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Abstract: In this study, hydroxypropyl methylcellulose (HPMC) was mixed with particle-type
xenografts, derived from two different species (bovine and porcine), to increase the manipulability
of bone grafts and compare the bone regeneration ability. Four circular defects with a diameter of
6 mm were formed on each rabbit calvaria, and the defects were randomly divided into three groups:
no treatment (control group), HPMC-mixed bovine xenograft (Bo-Hy group), and HPMC-mixed
porcine xenograft (Po-Hy group). At eight weeks, micro-computed tomography (uCT) scanning and
histomorphometric analyses were performed to evaluate new bone formation within the defects.
The results revealed that the defects treated with the Bo-Hy and the Po-Hy showed higher bone
regeneration than the control group (p < 0.05), while there was no significant difference between the
two xenograft groups (p > 0.05). Within the limitations of the present study, there was no difference
in new bone formation between porcine and bovine xenografts with HPMC, and bone graft material
was easily moldable with the desired shape during surgery. Therefore, the moldable porcine-derived
xenograft with HPMC used in this study could be a promising substitute for the currently used bone
grafts as it exhibits good bone regeneration ability for bony defects.

Keywords: bone regeneration; hydrogel; hydroxypropyl methylcellulose; moldability; xenografts

1. Introduction

Bone grafting is a common dental procedure for implant surgery as there is the
necessity of increasing the quantity and quality of bones around implants [1]. The primary
goal of bone grafting is to restore the form and function of the original bone by filling
the defects with bone graft materials [2]. Bone graft materials used in bone grafting are
divided into various types, such as autografts, allografts, synthetic grafts, and xenografts [3].
Among the types of bone graft materials, xenografts can typically be of bovine, porcine,
or equine origin and can be mass-produced in large quantities at relatively affordable
processing costs [4].

Bovine-derived xenograft material has a hydroxyapatite structure and has been used
in many surgeries, such as alveolar ridge augmentation, sinus floor augmentation, and bone
defect reconstruction [5,6]. Recently, the use of porcine-derived xenografts is increasing, and
several studies have reported excellent results, similar to those of bovine-derived xenografts
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in terms of biocompatibility and bone regeneration [7-10]. The Ca/P ratio of porcine-
derived xenografts is similar to the Ca/P ratio of human bone [11]. In addition, the bone
strength of porcine bones is about 200 &= 300 MPa, which is close to 50 = 389 Mpa of human
bone strength [12]. Both xenografts are biocompatible and osteoconductive, meaning that
they can be used as bone substitutes without interfering with normal reparative bone
processes [13].

The bone particles of particle-type bone grafts lack bonding strength, which leads to
poor manipulability. This could result in the bone graft materials being mislocated or lost
during graft filling [4,14]. Furthermore, particle-type bone grafts cannot perfectly maintain
the space, and their bone quality and shape prognosis are inferior to block-type bone grafts
in cases of irregular or significant bone defects [15]. Therefore, block-type bone grafts have
been introduced to solve these problems [16,17]. Block-type bone grafts have excellent
mechanical strength and shape retention, so they are favorable to be used in relatively large
bone defects [18,19]. However, block-type bone grafts require longer healing periods and
complicated techniques due to delayed re-vascularization [20].

Recently, many studies have been dedicated to finding a hydrogel that improves bone
regeneration and moldability for particle-type bone grafts by using various organic materi-
als, such as hyaluronic acid, collagen, or hydroxypropyl methylcellulose (HPMC) [21-23].
These organic materials are used as carrier materials to improve the handling of bone
graft powder [24]. In particular, cellulose ethers such as HPMC and methylcellulose have
excellent biocompatibility and improve injectability, cohesiveness, and fracture toughness,
even in small amounts [25].

HPMC is a cellulose derivative and has been widely used in pills and ophthalmic
lenses [26,27], while also demonstrating biodegradability, hydrophilicity, and expansion
characteristics in wet conditions [28]. In addition, HPMC has a wet-swell network structure
which increases bone formation and provides a nutritional environment suitable for endoge-
nous cell growth [29]. In the previous study [30], bovine-derived xenografts with HPMC
did not show cytotoxic effects and exhibited a positive effect on osteoblast differentiation.
As aresult of the evaluation of bone formation using rat calvaria, bovine-derived xenografts
with HPMC obtained similar results compared to the commercially available bovine bone
grafts. The HPMC cross-linked keratin scaffold containing HA showed potential appli-
cation for bone tissue with high cell viability, adhesion, and affinity to proliferate [31].
In another prior study, HPMC with calcium sulfate-based bone graft putty has handling
characteristics and the ability to maintain the position within defects [32]. HPMC combined
with biphasic calcium phosphate (BCP) also demonstrated improved bone regeneration of
tooth extraction sockets [33]. This polymer hydrogel exhibits significant biocompatibility
and has been added to bone graft manufacture to increase the manipulability of particulate
bone graft materials. Furthermore, several studies have shown that hydrogels are effective
mediators of cell delivery [34,35]. Based on these characteristics, the addition of hydrogel
to bone grafts increases the viscosity of the bone graft material and improves the bone
formability [36].

In this study, HPMC was applied to the porcine-derived xenograft bone, referencing
a previous study [30]. There was no research about the bone regeneration capacity of the
porcine bone graft combined with HPMC. The purpose of this study was to compare and
evaluate the bone regeneration capacity of particle-type xenografts, which are derived
from two different species (bovine and porcine) in rabbit calvaria by adding HPMC to
increase manipulability.

2. Materials and Methods
2.1. Experimental Xenogeneic Materials

In this study, two types of xenograft materials were compared. A commercially
available bovine-derived xenograft with hydrogel (S1®, Medpark, Busan, Republic of Korea)
was used (Bo-Hy group). The porcine xenograft material with hydrogel (Po-Hy group)
was prepared with the same method which is used to produce the commercially available
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bovine-derived xenograft with hydrogel. HPMC was added to the commercialized porcine
bone graft (BOSS®, Medpark, Busan, Republic of Korea), which originally does not include
HPMC. The manufactured graft materials were not disclosed in detail by the company [30].

2.2. In Vitro Study
2.2.1. Observation of Surface Morphologies

A small amount of each xenograft sample was attached to the mount using carbon tape.
The samples were sputter-coated with a 2 nm-thick layer of Pt using a sputtering apparatus
(Q150T ES, Quorum Technologies, East Sussex, UK), resulting in a highly conductive
coating that allowed for improved imaging. Scanning electron microscopy was performed
to compare the surface morphology of bovine and porcine xenogeneic bone materials at
magnifications of x125, X500, x3000, and x10,000. Samples were imaged on a scanning
electron microscope (FE-SEM, Zeiss Gemini 500, ZEISS, Oberkochen, Germany).

2.2.2. Chemical Composition

Energy-dispersive X-ray spectrometry (EDX, Oxford Link ISIS 300, Oxford, UK) was
used to estimate the relative abundance of sample surface elements. A quantitative analysis
was performed by taking distinct sites of interest from both the center and periphery of
samples by three random points. The concentration of a certain element contained in a
sample was measured at a voltage of 15 kV. The target elements were carbon (C), oxygen
(O), phosphorus (P), and calcium (Ca), which are the surface components of the porcine
bone graft materials [37].

2.2.3. Preparation of Extracts for In Vitro Cell Assay

The xenograft extracts for the in vitro cell assay were prepared according to the method
described by Bae et al. [38]. In brief, 1 g of each xenograft was mixed with 10 mL of alpha-
modification of Eagle’s medium («-MEM; Welgene, Daegu, Republic of Korea) and stored at
37 °C under 5% COj; in a humidified culture chamber for 24 h. The medium was separated
from the xenografts by centrifugation at 1200x ¢ for 5 min, filtered through a membrane
(0.2 pm), and stored at 4 °C until use. The xenograft extracts were mixed with cell culture
medium in a ratio of 1:4 (v/v) for the in vitro cell assay.

2.2.4. Cell Culture Conditions

MC3T3-E1 cells (subclone 4, ATCC, Manassas, VA, USA) were cultured in «-MEM
supplemented with 10% fetal bovine serum (FBS, Gibco, Waltham, MA, USA) and 1% an-
tibiotics (penicillin 10,000 U/mL and streptomycin 10,000 mg/mL, Gibco) and maintained
at 37 °C under 5% CO; in a humidified culture chamber [39,40]. The culture medium
was regularly changed, every three days. For the cell proliferation assay, the cells were
cultured in a-MEM containing xenograft extracts, 10% FBS, and 1% antibiotics. For the
alkaline phosphatase (ALP) staining and activity assay, and quantitative real-time poly-
merase chain reaction (qQPCR) analysis, the cells were cultured in osteogenic medium
(-MEM containing xenograft extracts, 10% FBS, 1% antibiotics, 50 pug/mL ascorbic acid,
and 10 mM (-glycerophosphate).

2.2.5. Cell Proliferation Assay

The cells were seeded into a 96-well cell culture plate (6 x 103 cells/well) and incubated
for 1, 3, 6, and 9 days. After incubation, CCK-8 assay solution (Dojindo, Rockville, MD,
USA) was added into each well and then incubated for an additional 1 h. One hundred

microliters of the medium were transferred to a 96-well plate and absorbance was measured
at 450 nm [30].

2.2.6. Observation of Cell Attachment

In order to investigate cell attachments to different xenograft materials, 10 mg of the
xenograft was placed into a 48-well cell culture plate and immersed in x-MEM supple-
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mented with 10% FBS and 1% antibiotics for 3 h to prevent the bone graft materials from
floating [41]. The cells were loaded into the plate (1.5 X 10* cells/well) and incubated for
7 and 14 days. After incubation, the xenografts were washed three times with phosphate-
buffered saline (PBS), fixed in 4% formaldehyde (Sigma-Aldrich, St. Louis, MO, USA) for
2 h, and washed five times with PBS. The xenografts were dehydrated with an increasing
ethanol concentration (30%, 50%, 70%, 90%, 90%, 95%, 100%, 100%, 100% for 10 min,
respectively) and dried using hexamethyldisilazane (Sigma-Aldrich, St. Louis, MO, USA).
Cell attachment to the xenografts was imaged with SEM, as described in Section 2.2.1.

2.2.7. ALP Staining and Activity Assay

The cells were plated into a 12-well plate and cultured for 3, 6, and 9 days in the
osteogenic medium for the purpose of evaluating their osteogenic differentiation. ALP
staining and activity were assessed according to the method described by Moon et al. [42].

2.2.8. gPCR Analysis

For measurement of mRNA expression in MC3T3-E1 cells toward the grafts, the
cells were incubated for 3, 6, and 9 days. qPCR was performed according to the method
described by Moon et al. [42]. All reactions were performed in triplicate and the primer
sequences are shown in Table 1.

Table 1. Primer sequences used for the real-time polymerase chain reaction (PCR) analysis.

Target Genes Sequences Ref.
F: 5'-ACCACAGTCCATGCCATCAC-3’
GAPDH R: 5'-TCAAATCTGCAGCTTCAAGG-3 1431
Runt-related transcription factor2  F: 5-AAGCTGCGGCAAGACAAG-3 [44]
(Runx2) R: 5-TCAAATCTGCAGCTTCAAGG-3'
ALP F: 5-AAACCCAGAACACAAGCATTCC-3/ [44]
R: 5-TCCACCAGCAAGAAGAAGCC-3'
. F: 5'-CTTCCTGCTGCTCCCCTCTA-3’ .
Osteonectin (ON) R: 5'-AGCAACTTCAGTCTGCTGAGGC-3 s study
-5/ -3/
Osteopontin (OPN) F: 5'-GACGGCCGAGGTGATAGCTT-3 [45]

R: 5'-CATGGCTGGTCTTCCCGTTGC-3'

2.3. In Vivo Study
2.3.1. Operative Procedures

The housing and experimental protocols used in this study were approved by the
Institutional Animal Care and Use Committee of Chung Buk National University (CBNUA-
157R-20-01). Four healthy rabbits (New Zealand white rabbit, 12-week-old, 3.0-3.5 kg)
were housed in a temperature-, humidity-, and light-controlled environment and were fed
commercial feed pellets and water. The rabbits were administered general anesthesia by
intramuscular injection of Tiletamine/Zolazepam (Zoletil®, Virbac Korea, Seoul, Republic
of Korea) 10 mg/kg, and 1~2% isoflurane (Ifran Liq, Hana Pharm, Seoul, Republic of Korea).
The rabbit calvarium region was shaved and disinfected using povidone-iodine. Afterward,
2% lidocaine (Lidocaine HCI, Huons, Seoul, Republic of Korea) with epinephrine 1:100,000
was injected for local anesthesia. Subsequently, the skin was incised along the midline of the
frontal bone, and the periosteum was elevated to expose the calvaria. Four circular calvaria
defects (diameter, 6 mm) were prepared using a trephine bur (3I Implant innovations Inc.,
Palm Beach Garden, FL, USA) with continuous saline cooling. The quantified experimental
bone grafts (0.25 g) were applied with 0.35 cc of saline to prepare a moldable gelled bone
graft lump (Figure 1). The defects were filled with either the Bo-Hy or Po-Hy groups (n = 6).
The other defects were not assigned with any graft material to compare the efficacy of bone
regeneration (Figure 2). The periosteum was repositioned and sutured using 4-0 absorbable
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vicryl (Ethicon, Somerville, NJ, USA), and then skin was closed using 3-0 non-absorbable
black silk (Ailee Co., Seoul, Republic of Korea).

Figure 1. Bone graft material gelation process. (a) Prepared 0.25 g of xenograft material, (b) added
0.35 cc of saline, (c) mixed xenograft material and saline, and (d) moldable gelled xenograft material.

Figure 2. Surgical procedures using a critical-sized calvaria bone defect model in rabbit. (a) Exposed
rabbit calvarium, (b) created four circular defects with a trephine bur, and (c) implanted bone
materials into the defect area (one defect area assigned as a control group).

2.3.2. Sacrifice

At 8 weeks after the operation, the rabbits were euthanized by CO; asphyxiation. The
calvaria samples were harvested using a diamond disk (Microsaw, Friadent, Mannheim,
Germany) on a dental drill unit after incision of the overlying soft tissue. Samples were
fixed with 10% buffered formalin for 7 days.

2.3.3. Micro-Computed Tomography (uCT) Analysis

To evaluate the new bone volume of each xenograft site, all the samples were scanned
using a uCT (Skyscan-1173, Bruker-CT, Kontich, Belgium) at 130 kV, 60 um intensity,
and 18 um image resolution. A reconstruction software was used to calculate the three-
dimensional (3D) new bone volumes (NBV, mm?) of the scaffold (Nrecon ver. 1.6.10.1,
Bruker, Kontich, Belgium). To precisely determine the exterior shape of the 3D model,
the image-segmented 3D model of the bone scaffold was transformed into STL format.
The converted file was imported and rendered using 3D-processing software (Blender
Foundation, BlenderTM, Amsterdam, Netherlands). The regions of interest (ROI) were
generated as 6 mm in diameter and 2 mm-thick (Figure 3).

6mm

Figure 3. Three-dimensional images of bone volume samples. (a) Reconstruction of uCT data, (b) separation
of region of interest (ROI), (c) bone graft materials, and (d) new bones (scale bars = 6 mm).
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2.3.4. Histologic Analysis

Samples were decalcified with Calci-Clear™ Rapid (National Diagnostics, 305 Patton
Drive, Atlanta, GA, USA) after 7 days of fixation. The sacrificed samples were then dehy-
drated in alcohol rinses and embedded in paraffin. Embedded specimens were sectioned
to a thickness of 4 um with a microtome (Leica RM2255, Leica Microsystems, IL, USA). The
histological slides were stained with hematoxylin and eosin (H&E) and Masson’s trichrome
(MT). Images were captured using an optical microscope (BX51, OLYMPUS, Tokyo, Japan)
with a charged-coupled device (CCD) camera (Polaroid DMC2 digital Microscope Camera,
Polaroi, Cambridge, MA, USA) at x12.5, x40, and x 100 magnifications to evaluate the
histomorphometry. Captured images were analyzed using i-Solution software (IMT, Dae-
jeon, Republic of Korea) and the percentage of newly formed bone area was consistently
measured by one investigator. The parameter measurements are shown in Figure 4.

New bone area Residual bone graft materials

|:- Old bone area |:] Connective Tissue, bone marrow

New bone area (mm?) =n

Residual xenografts (mm?) =m
Connective tissue, bone marrow (mm?) =1
Augmented defect area (mm?) =n +m + 1

n

x 100

New bone area percentage (%) =

n+m+l

Figure 4. Schematic diagram of histometric analysis.

2.4. Statistical Analysis

A one-way ANOVA and Tukey’s post hoc test were used for the comparison of
the in vitro results (SPSS ver 25.0, Chicago, IL, USA). To compare the in vivo results,
the Kruskal-Wallis test was performed, followed by the Mann-Whitney U post hoc test
(Prizm 9, GraphPad, San Diego, CA, USA). Statistical significance was accepted for p < 0.05
in all the statistical analyses.

3. Results
3.1. In Vitro Findings
3.1.1. Scanning Electron Microscope Surface Analysis

Surface images of the two xenografts are shown in Figure 5. SEM revealed that the
xenograft bone particle properties between the two groups were broadly similar. Both
groups showed rough surfaces and similar macro-porous characteristics were observed at
magnifications of x125, X500, x3000, and x10,000.

3.1.2. Energy-Dispersive X-ray Spectroscopy (EDX) Findings

For quantitative analysis of the surface elements of the graft material through EDX
analysis, the samples were each measured three times and the average value was calculated.
The ratio of elements calcium and phosphorus (Ca/P) was 2.16% in the Bo-Hy group and
2.22% in the Po-Hy group. The elements which had the highest percentages were O, C, Ca,
and P (Table 2).



Materials 2023, 16, 1850 7 of 17

x 125 x 500 x 3000 x 10000

Figure 5. Comparative SEM images of experimental xenografts. (a) Bo-Hy and (b) Po-Hy. The figure
clearly demonstrates macro-porous characteristics and comparable structures of two xenografts.

Table 2. Elemental chemical compositions of the two xenograft composites using EDX (atomic %,

mean + SD).
. o o
Elements Chemical Compositions (wt.%)
Bo-Hy Po-Hy
C 11.89 + 0.59 9.96 £ 1.62
(@) 47.45 £5.79 45.69 £ 3.56
P 12.87 +£1.77 13.80 +1.01
Ca 27.78 £4.74 30.56 £ 4.13
Ca/P 2.16 2.22

3.1.3. Measurement of Cell Proliferation

To determine the effect of xenograft extracts on the proliferation of MC3T3-E1 cells,
the cells were cultured for 9 days, and the proliferation was assessed using a CCK-8
assay kit (Figure 6). The cell proliferation of the xenograft extracts was slightly increased
compared to the control. The cell proliferation rate by Bo-Hy was 126 + 2%, 106 £ 3%,
114 £ 3%, and 113 + 3% at 1, 3, 6, and 9 days, respectively, compared to the control. The
cell proliferation rate by Po-Hy was 135 £ 4%, 111 & 1%, 123 £ 8%, and 132 4+ 3% at 1,
3, 6, and 9 days, respectively, compared to the control. Porcine- and bovine-derived bone
substitutes have shown their suitability as bone graft materials through several studies [38].
The results of this study also showed that both xenografts are non-cytotoxic and effective
in cell proliferation.

3.0 - oControl
oBo-Hy
25 1 mPo-Hy
* %%
2.0 Ty
*%
15 A

% % ¥

=
10 Xxx % —=
0.0
3 6

1

Cell proliferation (O.D. 450 nm)

Culture period (day)

Figure 6. Cell proliferation of xenograft extracts on MC3T3-E1. Significant differences were observed
when compared with the controls: * p < 0.05, ** p < 0.01, *** p <0.001, n = 5.
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3.1.4. Cell Attachment

MC3T3-E1 cells were cultured for 7 and 14 days and observed via SEM to realize
the cell attachment profiles of Bo-Hy and Po-Hy (Figure 7). The cells adhered well to the
surface of both xenografts and elongated. Similar to the results of the cell proliferation
assay, more cells were attached to the surface of Po-Hy than Bo-Hy.

Figure 7. SEM photographs of xenograft surfaces after culture with MC3T3-E1 for 7 and 14 days.
(a) Bo-Hy, 7 days, (b) Po-Hy, 7 days, (c¢) Bo-Hy, 14 days, and (d) Po-Hy, 14 days (original
magnification x500).

3.1.5. Measurement of ALP Staining and Activity

The activity and staining of ALP, an early marker of osteoblast differentiation, were
measured to investigate the effect of the xenograft extract on MC3T3-E1 cells. The ALP
staining and activity of xenograft extracts were higher than those of the control and there
was no significant difference between the Bo-Hy and Po-Hy extracts (Figure 8). The ALP
activities of both xenografts were approximately 20%, 40%, and 50% higher on days 3, 6,
and 9, respectively, compared to the controls.

o

acControl
35 - oBo-Hy

@mPo-Hy
3.0 1 — %

25 A
20 A

15 1

ALP activity
(MM pNP/ug protein/min)

1.0 A

6
Culture period (days)

Figure 8. Cell osteogenic differentiation assay. (a) ALP staining and (b) ALP activity. Significant
differences were observed when compared with the controls: * p < 0.05, ** p < 0.01, n = 3.
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3.1.6. Analysis of qPCR

To evaluate the effects of xenograft extracts on osteoblast differentiation, mRNA
expression levels of Runx2, ALP, ON, and OPN were measured through qPCR. Compared
with the control, the xenograft extracts upregulated the mRNA expression levels of Runx2, a
key osteogenic transcriptional factor, and osteoblast markers, ALP, ON, and OPN (Figure 9).
The Po-Hy and Bo-Hy extracts induced more mRNA expression of Runx2, ALP, ON, and
OPN compared to the control. The mRNA expression of Runx2, which serves as a key
regulator during osteoblast differentiation, was increased by approximately 50% at day 3 in
both xenografts. In the cells treated with the xenograft extracts, the mRNA expression levels
of ALP, ON, and OPN were also increased by 10-70% compared to the control, indicating
that the xenografts have osteoinductivity.

N

-

-}

ocControl 25 acControl
OBo-Hy < OBo-Hy
o ey
aPo-Hy w2 e o aPo-Hy
xE 0 EE
e e ey
S5 ey
* ** Rk REE o
o
]
< 1
o
2
=
S 05
Q
4
0
3 6 9 3 6 9
Culture period (days) d Culture period (days)
oControl 25 ocontrol

oBo-Hy

. @Po-Hy

xx__*

oBo-Hy
@mPo-Hy

N

%%

ey

%

%%
%

-
2

*

expression

Relative Osteopontin
o
o

i

Culture period (days)

Il

Culture period (days)

Lo

Figure 9. qPCR analysis of MC3T3-E1 cells on xenograft extracts. (a) Runt-related transcription
factor 2 (Runx2), (b) ALP, (c) osteonectin (ON), (d) osteopontin (OPN) were selected as the osteogenic
differentiation-related genes. Significant differences were observed when compared with the controls:
*p < 0.05,** p < 0.01, ** p < 0.001, n = 5.

3.2. In Vivo Findings
3.2.1. Clinical Findings

Four rabbits recovered without any significant complications and postoperative heal-
ing proceeded statically. The xenografts placed in the defect areas of rabbits showed
that newly formed bones were successfully infiltrating into the residual bone. There
were no signs of damage or severe inflammation, necrosis, or osteolysis during the
experimental period.

3.2.2. Volumetric Findings

New bone volume was observed of bone defects in micro-CT 3D images. Bo-Hy and
Po-Hy groups were able to form bone with the highest bone density observed (Figure 10).
Bone volume was significantly higher in the Bo-Hy and Po-Hy groups than the control at
8 weeks after surgery. Bo-Hy was 19.95 & 6.45% and Po-Hy was 20.56 =+ 4.16%. There was
no significant difference between the Bo-Hy and Po-Hy groups (Figure 11, Table 3).
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Figure 10. Reconstructed three-dimensional (3D) images within the 6 mm region of interest using
micro-CT analysis after 8 weeks of healing. (a) Control, (b) Bo-Hy, and (c) Po-Hy (yellow: xenograft

materials, red: newly formed bone, scale bars = 6 mm).

%
40
;\;‘ * ns
s 30- s )
3 |
g 204 o T o
2 |
| =
=} g
el
2 10
o PY
> <
@LV
0 T T

Control Bo-Hy Po-Hy

Figure 11. The percentage of new bone volume between the three groups determined by micro-CT
analysis (ns: non-significant, *: p < 0.05). Differences between the two xenograft groups were not

statistically significant.

Table 3. Micro-CT analysis results of new bone volume for all samples at 8 weeks.

Group Mean + SD p-Value !
Control 517 +1.45

New bone volume (%) Bo-Hy 19.95 + 6.45 0.006 *
Po-Hy 20.56 £ 4.16

! Results were analyzed using the Kruskal-Wallis test. * Indicates statistically significant differences (p < 0.05).
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3.2.3. Histologic Findings

The samples recovered after 8 weeks of implantation were histologically analyzed
for neovascularization and new bone formation in the periphery and the interior of the
defects by H&E and MT staining. The bone graft materials exhibited minimal resorption
and maintained their shape despite the absence of a barrier. In H&E staining, inflammation
cell-infiltrating, fibrotic, osteoclast, and osteoblast activity at the graft site was evaluated.
In MT staining, blue indicates collagen fiber, and red indicates myofibrils, cytoplasm, or
mature bone that appears inside the bone. As a result of H&E staining, no inflammation
cells were found in all groups. In the two experimental groups, predominantly woven
bones surrounded by osteoblasts around the bone graft material were observed. New bone
maturation processes appeared with the mineralization of osteocytes in lacunae. In the MT
staining results, the presence of mature bone formation surrounds the graft material from
the defect boundary to the defect center and some areas of the mature bone (Figure 12).

x 40 x 100 x 400

H&E

MT

H&E

MT

H&E

MT

Figure 12. Histologic sections of calvaria defects from rabbits at 8 weeks after surgery. (a) Control,
(b) Bo-Hy, and (c) Po-Hy (black arrow: defect border margin, yellow arrow: osteocyte, BM: bone
graft material, NB: new bone, OB: old bone, CT: connective tissue, H&E: Hematoxylin & Eosin, MT:
Masson’s trichrome).
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3.2.4. Histomorphometric Findings

The histological results at 8 weeks are shown in Figure 13 and Table 4. The predomi-
nantly woven bones surrounded by osteoblasts were observed in all groups at 8 weeks. The
control group had the lowest bone formation at 8.37 &= 3.77%, whereas the Bo-Hy group was
20.97 £ 6.40% and the Po-Hy group had the highest bone formation at 22.94 £ 6.49%. The
control group showed a statistically significant difference compared with the other groups
(p < 0.05). However, there was no significant difference between Bo-Hy and Po-Hy groups.
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Figure 13. The percentage of new bone area determined by histological analysis (ns: non-significant, *:
p <0.05, **: p < 0.01). Differences between the two xenograft groups were not statistically significant.

Table 4. Histology analysis results of new bone area for all samples at 8 weeks.

Group Mean =+ SD p-Value 1
Control 8.37 +3.77

New bone area (%) Bo-Hy 20.97 £ 6.40 0.016 *
Po-Hy 2294 + 6.49

! Results were analyzed using the Kruskal-Wallis test. * Indicates statistically significant differences (p < 0.05).

4. Discussion

Hydroxypropyl methylcellulose (HPMC) is a hydrophilic carrier material used in drug
delivery systems and dental devices [46]. The addition of HPMC to bone graft materials
improves the moldability when in contact with water or biological fluids, maintaining the
stability of the bone material. [47]. In this study, HPMC was added to bone graft materials
to increase the moldability of particles and to facilitate application in bone defect sites.

Bovine-derived bone grafts were first to be used as xenografts in dentistry, and several
bovine xenograft products are currently commercialized in the market for bone graft
materials [48]. These grafts have an osteoconductive potential and are similar to the
human bone in chemical and physical characteristics [49,50]. Recently, the porcine-derived
xenograft has gained popularity as an alternative to the bovine-derived xenograft, and
many products have been commercialized. Chang et al. [51] reported that porcine bones are
composed of particles with an average size of 0.25-1.0 mm and a porosity as high as bovine
bones. Bae et al. [38] suggested that a porcine xenograft had a non-inferior ability in new
bone regeneration compared to that of a bovine xenograft. Therefore, the porcine-derived
xenograft is an effective bone graft material for bone regeneration because it has high
biocompatibility, excellent fusion ability to the graft site, and high bonding strength [52-54].
In this study, HPMC was mixed on the particle-type xenografts, which were derived from
two different species (bovine and porcine), and bone formation ability was compared.

In a previous study, the osteogenic activity of porcine- and bovine-derived xenografts
was evaluated using human mesenchymal stem cells, and both xenografts showed the
similar osteoinductivity [38]. In this experiment, MC3T3-E1 cells, a pre-osteoblast derived
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from C57B/6 mice, were used to evaluate the osteoinductivity of the porcine and bovine
xenografts with HPMC. Runx2, a major transcriptional regulator of osteoblast differen-
tiation, regulates the expression of several osteogenic genes, including collagen I, ALP,
OPN, bone sialoprotein, and bone calcium [55]. ALP, an early marker of osteoblast differ-
entiation, is involved in bone mineralization [56]. ON and OPN, of the non-collagenous
proteins abundant in the bone matrix, play important roles in bone formation [57,58]. Both
xenografts showed an increase in cell proliferation and ALP activity, and induced more
mRNA expression of Runx2, ALP, ON, and OPN compared with the controls. These results
are similar to those of previous experiments and indicate that bovine- or porcine-derived
xenografts with HPMC are suitable for use as bone substitutes [30].

A porous structure with various sizes of pores is essential for an ideal bone substi-
tute [59]. The porosity and pore size play important roles in the efficacy of cell seeding,
diffusion, and mechanical strength in the bone graft materials [60]. Porous bone graft
materials mediate bone remodeling by assisting in vascularization, osseointegration from
adjacent bones, and infiltration of osteoblasts and osteoclasts. In addition, the macrop-
ores contribute to increase the osteo-induction and the micropores contribute to enhance
the osseointegration within bone graft substitutes [61]. In a previous study, the surface
morphology of the bovine-derived xenograft with HPMC was shown as a macro-porous
structure and without a distinct hydrogel layer [30]. In our study, the scanning electron
microscopy (SEM) images of Bo-Hy and Po-Hy groups with HPMC showed that porous
structures closely mimicked cancellous bone. Both groups are thought to provide osteoblast
scaffolds as macro-porous structures appear. Furthermore, our surface investigation sug-
gested that the hydrogel layer of HPMC was not visible, which concurred with previous
studies [30].

From a surgical standpoint of the in vivo experiment, the Po-Hy group showed fa-
vorable handling properties similar to the Bo-Hy group and could be easily implanted
into the bone defects. The two types of xenografts used in this study, with the inclusion of
HPMC, increased the manipulability of the particles. They showed adhesion of the bone
graft material to the bone defects. The experimental groups were HPMC-mixed particles,
which by adding saline made it possible to be molded according to the size and desired
shape of the defect and fixed in the bone defects. An additional barrier for the maintenance
of space is unnecessary, which enables the cost reduction of the procedure.

In this study, a uCT analysis and histometric evaluations were conducted in a critical-
sized rabbit calvaria defect to compare the bone-forming ability of bovine- and porcine-
derived xenografts with HPMC. The newly formed bones surrounded by osteoblasts
were distributed around the experimental xenografts in the Bo-Hy and Po-Hy groups.
The experimental groups expressed superior bone cell proliferation and bone conduction
compared to the control group. Both xenografts were observed to be maintained without
structural collapse within the bone defect. Kim et al. [30] studied animal experiments using
the bovine xenograft with HPMC and reported uniform new bone generation in rat calvaria
at 8 weeks post-surgery. As a result of histomorphometric analysis, the area of new bone
in the Bo-Hy group (20.97 & 6.40%) and the Po-Hy group (22.94 £ 6.49%) had a larger
new bone area than the control group (8.37 £ 1.25%) and showed a significant difference.
In the comparison between the two species of xenografts with HPMC, the Po-Hy group
did not show a significant difference compared to the Bo-Hy group. This indicated that
the porcine xenograft with HPMC was not inferior in bone formation performance to the
bovine xenograft with HPMC.

In this animal study, defects of 6 mm in diameter and 2 mm-thick were formed and
the hydrogel xenografts were easily molded to fit the size of the bone defect. However,
additional research on a large model with irregular defects should be performed to evaluate
the manipulability of the bone graft material in consideration of the clinical situation.
There is insufficient evidence on the appropriate mixing concentration of HPMC with the
bone graft particles as the company did not expose the concentration of HPMC added to
the two types of xenografts. Within the limits of this study, the surface properties, cell
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activity, and bone regeneration ability of the porcine xenograft with HPMC were similar to
those of the bovine-derived xenograft with HPMC. Furthermore, the two types of HPMC-
mixed xenografts are moldable and easily shaped to conform to bone defects. Therefore,
xenografts with HPMC are suitable for bone grafting due to their increased manipulability
during surgery, and the porcine-derived xenograft with HPMC can be used as a biomaterial
for bone regeneration. Further large animal studies on xenografts suitable for irregular and
extensive bone defects of this bone graft material are needed. Further large animal studies
are required to evaluate whether this bone graft material is appropriate for irregular and
extensive bone defects.

5. Conclusions

Within the limitations of the present study, the porcine-derived xenograft with HPMC
showed a similar bone-forming ability to the bovine-derived xenograft with HPMC. In
addition, the two types of xenografts mixed with HPMC revealed excellent manipulability
and were well-located in the bone defect. Based on these results, this study showed that
the porcine-derived xenograft with HPMC is a promising alternative to the bovine-derived
xenograft for guided bone regeneration in clinical situations.
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