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Abstract: Implant therapy is a predictable treatment to replace missing teeth. However, the
osseointegration process may be negatively influenced by systemic conditions, such as diabetes
mellitus (DM). Microtopography and implant surface developments are strategies associated to
better bone repair. This study aimed to evaluate, in healthy and diabetic rats, histomorphometric
(bone to implant contact = %BIC; and bone area fraction occupancy = %BAFO) and nanomechanical
(elasticmodulus = EM; and hardness = H) bone parameters, in response to a nanometric hydroxyapatite
implant surface. Mini implants (machined = MAC; double acid etched = DAE, and with addition of
nano-hydroxyapatite = NANO) were installed in tibias of healthy and diabetic rats. The animals were
euthanized at 7 and 30 days. NANO surface presented higher %BIC and %BAFO when compared to
MAC and DAE (data evaluated as a function of implant surface). NANO surface presented higher
%BIC and %BAFO, with statistically significant differences (data as a function of time and implant
surface). NANO surface depicted higher EM and H values, when compared to machined and DAE
surfaces (data as a function of time and implant surface). Nano-hydroxyapatite coated implants
presented promising biomechanical results and could be an important tool to compensate impaired
bone healing reported in diabetics.

Keywords: diabetes mellitus; dental implants; histology

1. Introduction

The benefit of implants therapy is associated to osseointegration, which is described as
a bone-to-implant contact without interposition of any other tissue [1]. Currently, the use of implants
has been considered a satisfactory alternative to substitute teeth due to biocompatibility, esthetics,
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and a predictable prognosis [2]. According to Albrektson et al., 1981, some requisites are decisive
for achieving osseointegration, including the biocompatibility of the material, surgical technique,
implant design, condition of applied loads after implant placement, implant surface quality, and the site
where the implants are installed [3]. Nonetheless, there are risk elements, which can affect and harm
this process.

Diabetes mellitus (DM) is defined as a “group of metabolic diseases characterized by hyperglycemia
resulting from disturbances in insulin secretion, action or both” [4]. Being an important health problem
worldwide [5]. In this disease there is a notably high rate of periodontitis and tooth absence [6],
and is considered a limiting condition to treatment with implants, due to delayed wound healing [7],
incidence of microvascular disease [8], and debilitated response to infection [9]. Therefore, DM remains
a relative contraindication for implant therapy [10]: patients lacking good glycemic control might not
be considered appropriate for implant treatment, while well-controlled diabetic patients may be [11].

The osteoblastic activity in diabetic individuals is inhibited due the persistent hyperglycemia.
Additionally, this scenario modifies a parathyroid hormone response, which controls metabolism of
Ca and P [12], declines collagen formation during callus formation [13], induces apoptosis in lining
cells of bone [14], and increases osteoclastic activity [15], due to persistent inflammatory response.
Additionally, produces adverse effect on bone matrix and reduces growth and accumulation of
extracellular matrix [16]. This results in a decrease of bone repair, which is detected in animal
studies [17].

Therefore, DM remains a relative contraindication for implant therapy [10]: well-controlled
diabetic patients may be considered appropriate for implant therapy, while diabetic patients lacking
good glycemic control may not [11].

The osteoblastic activity in diabetic individuals is inhibited due the persistent hyperglycemia.
Additionally, this scenario modifies the response of parathyroid hormone, which regulates metabolism
of Ca and P [12], decreases collagen formation during callus formation [13], induces apoptosis in lining
cells of bone [14], and increases osteoclastic activity [15], due to a persistent inflammatory response.
It also produces an adverse effect on the bone matrix and reduces growth and accumulation of
the extracellular matrix [16]. This results in a decrease of bone repair, which is detected in animal
studies [17].

Current developments in the surface of osseointegrated implants has been suggested to
improve osseointegration in individuals with metabolic disorders that can impair bone healing [18].
Surface topography and chemical composition are involved in the early stages of wound healing,
and can alter cell behavior and tissue attachment to the implanted material [19]. The surface
modification can increase the response of the bone tissue around the implant, both quantitatively
(stimulate the healing process) and qualitatively (improving the quality of newly formed bone [20]).
Osseointegration is directly associated to the degree of surface roughness, and can also be influenced
by physical and chemical surface properties [21]. An important parameter is the bone-to implant
contact (BIC), which influences the success and survival rates in implant therapy [22].

Jimbo et al, 2012 evaluated 20 titanium implants inserted into rabbit femurs, 10 with
a hydroxyapatite (HA) nanoparticle surface and 10 grit-blasted, acid-etched, and heat-treated [23].
The animals were sacrificed 3 weeks after implant insertion. The nanomechanical properties of
the surrounding bone were evaluated by nanoindentation. While both implants show similar BIC,
the nanoindentation revealed that the tissue quality was expressively improved around the HA coated
implants. It suggests that nanomechanical evaluation enable one to analyze the bone mechanical
characteristics in the condensed scale level, without external influences [24].

Animal reports have revealed that DM could negatively affect implant osseointegration
process [25,26].  Ajami et al, 2014, revealed that early stages of peri-implant healing
(mainly osteoconduction and new bone formation) was impacted by chronic hyperglycemia,
which consequently affects long-term endosseous implant stability, and that hyperglycemia-caused
deficient implant integration could be minimized by using nanotopographically complex implants [27].
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Furthermore, qualitative differences in newly formed bone were also reported: bone around implants
was described as immature and less organized in uncontrolled diabetic rats than in non-diabetic
controls [25,26].

Thus, the purpose of this study was to analyze, in healthy and diabetic rats, the response of
a new topography implant surface (nano-hydroxyapatite coating), concerning histomorphometric
bone regeneration (bone to implant contact—%BIC and bone area fraction occupancy—%BAFO),
and nanomechanical properties (elastic modulus—EM, and hardness—H).

2. Materials and Methods

2.1. Animals

Seventy-two adult male Wistar rats (250-300 g) were included in the study. The animals were
treated according to the guidelines for animal care, were kept in plastic cages with free access to
water and a standard diet. For 7 days, before the surgeries, the rats were acclimated to the laboratory
environment. The rats were randomly selected to one of the experimental groups (diabetes mellitus or
control). The protocol was approved by The Ethics Committee on Animal Experimentation at the school
of Dentistry of Ribeirao Preto, University of Sao Paulo—FORP/USP (protocol 2014.1.1083.58.4).

2.2. Induction of Diabetes Mellitus

Diabetes was induced by a single intraperitoneal (i.p.) injection of streptozotocin (STZ, 60 mg/kg,
Sigma, St. Louis, MO, USA), which was dissolved in 0.2 mL citrate buffered solution (0.01 M, pH 4.5;
n = 36). Healthy group received a vehicle i.p. injection at a volume of 1 mL/kg (n = 36). A puncture
in the distal tail of the animals was performed at the days of implantation and euthanasia, to collect
blood for glucose levels monitoring. Blood glucose was instantly measured with a glucometer
(Accu-Check Active monitoring system, Roche Diagnostics, Rotkreuz, Zug, Switzerland). Only animals
with glucose levels higher than 300 mg/dL were considered diabetic and included in the research [28].

2.3. Surgical Procedures

General anesthesia was induced by administering an injection of 100-130 uL/100 g of animal weight
in a 4:3 combination of ketamine (74.1 mg/g of 10% ketamine hydrochloride; Agener, Unidao Quimica
Farmacéutica Nacional S/A, Embu-Guagu, Sao Paulo, Brazil) and xylazine (11.2 mg/kg dopaser;
Calier Laboratories S/A, Catalonia, Barcelona, Spain). Then, trichotomy and antisepsis were performed
with iodine solution 10% (Rioquimica Ind. Farmaceutica, Sao Paulo, Brazil) at the medial side of
the left tibia.

A 15-mm incision was done using a type 15C scalpel blade (Swann-Morton, Sheffield, UK)
on the medial side of the left tibia. The soft tissues were dissected to exposure bone, which was
then copiously washed with sterile saline solution (0.9%) and drilled with a 2.0 mm pilot drill (SIN
implantes, Sao Paulo, Sao Paulo, Brazil) using an electric implant motor (Dentscler, Ribeirao Preto,
Sao Paulo, Brazil) at 1000 rpm. There was constant sterile saline solution (0.9%) irrigation during
the perforation. A specially designed titanium implant (2.7 mm in length and 1.4 mm in diameter—SIN
implantes, Sao Paulo, Sao Paulo, Brazil) was randomly installed in the left tibia using a hand driver key
(SIN implantes, Sao Paulo, Sao Paulo, Brazil). The flaps were sutured using 5-0 coated Vicryl- suture
(Vicryl Ethicon 5.0, Johnson Prod., Sao José dos Campos, Sao Paulo, Brazil; Figure 1).
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Figure 1. Surgical procedures (A-F). Initial aspect of tibia after trichotomy and antisepsis
(A). Exposed bone tissue after full-thickness flap (B). Osteotomy being performed (C). Bone before
implant placement (D). Mini implant installed (E). Flap sutured (F).

Subsequently, the animals were monitored every day to evaluated post postoperative complications.
All animals received a single dose of anti-inflammatory (ketoprofen 0.05 mg/kg), and antibiotic
(penicillin 24.000 IU/kg).

2.4. Experimental Groups

The seventy-two animals were randomly divided into six experimental groups of twelve rats
each, and the groups were defined as follows: G1—machined mini implants installed in healthy rats;
G2—double acid etched (DAE) mini implants installed in healthy rats; G3—nano-hydroxyapatite
(NANO HA) covered mini implants installed in healthy rats; G4—machined mini implants installed
in diabetic rats; G5—DAE mini implants installed in diabetic rats; and G6—NANO HA covered mini
implants installed in diabetic rats.

Seven and 30 days after implants placement the rats were euthanized (36 animals in each period,
18 healthy and 18 diabetics, 6 from each group) by the intraperitoneal administration of a lethal
dose (150 mg/kg) of sodium thiopental (Thiopentax, Cristalia, Sao Paulo, Brazil). The left tibia was
removed and fixed in 10% neutral formalin for 48 h and the specimens were histologically processed.
Histological parameters bone to implant contact (%BIC) and bone area fraction occupancy (%BAFO);
and nanomechanical properties: elastic modulus (EM) and hardness (H) were evaluated.

2.5. Implant Design

This study investigated commercially pure titanium implants (grade 4). All the implants had
the same design and geometry and the surfaces evaluated were machined, double acid etching (DAE),
and nano-hydroxyapatite coating (NANO; Figure 2).

) Machined / ’

| N
Figure 2. Macrogeometry of machined, DAE, and NANO implants used in the study.
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2.5.1. Machined Surface

The machined implants did not receive any surface treatment. They were manufactured from
commercially pure titanium (grade 4) cylindrical bars. During the machining process, the implants were
inspected for their critical dimensional characteristics, shape/position, surface finish, and mechanical
requirements. After that, they received automated prewashing by centrifugal disc units, and hygiene
process, carried out inside controlled rooms (clean room), in high performance automated cleaning
systems (ultrasonic cleaning systems, Elma Schmidbauer GmbH, Singen, Germany). Then, they were
packed by an automated process and sterilized for use in the study.

2.5.2. DAE Surface

A machined implant surface received baths of nitric acid followed by sulfuric acid, leading to
the microcorrosion of the surface. The resulting surface was called DAE.

2.5.3. NANO Surface

For the NANO surface treatment, a DAE implant surface was processed according to Kjellin
and Andersson 2012 [29]. Succinctly, coating liquid containing nanohydroxyapatite crystals was
applied on top of the implant to be coated, and the implant was placed on a spin coater device.
Then, for homogenization of the liquid over the entire surface, the implant was rotated at 2600 rpm for
3 s; after that, it was allowed to dry at 10 min in room temperature. Finally, the implant was placed
in an oven at 450 °C for 5 min, for sintering and stable adhesion of the HA crystals.

DAE and NANO mini implants were packed and sterilized as previously described for
the machined surface.

2.6. Histologic Sectioning and Histomorphometry

Briefly, the tibia-implant blocks were fixed in 10% formalin buffered with 0.1 M sodium cacodylate,
pH 7.3, for 48 h and transferred to a solution of 70% ethanol for 72 h. After dehydration, tibias were
embedded in Hard Grade LR White resin (London Resin Company, London, UK) and sectioned using
the Exakt Cutting System (Exakt, Norderstedt, Hamburg, Germany). Then, the Exakt Grinding System
(Exakt, Norderstedt, Hamburg, Germany) was used to polish the longitudinal sections, which were
mounted on acrylic slides. The final thickness of the sections was 20 um, and then they stained with
Stevenel’s blue and Alizarin red and scanned via an automated slide scanning system and computer
software (Aperio Technologies, Vista, CA, USA).

For histomorphometric evaluation, an imaging analysis software (Image], NIH, Bethesda, MD,
USA) was used to quantify and evaluate osseointegration parameters around peri-implant surface.
The dependent variables of the present study were percentage of bone-to-implant contact (%BIC) and
bone area fraction occupancy (%BAFO). %BIC was selected because it measures the percentage of
bone along with implant surface perimeter, quantifying the degree of osseointegration derived from
initial bone stabilization. %BAFO measures the percentage of bone (newly formed and non-vital
autografted/native bone due to instrumentation) within the implant threads, evaluating the degree
of osseointegration derived from secondary stability by [30-32]. All evaluations were performed
in a blinded manner.

2.7. Nanoindentation Assay

The nanoindentation test was performed as previously described by Coelho et al., 2014 [24].
Briefly, the resin blocks were processed in the same manner as the histological sections, and then
received further polishing with diamond suspensions of 9-1 pm particle size (Buehler, Lake Bluff, IL,
USA) for scratch removal. Nanoindentation (1 = 30 per specimen) were performed with a nanoindenter
(Hysitron TI 950, Minneapolis, MN, USA) equipped with a Berkovich diamond three-sided pyramid
probe [33]. A loading profile was developed with a peak load of 300 uN at a rate of 60 uN/s, followed by
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a holding time of 10 s and an unloading time of 2 s. The extended holding period is necessary for bone
to relax to a more linear response, so that no tissue creep effect occurred in the unloading portion of
the profile. Therefore, from each indentation, a load—displacement curve was obtained [34].

For each specimen, mechanical testing was carried out within the threaded regions (cortical area)
between the first and second plat eau or the initial set of interplateau spaces containing novel bone
formation. The specimen was discarded if does not present cortical bone within any of the interplateau
regions. A light microscope (Hysitron, Minneapolis, MN, USA) was used to initially detect via imaging
the bone tissue within these regions [35]. Indentations (1 = 30/implant) were performed in the identified
regions of interest within each plateau region.

From each generated load—displacement curve, the reduced modulus Er (GPa) and hardness H
(GPa) of cortical bone tissue were computed via the Hysitron TriboScan software using the following
formulae, respectively:

co YT g o P (1)
W) A(he)
where S is the stiffness, hc is the contact depth, Pmax is the maximum applied force (300 pN), and A(hc)
is the contact area computed from the TriboScan software (version 9.2.12.0) utilizing the area function
with respect to the contact depth. Through the reduced modulus Er, the corresponding elastic modulus
Eb (GPa) may be calculated using the following equation:

1w ,
E, B | E @

1 1-v

where vb (0.3) is the Poisson’s ratio for cortical bone, Ei (1140 GPa) is the elastic modulus of the indenter,
and vi (0.07) is the Poisson’s ratio for the indenter [36,37]. This methodology [38] has been shown
successful in determining the mechanical properties of bone through nanoindentation [23,33,39,40].

2.8. Statistical Analysis

The histomorphometric data (percentage of bone-to-implant contact = %BIC and bone area fraction
occupancy = %BAFO) and nanomechanical properties (elastic modulus = EM and hardness = H) are
presented as a function of mean values with the corresponding 95% confidence interval (mean + 95%
CI). Preliminary analyses of %BIC, %BAFO, EM, and H have shown indistinguishable variances
(Levene’s test, all p > 0.25). %BIC, %BAFO, EM, and H data were collected and aligned along a linear
mixed model with fixed factors of time (7 and 30 days), systemic condition (healthy and diabetic),
and surface chemistry/texture modifications (machined, DAE, and NANO) at a random intercept.
After administering a significant omnibus test, post-hoc comparison of the experimental groups means
was gathered using a Tukey’s test. The analysis was accomplished using SPSS (IBM SPSS 23, IBM Corp.,
Armonk, NY, USA).

3. Results

The surgical procedures and follow-up revealed no complications regarding technical conditions
or post-operative infections. Post-operative healing was uneventful. No adverse events were identified,
and a clinically healthy soft tissue aspect was observed through the study.

3.1. Histomorphometric Analysis

A qualitative evaluation of the histologic micrographs of all groups is depicted in Figure 3A-L.
All images confirmed successful osseointegration, irrespective of time, implant type, and systemic
condition. Overall, a notable difference was observed between 7 and 30 days. With regards to implant
type, the NANO group demonstrated more intimate bone to implant interlocking when compared to
machined and DAE. Additionally, at 30 days, NANO coating implants micrographs depicted increased
remodeling sites and new bone formation compared to 7 day images.
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Machined DAE NANO

‘ Diabetic - 30 days ‘ ‘ Healthy - 30 days ’ ‘ Diabetic - 7 days ‘ ’ Healthy - 7 days ’

Figure 3. Histologic micrographs of all experimental groups (A-L). Stevenel’s blue Alizarin red
stained histologic micrographs of healthy (A-C,G-I) and diabetic (D-F,J-L) groups for machined
(A,D,G, and E), DAE (B,E H, and K), and NANO coated (C/F I, and L) implant surface treatments.
All images confirmed successful osseointegration, irrespective of time, implant type, and systemic
condition. Overall, a notable difference was observed between 7 and 30 days. With regards to implant
type, the NANO group demonstrated more intimate bone to implant interlocking when compared to
machined and DAE. Additionally, at 30 days, NANO coating implants micrographs depicted increased
remodeling sites and new bone formation compared to 7 day images.

3.1.1. Bone to Implant Contact (%BIC)

Correlating to histologic analysis, histomorphometric measurements of the percentage of bone
to implant contact (%BIC) as a function of time revealed a statistical significant difference between 7
(25.32 + 2.61) and 30 (59.69 + 2.61) days (p < 0.001; Figure 4A). No statistically significant differences
were found when healthy (43.03 + 2.61) and diabetic (41.96 + 2.61) groups were compared (data as
function of systemic condition; p = 0.632; Figure 4B). When implant surfaces were considered, NANO
group (57.39 + 3.20) exhibited higher %BIC relative to machined (32.35 + 3.20) and DAE (37.74 + 3.20)
groups (data as a function of implant surface; p < 0.001; Figure 4C). Data evaluation as a function
of time and implant surface highlighted the superiority of NANO group at 30 days (74.13 + 4.53)
compared to others (machined 7 days = 13.62 + 4.53, DAE 7 days = 21.62 + 4.53, NANO 7 days = 40.65;
machined 30 days = 51.07 + 4.53 DAE 30 days = 53.87 + 4.53; p < 0.001; Figure 4D). When %BIC was
evaluated as a function of systemic condition and surface, diabetic (62.58 + 4.53) NANO group depicted
a significant statistical difference (p < 0.001; Figure 4E). Evaluating all factors: time, systemic condition,
and surface treatments, the results revealed that NANO surface presented the best results in diabetic 7
(35.94 + 6.40) and 30 days (79.80 + 6.40; p < 0.001; Figure 4F).
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Figure 4. (A-F) Graphs representing the percentage of bone to implant contact (%BIC) differently
arranged as a function of study factors (mean and 95%CI). Significant difference was seen between 7
and 30 days in vivo (A). No statistically significant differences were found when comparing the healthy
and diabetic group (data as function of systemic condition) (B). When implant surface was considered,
NANO group exhibited higher %BIC relative to machined and DAE groups (data as a function of implant
surface) (C). Data evaluation as a function of time and implant surface highlighted the superiority
of the NANO group at 30 days compared to others (D). When %BIC was evaluated as a function of

the systemic condition and surface, diabetic NANO group depicted a significant statistical difference
(E). Evaluating all factors: time, systemic condition, and surface treatment the results revealed that
NANO surface presented the best results in the diabetic group (7 and 30 days) (F). Identical letters
indicate no significant difference among groups.

3.1.2. Bone Area Fraction Occupancy (%BAFO)

Percentage of bone area fraction occupancy (%BAFO) as a function of the time demonstrated
statistic significant difference between 7 (31.46 + 2.99) and 30 (52.87 + 2.99) days (p < 0.001; Figure 5A).
Healthy group (44.31 + 2.99) presented higher %BAFO when compared to diabetic (40.02 + 2.99; data
as a function of systemic condition; p = 0.048; Figure 5B). When implant surfaces were considered,
NANO group (47.64 + 3.66) exhibited higher %BAFO relative to machined (38.80 + 3.66) and DAE
(40.05 + 3.66) groups (data as a function of implant surface; p = 0.002; Figure 5C). Data evaluation as
a function of time and implant surfaces highlighted the superiority of the NANO group at 30 days
(56.95 + 5,18) compared to others (machined 7 days = 26.83 + 5.18, DAE 7 days = 29.22 + 5.18, NANO
7 days 38.34 + 5.18, machined 30 days = 50.77 + 5.18, DAE 30 days = 50.88 + 5.18; p < 0.001; Figure 5D).
No statistically significant differences were found when %BAFO was evaluated as a function of
systemic condition and surface (p = 0.616; Figure 5E). Evaluating all factors (time, systemic condition,
and surface treatment) the results revealed that NANO surface presented the best results at 7 days
(healthy = 38.28 + 7.33; p < 0.009; Figure 5F).
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Figure 5. (A-F) Graphs representing the percentage of bone area fraction occupancy (%BAFO)
differently arranged as a function of study factors (mean and 95% CI). Significant difference was seen
between 7 and 30 days in vivo (A). Statistically significant difference was found when comparing
the healthy and diabetic group (data as function of systemic condition) (B). When implant surface
was considered, the NANO group exhibited higher %BAFO relative to machined and DAE groups
(data as a function of implant surface) (C). Data evaluation as a function of time and implant surface
highlighted the superiority of NANO group at 30 days compared to others (D). No statistically
significant differences were found when %BAFO was evaluated as a function of systemic condition and
surface (E). Evaluating all factors (time, systemic condition, and surface treatment) the results revealed
that NANO surface presented the best results at 7 days (healthy group) (F). Identical letters indicate no
significant difference among groups.
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3.2. Nanomechanical Analysis

3.2.1. Elastic Modulus (EM)

The elastic modulus (EM) as a function of time demonstrated statistic significant difference
between 7 (8.94 + 1.36) and 30 (14.14 + 1.22) days (p < 0.001; Figure 6A). No statistically significant
differences were found when compared healthy (11.07 + 1.35) and diabetic (12.01 + 1.24) groups (data as
function of systemic condition; p = 0.308; Figure 6B). When implant surfaces were considered, NANO
group (14.89 + 1.59) exhibited higher EM relative to machined (7.28 + 1.51) and DAE (12.45 + 1.65)
groups (data as a function of implant surface; p < 0.037; Figure 6C). Data evaluation as a function
of time and implant surface highlighted the superiority of NANO group at 30 days (16.70 + 1.97)
compared to others (machined 30 days = 12.52 + 2.23, DAE 30 days = 13.20 = 2.16; p < 0.027; Figure 6D).
When EM was evaluated as a function of systemic condition and surface, the diabetic NANO group
(15.71 £ 2.16) depicted higher values (p < 0.001; Figure 6E). Evaluating all factors (time, systemic
condition, and surface treatment) the results revealed that surface treated implants presented superior
EM than machined (p < 0.031; Figure 6F).
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Figure 6. (A-F) Graphs representing elastic modulus (EM) differently arranged as a function of
study factors (mean and 95% CI). A significant difference was seen between 7 and 30 days in vivo
(A). No statistically significant difference was found when comparing the healthy and diabetic group
(data as a function of systemic condition) (B). When the implant surface was considered, NANO group
exhibited higher EM relative to machined and DAE groups (data as a function of implant surface)
(C). Data evaluation as a function of time and implant surface highlighted the superiority of NANO
group at 30 days compared to others (D). When EM was evaluated as a function of systemic condition
and surface, diabetic NANO group depicted higher values (E). Evaluating all factors: time, systemic
condition and surface treatment the results revealed that surface treated implants presented superior
EM than machined (F). Identical letters indicate no significant difference among groups.

3.2.2. Hardness (H)

Hardness (H) as a function of time demonstrated statistic significant difference between 7
(0.31 + 0.06) and 30 (0.64 £ 0.05) days (p < 0.001; Figure 7A). Healthy group (0.53 + 0.06) presented
higher H when compared to diabetic (0.42 + 0.05; data as a function of systemic condition; p = 0.015;
Figure 7B). When the implant surface was considered, NANO group (0.66 + 0.07) exhibited higher
H relative to machined (0.34 + 0.07) and DAE (0.43 + 0.07) groups (data as a function of implant
surface; p < 0.037; Figure 7C). Data evaluation as a function of time and implant surface highlighted
the superiority of NANO group at 30 days (0.9 + 0.09) compared to others (machined 30 days =
0.55 + 0.10, DAE 30 days = 0.47 + 0.10; p < 0.027; Figure 7D). When H was evaluated as a function
of systemic condition and surface, the healthy NANO group (0.79 + 0.11) depicted higher values
(p < 0.002; Figure 7E). Evaluating all factors (time, systemic condition, and surface treatment) the results
revealed that surface treated implants presented superior H than machined (p < 0.025) and that NANO
healthy 30 days (1.25 + 0.14) presented the higher values of H (Figure 7F).
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Figure 7. (A-F) Graphs representing hardness (H) differently arranged as a function of study factors
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(mean and 95% CI). Significant difference was seen between 7 and 30 days in vivo (A). Healthy
group presented higher H when compared to diabetic (data as function of systemic condition)
(B). When implant surface was considered, NANO group exhibited higher H relative to machined
and DAE groups (data as a function of implant surface) (C). Data evaluation as a function of time
and implant surface highlighted the superiority of NANO group at 30 days compared to others (D).
When H was evaluated as a function of the systemic condition and surface, the healthy NANO group
depicted higher values (E). Evaluating all factors: time, systemic condition, and surface treatment
the results revealed that surface treated implants presented superior H than machined and that NANO
healthy 30 days presented the higher values of H (F). Identical letters indicate no significant difference
among groups.

4. Discussion

Osseointegration has been described as the close contact between bone and biomaterials at
the optical microscopic level [41] with a success rate for oral rehabilitation higher than 90% [42].
Animportant attention has been devoted to implant design to improve host-to-implant biocompatibility
and biomechanical responses. Surface treatment has been widely investigated because it is the first
part to interact with the host and these changes can alter bone-implant interactions [43].

The present study evaluated, in healthy and diabetic rats, the response of a new topography
implant surface (nano-hydroxyapatite coating), concerning histomorphometric bone regeneration
(%BIC and %BAFO) and nanomechanical properties (elastic modulus and hardness). The postulated
null hypothesis that the histological and mechanical characteristic of the bone would be enhanced
due to the effect of the nanostructured HA was accepted since histomorphometric measurements and
nanomechanical properties depicted statistically significant differences for the NANO group in all
evaluated parameters (data as a function of implant surface).

The basic osseointegration events of hemostasis, inflammation, proliferation, and remodeling are
related to being impaired by metabolically compromised health conditions, such as diabetes mellitus
(DM) [25,44—46]. In order to increase the rate and extend of osseointegration of implants in such
challenging scenarios, implant surface chemistry/texture modifications have been suggested [47].
Nonetheless, studies comparing their potential benefits are still not clear when used in a DM model [48].
In this work, bone remodeling shown to be superior around implants with treated surfaces and to
a reduced level around machined implants. The outcomes recommend that bone remodeling shows to
be accelerated when related to advanced, optimized, and modified implant surfaces.
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The development of microscale surface topography, as dual acid-etched (DAE) implants,
enhanced bone formation along with the implant surface when compared to machined [49,50].
Additionally, the emergence of chemically/topographically complex surfaces, such as bioactive
nano-hydroxyapatite coated implants (NANO), provided a more suitable arrangement that better
mimics natural tissue organization and facilitates interaction with tissues biomolecules and cell—cell
communication during the healing process [51-53]. The consequences of nanostructure on bone
formation in a hyperglycemic rat model revealed an increased wettability, leading to an enhanced hard
tissue differentiation [46].

Percentage of BIC is an important factor to evaluate the potential of osseointegration and to compare
different implants with diverse macro- and microdesigns, materials, or surface modifications [54,55].
On the histomorphometrical analysis, the NANO surface presented higher %BIC and %BAFO when
compared to machined and DAE (regarding implant surface). Furthermore, through an implant-specific
healing mechanism, at 30 days, the NANO surface presented higher %BIC and %BAFO than machined
and DAE, with statistically significant differences (data evaluation as a function of time and implant
surface). Literature findings support the evidence through previous animal studies that demonstrated
NANO complex surfaces outperforming microtopography surfaces in metabolically compromised
subjects [18,27,56]. The consequence of high glucose levels combined with inflammation in a titanium
surface were proposed by Ramenzoni et al., 2020, including a decrease on osteoblast processes,
along with the proliferation and differentiation [45].

The noteworthy results evidenced for complex implant surface designs in challenging situations,
such as low-density bone sites, motivated their use for compromised systemic conditions that affect bone
metabolism and osseointegration [57]. Nanoindentation of bone around implants has the prospective
to clarify the qualitative features of osseointegration [23]. In our study, data evaluated as a function
of time depicted the superiority of EM and H at 30 days compared to 7 days. When the data was
evaluated as a function of the implant surface, NANO group presented higher EM and H than DAE
and machined. Literature findings comparing the use of NANO and DAE surfaces have confirmed
the superiority of the former regarding to histological parameters [57,58].

Histological analysis has been described as the “gold standard” to evaluate bone formation.
However, this method has some limits. For instance, cutting and grinding the implant in bone
blocks may injury the interface and influence outcomes. Two dimensional histology may not
have took the actual situation due to its limited possibility of assessment, since it may depend on
where the section was taken from [59]. Therefore, the lack of a microtomographic investigation
can be considered a limitation of this study. Additionally, gene expression analysis could provide
insights about normal cellular processes, such as osteoblast differentiation of some important bone
markers, alkaline phosphatase protein expression, and extracellular matrix mineralization [60,61].
Finally, other periods of evaluation might contribute for more reliable results.

To investigate surface modifications at the nanoscale, Oliveira et al., 2020, evaluated in healthy
and diabetic rats, the response of nano-hydroxyapatite coating implants through gene expression
analysis and 3D evaluation using microcomputed tomography (micro-CT), and described some findings
where NANO-HA surface was less affected by these adverse effects of the high glucose environment:
the levels of Runt-related transcription factor 2 (Runx2), Alkaline phosphatase (Alp), Osteopontin (Opn),
and Osteocalcin (OC) were better for NANO-HA group, suggesting an enhancement of osteoblast
proliferation, mainly at early stages of osseointegration [62]. Additionally, the effects of nanostructured
HA coated implant surface (NANO) were observed after 7 and 30 days, in healthy and diabetic animals
(as amodel of impaired bone healing) [62]. In the present study, using the same methodology, the results
revealed nano-hydroxyapatite coated implants encouraging biomechanical outcomes, suggesting
an improvement not only in quantity but also in new bone quality, which should be a significant tool
to compensate impaired bone healing related to diabetes mellitus.

The coating of titanium implants with different substances is an approach that has been investigated
in the literature. The outcomes from Valbonetti et al., 2019 investigating the effects of collagen type I as
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a coating of titanium implants on bone healing and bone formation in a rabbit model, confirms that
collagen type I is one of the most efficient approaches for accelerating early osteogenesis and improving
the bioactivity of titanium implant surfaces. The collagen coating probably influences cell migration,
attachment, proliferation, and differentiation on the titanium implants, and could be clinically
advantageous for shortening the implant healing period [63]. These results, favoring implant coating,
were similar to those found in the present study.

Additionally, literature depicted previous research that demonstrated the effects of antidiabetic
drugs (for example, aminoguanidine and insulin) in order to control the negative effect of diabetes
mellitus on bone around the implant in rats [28,64,65]. Yildirim et al., 2020, revealed that Metformin
favors the bone healing around titanium implants and enhances the osseointegration process.
Bone formation ratio was high in the test animals (metformin treated rats), when compared with
the controls during the four-week osseointegration period [64]. The present study did not comprise
a group with the antidiabetic drug, and this could be a suggestion for futures studies evaluating
NANO-HA surface.

One of the main limitations of the present study is that the implants were inserted in rat tibia,
and not in maxillary or mandibular bone. Future animal studies addressing the behavior of this
nano-HA surface should be conducted in larger animals, such as mini pigs, allowing the use of
commercial implants (and not mini implants specially designed for the study) installed in in alveolar
bone; furthermore, more realistic clinical situations, such as implant loading and masticatory function,
could be part of the experiment. Another suggestion for future studies is the inclusion of a controlled
diabetic group, since the present study compared healthy versus non-controlled diabetic subjects.

This report revealed an important upregulation of the mineralization process that was revealed
with bone mechanical property assessment through nanoindentation and histologic parameters.
The conventional techniques, such as the removal torque testing, could be affected not only by
the micro but also by the macrofeatures of the implant. Furthermore, nanomechanical characterization
offers a probability to purely assess the bone mechanical features in the reduced scale level without
the interruption of other factors. The nanoindentation analysis is an appropriate way to take into account
the anisotropic organization of bone [37] and map the range of mechanical properties of bone around
dental implants. Bone mineralization process around implant design variations (e.g., instrumentation,
bulk, and surface) can be evaluated. In this work, it is well-defined that the degree of mineralization
(elastic modulus and hardness) of the bone in the proximity of the implant was notably improved
for surface treated implants, regardless of systemic condition and time. Subsequently, the current
results and literature findings support the principle regarding to the use of bioactive nanoscale surface
modifications as a compensation for the negative effect of DM on osseointegration.

5. Conclusions

Nano-hydroxyapatite coated implants revealed encouraging biomechanical outcomes and could be
considered a significant tool to compensate impaired bone healing related in diabetics. These outcomes
suggest that this surface must be confirmed in human controlled trials, evaluating challenging
clinical conditions.
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