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ABSTRACT

Millions of tons of seashells are produced every day as waste around the world. These
underutilized seashells waste was executed as calcium precursor by researcher to synthesis
the nano-hydroxyapatite (nano-HA). Nano-HA was successfully synthesised from Pholas
Orientalis seashells waste via the chemical precipitation method. Different sintering
temperatures were implemented to evaluate the physicochemical criteria of nano-HA. The
obtained powders were examined by various physicochemical methods such as XRD, FTIR,
FESEM, EDX and degradation analysis. The peaks in XRD and FTIR analysis the HA is
successfully produced. The FESEM images on the other hand showing the HA particle in nano
size range with rice-like structure. Meanwhile, a variation of Ca/P ratio can be observed in
respect to sintering temperatures. The Ca/P ratio for HA-WS, HA-S500 and HA-S700 sample
is 1.78, 2.03 and 1.57 respectively. Different sintering temperatures result in different
crystallinity value which consequently affects its degradation profile.
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1. INTRODUCTION

Hydroxyapatite (HA) with chemical formula of Ca1o(P04)s(OH); is a major component of bone and
widely used in biomedical application [1]. The lattice structure is hexagonal with lattice
parameters of a=b=9.4328 and c=6.881A [2]. HA is a bioactive, biocompatible and
osteoconductive material which assists the osteosynthesis process when implanted due to the
good compatibility and similar composition to the natural bone [3]. Due to its huge application
prospects, a lot of researches have been made in demand to synthesised HA with more practical
methods by using seashells’ waste as a calcium precursor [4]. As seashells composed a high
amount of calcium carbonate (CaCOs3) [5], seashells have a great possibilities to become a calcium
precursor in synthesising the HA. In addition, seashells is still underutilized and considered as
waste which dumped into landfills without any post treatment [6]. This material are accessible
for the conversion to calcium oxide (CaO) or calcium hydroxide (Ca(OH).) which exhibit the
easiness for utilization [7]. Not only that, due to the expensive price of HA [8], the execution of HA
based on waste materials is highly interesting [9].
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Based on the previous reports, HA based on this biogenic resources yield different properties
such as its purity and morphologies [9]-[11]. Pholas Orientalis is the scientific name for angel
wing clam. It is a marine bivalve seashells found in Asian countries such as Japan, India,
Philippines and Malaysia [12]. Locally, Pholas Orientalis is known as “Siput Mentarang” and can
be numerously available in Kuala Perlis, Kuala Kedah and Selangor shorelines [13]. Pholas
Orientalis is a seashell that consists of two elongated shells that are fixed on a flexible ligament
that can be found buried in compact muddy sand [14].

To the best of our knowledge, the implementation of Pholas Orientalis shells waste as the calcium
precursor to synthesis the nano HA is still scarce. HA have been synthesised via several routes
such as sol gel method [15], micro emulsion method [16], hydrothermal method [17] and
combination methods [18] and precipitation method [19]. Chemical precipitation imposed a few
advantages such as simplicity, low reaction time and temperatures, high purity and cost
effectiveness [20]-[22]. Among all methods, chemical precipitation method is one promising
method to produce nano size particles [23]-[25]. This is because the adjustment in synthesis
temperature and pH value could manipulate the particle sizes [25]. Practically, nano size HA
manifest a good protein adsorption, osteoblast adhesion [26] and good bioactivity [27], [28]. This
because the nano size HA particles could improve the bioactivity and biocompatibility [29]. A
progressive research are needed for a biocompatible materials having similar composition with
human body in nanoscale range [30].

For some application, crystallinity is importance to ensure better performance when implanted.
For instance, low crystallinity of HA in coating application for implants is unfavourable for
biomedical application. The low crystallinity of HA may hasten the speed of dissolution and this
is detrimental for bone bonding at early stage of implantation [31]. Higher crystallinity of HA can
be achieved by sintering the HA [32]. Literally, sintering work will affect the crystal grain size of
the HA particles [33] and consequently its degradation rate [34]. Specifically, a higher dissolution
rate is possessed by the nano size HA. Nano size HA consists a lot of boundaries whereby the
dissolution process easily take place at the grain boundaries [35]. The solubility on the other hand
is also affected by the low crystallinity and Ca/P ratio [36], [37]. Prakasam et al., claimed that the
reports studying the effect of chemical components and stoichiometry HA upon its degradation
is still limited [38]. In this study, Pholas Orientalis (Mentarang) seashells were used to synthesise
the nano HA by using wet precipitation method. The nano HA were synthesised at three different
sintering temperature which are 0°C (not sintered), 500°C and 700°C. These synthesised nano
HA’s were then undergo several analyses which are X-Ray Diffraction (XRD), Fourier Transform
Infrared (FTIR), Field Emission Scanning Electron Microscopy (FESEM), Energy Dispersive X-Ray
(EDX) and degradation analysis.

2. MATERIAL AND METHODS
2.1 Synthesis of HA powder

Seashell’s waste based on Mentarang (Pholas Orientalis) was collected and further purified.
Initially, the seashells were boiled in distilled water at 100°C to remove any dirt or flesh. Then,
the seashells were dried in an oven dryer for 1 hour at 100°C before it is crushed into powder
form by using a grinder. At this stage, the seashells powder is comprised of calcium carbonate
(CaCO03) and then heated at 1100°C with the rate of 10°C/min by using furnace. The heating of
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CaCO3 powder would convert it into calcium oxide (CaO) powder. Next, the CaO powder was
measured to be 5g and immersed in 500ml distilled water (H0) for 24hours. By mixing both CaO
and H,0 materials, calcium hydroxide (Ca(OH).) was formed as the product. To ensure a complete
formation of Ca(OH)y, after mixing for 24hours, the solution was stirred using magnetic stirrer at
500rpm under 45°C for Zhours. After 2hours, 2.8ml of phosphoric acid (H3P04) was added into
the solution at rate 0.1ml/min. In this work, calcium precursor is derived from seashells waste
(CaCO0s3) while phosphate precursor from H3;POs Both precursors were calculated to be 1.67
which subjected to Ca/P ratio of HA. While adding the H3PO4 in the solution, the pH of the solution
was monitored and adjusted to pH11 by dropping ammonia (NH3). At this stage, the resultant
gelatinous solution formed was allowed to age for 24hours under room temperature. The
precipitate formed was then filtered and washed with distilled water before drying in oven dryer
for 6 hours at 110°C to remove the moisture completely. The HA cake formed previously was then
powdered by using mortar and pestle. For the next step, some of the samples undergone the
sintering process as sintering temperature is the manipulated variable in this experiment. The
powder undergoes sintering process for 3hours at the rate of 8°C/min. A non-sintering HA sample
was labelled as HA-WS while the sintered HA samples at 500°C and 700°C were labelled as HA-
S500 and HA-S700 respectively.

2.2 Characterization

2.2.1 X-Ray Diffraction (XRD) Spectrometry

The XRD analysis conducted to analyze the phase and crystallographic of the HA powder. XRD
machine model of Brucker D2 Phaser was used to scan the powder. Samples for characterization
were prepared by compacting the HA powders in the XRD holder. The scan range was set from
10°C to 90°C with the step size 0.1° and 5°/min of scan rate. The obtained XRD pattern was
compared with the X’'pert Highscore Plus V.2.2.5 software. The crystallinity phase (Xc) and
crystallite size (Xs) were calculated by using Equation 1 and Equation 2 respectively.

V112/300
— (1)
300

Crystallinity phase, X¢ =

Where I3 is the intensity at 300 reflection and V112/300) is the intensity of hollow between (120
and (300) diffraction

kA

Crystallite size, Xs = WM cos (2)

Where A is the wavelength of monochromatic X-ray beam (nm) (A = 0.15406nm for CuKa
radiation); FWHM is the full width at half maximum of the diffraction peak under consideration
(rad). The diffraction peak at 26=25.88° which assign to (002) plane was chosen for calculation
of crystallite size since it is sharper and isolated from others.

2.2.2 Fourier Transform Infrared (FTIR) Spectroscopy
Identification and verification of functional group exist in HA powders were done via FTIR

analysis. FTIR equipment model of Perkin Elmer Spectrum 65 was set at the frequency spectrum
at the range of 400cm-! to 4000cm-1.
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2.2.3 Field Emission Scanning Electron Microscopy (FESEM) and Energy Dispersive X-Ray
(EDX) spectroscopy

FESEM model of Hitachi was used to examine the morphologies of HA samples with 15kV
excitation voltage. Prior to FESEM scanning, HA samples were prepared by dispersing the powder
onto the double-sided carbon tape mounted on the aluminum sample holder. Then, the samples
were coated with a thin Platinum (Pt) layer before observed under the FESEM. While, EDX on the
other hand was performed to examine the elemental compositions in the HA powder.

2.2.4 Degradation analysis

Upon the degradation and the bioactivity analysis, 0.25 gram of HA samples were pressed with a
uniaxial press (MSE, MP10, Turkey) of 150 MPa for 30s into 1.6 mm thick and 10 mm diameter

pellets as shown in Figure 1.

10mm
Figure 1. Size of HA pellet for degradation analysis

To conduct this analysis, the HA samples were immersed in phosphate buffered saline (PBS,
Merck) solution at pH 7.4 and 37°C for 28 days in the incubator. The PBS solution was not changed
within 28 days. To prepare the PBS solution, a plastic beaker was used instead of glass beaker as
any scratches from the glass beaker could induce the apatite nucleation on the surface of the
beaker [39]. Initially, the PBS tablet was dissolved completely in beaker by using distilled water.
After dissolving the PBS tablet, the solution transferred to a volumetric flask and filled with
distilled water up to 1 litre to produce 0.1M of PBS solution. To achieve PBS solution with pH7.4,
sodium chloride and hydrochloric acid were used to adjust the pH value.

PBS solution was ready once it achieved the pH 7.4. Next, synthesised HA and commercial HA
pellets were inserted into respective centrifugal tube by using forceps with vertical position to
ensure maximum interaction with the PBS solution. Only then, 10ml of PBS solution is poured
into the respective centrifugal tube contained HA pellets. Each centrifugal tubes are then labelled
before being kept in the incubator at 37°C over a period of 28 days. After certain periods (0, 7, 14,
21 and 28 days), the pH value of PBS solution was measured, and the samples were removed from
the solution to measure its water uptake. After measurement had been made, the samples were
kept in the desiccator for 24hours for drying. After 24hours, the measurement was made to
quantify the weight loss. Water uptake and weight loss were quantify using Equation 3 and 4
respectively. Finally, the HA samples undergo FESEM to observe the structure and apatite
formation on its surface.
P X100% 3)
Ww = Weight of the final sample (after immersion)

Wi = Weight of the initial sample

Water uptake (%) =

Water loss (%) = Wi;'”f x100% (4)

Ww = Weight of the final sample (after drying in desiccator)
Wi = Weight of the initial sample
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3. RESULTS AND DISCUSSION

3.1 The phase and crystallinity of HA

XRD analysis was done to study the crystallinity and the phase of the HA samples. All the
synthesized HA samples show a conventional HA peaks. Figure 2 shows the XRD peaks of
commercial HA, HA-WS, HA-S500 and HA-S700. All the peaks show different intensity due to the
different sintering temperature. Generally, all peaks are matched and aligned with HA PDF 01-
074-0565 file at Miller’s plane of (002), (102), (210), (211), (112), (300), (202), (130), (222) and
(213) which respect to 26.04°, 28.13°, 28.92°, 31.77°, 32.20°, 32.90°, 34.06°, 39.79°,46.70 and
49.49° respectively. Nevertheless, not all planes can be observed in one HA sample. For instance,
(112) plane can be obviously seen for HA-S700 HA and commercial HA but not for HA-S500 and
HA-WS. At this plane, this peak is similarly appeared in commercial HA but HA-S700 is more
intense and sharper compared to commercial HA. HA-S700 sample also has sharper peaks at
(002), (102), (210), (130), (222) and (213) compared to the other synthesised HA. This is
understood as sintering the HA sample could increase its crystallinity [40] as represented by the
sharp peak in XRD analysis.
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Figure 2. XRD peaks of commercial and synthesized HA

Table 1 shows the crystallite size and its crystallinity for respective HA samples. By sintering the
HA sample, the crystallinity will increased as presented in [41], [42] works. However, this
phenomenon is contradicting if comparison is being made between the non-sintering HA (HA-
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WS) and sintering HA at 500°C (HA-S500). The later sample shows a lower crystallinity value
compared to non-sintering HA which is 18.58% and 30.75% respectively. HA-S500 sample has
lower crystallinity value compared to HA-WS sample might be due to the present of calcite. Calcite
is one of the CaCO3 phase [43] present at 29.42° (JCPDS card No.01-072-1650) in XRD spectrum
as shown in Figure 2 labelled with red arrow. As mentioned before, the presence CO32- will cause
low crystallinity and restrict the crystal growth [6].

Practically, this calcite peak can be observed in HA-WS sample with less intense peak but getting
sharper and intense as the sample sintered at 500°C (HA-S500). This is due to the optimum
temperature for calcite occurrences is 500°C and decomposed at the temperature more than
600°C [44]. Hence, for the HA sample sintered at 700°C (HA-S700), the calcite peak shows less
intense peak imposed when the calcite has been decomposed. Theoretically, the cell dimension
of conventional HA at a and b axis is 0.9418nm while c axis is 0.6884nm [45]. From Table 1, the a
and c lattice parameter for all samples are nearly approaching the lattice parameter of
conventional HA. The deviation of lattice parameter a is greater compared to c which show a small
fluctuation from the standard value of HA. This mainly due to the substitution of CO23 ions which
has lower ionic radius replacing PO43- ions with higher ionic radius. Introduction of lower ionic
radius developed a distortion at a-axis channel especially for HA-S500 and HA-S700 samples.

Table 1. Calculation of lattice parameter, crystallite size and crystallinity of HA at different
sintering temperature

Sample/Parameter Lattice parameter (nm) Crystallite size, Xs (nm) Crystallinity, X (%)

a c
Commercial HA 0.943 0.690 125.49 58.81
HA-WS 0.943 0.689 94.12 30.75
HA-S500 0.937 0.683 75.33 18.58
HA-S700 0.938 0.687 107.62 50.13

3.2 FTIR analysis on the HA samples

Figure 3 shows the comparison of FTIR spectrum among all the HA samples. For all samples, they
show a common functional group of OH and PO43- which confirms the formation of HA [46]. The
P043 group for all samples can be observed at 962cm-! and 1036cm! [29]. But for samples
sintered at 700°C, this peak shows a new growth peak at 1090cm-! which is considered as an
additional marker for HA [47]. For all samples, peak at 1740cm-! was observed which refers to
the stretching of carbonyl compound. This compound actually belongs to amide group which
derived from NH4OH that has been used during synthesising process while adjusting the pH value.

In all samples, carbonate (CO3%) functional group can be found with low intensity at peak 874cm-
1 and 1419cm-1. Thereby, this suggest that all the synthesised HA are carbonated HA type B [48],
[49]. For the carbonated HA type B, it is understood that the CO32- ions are substituted by PO43-
ions in HA lattice [49]. CaO peak on the other hand can be found at 667cm-! for all HA samples.
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For the non-sintering HA sample (HA-WS), this peak is more obvious compared to the sintering
HA samples (HA-S500 and HA-S700). By increasing the sintering temperature will reduce the
intensity of the CaO peak. It is suggested that CaO was presented in the non-sintering sample due
to the oxygen from the environment dissolved during the synthesising process. Meanwhile, CaO
was presented in the sample sintered at 700°C as a minor phase due to the sintering process and
this finding is similar as reported by Phatai et al., [50]. Thus, it is understood that sintering of the
HA samples could manipulate the existence of CaO and CO32.
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Figure 3. FTIR spectrum of HA samples

3.3 The evaluation on morphology and Ca/P ratio

From the FESEM images in Figure 4, Figure 5 and Figure 6, they show that all samples have arice
like particle structure with nanometre size. The dimension of each particle in term of its length
and width are shown in Table 2. Basically, all the samples have particles size ranging from 1nm
to 100nm#* which favourable for degradation and bioactivity [51]. From Table 2, it shows that the
length of HA particles had increased when sintering work was implemented on the HA samples.
The nucleation might take place when high temperature is applied which result the length
growing. The non-sintering HA sample (HA-WS) has the smallest dimension (length and width)
compared with others sintering HA samples. This particularly caused by the CO32- contents which
limits the crystal growth [6], [52], [53].

FESEM analysis was performed to examine the morphology of HA samples. From the FESEM
images, it can be observed that sintering temperature could affect the agglomeration in HA
samples. Sintering the HA samples in [54], [55] works show an agglomeration on the HA
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structures. While in this work, the non-sintering HA sample (HA-WS) shows a higher number of
agglomeration and big clump on the HA structure as shown in Figure 4 marked with the red circle.
This phenomenon might happen due to incomplete conversion of Ca0 to Ca(OH), when reacted
with distilled water at the early stage of HA synthetisation. This unreacted CaO later on reacted
with the carbon dioxide (CO2) from the surrounding during HA synthesis which consequently
produced CO3%. Hence, during the synthesis of HA-WS sample, there are a lot of active ions such
as CO3?, PO43, OH- and Ca?*. A big number of active ions interacting with each other raised a
higher attraction between the ions subsequently increased the agglomeration tendency in HA.
This is the reason for the big clumps and agglomerations can be seen in HA-WS sample.
Agglomeration still occur in HA-S500 and HA-S700 but not too obvious as imposed in HA-WS
sample. The agglomeration is marked with the red circle as shown in Figure 5 and Figure 6.

The EDX spectra is shown in Figure 7, Figure 8 and Figure 9. In the EDX spectra, major elements
such as Ca, P, and O in the HA samples are confirmed. C element on the other hand existed due to
the presence of CO32- and Ca0 as impurity in HA samples. The Ca/P ratio for HA-WS, HA-S500 and
HA-S700 sample is 1.78, 2.03 and 1.57 respectively. The atomic percentage for all elements and
Ca/P ratio of all samples were presented in Table 3. The highest Ca/P ratio could be observed for
samples HA-WS and HA-S500. The higher Ca/P ratio is owed to the present of CaO [56] and due
to the ions substitution such as CO32 in HA lattice structure [57]. The higher value of Ca/P ratio
for HA-WS and HA-S500 samples is claimed due to the content of secondary phase such as CaO or
CO3%. This can be justified by referring to C atomic percentage in Figure 7 and Figure 8. As the
secondary phase is higher in HA-WS and HA-S500 samples, the atomic percentage of C element
shows the highest value compared to HA-S700 samples.

Table 2. The dimension of HA particle

Dimension/Sample HA-WS HA-S500 HA-S700
Length (nm) 161.609 184.312 187.359
Width (nm) 158.953 172.941 170.801

Table 3. The atomic percentage and Ca/P ratio of all HA samples

Sample / Atomic percentage (at%) Ca/P ratio
Element C 0 P Ca

HA-WS 48.49 38.48 4.68 8.35 1.78
HA-S500 50.65 33.53 5.22 10.60 2.03
HA-S700 20.69 58.72 8.00 12.59 1.57
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Figure 4. FESEM image of HA-WS sample with agglomeration marked with red circle
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Figure 5. FESEM image of HA-S500 sample with agglomeration marked with red circle
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Figure 6. FESEM image of HA-S700 sample with agglomeration marked with red circle
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Figure 7. EDX spectra for HA-WS sample
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Figure 8. EDX spectra for HA-S500 sample
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Figure 9. EDX spectra for HA-S700 sample

3.4 The biodegradation study

In vitro of degradation analysis was done upon synthesised and commercial HA. Figure 10 shows
the pH changes when all the HA samples were immersed in PBS solution. PBS solution is a buffer
medium that reduces the drastic changes in acid or base environment. Overall, pH of the SBF
solution increased after 7th day of immersion. However, PBS medium of HA-500 shows a higher
increment compared to the other samples. Theoretically, an increment of pH value is due to the
CaO content. After immersion, the Ca0 content in HA samples were dissolved in PBS solution and
released Ca2+ ions. This ion subsequently reacted with the PBS medium to form (Ca(OH)2) and
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gave arise to the pH value. Hence, it can be concluded that the HA-S500 sample composed a higher
CaO content followed by HA-S700 and HA-WS sample. Commercial HA on the other hand shows
small change in its pH value after 7t day of immersion. This probably due the nature of pure HA
which is less soluble [58] hence Ca?* released at lower rate and gave a small rise in pH value. After
7th days of immersion, all the samples show a decrement trend it its pH value up to 21st day. This
is possibly due to amount of CaO getting lesser along the 21st thereby less affects to the pH value.
Nevertheless, the synthesised HA samples on 28th day show a pH rising. During this period, a rush
dissolution of Ca2* ions might have started again from the newly apatite formation and gave a rise
to its pH value.

Commercial HA
12 HA-WS
] HA-S500
HA-S700
10 _
g - N N B i ]
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Figure 10. pH changes in PBS medium

The water uptake was increased after the 7t day of immersion for all synthesised HA samples.
This implies that the absorption rate is good for all samples and the water uptake was executed
by the binding of both Ca2* and OH-ions from HA sample and PBS medium itself. After the 7th days,
water uptake was reduced for HA-WS and HA-S500 samples up to the 28t day. For HA-S700
sample, the water uptake occurred only up to the 21st day. The water uptake was reduced due to
the less capability of the sample to absorb and to trap the water molecule as the samples
degraded. Contrarily, as for HA-S700 sample, the water uptake had risen again from the 21st day
to the 28t day. This phenomenon may due to the new apatite formation and this had increased
the binding of Ca2?* and OH- ions. Thus, consequently increased the water uptake again.
Aforementioned, a low crystallinity of HA will increase the rate of dissolution [31]. As the HA-
S500 has the lowest crystallinity among all, the water uptake had drastically decreased at the 28th
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day. Herein, itis believed that the sample had dissolved and degraded extensively, hence reducing
the water uptake.
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Figure 11. Water uptake (%) in PBS medium

The weight loss of synthesised HA (HA-WS and HA-S500) samples in PBS medium from the 7t
day to the 28t day showed an incremental trend. As the samples were composed of CaO as
impurity, they were easily dissolved when immersed in the PBS solution and accelerated the
weight loss which consequently facilitate the degradation rate. In contrast to HA-S700 sample,
the weight loss is drastic from the 7th day until the 21st day. On the 28th day, the weight loss was
slower but the degradation is still happened. This phenomenon results in more Ca+ dissolute into

the medium to favors the apatite formation. Hence, the new apatite may take place hence the less
weight loss could be observed within this period.
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4. CONCLUSION

As the conclusion, nano HA can be synthesized from shells of Pholas Orientalis (Mentarang) via
chemical precipitation method. The conventional HA peaks can be observed from XRD analysis.
The calculation of crystallite size and crystallinity percentage showed a variation values when
sintering temperature was manipulated. A higher crystallinity can be observed for HA samples
undergone sintering process. This consequently affects the degradation profile whereby the
lowest crystallinity causes a greater degradation. FTIR analysis on the other hand shows a
common chemical compound of HA with some impurities while FESEM analysis confirmed the

HA in nano scale range. The impurities cause the deviation in Ca/P ratio which characterized by
EDX analysis.
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