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Abstract: Objective: The objective of this study was to explore the effect of Chlorhexidine-loaded
Halloysite nanotubes (HNT/CHX) fillers (diverse mass fractions from 1 to 10 wt.%) on physicochemical,
morphological and biological properties of newly developed experimental dental resin composite,
in order to compare with the properties of composites composed of conventional glass fillers. Methods:
The dental resin composites were prepared by incorporating various proportions of HNT/CHX.
Six different groups of specimens: control group and five groups composed of varied mass fractions
of HNT/CHX (e.g., 1.0, 2.5, 5.0, 7.5 and 10 wt.%) as fillers in each group were fabricated. Mechanical
properties of the composites were monitored, using UTM. The degree of conversion of dental resin
composites and their depth of cure were also evaluated. Antimicrobial properties of dental composites
were studied in vitro by applying agar diffusion test on strain Streptococcus mutans and cytotoxicity
were studied using NIH-3T3 cell line. Results: The incorporation of varied mass fractions (1.0 to
5.0 wt.%) of HNT/CHX in dental resins composites enhanced mechanical properties considerably with
significant antibacterial activity. The slight decrease in curing depth and degree of conversion values
of composites indicates its durability. No cytotoxicity was noticed on NIH-3T3 cell lines. Significance:
Consistent distribution of HNT/CHX as a filler into dental composites could substantially improve
not only mechanical properties but also biological properties of dental composites.

Keywords: dental composites; Halloysite nanotubes; mechanical properties; antimicrobial
activity; cytotoxicity

1. Introduction

Oral diseases are highly prevalent and can significantly affect human health, especially untreated
carious teeth. Resin-based composites have been used as dental restorative materials for a long time [1].
Compared to dental amalgam, dental composites are more preferred by dental practitioners due
to dental composites having low toxicity, high biocompatibility and strong bonding properties to
teeth [2,3]. Extensive efforts have been made to enhance mechanical and biological properties for
dental composites for different applications [4,5]. The major limitations associated with dental resin
composites are their lack of adequate physico-mechanical properties and antibacterial properties,
which leads to fracture or secondary dental carries and eventually failure of composite restoration [6,7].
The microscopic marginal gaps between the teeth and filling material may harbor bacteria and
encourage bacterial proliferation, which in-turn leads to secondary carries [8]. Therefore, developing
novel dental composites with superior mechanical properties, along with antibacterial properties,
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would be advantageous to patients. An antibacterial dental composite may prevent secondary caries
by preventing oral biofilm formation on tooth surfaces [8,9].

Halloysite nanotubes (HNTs) (Al;Si;Os (OH)4. 2H,0) are a two-layered alumino-silicate with
tubular structure. Halloysite is mineral which is available abundantly in nature and inexpensive
compared to carbon nanotubes (CNT) [10]. As per the earlier report, CNTs were found to be toxic to
cells, and their cytotoxicity increases with surface functionalization with acid treatment [11]. In addition,
Halloysite is biocompatible in nature and easy to purify. It has diameters in tens of nanometers,
and the lengths range from ~200 nm to 1-2 um [12]. In recent years, HNTs have been seen as potential
nanocarrier agents for the delivery of drugs [4,10].

Chlorhexidine (CHX) has a broad spectrum of antimicrobial activity against various organisms,
such as bacteria, fungi and viruses. It used widely in denture-wash liquid, oral mouth rinse and
hand sanitizer [13]. Chlorhexidine acts by disrupting cell membranes of micro-organisms and has low
cytotoxicity [14].

This study focused on the investigation of experimental dental resin composites made from
HNT nanocarrier loaded with Chlorhexidine. The constant distribution of well-separated HNT/CHX
into dental composites would result in the enhancement of mechanical and antibacterial properties.
The structure of HNT/CHX was examined by Fourier-transform infrared spectroscopy (FTIR) and X-ray
diffractometer (XRD). The experimental dental composites were tested for their Compressive Strength,
Flexural Strength, Flexural Modulus, depth of cure and degree of conversion. Streptococcus mutans
(S. mutans) was used as an in-vitro surrogate model for testing antibacterial efficiency of the dental
resin composite. MTT assay was performed on NIH 3T3 cell lines, to assess the cytotoxicity of the
dental resin composite. The morphology of a fractured dental composite was observed under scanning
electron microscopy (SEM) and transmission electron microscope (TEM).

2. Materials and Methods

2.1. Materials

Bis-GMA and TEGDMA (Bisphenol A glycerolate dimethacrylate and tri (ethyleneglycol)
dimethacrylate, 95%) were provided by the Esstech Co. (Essington, PA, USA). Chlorhexidine
digluconate was procured from Macleod’s pharma (Mumbai, India). Camphorquinone (CQ, 97%)
and Ethyl-4-dimethylaminobenzoate (4-EDMAB, 99%) were procured from TCI Chemicals Pvt. Ltd.
(Chennai, India) Pvt Ltd. Purified Halloysite nanotubes was acquired from Sigma-Aldrich Co.
(Bengaluru, India). The dental glass filler (V-117-1190) was provided by the Esstech Co. (Essington, PA,
USA) for this study.

2.2. Methods

2.2.1. Drug Loading into HNTs

Chlorhexidine digluconate (20 mg mL™!) was first dissolved in double-distilled water at 80 °C
for 45 min. The mixture was then sonicated until the drug dissolved entirely. Then, the sieved HNTs
(via a 45 pm sieve) (1 mg mL~!) were added to the drug solution. Then, ultra-sonication was done
for 1 h, to disperse HNTs in the drug solution. Afterward, the solution was subjected to vacuum at
0.085 Mpa, letting the drug solution enter within the hollow lumens of HNTs. The resultant solution
was taken out and kept at atmospheric pressure for 15 min; after some time, vacuum was applied again,
to remove any remnant air in the hollow tubules. Any fizzing indicated the presence and removal of air
in the course of the vacuuming procedure. This cycle was repeated 5 times [15]. The resultant mixture
was washed with double-distilled water to eliminate any free-floating drug. These drug-loaded HNT
samples were dried in the air and preserved for future evaluations.
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2.2.2. Preparation of Dental Resin Composites

A formulation with Bis-GMA/TEGDMA in the ratio of 69.5/29.5 wt./wt., with CQ/4-EDMAB as
a photo-initiators in ratio of 0.5/0.5 wt./wt., was used as the resin matrix [16]. For the fabrication of
resin-composite samples without dental glass fillers, six different groups of resin-composite specimens
were prepared: the control group, H1 (0%), and five groups containing varied mass fractions with
HNT/CHX in each group, namely H2 (1%), H3 (2.5%), H4 (5%), H5 (7.5%) and H6 (10%). The details of
varied mass fractions of HNT/CHX without glass fillers in dental composites are shown in Table 1.

Table 1. The composition of dental resin composite containing HNT/CHX in the resin matrix without
glass fillers and the light-curing time.

Groups % wt. of HNT/CHX Resin (Matrix) Other Component Light-Curing Time (s) No. of Samples
Bis-GMA/TEGDMA  CQ ?/4-EDMAB?
H1 (Control) 0 69.5/29.5 wt.% 0.5/0.5 wt.% 40 6
o ) Bis-GMA/TEGDMA  CQ ?/4-EDMAB? 0 p
69.5/29.5 wt.% 0.5/0.5 wt.%
g a. b
H3 25 Bis-GMA/TEGDMA CQ ?/4-EDMAB 40 6
69.5/29.5 wt.% 0.5/0.5 wt.%
g aj. b
Ha 5 Bis-GMA/TEGDMA CQ ?/4-EDMAB 40 6
69.5/29.5 wt.% 0.5/0.5 wt.%
Bis-GMA/TEGDMA  CQ ?/4-EDMAB?
H5 75 69.5/29.5 wt.% 0.5/0.5 wt.% 40 6
g aj. b
He 10 Bis-GMA/TEGDMA CQ ?/4-EDMAB 40 6
69.5/29.5 wt.% 0.5/0.5 wt.%

2 Camphorquinone, ® Ethyl-4-dimethylaminobenzoate. HNT/CHX-Chlorhexidine-loaded Halloysite nanotubes.

Furthermore, HNT/CHX resin was mixed with dental glass fillers, and six different groups of
resin composite specimens were prepared: control group, G1 (0%), and five groups containing varied
mass fractions, namely G2 (1%), G3 (2.5%), G4 (5%), G5 (7.5%) and G6 (10%) (The combined ratio of
glass fillers and HNT/CHX being limited to 70%). The data pertaining to different mass fractions of
HNT/CHX with glass fillers in dental resin composites are given in Table 2.

Table 2. The Composition of dental resin composite containing HNT/CHX in the resin matrix with

glass fillers and the light-curing.

Groups I-Z':I‘"'fv/tC:IfX Glo:s;v;il?irs Resin (Matrix) Other Component Light-Curing Time (s) ~ No. of Samples
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2 Camphorquinone, ° Ethyl-4-dimethylaminobenzoate. HNT/CHX-Chlorhexidine-loaded Halloysite nanotubes.

The HNT/CHX was added in the TEGDMA-containing beaker, under mechanical stirring at
500 rpm for 1 h. Then, Bis-GMA, 4EDMAB and CQ were added under continuous stirring at 500 rpm
for another 1 h. Afterward, the prepared system was kept under vacuum for 24 h at 25 °C, to remove
air bubbles. Afterward, the resultant composite paste was placed in molds of silicon rubber, and the
glass slide was used on both sides, to cover mold the surface [17]. Afterward, the molds were
photo-polymerized with an LED curing unit (Woodpecker i-LED, China), for 40 s on each side [17-19].
The prepared composite specimen was then kept in dark airtight containers for 3 days, at room
temperature, and polished progressively with silicon carbide abrasive papers (P1500 grit) prior
to evaluation.
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2.3. Characterization

2.3.1. Characterization of Inorganic Fillers

(1) Morphology of HNT/CHX and HNTs

Ultrastructural analyses of HNTs and HNT/CHX were conducted by Transmission Electron
Microscope (Model G2 F30, FEI Technai, Eindhoven, Netherlands), with the intention of confirming
the CHX loading with HNT at voltage around 300 kV. The samples were fabricated by dispersing
the drug-loaded HNTs in n-propanol for 5-10 min, under ultra-sonication. During this procedure,
micro-pipettes were used to collect a minute quantity of the solution, which was then placed over a
copper grid (carbon-coated) [18]. The grid was settled for 10 min, and then it was used for TEM analysis.

The morphology of fracture surfaces of dental composites containing HNT/CHX were also
examined by Scanning Electron Microscope (SEM, Zeiss EVO 18, Jena, Germany). Ahead of SEM
examination, all sample specimens were mounted on stubs and vacuum-coated with Palladium-Gold
film, to avoid charge accumulation [19].

(2) Diffraction studies of HNT, CHX and HNT/CHX

X-ray diffraction (XRD) spectra of HNT, CHX and HNT/CHX were recorded on an X-ray GNR APD
2000 PRO, using Ni-filtered CuKa as radiation source with wavelength of 1.54 A in the configuration
of Bragg—Brentano. The instrument was run at 40 kV and 30 mA. Around 600 mg of the powered
sample was taken in the sample holder, and then the sample holder was placed on the instrument for
analysis. XRD data were recorded at a scanning speed of around 1 min~!, from 10° to 80° (26) [18,19].

(3) Fourier-transform-infrared spectroscopy (FTIR) analysis

The infrared vibration spectrum of HNT, CHX and HNT/CHX was obtained by using FTIR-JASCO
4100. To carry out the analysis, the sample was mixed in 1:100 ratios with potassium bromide (KBr).
A pellet press was used to create pellet from the mixture. The background spectrum was recorded by
blank KBr pellet, and then pellet with samples were recorded. The spectral range for analysis was kept
at 4000-400 cm ™! wave range, at 4 cm™! resolutions and 32 scans.

2.3.2. Characterization of Dental Resin Composites

(1) Mechanical properties

Flexural Strength (FS), Compressive Strength (CS), and Flexural Modulus (FM) of dental resin
composite were recorded, using a Universal Testing Machine (UTM, Lloyd LRX, West Sussex, UK).
As per ANSI/ADA specification no. 27/2009 (ISO-4049), six specimens with rectangular dimension
(25 mm X 2 mm X 2 mm) were made from composite paste and irradiated for 40 s on each side.

A 3-point bending test (with 20 mm stretch) and cross-head speed (1 mm/min) were used to
measure Flexural Strength and Flexural Modulus of the cured dental composite specimens. The Flexural
Strength was computed with 3PL/2bd2 formula, where P = load at fracture; L = span length; b = width;
and d = thickness [19]. Additionally, to measure CS of cured composite samples, cylindrical type
specimens (¢ 4 mm X 6 mm, n = 6) were also crafted and evaluated, using universal testing with
cross-head speed of 1 mm/min.

(2) Degree of conversion

The degree of conversion (DC) of cured dental composite specimen was analyzed, using FTIR
spectrometer (JASCO 4700), equipped with ATR (attenuated total reflectance crystal). The spectral
range for FTIR analysis was maintained at 4000400 cm™~! wave range, at 4 cm™! resolutions and
32 scans [20]. Vibrational spectra were recorded for each specimen before and after curing. The DC of
each specimen was calculated by the ratio of absorbance intensities of aliphatic C-C bond (1638 cm™1),
with reference to internal standard of aromatic C-C bond (1608 cm™!). The trials were repeated three
times for every specimen. The DC (%) of the specimen calculated from Formula (1) is as follows:

DC (%) = (1 — R cured/R uncured) x 100
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where R = band height at 1638 cm™!/band height at 1608 cm™.

(3) Curing depth

The silicon mold (¢ 4 mm x 6 mm) was filled with composite paste, uniformly, and irradiated
vertically for 20 s, with the curing module, according to ISO 4049 [20]. The cured sample was taken
away from the silicon mold, and uncured paste was removed with the help of spatula. The curing
depth of the specimen at different orientations was measured by using a digital caliper, 5 times (n = 3,
accurate to 0.01 mm).

(4) Antimicrobial assessments

A Gram-positive strain of Staphylococcus mutans (MTCC 890) was used to assess the antibacterial
activity of HNT/CHX dental resin composites [21]. The sensitivity of S. mutans toward resin composites
was studied by using Disk diffusion assay, under aseptic conditions, in a laminar airflow chamber.
The specimens were formed with resin composite paste, using silicon rubber molds with a diameter of
6 mm and thickness of 2 mm. The specimens were made by placing the respective materials into the
mold over a glass slab sandwiched between two Mylar strips. The material was light-cured for 40 s on
each side [19].

Lyophilized S. mutans strains (MTCC 890) were procured from IMTECH (Institute of Microbial
Technology, Chandigarh, India). They were grown in 25 mL of Luria Bertani (LB) Broth, (HiMedia
Laboratory Pvt. Ltd., Mumbeai, India), separately, at 37 °C for 48 h. The resultant bacteria were again
kept in 25 mL of BHI broth (Brain Heart Infusion broth, HiMedia Laboratory Pvt. Ltd., Mumbai, India)
at 37 °C for 24 h, to grow a suspension culture (inoculum), corresponding to 106 CFU/mL, as per the
McFarland scale. All polymerized specimens were immersed in 10 mL of 100% methanol and washed
with continuous agitation, to remove any non-polymerized components, and then they were sterilized
by ethylene oxide gas [22].

For the agar diffusion test, a 5 mm base layer containing 25 mL BHI agar (Brain Heart Infusion
agar, HiMedia Laboratory Pvt. Ltd., Mumbai, India) was uniformly spread in disposable sterile Petri
plate. After solidification of agar, sterile borers were used to form wells around 6 mm in diameter in
each Petri plate [22].

Each Petri plate contained a maximum of 4 specimens for the test. Sterile water was used as
negative and 0.12% Chlorhexidine digluconate solution as a positive control. The culture plates were
kept at 37 °C for 24 h, in the incubator. After 24 h of incubation, the formed inhibition zones around
the discs were observed and measured in millimeters. The diameter of each inhibition zone for each
disk was measured three times, and the resultant mean was calculated [19,23].

(5) In vitro cytotoxicity test

NIH-3T3 cell lines were used to examine the cytotoxicity of HNT/CHX resin composites. Optimal
cell counts (5000 cells in each well) were determined for seeding in a 96-well plate of NIH-3T3 cells
in 100 pL media. Cells were cultured in MEM (Minimal Essential Medium), accompanied with
streptomycin (100 pug/mL), penicillin (100 U/mL) and 10% fetal bovine serum (FBS). Plates were
incubated at 37 °C in a 5% CO; incubator set for 24 h. After 24 h, cells were treated with the samples
(Positive and Negative controls, 5% HNT/CHX) protocol in triplicate when they reached at about
40-50% confluence. Plates were incubated in 5% CO, incubator set at 37 °C for 24, 48 and 72 h. After
24 h, photographs were taken of each treatment group. Thereafter, 10 uL of MTT solution (stock of
5 mg/mL) was added to every well. The plate was incubated in 5% CO, incubator for 3 h at 37 °C,
allowing the formazan crystals to form that can be observed by using the microscope. Media was
pipette out gently, without disrupting the formazan crystals and discarded. Thereafter, 200 pL of
DMSO solution (as solubilizing buffer) was added in each well, to solubilize the formazan crystals.
The plate was kept on a shaker and incubated for 15 min. Absorbance was taken at 570 nm. After that,
IC50 values for each sample were calculated [24,25].



J. Compos. Sci. 2020, 4, 81 6 of 15

2.3.3. Statistical Analysis

The recorded data of FS, FM and CS were analyzed, using one-way analysis of variance (ANOVA),
using SPSS software, version 20 (SPSS, Chicago, IL, USA). Significant differences were observed by
using Tukey’s HSD (honestly significant difference) test. References to significant differences were
established on a probability of p < 0.05, unless otherwise stated.

3. Results

3.1. Morphological Evaluation

The tubular shape and nano diameter of the Halloysite nanotubes have significant effect on the
loading efficiency and sustained release profile of the drug. The ultra-structural morphology of HNTs
was observed by using TEM. The nano size of the nanotube varied by approximately 1.5-2.0 pm in
length, 10-40 nm inner diameter and 30-80 nm in external diameter. The TEM results showed an
open-ended lumen with cylindrical tubular structure of HNTs and transparent central area. After the
drug loading of HNTs, the inner diameter of HNT/CHX expanded twice in size and showed the
presence of the drug, indicated by dark spots in the internal lumen, thus confirming the presence of
CHX [19,26-28] (Figure 1).

Figure 1. TEM images (a,b) of pristine Halloysite nanotubes (HNTs); (c,d) of Chlorhexidine-loaded
Halloysite nanotubes (HNT/CHX).

3.2. Diffraction Studies of HNT, CHX and HNT/CHX

The XRD analysis of HNT, CHX and HNT/CHX was performed for the evaluation of drug loading
on the crystalline structure of HNTs. The results showed characteristic diffraction peaks of pristine
HNTs (ICDD #00-060-1517) at 11.9°, 19.9° and 24.9° associated with the 001, 020/110 and 002 basal plane
which confirmed the absence of any water molecules inside the lumen [18,29]. CHX demonstrated
characteristic peaks at 19.8°, 20.3° and 24.5° in 20. The observed HNT/CHX diffraction peaks were
constant with pristine HNTs, and the interlayer distance of the HNT/CHX composite stayed unaffected.
Furthermore, the diffraction peaks of both HNTs and HNT/CHX were sharp and narrow, implying
that these two have highly crystalline structures. The characteristic peaks of CHX were absent
in the CHX-loaded HNT that confirmed uniform CHX loading in the structure of the HNT/CHX,
demonstrating successful loading of CHX [30] (Figure 2).
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Figure 2. X-ray diffraction patterns of (a) Halloysite nanotubes (HNTs); (b) Chlorhexidine-loaded
Halloysite nanotubes (HNT/CHX); (c) Chlorhexidine (CHX).

3.3. FTIR Analysis of HNT, CHX and HNT/CHX

Representative FTIR shows the vibrational bands obtained for the pure CHX, HNTs and the
HNT/CHX (Figure 3). The spectrum for HNT showed absorption peaks at 911 and 3695 cm™!.
These peaks corresponded to Al-O-OH bending and O-H stretching, respectively [18]. A precise
Si-O-Si in-plane stretching vibration of was recorded at 1091 and 1032 cm~! [31,32]. In the CHX spectra,
the vibrational peaks at 1576, 3378 and 3478 cm™! represent NH- bending in CHX. Meanwhile,
the HNT/CHX (post encapsulation of CHX in HNT) showed vibrational peaks at 1091 cm™,
and 1032 cm™! in-plane stretching vibrations of Si-O-Si, which shifted to 1122 and 1019 cm™};
this showed a clear interaction between inner lumen Si-O-5i groups of HNT with NH- groups of CHX.
The result indicates no interference with the intrinsic HNT morphology due to CHX loading [32].
Loss of major CHX peaks at 3378 and 3478 cm ™! in the HNT/CHX spectra shows the successful loading
of CHX into the lumen of HNTs. However, a short peak that merged at 1634 and 1685 cm™! may reveal
that a negligible amount of drug has been adsorbed at outer surface of the HNTs as a residual drug
due to electrostatic interaction [28] (Figure 3).

3621 1032 911

0,
%T
w
(=)
-]
w
W
-
N
w~
=
-3
-]
n
g
-
w
'S

4000 3000 200 1000 400
Wavenumber [cm™]

Figure 3. FTIR spectrum of (a) Halloysite nanotubes (HNTs); (b) Chlorhexidine loaded Halloysite
nanotubes (HNT/CHX); (c) Chlorhexidine (CHX).
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3.4. Properties of Dental Resin Composites

3.4.1. Mechanical Characterization

The mechanical properties of dental resin composites significantly influenced by the amount
of incorporated fillers. The addition of diverse mass fraction of Halloysite-nanotube-based fillers
(HNT/CHX) substantially enhanced the values of FM, FS and CS of resin composites in comparison

with the control group (p < 0.05) (Figure 4).
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Figure 4. Mechanical properties of dental resin composites with varied amounts of HNT/CHX (1%,
2.5%, 5%, 7.5% and 10 wt.%). (a) Flexural Strength; (b) Flexural Modulus; (¢) Compressive Strength;
each bar is the mean value of six samples, while the error bar represents one standard deviation
(p value < 0.05). (d) Bacterial inhibition radius (n = 3, p value < 0.05).

The mechanical properties of composite groups without glass fillers were enhanced significantly
after the incorporation of HNT/CHX into the resin matrix, as compared to the control samples.
The values of FS, FM and CS for the control group (H1) resin were F5—86.5 MPa, FM—4.1 GPa
and C5—182 Mpa, respectively. Moreover, as the filler fraction increased from 1 to 5 wt.% (H2-H4),
the mechanical properties also increased. However, higher loading at 7.5 wt.% HNT/CHX (H5) and
10 wt.% HNT/CHX (H6) shows no increase in the FM, FS and CS values of the final resin composite,
which may be owing to agglomeration formed by HNT/CHX [33]. The 5 wt.% HNT/CHX (H4) sample
exhibited the best Flexural Strength (132.40 + 2.46 MPa), Compressive Strength (202 + 12.40 MPa)
and Flexural Modulus (5.6 + 0.44 GPa). These results displayed that HNT/CHX can be used as a
reinforcement at lower loadings (Figure 4) [34].

The resin composite groups with both conventional glass filler and mass fractions of HNT/CHX
displayed enhanced mechanical properties, compared to the control group. The values of FS, FM and
CS for the control group (G1) resin were FS—108.5 MPa, FM—6.5 GPa and CS—240 Mpa, respectively.
Similar to the previous groups of composites, the resin composite groups with both conventional glass
filler and HNT/CHX showed an increase in the mechanical strength from 1 to 5 wt.% (G2-G4) and
moderate decrease at 7.5 wt.% HNT/CHX (G5) and 10 wt.% HNT/CHX (G6). The maximum values of
FS, FM and CS in these resin composite groups found at 5 wt.% of HNT/CHX (G4) were FS—104.5 MPa,
FM—7.9 GPa and C5—278.5 MPa, which is significantly higher among all specimen groups (Figure 4).

3.4.2. Degree of Conversion

The degree of conversion of the dental composite was monitored by FTIR-ATR. It was observed
that integration of HNT/CHX in a 1 to 10 wt.% proportion presented a moderate decrease in the DC,
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as compared to the control group. The DC values of all HNT/CHX dental composite specimens varied
from 72% to 65%. The degree of conversion of all light-cured composite specimens (without glass
filler and with glass filler) remains high. The results indicate that the DC values of the HNT/CHX
composite without glass fillers is slightly higher than that of the composite consisting of HNT/CHX
with glass filler. These results were in accordance with some previous reports, whereby similar results
were obtained [35,36] (Figure 5).
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HNT/CHX mass fraction B With glass filler B With glass filler

Figure 5. (a) Degree of conversion and (b) depth of cure of resin composites with varied amounts of
HNT/CHX (1%, 2.5%, 5%, 7.5% and 10 wt.%) (p < 0.05).

3.4.3. Curing Depth

The curing depth depends on the duration of and intensity of a curing unit. It also has a similar
influence on the mechanical properties of a dental composite [37]. The results displayed that, as the
amount of HNT/CHX filler increases, curing depth decreases. These results may be attributed to HNTs
being opaque against the visible light and having a higher RF index (1.553-1.565), resulting in the
lower monomer-to-polymer conversion and hence low curing depth of resultant dental composites
(Figure 5) [38].

3.4.4. Morphological Studies of Fractured Dental Resin Composites

The SEM investigation of fracture surfaces of the control group (H1), 2.5%, 5.0% and 10 wt.%
HNT/CHX (H3, H4 and H5) and control group (G1), 2.5%, 5.0% and 10 wt.% HNT/CHX (G3, G4 and G5)
were selected. After flexural tests, the fractured surfaces of dental composite were selected for further
study. The control group displayed plane surface and fracture lines created from the tensile stress
concentration point. In comparison, the fracture surface of the 2.5 wt.% HNT/CHX (H3) composite
displayed a rough exterior, without illustrating any fracture lines. The ratio of filler in the composite
matrix plays an important role in surface roughness; a higher filler ratio shows more surface coarseness.

The 5 wt.% HNT/CHX (H4) composite specimen showed very few clusters and no exposed
nanotubes. The 10 wt.% HNT/CHX (H5) specimen demonstrated high surface roughness and heavy
clusters of nanotubes (Figure 6). The clusters of nanotubes could create structural flaw and be the
reason for the lower mechanical strength, which can lead to failure of the composite [33]. Moreover,
the SEM results suggested that the incorporation of HNT/CHX in resin matrix resisted micro-cracks
and efficiently sustained the applied mechanical force. Furthermore, at definite high force, the cracks
created and formed a rough fracture surface that confirms the energy consumption during mechanical
tests. Additionally, the fractured surface of the composite with glass fillers specimen showed similar
results. Compared with 2.5 wt.% HNT/CHX (G3) and 5 wt.% HNT/CHX (G4), fractured surfaces of
10 wt.% HNT/CHX (G5) were inconsistently dispersed in the resin matrix with exposed nanotubes and
glass fillers (Figure 7).
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Figure 6. SEM images of the fractured surfaces of dental composite specimen without glass filler,
at different magnifications: control group (a), composite with 2.5 wt.% HNT/CHX (b), composite with
5wt.% HNT/CHX (c) and composite with 10 wt.% HNT/CHX focused on the Halloysite agglomerates (d).

Figure 7. SEM images displaying the fractured surfaces of glass-filler-comprising composite specimen:
control group (composite without HNT/CHX fillers) (a), composite with 2.5 wt.% HNT/CHX (b),
composite with 5 wt.% HNT/CHX (c) and composite with 10 wt.% HNT/CHX focused on the Halloysite
agglomerates (d).

3.4.5. Antimicrobial Activity

Staphylococcus mutans is the primary microorganism responsible for carious lesions and was
used to assess the antibacterial activity of a resin composite incorporated with HNT/CHX fillers,
by measuring the resultant inhibition zones. The antibacterial test of resin composite samples (without
glass fillers) showed a diameter of inhibition zones as follows: control group H1 (0 mm), H2 (8 mm),
H3 (8 mm), H4 (8 mm), H5 (9 mm) and H6 (10 mm). Meanwhile, resin composite samples (with
glass fillers and HNT/CHX) showed zone diameters as follows: control group G1 (0 mm), G2 (7 mm),
G3 (7 mm), G4 (8 mm), G5 (8 mm) and G6 (9 mm).

These results showed that the composite samples with HNT/CHX are effective to prevent the
growth of S. mutans. It was significantly visible by the larger diameter of bacterial inhibition zones
which was corresponds to larger amounts of HNT/CHX in composites specimen. HNT did not
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show any zone of inhibition in the test, as it does not possess antibacterial properties naturally [39].
HNT did not show any bacterial activity, as it inherently lacks any antibacterial properties. Moreover,
a significant difference was found in the inhibition efficiency between specimen groups with different
amounts of filler concentration, suggesting that, as the filler proportion increases, the inhibition zone
also increases [19,39] (Figure 4d).

3.4.6. In Vitro Cytotoxicity Evaluation

The cytotoxicity of the control and 5 wt.% HNT/CHX specimen was assessed through MTT assay.
NIH 3T3 fibroblast cells were used for the culture of extraction medium for 24, 48 and 72 h. The results
of cytotoxicity assay exhibited no significant difference between the control group and HNT/CHX
specimen at all three time point. The NIH 3T3 fibroblast cells” viability for HNT/CHX resin composite
at 24, 48 and 72 h was 79%, 96% and 99%, respectively, and the control group specimen showed 84.1%,
99.9% and 100% cell viability. Moreover, cell viability over 70%, which is considered safe, indicates low
toxicity of a composite [40]. The results displayed lower cytotoxicity to NIH 3T3 fibroblast cells for an
HNT/CHX composite specimen [40] (Figure 8).

120
u24 hr

48 hr
100 -

=72 hr

80

60 -

40 -

% Cellular proliferation

[
<

Untreated Control Control 5% HNT-CHX
composite

Figure 8. Cell proliferation assay. Composite samples were treated to NIH-3T3, and cytotoxicity was
observed by using MTT assay. The y-axis represents percent proliferation, and the x-axis represents
concentrations of compounds.

4. Discussion

Each and every material has its own strengths, as well as weaknesses, and is used for varying
purposes. The incorporation of nanotechnology into materials science not only has potential to improve
effectiveness in materials but also has a substantial impact on the development of new applications.
Moreover, the introduction of nanotechnology in material fabrication enhanced properties of the final
product substantially, specifically for the biomaterials [2-7]. The global demands for biomaterials
with enhanced mechanical and biological properties have also increased substantially, particularly
in dentistry. Different types of biomaterials, such as dental composites, are being used in the field of
dentistry, for the benefit of the patients [2,6]. Sometimes, the factors such as poor oral health condition
and marginal gaps existed due to polymerizing shrinkage, causing secondary caries and hence failure
of the dental restoration [19,21,39]. The incorporation of nanotechnology-based dental-restorative
materials with antibacterial-agent-loaded nano-filler can decrease the polymerization shrinkage and
directly prevent biofilm formation on tooth surface [41]. Thus, reducing the formation of bacterial
biofilm on the tooth surface ultimately results in improved dental hygiene, and the prevention of
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secondary caries is an important means for the lifespan of the composite restoration. Our earlier
studies have also displayed that dental composites comprising such nano-fillers can deliver superior
mechanical strength and antibacterial properties simultaneously [19,39].

Our study not only shows the possibility to use HNT/CHX as a promising filler for the fabrication
of dental composites but also confirm its favorable effects on mechanical and biological properties.

HNTs have been used as a nanocarrier system for drug delivery and also act as filler in the
development of novel dental composites [15,18,19,39]. Different studies pertaining to CHX as
an antibacterial agent for the fabrication of dental composites have been reported [5,21]. In this
current study, HNTs were used to entrap CHX. This resultant CHX loaded HNTs were not only
used for antibacterial activity but also as an alternative filler for dental-composite fabrication with
amicable biocompatibility. Moreover, the results of our study are in good agreement with the earlier
findings [19,39,42—-44].

The TEM analysis (Figure 1) reveals an increase in the internal diameter of HNT lumen and dark
spots at the surface of HNT, confirming the loading of CHX in HNT [18,19]. The XRD pattern (Figure 2)
also showed the characteristic peaks of HNT/CHX at 20 were consistent with the standard HNT peaks,
indicating that the CHX loading did not change the crystalline structure of HNTs [18,19].

Figure 4 shows the results of the mechanical properties of all composite groups tested by UTM.
The comparison between the composite comprising mass faction of HNT/CHX without glass fillers
and the resin composite with glass filler was shown. The resin composite samples devoid of glass
fillers showed that, among all the specimen groups, the 5 wt.% HNT/CHX (H4) composite group
exhibited significantly high Compressive Strength (CS), Flexural Modulus (FM) and Flexural Strength
(FS), as compared to the control group. Moreover, the resin composite group with glass fillers, 5 wt.%
HNT/CHX (G4) composite specimen, showed much higher mechanical strengths than other groups.
The uniform distribution of the Halloysite nanotubes in the resin matrix and high conversion of double
bonds of monomer to polymer may be responsible for its higher mechanical properties [45]. Moreover,
DC results of composites groups showed a non-significant difference (p < 0.05), indicating that different
amounts of HNT/CHX in composites have negligible effects on their conversion [35,36]. Furthermore,
both composite groups, with and without glass fillers, showed a negligible decrease in curing depth.

Cadenaro et al. reported that high concentrations (>5%) of CHX in resin have adverse effect on
DC and decrease the elastic modulus compared to the controls [5]. Meanwhile, in the current study;,
CHX was entrapped inside the nanotubular-shaped HNTs at a much lower concentration (5 wt.%
HNT/CHX), which further prevents its adverse effect on the DC of the dental composite. Moreover,
by using the nanostructured Halloysite nanotubes, mechanical properties of dental composite do not
get compromised however it enhanced significantly compare to control group.

A study pertaining to doxycycline-loaded HNTs (DOX HNTs) as an antibacterial filler for matrix
metalloproteinase (MMP) inhibition to preserve resin/dentin bond stability has been reported [4].
Doxycycline-loaded HNTs (at 10 wt.%) exhibits antibacterial activity against S. mutans with 2.3 mm as
zone of inhibition, while our study reported an 8 mm zone of inhibition, at (5 wt.%), which shows
better antibacterial activity (>3 times) of the dental composite. In one of our recent published studies,
we used Farnesol-loaded HNTs as a filler for the fabrication of a dental composite [19], in which
7-13 wt.% of Farnesol-loaded HNTs in composite samples gave the high mechanical strength and
while DC values decreases considerably at high concentration. While in current study, significant
mechanical strength was found at 5 wt.% HNT/CHX and decrease in DC values was negligible.

The SEM images of fractured surfaces of composite samples in Figures 6 and 7 showed that the
HNT/CHX was homogeneously distributed in the resin matrix at a low mass fraction of HNT/CHX
(2.5 and 5 wt.%). However, a higher mass fraction of HNT/CHX (10 wt.%) showed several clusters
of agglomerates and hence lower strength for the composite. These agglomerates could be loosely
distributed in the resin matrix and act as structural defects, which could greatly reduce the mechanical
strength of the dental resin composites.
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The results also exhibit potent antibacterial activity against S. mutans by the HNT/CHX dental
composite specimen. The maximum zone of inhibition in the antibacterial test was achieved with the
composite specimen containing high mass fraction of HNT/CHX. This antibacterial study indicated
that the higher the mass fraction of HNT/CHX in resin matrix, the better the antibacterial effect against
S. mutans. In this study, the cytotoxicity of HNT/CHX dental composite specimens was evaluated by
MTT Tetrazolium test method to NIH 3T3 cell lines (mouse embryonic fibroblast). Moreover, negligible
cytotoxicity was found on NIH 3T3 cell lines between the tested groups and according to ISO 10993-5
guidelines; cell viability values above 70% have no relevant cytotoxicity for dental composites [40,45,46].
Hence, HNT/CHX can be highly considered as a promising filler for dental composites.

5. Conclusions

In this study, an HNT/CHX-comprising experimental dental resin composite was successfully
prepared. The results displayed enhanced mechanical and biological properties of dental resin
composite by reinforcement with HNT/CHX fillers. Moreover, this study also showcases a good
utilization of HNT/CHX as filler for experimental dental resin composites with dual essential properties.
All the groups presented enhanced properties, and among them, 5 wt.% HNT/CHX (H4) and 5 wt.%
HNT/CHX (G4) displayed the best results, with high mechanical strength and exceptional antimicrobial
activity. Moreover, they also displayed a satisfactory degree of conversion and curing-depth values.
Additionally, the HNT/CHX resin composite was found to be nontoxic on NIH3T3 cells in MTT assay.
The results of our study displayed that the HNT/CHX resin composite delivers extra mechanical, as well
as antimicrobial, properties, and it can be used as a potential dental filler for clinical dental applications.
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