inhibition of FOXO1 in diabetic wounds may
facilitate early healing by reducing inflamma-
tion and improving connective tissue formation
and angiogenesis.
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Short-term and long-term effects of rapid maxillary expansion on the nasal

soft and hard tissue:
A cone beam computed tomography study

Cassie T. Truong®;, Hyeran H. Jeon®; Puttipong Sripinun®; Ann Tierney“; Normand S. Boucher®

ABSTRACT

Objectives: To evaluate nasal soft and hard tissue changes immediately post-rapid maxillary
expansion (RME) and to assess the stability of these changes using cone beam computed
tomography (CBCT).

Materials and Methods: A total of 35 treatment group (TG) patients (18 girls, 17 boys; 9.39 = 1.4)
had a pre-RME CBCT and a post-RME CBCT approximately 66 days after expansion, and 25
patients had a follow-up CBCT 2.84 years later. A total of 28 control group (CG; no RME) patients
(16 girls, 12 boys; 8.81 + 1.6) had an initial CBCT and a CBCT an average of 2.25 years later. Soft
and hard tissue nasal landmarks were measured in transverse, sagittal, and coronal planes of
space on CBCT scans. Differences within the same group were evaluated by paired ttests or
Wilcoxon signed-rank tests. Long-term comparisons between TG and CG were evaluated by
independent-sample t-tests or Wilcoxon rank-sum tests.

Results: Immediately post-RME, there were statistically significant mean increases of 1.6 mm of
alar base width, 1.77 mm of pyriform height, and 3.57 mm of pyriform width (P < .05). CG showed
the significant increases over 2.25 years (P < .001). Compared with CG, the long-term evaluation
of TG demonstrated only pyriform height and pyriform width showed a statistically significant
difference (P < .01).

Conclusions: Although RME produced some significant increase on the nasal soft tissue
immediately after expansion, it regressed to the mean of normal growth and development over
time. However, long-term evaluation of TG compared with CG showed only pyriform height and

pyriform width to be affected by RME. (Angle Orthod. 2021;91:46-53.)

KEY WORDS: Rapid maxillary expansion (RME); Nasal tissues; Long term; Short term
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INTRODUCTION

Rapid maxillary expansion (RME) is a common way
to correct a narrow maxilla in adolescents. In addition,
it helps eliminate mandibular shifts upon closure,
provides more space for erupting maxillary teeth, and
lessens dental arch distortion and potential tooth
abrasion from dental interferences."™ The skeletal
effects for the maxillary hard tissue changes are well
documented, but there are fewer studies that examine
RME effects on the nasal soft and hard tissue.
Furthermore, the previous studies that have evaluated
nasal tissue changes have been limited and contra-
dictory, and utilized a variety of data intake modalities,
making their findings unclear.

The earliest study was by Berger et al.® in 1999,
which analyzed photographic renderings of facial
changes associated with maxillary expansion. They
found an increase in nasal width post-orthopedic and
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ARCH EXPANSION BIOMECHANICS WITH FIXED APPLIANCES

Figure 1. All patients of TG were delivered a bonded rapid maxillary
expander extending from the primary or permanent canine to the
permanent first molar.

surgical expansion that was maintained 1 year after
treatment. Filho et al.® also used facial analysis to
assess nasal morphology in children following RME
and found contradictory results to Berger et al.®
concluding that RME had no impact on nasal morphol-
ogy. Johnson et al.” used a caliper and clinical
measurements reporting significant increases of alar
width (defined as greater alar cartilage) in the RME
group in age groups 11 to 13 compared with a
normative sample group, but this increase did not
show a clinically significant effect. Santariello et al.®
analyzed nasal dimensions in pre-pubertal patients
during clinical sessions similar to Johnson et al.” and
were in agreement that RME induced an increase in
alar width. These studies used a variety of methods
from photographic analysis to in-person clinical exams
and were limited to only evaluating nasal changes
immediately following RME. These methods can
introduce various errors, including frontal photographic
error, examiner bias, and patient movement during
clinical exams. Studies that have employed a variety of
traditional two-dimensional cephalometrics neglect
structures lateral to the midline, cannot measure the
transverse dimension, and have difficulty in reliably
identifying soft tissue landmarks.

Recent cone beam computed tomography (CBCT)
studies introduced a more accurate and reproducible
method in evaluating in the transverse dimension. In
2012, Kim et al.® was one of the first CBCT studies to
evaluate nasal soft tissue changes. This was followed
by Badreddine et al.’" in 2018, who studied changes
in the noses of mouth-breathing patients using multi-
slice computed tomography scans. These studies
focused on the short-term nasal soft and hard tissue
changes after expansion.

This is the first study to compare the long-term effect
of RME on nasal tissue with a nontreatment control
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group using CBCT. The goal of this study was to
evaluate the short-term and long-term effects of RME
on nasal soft and hard tissue and compare the effects
with a control group using CBCT.

MATERIALS AND METHODS

The study consisted of 63 patients, of which 35
patients (18 girls, 17 boys; average age 9.39 = 1.4)
were diagnosed with a constricted maxilla, treated with
RME, and placed in the treatment group (TG). The
remaining 28 patients (16 girls, 12 boys; average age
8.81 * 1.6) were only subjected to routine records and
placed in the control group (CG). All patients were
evaluated at the private practice office of Dr Boucher.
Exclusionary factors included patients with severe
skeletal asymmetries, craniofacial anomalies, and
syndromic patients and patients with prior orthodontic
treatment or any other surgeries in the craniofacial
complex. This retrospective study was approved by the
Institutional Review Board, University of Pennsylvania,
under Institutional Review Board Protocol 829908.

After initial routine records, patients of the TG were
delivered a full coverage bonded rapid palatal expand-
er extending from the maxillary primary or permanent
canine to the maxillary first molar (Figure 1). The
expanders had four predrilled holes in the palatal
acrylic prior to cementation to measure the extent of
expansion. With a digital caliper, the distance between
the anterior and posterior holes were measured and
averaged. Patients and parents were instructed to
perform two turns per day (0.2 mm/turn) until adequate
expansion was reached.

A CBCT was taken as part of the initial (T1 and T1’)
records of all 63 patients (35 for TG and 28 for CG) on
an |-CAT machine (Imaging Sciences International,
Hatfield, Pa). For the patients of the TG, immediate
post-RME CBCT images (T2) were taken approxi-
mately 66 days after initial delivery. A smaller window
of exposure was taken at post-RME, decreasing the
time from 20 to 10 seconds, halving the amount of
radiation exposure to the patients. Fixed comprehen-
sive orthodontic treatment, including wires and brack-
ets, were only placed after post-RME. A subsequent
progress CBCT was taken for 25 patients of the TG
(T3) 2.84 years after post-RME. Generally, T3 CBCTs
were taken for the phase Il records when the
secondary teeth had erupted, and it was clear that
the malocclusion was not fully corrected during the
phase | treatment. Progress records as part of phased
treatment is the standard of care for most orthodontists
and is advocated by the American Board of Orthodon-
tics. One of the reasons for the attrition at T3 was that
some patients required no additional treatment after
palatal expansion.

Angle Orthodontist, Vol 91, No 1, 2021
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Table 1. Definition of Soft and Hard Tissue Landmarks®

TRUONG, JEON, SRIPINUN, TIERNEY, BOUCHER

Landmark ST or HT Definition
Alar ST Most lateral point of the contour of each nostril
Alar base ST Most lateral point of the base insertion of each nostril
Nasion soft tissue ST Soft tissue point of the most anterior aspect of the frontonasal suture
Pronasale ST Most anterior point of the nose soft tissue down the midsagittal plane
Subnasale ST Intersection of the nasal septum and upper lip that meet in the midsagittal plane
Nasion HT Most anterior aspect of the frontonasal suture
ANS HT Anterior tip of the nasal spine
PNS HT Most posterior aspect of the palatine bone
Superior pyriform aperture HT Most superior point of the bony anterior limitation of the nasal skeletal down the midsagittal plane
Inferior pyriform aperture HT Most inferior point of the bony anterior limitation of the nasal skeletal down the midsagittal plane

2 Landmarks placed in soft tissue (ST) or hard tissue (HT).

The CG consisted of a total of 28 patients who had
visited from November 2006 to July 2016 and
presented for an orthodontic consultation, where the
clinical examination revealed a malocclusion, records
were taken, and following the review of records,
treatment was not initiated for 1 to 2 years. Some
patients were referred to an otolaryngologist for a
consultation related to hypertrophy of the adenoids and
tonsils, several sought second opinions and returned
later, and others postponed treatment for financial
reasons. The control patients had skeletal Class 1 or
mild to moderate Class 2 attributed to mandibular
retrognathia. Most patients had anterior arch perimeter
deficiencies. Of 28 patients, 6 had posterior crossbite.
Updated records were taken at T3’, an average of 2.25
years after T1'.

All CBCTs were anonymized, oriented, and stan-
dardized in Dolphin Imaging (version 11.9; Dolphin
Imaging & Management Solutions, Chatsworth, Calif).
Orientation was completed in three planes of space
from the frontal and lateral views. From the frontal,
inferior rims of the orbit were placed symmetrically and
parallel to the floor. The midsagittal line was placed at
the soft tissue of nasion, through the pronasale, to the
middle of the chin. From the lateral views, the Frankfort
horizontal line (inferior border of the orbital rim to
porion) was oriented parallel to the floor. The coronal
line was placed just posterior to the condyle. The right
lateral view was turned to be superimposed as closely

Table 2. Description of Measurements

Measurement Landmark
Alar width Alar width right-alar width left
Alar base width Alar base width right-alar base width left
Nasal length Pronasale—Subnasale
Nasal height Nasion soft tissue—Subnasale

Nasion—ANS height Nasion—ANS

ANS-PNS length ~ ANS-PNS

Pyriform height Superior pyriform aperture—inferior pyriform
aperture

Pyriform width Par=right pyriform aperture. Pal= left pyriform
aperture

Angle Orthodontist, Vol 91, No 1, 2021

as possible to the left lateral view without a cant. Soft
and hard nasal tissue points were chosen as land-
marks that would give accurate measurements of any
changes that occurred in the nasal complex post-RME.
They are shown and defined in Tables 1 and 2 and
Figure 2a,b,c. The landmarks were measured in
millimeters on the CBCTs in three dimensions in
Dolphin Imaging.

Descriptive statistics of the data, including means
(M), standard deviations (SD), and 95% confidential
intervals, were calculated for T1, T2, and T3 for the
treated group and T1’ and T3’ for the control group.
Differences between timepoints and within a treatment
group were evaluated by paired ttests or Wilcoxon
signed-rank tests. Long-term comparisons between
treatment and control groups were evaluated by
independent-sample ttests or Wilcoxon rank-sum
tests. Nonparametric tests were used when the
Shapiro-Wilk test was statistically significant at a P
value < .05. P values for the 40 pairwise comparisons
were adjusted using Hochberg’s step-up Bonferroni
method and considered statistically significant when
<.05. SAS version 9.4 (SAS Institute Inc, Cary, N.C.)
was used for these analyses. To assess the reliability
of the numerical measurements of all variables, all
samples from both groups were repeatedly measured
after 2 weeks by the same investigator (P.S.) according
to Houston.” The power was calculated for detecting
group differences in T1 to T3 change in alar base
width. Using group sample sizes of 25 and 28 and
pooled SDs of 0.879," there was an estimated 98%
power to detect a 1-mm difference between groups.

RESULTS

Immediate Post-RME Nasal Soft and Hard Tissue
Changes

Table 3 shows the descriptive statistics of the soft
and hard tissue variables for TG. Table 4 depicts the
comparison of T1 and T2 values of the soft and hard
nasal tissue variables of the TG. At the alar base width,
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Coronal Slice

) -

oN'

Figure 2. Landmarks in (a) axial, (b) sagittal, and (c) coronal slices. ABW, alar base width; ANS, anterior nasal spine; AW indicates alar width; N’
nasion soft tissue; Pas, superior pyriform aperture; Pai, inferior pyriform aperture; Pal, left pyriform aperture; Par, right pyriform aperture; PNS,

posterior nasal spine; Prn, pronasale; Sn, subnasale.

there was a mean increase of 1.60 mm (P < .0001).
For alar width, nasal length, and nasal height, there
was an increase of 0.65 mm, 0.14 mm and 0.34 mm,
respectively (P > .05). With the skeletal tissues, there
was an increase of pyriform height of 1.77 mm (P <
.0001) and of pyriform width of 3.57 mm (P < .0001)
when comparing T1 and T2 of the TG. For nasion—
anterior nasal spine (ANS) height and ANS—posterior
nasal spine (PNS) length, there were increases of 1.04
mm and 0.34 mm, respectively (P > .05).

Long-Term Post-RME Nasal Soft and Hard Tissue
Changes

To evaluate the long-term effects of RME on the
nasal tissue, T2 and T3 values of the TG were
examined (Table 4). Of 35 at T1, there were 22 at T2
and 25 at T3. Alar base width and pyriform height
measurements that significantly increased immediately
post-RME remained stable during a span of 2.58 years

when compared with T3. There were increases in
nasal height (+3.92 mm) and nasion—ANS height
(+2.75 mm) and a decrease in pyriform width (—1.07
mm) (P < .05), possibly attributed to vertical growth
and skeletal transverse relapse during the follow-up
period.

Long-Term Comparison of TG vs CG

Table 5 shows the descriptive statistics of the soft
and hard tissue variables for CG. Table 6 depicts the
comparison of T1” and T3’ values of the soft and hard
nasal tissue variables of the CG. The control group
showed significant differences regarding all measure-
ments except pyriform width from T1’ to T3’, demon-
strating the effect of growth (Table 6). The increase in
pyriform width was 0.30 mm (P = .056). Table 7
illustrates the comparison of changes that occurred
between T1 and T3 (TG) and T1’ and T3’ (CG). There
was no significant difference in the nasal soft and hard

Table 3. Descriptive Statistics of the Soft and Hard Tissue Variables for TG®

T1 T2 T3
No. of sample 35 22 25
Alar width 31.03 + 2.3 31.86 + 2.5 33.76 = 3.1
Alar base width 3125 + 2.2 32.89 = 2.6 33.73 £ 2.9
Nasal length 1493 £ 1.6 15.02 = 1.8 16.32 = 1.6
Nasal height 4745 + 3.6 47.90 + 3.2 52.1 = 3.6
Nasion—ANS height 44.65 = 3.7 45.79 = 4.0 49.06 = 3.4
ANS-PNS length 48.47 = 3.0 50.02 + 2.8 48.50 + 3.1
Pyriform height 36.64 = 3.2 38.81 = 3.5 40.37 = 2.8
Pyriform width 2238 + 1.7 26.60 = 1.6 2474 + 1.9

2 Values are mean + SD. Measurements for parameters are shown in mm.
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Table 4. Comparison of the Soft and Hard Tissue Variables for TG®
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T1to T2 (n = 22)

T2 to T3 (n = 22)

T11t0 T3 (n = 25)

Variables Mean SD 95% ClI PValue Mean SD 95% ClI PValue Mean SD 95% Cl P Value
Alar width 0.65 1.1 0.15t0 1.15 .166 1.08 1.7 0.02 to 2.13 4138 2.17 2.0 1.331t0 3.02 .0005°*
Alar base width 1.60 1.2 1.06 to 2.14 <.0001* -0.21 0.7 -0.64to0 0.22 7246 195 1.8 1.181t02.71 .0006°*
Nasal length 0.14 15 -0.521t00.80 7246 0.96 0.9 0.39 to 1.53 .0580 140 1.1 0.94to01.87 <.0001°*
Nasal height 0.34 1.7 -044t01.12 7246 392 14 2.99 t0 4.85 <.0001* 439 19 3.62to5.16 <.0001*
Nasion—ANS height 1.04 1.7  0.29 to 1.80 1195 275 1.8 1.51 to 3.98 .0107* 3.89 1.7 3.17to4.61 <.0001°*
ANS-PNS length 0.34 1.2 -0.21100.89 .7246° 0.80 1.0 0.17 t0 1.43 .1956 0.89 1.2 0.40to 1.38 .0187°
Pyriform height 1.77 141 1.27 t0 2.26 <.0001* 136 1.5 0.43 t0 2.29 1170 3.37 1.1 292t03.82 <.0001**
Pyriform width 357 1.2 3.04 to 4.10 <.0001* —-1.07 0.8 —1.60to —0.53 .0192* 266 1.0 2.241t03.09 <.0001>*

2 95% CI indicates 95% confidence interval.

° Paired ttest.

¢ Wilcoxon rank-sum test.

* Statistically significant at Hochberg P values < .05.

tissue measurements except for pyriform height and
pyriform width attributed to the RME (P < .05).

Intraexaminer Reliability

After all sample remeasurements by the same
investigator (P.S.) at least 2 weeks apart, the intraclass
correlation coefficients were calculated and ranged
from 0.976 to 0.999, which assured the reproducibility
of all measurements.

DISCUSSION

Based on the intimate relationship of the maxilla and
the nasal cavity,' there has been a growing interest for
orthodontists to study the effect of expansion on the
nasal anatomy and its impact on nasal physiology
relative to the airway. In this study, the nasal soft and
hard tissue changes after RME and the stability of
these changes were examined. In addition, the use of
CBCT scans was a more reliable way to diagnose and
analyze the changes that occurred during expansion.

The short-term effect outcomes showed a 1.6 mm
increase of the alar base width, which was closer to the
underlying skeletal change. This was in agreement
with previous studies showing less than 2 mm
widening of the alar base.>”'® Studies that were reliant

Table 5. Descriptive Statistics of the Soft and Hard Tissue
Variables for CG*

T1 T3
No. of sample 28 28
Alar width 30.80 = 2.8 32.63 = 3.1
Alar base width 31.44 £ 25 3273 + 29
Nasal length 14.90 = 2.2 15.63 = 2.1
Nasal height 46.81 = 3.65 49.68 + 4.4
Nasion—ANS height 4425 + 3.1 46.95 + 3.9
ANS-PNS length 47.00 = 3.0 48.09 + 34
Pyriform height 36.38 = 3.0 38.30 = 3.3
Pyriform width 2240 £ 2.0 2270 £ 2.2

@ Values are mean = SD. Measurements for parameter are shown
in mm.
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on facial photographs and in-person clinical measure-
ments reported various outcomes. Baysal et al.”
reported that alar base width was greater by approx-
imately 1 mm in the RME treatment group after a 6-
month retention period. Badreddine et al."" reported
that, after RME, the alar base width, alar width, and
height of the nasal soft tissues increased, whereas
changes did not occur in the control group. Berger et
al.® reported a 2-mm increase in alar width, which was
maintained 1 year after tooth-borne expansion. John-
son et al.” reported that alar base width increased 1.98
mm in the treated group compared with the control
group, but the difference might not be clinically
significant on the impact to the whole face. On the
contrary, Filho et al.® showed no impact on nasal
morphology using facial analysis, concluding that RME
was incapable of influencing the nasal soft tissues.
Torun reported no significant differences observed in
soft tissue alar base, nostril width, nostril height, and
nasolabial angle.'® Discrepancies in the extent of nasal
soft tissue changes with RME may be attributable to
different measurement methods, expansion protocols,
age groups, and/or amounts of expansion. Another
potential side effect after RME could be the develop-
ment of a dorsal hump,>'"'® which was not found in the
patients in this study. The short-term nasal hard tissue
change showed a significant increase in pyriform
height and width, which was consistent with Badred-
dine et al.,”" Cordasco et al.,” Palaisa et al.,*® and
Fastuca et al.*'

For the long term, this study examined how RME
affected patients’ nasal growth in comparison with the
nontreatment CG. The differences between T1 and T3
values in the TG (A T1-T3, average 2.84 years) was
compared with the differences between T1’ and T3’ in
the CG (AT1'-T3’, average 2.25 years). There were no
statistically significant differences across all measure-
ments except for the nasal hard tissue pyriform height
and pyriform width. This suggests that the significant
soft tissue changes that occurred during expansion
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Table 6. Comparison of the Soft and Hard Tissue Variables for CG
T1'to T3’ (n = 28)

Mean SD 95% ClI P Value
Alar width 1.83 1.5 1.26-2.40 <.0001=*
Alar base width 1.29 1.4 0.76-1.81 .0006=
Nasal length 0.94 0.8 0.62-1.27 <.0001=*
Nasal height 2.87 2.0 2.11-3.63 <.0001**
Nasion—ANS height 2.70 1.9 1.98-3.42 <.0001=*
ANS-PNS length 1.10 1.3 0.61-1.58 <.0001°*
Pyriform height 1.92 1.2 1.46-2.38 <.0001**
Pyriform width 0.30 0.5 0.11-0.49 .0558

2 Paired ttest.
® Wilcoxon rank-sum test.
* Statistically significant at Hochberg P values < .05.

will, over time, regress to the mean of normal growth
and development. In other words, the significant nasal
soft tissue changes were immediate, and RME did not
have a long-lasting impact on an adolescent’s nasal
soft tissue anatomy. This may be attributed to
continuous growth of the nose and soft tissue elasticity.
In the CG without RME (average age 8.81 = 1.6), a
significant increase over all nasal soft and hard tissue
measurements except pyriform width (P = .056) was
observed during the follow-up period, which was
supported by other studies.?**®* The amount of change
in pyriform height and pyriform width in TG showed a
significant difference compared with CG, probably
attributed to the RME effect. The long term RME effect
on the nasal hard tissue is supported by previous
studies. Long-term maintenance of a significant in-
crease in nasal cavity width for 12 months** and 5
years®® were reported in studies and a previous
systematic review.?®

Immediate and long-term changes after RME in
growing patients showed a significant increase in nasal
cavity dimension and volume, reducing the resistance
of nasal airflow.”*" In this study, the RME group
showed 3.57 + 1.2 mm (immediate) and 2.66 = 1.0
mm increases of pyriform width in 2.84 years, which
were consistent with other studies.®* In a previous
systemic review,** RME increased nasal geometry and
the increase in transverse nasal measurements ranged
from 2 to 4 mm. RME increased the nasal cavity
volume by about 0.10% of the pre-expansion volume.*®
In addition, Izuka et al.*® reported that RME positively
impacted the quality of life of mouth-breathing patients
with maxillary atresia by increasing the nasal cavity
volume significantly and reducing subsequent respira-
tory symptoms. Interestingly, RME increased the
mucociliary clearance in patients who had maxillary
atresia, having positive effects on nasal physiology and
increasing nasal cavity volume.™ On the other hand,
Langer et al.** concluded that RME did not influence
nasal resistance in their long-term evaluation. Itikawa
et al.** and Matsumoto et al.** examined the effects of
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Table 7. Long-Term Comparison of Changes of the Soft and Hard
Tissue Variables Between T1 and T3 (TG) and T1’ and T3’ (CG)

Changes, Mean = SD

CG (n = 28) TG (n = 25) P Value
Alar width 1.83 £ 15 217 £ 2.0 .7246°
Alar base width 129 £ 14 195+ 1.8 .7246°
Nasal length 0.94 = 0.8 1.40 = 1.1 72467
Nasal height 2.87 = 2.0 439 +1.9 .0728°
Nasion—ANS height 270+ 1.9 389 17 2013
ANS-PNS length 110 £ 1.3 0.89 = 1.2 .7246°
Pyriform height 1.92 +12 3.37 £ 11 .0014°~
Pyriform width 0.30 £ 0.5 2.66 £ 1.0 <.0001=*

@ Independent-sample ttest.
® Wilcoxon rank-sum test.
* Statistically significant at Hochberg P values < .05.

RME on nasal cavity dimensions of young children and
observed a significant increase in nasal transverse
bony width. However, no difference in nasal volume
was detected as a result of mucosal compensation.
Nasal bony expansion was followed by a mucosal
compensation at a 3-month follow-up study using
acoustic rhinometry and rhinomanometry.®” In the
current study, the change of nasal mucosal tissue
could not be examined precisely using CBCT. Further-
more, the wide variability of the nasal mucosa, which is
influenced by several factors such as nasal cycle, body
posture, age, infection, exercise, medication, and
ultradian rhythm, made it very difficult to compare.®**'
Therefore, the effect of RME on airway should be
carefully interpreted, and RME cannot be indicated
only for the improvement of nasal breathing because of
the wide variability of individual responses.®

CBCT is being widely used in orthodontic field for
diagnosis and treatment planning, and it is considered
as one of the most reliable methods for evaluating
facial soft and hard tissue changes.®**? It has several
strengths including lower costs, lower radiation dose,
shorter scanning time, and overall accuracy com-
pared with conventional multislice computed tomog-
raphy scans.***® In addition, CBCT allows the
simultaneous evaluation of both skeletal and related
soft tissue changes. Previously, studies used several
different methods to evaluate nasal soft tissue
changes, including photography,® in-person clinical
measurements,*” three-dimensional facial scans,?’
and tomography,'® showing the wide range of out-
comes. For those reasons, CBCT was used to assess
the changes in the nasal soft and hard tissue in this
study.

This study had some limitations resulting from the
retrospective design. There was attrition in T2 and T3.
Not all treatment groups had T1, T2, and T3 records.
Possible reasons for attrition were described in the
Material and Methods section. In addition, the power
analysis was based on soft tissue changes after RME
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and not on the control group as the reference value for
a control group was not found. However, the sample
size was large enough to detect statistically significant
findings.

CONCLUSIONS

 The results of this study suggest that, although RME
produces some significant increase on the nasal soft
tissue immediately after treatment, in the long-term
this gain appears to be clinically similar to that
observed in untreated control patients.

- The significant increase on the nasal hard tissue
immediately after RME was maintained at long-term
follow-up. There was a statistically significant differ-
ence in nasal hard tissue change between TG and
CG at long-term follow-up attributed to the RME
effect.

« A well-controlled future prospective study is recom-

mended to overcome the current limitations from the

retrospective study design.

This is the first study to compare the long-term effect

of RME on nasal tissue with a nontreatment CG

using CBCT.
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