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Poultry waste derived in situ drug loaded
nano-hydroxyapatite bio-ceramic material for
osteomyelitis treatment: in vitro drug release
and biocompatibility studies

Mashrafi Bin Mobarak, a Fariha Chowdhury, b Md. Najem Uddin, c

Md. Sahadat Hossain, a Umme Sarmeen Akhtar,a Nazmul Islam Tanvir,c

Md Aftab Ali Shaikh*de and Samina Ahmed *a

This study presents the preparation of a bone substitute material, nano-hydroxyapatite (nHAp), derived

from waste chicken eggshell (WCE), with the incorporation of ciprofloxacin (CF) to harness both the

beneficial properties of nHAp and the antibacterial effects of CF in treating osteomyelitis. CF was loaded

in situ at three different concentrations: 5, 10 and 15 mg mL�1. The formation of nHAp, along with CF-

loaded samples, was confirmed using XRD analysis. Functional group analysis was conducted through

FTIR and Raman spectroscopic methods. FESEM analysis was employed to examine morphology and

particle size, while EDX study determined elemental composition. The antibacterial activity of CF-loaded

samples against Escherichia coli and Staphylococcus aureus increased with higher CF concentrations.

Cytocompatibility and hemocompatibility assessments demonstrated the safety of nHAp and CF-loaded

nHAp samples under physiological conditions. The bioactive nature of the samples was affirmed by the

formation of an apatite layer after immersion in simulated body fluid solution (SBF) for three weeks at

37 1C. CF release kinetics was investigated at room temperature under static conditions for two weeks.

The cumulative release percentage of CF decreased with increasing CF concentration, likely due to

enhanced interaction between CF and nHAp molecules, as confirmed by XPS and FTIR analysis. WCE-

derived nHAp proved to be a promising CF carrier for combating diseases such as osteomyelitis.

1. Introduction

Bone infection, also known as osteomyelitis, is a serious con-
dition characterized by an infection in the bone.1 This infection
can be caused by bacteria or fungi entering the bone, leading to
symptoms such as pain, swelling, redness, and fever.2 Osteo-
myelitis can result from various factors like severe injuries,
surgeries, or infections spreading through the bloodstream.3

Commonly caused by Staphylococcus aureus bacteria, osteomye-
litis can affect individuals of all ages, with children often
experiencing infections in long bones like those in the arms

and legs, while adults may be more prone to infections in the
hips, spine, and feet.4,5 The treatment of osteomyelitis typically
involves a two-pronged approach: antibiotics to fight the infec-
tion and, in some cases, surgery to remove infected tissue.6

Antibiotics, being the primary weapon to combat osteomyelitis,
typically start with intravenous (IV) administration delivered
directly into the bloodstream for a week or two, especially for
severe cases, to ensure sufficient antibiotics reach the infection
site.7 Following initial IV treatment, a switch to oral adminis-
tration may occur for several weeks. The total duration of
antibiotic therapy can vary depending on the severity and type
of osteomyelitis. Acute cases may require 4–8 weeks, while
chronic infections might need months of treatment.8 Surgery
becomes necessary in the case of necrosis (dead bone tissue)
along with other foreign objects, which requires operative
debridement.9

Treating osteomyelitis with antibiotics poses several chal-
lenges. These include difficulty penetrating dense bone tissue,
bacterial biofilm formation that reduces antibiotic efficacy,
the emergence of antibiotic-resistant strains, and the chronic
nature of the infection requiring prolonged therapy.10,11
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Systemic side effects, drug interactions, and the need for surgical
intervention generally add complexity. Additionally, cost, accessi-
bility, complications, and patient compliance issues further com-
plicate treatment.12 Local delivery of antibiotics for osteomyelitis
treatment offers several advantages over oral or intravenous
administration. These include higher concentrations at the infec-
tion site, improved antibiotic penetration into bone tissue, con-
trolled and/or sustained release of drugs, reduced systemic side
effects, targeted treatment, faster healing, potential for lower
antibiotic dosages, and easy combination with surgical interven-
tion. This approach provides a more efficient, well-tolerated, and
effective method for treating osteomyelitis while minimizing
systemic antibiotic exposure and associated risks.13–15

Biomaterials serve as effective carriers for local drug delivery,
particularly in treating conditions like osteomyelitis. They offer
biocompatibility, controlled release, targeted delivery, and
protection for drugs, improving therapeutic outcomes while
reducing systemic side effects. Additionally, biomaterials can act
as scaffolds for tissue regeneration, enhancing their versatility
and clinical translation potential.16–18 The biocompatibility of bio-
ceramic drug carrier materials is generally excellent, as they are
well-tolerated by the body and can integrate well with biological
tissues.19 Niosomes, which are non-ionic surfactant-based vesi-
cles, also exhibit good biocompatibility, biodegradability, and low
toxicity.20–22 Liposomes, phospholipid-based vesicles, are highly
biocompatible and biodegradable, making them suitable for drug
delivery applications.23 Polymeric drug carriers, such as those
made from polylactic acid (PLA) and polyglycolic acid (PGA), are
known for their good biocompatibility and biodegradability,
making them safe for biomedical use.24,25 In comparison, while
all these materials demonstrate good biocompatibility, CaP based
bio-ceramic drug carrier materials stand out for their similarity
to natural bone and teeth, enhancing their integration with
biological tissues.26,27 Niosomes and liposomes are generally
biocompatible but may be unstable and difficult to manufacture
in large quantities. Polymeric materials offer versatility and tun-
ability but biocompatibility can vary, and there’s a potential for
inflammatory response.17

Hydroxyapatite (HAp) is a preferred biomaterial for local
drug delivery carriers in the fight against osteomyelitis due to its
ability to release drugs effectively.28 While other biomaterials like
hydrogels and polymers are also being explored, HAp’s unique
combination of biocompatibility, bone affinity, and controlled
drug release properties make it a strong contender for local
antibiotic delivery in osteomyelitis treatment.29–31 Many studies
report the use of HAp for the delivery of ciprofloxacin,32,33

amoxicillin,12 doxycycline hyclate,1 vancomycin,29 levofloxacin,34

moxifloxacin,35 etc. for the treatment of osteomyelitis, albeit the
loading of these drugs into the carrier is a major concern.

In situ loading of drugs into carrier materials offers several
advantages over techniques like adsorptive loading and solid-
state mixing. It ensures higher encapsulation efficiency
and controlled drug release, leading to predictable therapeutic
outcomes. Additionally, in situ loading improves the stability of
the drug-carrier complex, allows for tailored carrier properties,
and minimizes issues such as drug aggregation. Moreover, it

reduces processing steps and costs, making it a preferred
approach for developing efficient drug delivery systems.32,36,37

In this study, the in situ loading technique was employed to
incorporate ciprofloxacin into the gold standard bio-ceramic
material, HAp, which was synthesized using WCE. Kumar et al.
previously reported the in situ loading of ciprofloxacin into
synthetic HAp using Ca(NO3)2�4H2O as the calcium source.32 In
contrast, this present work focused on utilizing WCE as a
calcium source, given its high calcium content (94–97%)38

and the advantages it offers in terms of cost-effectiveness,
environmental sustainability, and the presence of beneficial trace
elements that enhance the bioactivity and bone regeneration
properties of HAp derived from waste sources.1,39,40 The selection
of CF for studying the loading and release profile of HAp was
based on the fact that CF possesses a low minimal inhibitory
concentration (MIC) against the majority of osteomyelitis-causing
pathogens.32,41

2. Materials and methods
2.1. Materials

WCE was sourced from cafeterias in close proximity to Dhaka
University campus. As the source of P, orthophosphoric acid
(H3PO4) (Mark, Germany) was used and ammonia solution
(NH4OH) was employed to adjust the pH. Ciprofloxacin hydro-
chloride (C17H18FN3O3�HCl) was procured from Tokyo
Chemical Industry (TCI, Japan), and no additional purification
of these chemicals was conducted.

2.2. Methods

2.2.1. Eggshell powder preparation. The procured WCEs
underwent a comprehensive cleansing and were subjected to
boiling, followed by membrane separation and subsequent
drying in an oven. The resulting dried eggshell fragments were
then finely powdered through a ball milling process, yielding a
fine eggshell powder.

2.2.2. nHAp synthesis and in situ loading of ciprofloxacin.
The synthesis procedure began by subjecting the eggshell pow-
der to calcination (900 1C for 1 hour, heating rate: 5 1C min�1).
The objective of this procedure was to convert the CaCO3 found
in the eggshells into CaO and to remove the volatile contami-
nants and organic layers, leading to the creation of a pure form
of CaO. A requisite amount (5.6 g) of CaO was mixed with DI
water (100 mL) and stirred for an hour which led to the
formation of Ca(OH)2. Drop-wise addition of H3PO4 (0.6 M,
100 mL) into the solution was done under constant stirring
conditions. After the complete addition of H3PO4, stirring was
continued for 30 minutes, and the pH of the solution was kept
around 11 by adding NH4OH. Three different concentrations
(5, 10 and 15 mg mL�1) of CF solution were added to this solution
separately and stirring was continued for 3 hours. The solutions
were left overnight for aging. Filtration and oven drying at 60 1C
resulted in the formation of CF-loaded nHAp powder, which is
denoted as 5CF-nHAp, 10CF-nHAp and 15CF-nHAp. The same
procedure was followed except for the ciprofloxacin loading part
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for the preparation of the control sample (nHAp). Visual repre-
sentation of the synthesis procedure is shown in Fig. 1.

2.2.3. Preparation of SBF solution. SBF was prepared
following the procedure described by Tas,42 which represents
a modified approach compared to the earlier method detailed
by Kokubo et al.43 Tas’s procedure involved enhancement of
HCO3

� ion and reduction of Cl� ion which rectified the HCO3
�

ion deficiency and aligned the Cl� ion content with human
blood plasma, respectively. Details of this procedure can be
found in our previous report.1

2.2.4. Characterization procedures. Synthesized nHAp and
the CF-loaded nHAp samples were characterized by X-ray diffrac-
tion spectroscopy (XRD), X-ray photoelectron spectroscopy (XPS),
Fourier transform infrared spectroscopy (FTIR), Raman spectro-
scopy, field emission scanning electron microscopy (FESEM)
and energy dispersive X-ray spectroscopic (EDX) technique. XRD
(Rigaku Smart Lab instrument) was employed for confirming
the formation of HAp and calculating the crystallographic para-
meters. XPS (Thermo Scientific K-Alpha instrument) helped in
qualitative and quantitative analysis of the elements of HAp and
CF-loaded HAp samples. FTIR analysis using the IR Prestige-21
instrument equipped with an ATR accessory and Raman spectro-
scopic analysis using the HORIBA Macro-RAM instrument were
conducted to identify the functional groups within the nHAp
samples. The morphology and elemental composition of the
prepared samples were assessed through FESEM and EDX analy-
sis using the JEOL JSM-7610F instrument.

2.2.5. Antibacterial efficacy assessment. Antibacterial effi-
cacy assessment was conducted using the agar-well diffusion
technique44,45 against two bacterial strains: E. coli and
S. aureus. Bacterial colonies were cultured in Mueller–Hinton
broth and sterile micropipette tips were used to create wells
with a diameter of 6 mm on agar plates. A 1 mg of each sample
(nHAp, 5CF-nHAp, 10CF-nHAp and 15CF-nHAp) were carefully

weighed and dissolved in a 2 mL solution of 5% dimethyl
sulfoxide (DMSO). A 50 mL was withdrawn from the aforemen-
tioned solution and applied to each well. This way, a dosage of
25 mg of samples was applied to the wells. The same amount of
DMSO was also applied as a control. To prevent the penetration
and diffusion of sample particles, the agar plates were kept at
4 1C for 3 hours. Following this, the plates were transferred to
an incubator for a 24-hour period, during which the size of the
inhibition zone was measured and recorded.

2.2.5.1. Minimum inhibitory concentration (MIC). The mini-
mum inhibitory concentration (MIC) of the 5CF-nHAp sample
was determined using the standard broth dilution method
(CLSI M07-A8), as described elsewhere.44,46 In summary,
the 5CF-nHAp sample was serially diluted two-fold in Brain
Heart Infusion (BHI) broth to determine the MIC. Eight
5CF-nHAp sample concentrations (25 mg mL�1, 12.5 mg mL�1,
6.25 mg mL�1, 3.125 mg mL�1, 1.56 mg mL�1, 0.78 mg mL�1,
0.39 mg mL�1 and 0.12 mg mL�1) were evaluated in relation to
a 1� 105 colony-forming units per milliliter (CFU ml�1) bacterial
concentration. Positive control consisted of BHI broth contain-
ing the bacterial strain, while negative control consisted of only
broth. The samples were incubated for 24 hours at 37 1C in screw
cap test tubes. Visual examination of the samples’ turbidity
both before and after incubation allowed for the determination
of MIC.

2.2.5.2. Minimum bactericidal concentrations (MBCs). The
minimum bactericidal concentrations (MBC) study method
was similar to the MIC study with a minor addition. Each tube
received 2 milliliters of BHI broth media after the MIC was
visually determined. The tubes were then re-incubated for
24 hours at 37 1C. Following incubation, a 50 mL sample was
taken out of the tubes that did not exhibit any bacterial growth

Fig. 1 Schematic representation of synthesis procedure of in situ CF loaded nHAp samples.
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and put on BHI agar plates for bacterial growth observation and
culture (incubation at 37 1C for 24 hours).

2.2.6. Cytocompatibility assessment. The cytocompatibility
assessment of the nHAp and CF-loaded nHAp samples was
carried out at the Centre for Advanced Research in Sciences
(CARS), University of Dhaka, through their commercial services.
For the assessment, CARS used the vero cell line, which was
procured from ThermoFisher Scientific, UK.1 These vero cells
were cultured in Dulbecco’s Modified Eagles’ Medium (DMEM)
containing 1% penicillin–streptomycin (in a 1 : 1 ratio), 0.2%
gentamycin, and 10% fetal bovine serum (FBS). A total of 3.0 �
104 cells in 200 mL were seeded onto a 48-well plate, followed by a
24-hour incubation at 37 1C with 5% CO2. After this initial
incubation, each well received 50 mL of the nHAp and CF-
loaded samples, and cytocompatibility was assessed over the
course of 48 hours using a trinocular microscope (Optika, Italy),
with cell counting performed using an automated cell counter
(hemocytometer). Duplicate wells were used for each sample,
and this procedure was replicated for all the samples. Cell
viability was calculated based on the following equation,47

Cell viability ¼ Number of live cells

Total number of cells
� 100% (1)

2.2.7. Hemocompatibility assessment. Blood samples were
collected from humans using heparin as an anticoagulant
and incubated at 37 1C for an hour. Solutions of nHAp and
CF-loaded nHAp samples were prepared at a concentration of
400 mg mL�1 using phosphate buffered saline (PBS). After mixing
each of the four samples with 0.4 mL of the blood samples that
had already been incubated, they were all incubated for an extra
hour. A similar procedure was carried out without adding a
sample, where PBS served as the negative control and Triton
X-100 as the positive control. After incubation, the samples were
centrifuged and the resulting supernatant was collected. The
absorbance of the supernatant was measured using a UV-Vis
spectrophotometer. This absorbance data indicates the release
of hemoglobin due to the lysis of red blood cells and is used to
assess the hemocompatibility of the nHAp CF-loaded nHAp
samples. The percentage of hemolysis in a blood sample can
be calculated using the equation mentioned bellow,

%Hemolysis ¼ Dt �Dnc

Dpc �Dnc
� 100 (2)

Here, Dt denotes the absorbances of the samples under experi-
mentation, Dnc is the absorbance of the negative control and Dpc

is the absorbance of the positive control.
2.2.8. Bioactivity study. The evaluation of bioactivity for the

prepared nHAp and CF-loaded nHAp samples was carried out
by immersing them in SBF solution and placing them in an
incubator at 37 1C for 3 weeks. Following this incubation
period, the samples were separated by pouring off the liquid,
and they were subsequently dried in an oven at 60 1C. To verify
the presence of apatite formation on the surface of the nHAp,
the dried samples were examined using FESEM.

2.2.9. In vitro CF release study. Before evaluating the
amount of CF released from nHAp, the CF incorporation

efficiency was calculated based on the following equation,48

CF incorporation efficiency ¼

CF Incorporated

Amount of CF added in the synthesis process
� 100

(3)

The release profile of in situ loaded CF from nHAp was
evaluated in SBF solution, kept at room temperature (RT, 25 �
2 1C) for two weeks. A 50 mg of CF-loaded nHAp samples were
taken in a beaker where 50 mL of SBF solution was added. The
solutions were kept in an incubator and aliquots were collected
at different time intervals for UV measurements. The amount of
CF released was calculated in terms of cumulative release%
(eqn (4)) and absorption values at 272 nm were selected. Fresh
SBF solution is added to replace the solution that was removed
from the release medium.

CumulativeRelease%¼ AmountofCFinSBFsolution

InitialamountofCFloadedonnHAp
�100

(4)

3. Results and discussion
3.1 X-ray powder diffraction study

To determine the phase, its purity, and measure the crystal-
lographic factors that are crucial to understanding how hydro-
xyapatite behaves, X-ray powder diffractometry was used. The
XRD patterns of the synthesized nHAp and CF-loaded nHAp
samples are shown in Fig. 2. The XRD patterns shown illustrate
the formation of HAp phase when compared against the ICDD
database. All the patterns are very close to the JCPDS file #09-
0432.49 The pattern of HAp is depicted by the characteristic
broad peak at around 311, which corresponds to the (211)
plane. Adjacent reflection peaks within the diffraction angle
of 311 to 351 are assigned to the (112), (300) and (202) planes,
which are also characteristic of HAp phase. Other characteristic
diffraction angles and their corresponding planes are: 101
(100), 261 (002), 391 (310), 461 (222), 491 (213), 531 (004) and
641 (233). The absence of sharp and intense peaks in these
patterns depicts the poor crystalline nature of HAp. With the
introduction of CF in situ, broadening and intensification of
diffraction peaks were apparent, which was also observed by
Kumar et al.32 The peak broadening with the addition of CF
resulted in reduced crystallite size and changes in other crystal-
lographic parameters. The following equations can be used to
get the lattice parameter and volume of the unit cell of thee
hexagonal HAp structure,50

1

d2
¼ 4

3

h2 þ hkþ k2

a2

� �
þ l2

c2
(5)

V ¼
ffiffiffi
3
p

2
a2c (6)

Here, d = inter planar distance; a, b, c = dimensions of the unit
cell; h, k, l = Miller indices; V = volume of unit cell.
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Crystallite size is the average size of the coherent domains in
a polycrystalline material. Coherent domains are regions of the
crystal where the atomic lattice is unbroken.51 The most
popular equation for calculating crystallite size is the Scherrer
equation, represented as follows,52

D ¼ kl
b cos y

(7)

Here, D = average crystallite size, K = constant or shape factor
(0.9), l = X-ray wavelength (0.154060 nm) and b = full width at
half maxima (FWHM).

Dislocation density is the number of dislocations per unit
volume of a material. Dislocations are defects in the crystal
lattice where an extra plane of atoms is inserted or removed.
Micro-strain is the localized elastic strain in a material. It can
be caused by dislocations, grain boundaries, and other defects
in the crystal lattice. Following equations represent the calcu-
lative expressions for dislocation density and micro-strain.

d ¼ 1

D2
(8)

e ¼
b 211ð Þ
4 tan y

(9)

Here, d = dislocation density, e = micro-strain, D = average
crystallite size and b = full width at half maxima (FWHM) at the
(211) plane.

Crystallinity index (CI) is a measure used to quantify the
degree of crystalline order or the extent of crystalline structure
within a material, particularly in the context of polymers,
plastics, and other materials with both crystalline and amor-
phous regions. It provides information about the organization
and regularity of the atomic or molecular arrangement within a
given substance. The CI of nHAp and CF-loaded nHAp is
calculated by applying the following equation,

CI ¼ Xs ¼
Ka

b 211ð Þ

 !3

(10)

Here, CI = Xs = crystallinity index based on XRD, and Ka =
constant = 0.24.

All the calculated parameters (lattice parameter, volume of
unit cell, average crystallite size, dislocation density, micro-
strain and CI) are presented in Table 1.

The obtained values indicate that in situ addition of CF (5, 10
and 15 mg mL�1) resulted in a reduction in crystallite size
compared to the bare nHAp. In addition, the magnitude of
dislocation density and micro-strain of HAp increased with the
addition of CF. Furthermore, CI decreased with CF addition,
which is also evident in the XRD pattern. The volume of the
unit cell was the smallest for the 10CF-nHAp sample and the
highest for the 5CF-nHAp. The contraction in volume of HAp
crystal is evident for 10 and 15 mg mL�1 of CF addition but an
increase in volume was observed for 5 mg mL�1 concentrations
of CF addition.

3.2. FTIR spectroscopic analysis

To determine the functional groups, present on the synthesized
nHAp and CF-loaded nHAp samples, FTIR analysis was carried
out. Fig. 3 represents the FTIR spectrum of the synthesized
nHAp and the CF-loaded nHAp samples. For the nHAp sample,
the characteristic bands for PO4

3� group were observed at 455,
561, 601, 962, 1022 and 1089 cm�1. These bands can be assigned
to symmetrical degenerate bending (n2, for 455 cm�1), doubly
degenerate asymmetric bending (n4, for 561 and 601 cm�1),

Fig. 2 XRD patterns of the synthesized (a) nHAp, (b) 5CF-nHAp, (c) 10CF-
nHAp and (d) 15CF-nHAp.

Table 1 Lattice parameter, volume of unit cell, average crystallite size, dislocation density, micro-strain and crystallinity index of nHAp and CF-loaded
nHAp samples

Sample ID
Lattice parameter
(experimental)

Lattice parameter
(according to JCPDS
file #09-0432)

Average
crystallite
size (nm)

Dislocation
density � 10�3

(lines per nm2) Micro-strain
Crystallinity
index (CI)

nHAp a = b = 9.4062 Å and c = 6.8842 Å a = b = 9.4180 Å and c = 6.8840 Å 11.39 7.71 0.0111 0.0363
V = 527.4655 Å3 V = 528.80 Å3

5CF-nHAp a = b = 9.4133 Å and c = 6.883 Å 5.51 32.94 0.0228 0.0041
V = 528.1588 Å3

10CF-nHAp a = b = 9.4049 Å and c = 6.874 Å 5.66 31.22 0.0222 0.0044
V = 526.5719 Å3

15CF-nHAp a = b = 9.4033 Å and c = 6.88 Å 5.51 32.94 0.0229 0.0041
V = 526.8075 Å3
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non-degenerate symmetric-stretching (n1, for 962 cm�1) and
doubly degenerate asymmetric-stretching (n3, for 1022 and
1089 cm�1) modes.53 Bands for CO3

2� group were also observed
at 875 and 1419 cm�1.

The evolution of bands for carbonate is due to the sensitiveness
of the anionic sites of the HAp crystal lattice to CO2 in the
atmosphere and during the course of reaction in the alkaline
solution, the formation of CO3

2� is governed by either substituting
the PO4

3� or OH� group of the HAp lattice. Based on the type
of substitution, the bands of CO3

2� can be assigned to A type
(at 875 cm�1 for substitution of the OH� group) or B type
(at 1419 cm�1 for substitution of the OH� group). The presence
of the structural OH� group was observed around 630 cm�1 and
3446 cm�1 albeit with significantly lower intensities.54 Fig. 3(b)–(d)
represents the FTIR spectrum of CF-loaded nHAp samples. The
band observed at around 1631 cm�1 in this spectrum was due to
the carbonyl group stretching vibration.32 Shifts in peaks were also
observed with the addition of CF. Shift in symmetrical and
asymmetrical bending vibrations (459 cm�1 and 559–599 cm�1)
was observed for 10CF-nHAp, whereas shift in symmetrical
bending and asymmetric-stretching vibration (445 cm�1 and
1024 cm�1) was observed for 15CF-nHAp. However, no shifts in
PO4

3� group vibrations were observed for 5CF-nHAp, which can be
attributed to the presence of smaller amounts of CF.

3.3. Raman spectroscopic analysis

Raman spectroscopy was employed to investigate the func-
tional groups and confirm the apatite phase in both pure and
CF-loaded nHAp samples. The obtained Raman spectra are
presented in Fig. 4. For nHAp, the Raman shift observed at
962 cm�1, corresponds to the characteristic symmetrical P–O
stretching of the PO4

3� group which also confirms the formation
of the apatite phase.55 This peak was also observed in the
spectrum of CF-loaded HAp samples without any peak shifting.

Raman shifts observed at 430, 590, 1044 and 1071 cm�1 are
assigned to O–P–O symmetrical bending (n2), anti-symmetrical
bending (n4) and asymmetric P–O stretching (n3).56 For the in situ
CF-loaded samples, the peak at 1387 cm�1 corresponds to the
piperazine stretching of the CF structure, whereas the peak at
1555 cm�1 and 1627 cm�1 corresponds to the cyclopropane ring
deformation and CH2 deformation.57 The intensity of these
peaks increased with the increasing dosage of CF. Apart from
these peaks that correspond to the CF structure, characteristic
peaks of HAp were also present in the CF-loaded samples.

3.4. Morphological analysis

Morphological investigation of the nHAp and CF-loaded nHAp
samples was carried out in terms of FESEM analysis and the
images are shown in Fig. 5. For the nHAp sample (Fig. 5(a)), the
particles are seen to be aggregated as well as agglomerated and
have an irregular structure with a cylindrical-spherical shape.
A similar phenomenon was observed in our previous study.1

With the addition of 5 mg mL�1 CF solution in situ, the shape
of the particles (Fig. 5(c)) changed to a more cylindrical rod-
shaped structure, albeit irregular-shaped particles are also pre-
sent. Interestingly, the addition of 10 and 15 mg mL�1 CF
solution in situ made the particles shorter in dimension. Agglom-
eration of particles was also visible for 10CF-nHAp (Fig. 5(e)) and
15CF-nHAp (Fig. 5(g)) samples. Imagej software was utilized for
particle size measurements and the procedure for this measure-
ment can be found elsewhere.58 A minimum of 100 particles
were selected for measuring the average particle size.

The particle size histograms of the samples are shown in
Fig. 5(b), (d), (f) and (h). Based on the statistical data, the
average particle size of nHAp has been found to be 33 � 9 nm.
The in situ addition of 5 mg mL�1 CF solution clearly affected the
size and shape of the nHAp particles. The average particle size of
the 5CF-nHAp sample increased to 53 � 20 nm. However, in situ
addition of 10 and 15 mg mL�1 CF solution caused a decrease in

Fig. 3 FTIR spectra of the synthesized (a) nHAp, (b) 5CF-nHAp, (c) 10CF-
nHAp and (d) 15CF-nHAp samples.

Fig. 4 Raman spectra of the synthesized (a) nHAp, (b) 5CF-nHAp, (c)
10CF-nHAp and (d) 15CF-nHAp samples.
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the average particle size (39 � 12 nm and 36 � 12 nm for 10CF-
nHAp and 15CF-nHAp respectively).

Such observations regarding particle size can be explained
by the Ostwald ripening and capping phenomena. According
to Ostwald ripening, larger particles grow at the expense of
smaller ones due to their lower surface energy. In this case, CF
might be influencing the crystal growth process, promoting
the growth of larger nHAp crystals at the initial loading
(5 mg mL�1). This could explain the observed increase in particle
size. However, as the CF concentration increased further (10 and
15 mg mL�1), these CF molecules might start adsorbing onto the
surface of the growing nHAp crystals. This capping effect could
hinder further crystal growth, leading to the observed decrease
in particle size at higher CF concentrations.59

3.5. Elemental analysis by EDX

The chemical composition of the samples was analyzed using
energy dispersive X-ray (EDX) spectroscopy, as shown in Fig. 6.
The expected elements for nHAp – calcium (Ca), phosphorus (P),
and oxygen (O) – were all confirmed through qualitative and
quantitative analysis. In addition to these elements, C, N and F
were also detected and quantified for the CF-loaded n-HAp samples.

The quantified mass% and atom% of the detected elements
from nHAp and CF-loaded nHAp are presented in Table 2. The
Ca/P ratio of nHAp was found to be 1.50, which indicates the
formation of Ca-deficient HAp.60 The addition of CF at concentra-
tions of 5, 10 and 15 mg/mL further decreased the Ca/P ratio. The
occupation of vacant Ca2+ sites of Ca-deficient HAp by cations of
CF might cause a decrease in the Ca/P ratio.61 Chelation of CF
with Ca2+ ions may also contribute to the lessening of Ca2+ ions in
the HAp structure and hence the decrease in the Ca/P ratio.62

3.6. In vitro studies

3.6.1. Antibacterial efficacy assessment. The antibacterial
efficacy assessment of the nHAp and CF-loaded nHAp samples

was carried out against the two most common microorganisms
(E. coli and S. aureus) responsible for bone infections.63 Patients
with all types of osteomyelitis are more frequently reported
to be affected by S. aureus, but those with chronic osteomyelitis
are more likely to have E. coli.32 Fig. 7 displays the nHAp and CF-
loaded nHAp samples’ antimicrobial activity against S. aureus
and E. coli. According to the findings, nHAp doesn’t have any
inhibitory zone around it, whereas 5CF-nHAp, 10CF-nHAp and
15CF-nHAp all three of the samples showed zones of inhibition.
The measured zones of inhibition of the samples are tabulated
in Table 3.

The loaded CF molecules on HAp played a part as an
antibacterial agent, which is why the 5CF-nHAp, 10CF-nHAp
and 15CF-nHAp samples showed activity against E. coli and
S. aureus. CF, a 2nd-generation fluoroquinolone antibiotic,
enters bacterial cells and halts the activity of enzymes like
DNA gyrase and topoisomerase IV, which are necessary for the

Fig. 5 FESEM images with particle selection for size measurements and particle size histograms of nHAp (a) and (b), 5CF-nHAp (c) and (d), 10CF-nHAp
(e) and (f) and 15CF-nHAp (g) and (h).

Fig. 6 Elemental analysis by EDX: (a) nHAp, (b) 5CF-nHAp, (c) 10CF-nHAp
and (d) 15CF-nHAp samples.
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replication and development of bacterial DNA.64 The amount of
CF released over a day from the CF-loaded nHAp samples is more
than enough to kill the bacteria that typically cause bone infec-
tions since the amount of CF exceeds the minimum inhibitory
concentration (MIC) of ciprofloxacin (0.25–2 mg mL�1).32,41 As the
concentration of CF loaded in nHAp increased, activity against
E. coli and S. aureus also increased. Against both types of bacteria,
15CF-nHAp showed the highest activity, particularly against the
Gram-positive bacteria (E. coli).

The MIC and MBC of CF loaded nHAp sample against E. coli
and S. aureus were measured, for which the 5CF-nHAp sample
was chosen as it contains the lowest amount of CF. The results
of MIC and MBC is presented in Table 4.

Based on the results of MIC (Table 4), 0.78 mg mL�1

concentration of 5CF-nHAp sample was found to be effective
against E. coli and S. aureus bacterial strains. Therefore, the
MIC of 5CF-nHAp sample is reported to be of 0.78 mg mL�1.
Similarly for the MBC determination, 12.5 mg mL�1 concen-
tration of 5CF-nHAp sample was bactericidal against E. coli and
S. aureus

3.6.2. Cytocompatibility assessment. HAp’s safety for
medical use depends on its ability to harm or kill cells up to
a certain level. When exposed to a harmful substance, cells can
die in different ways, either through a controlled process called
apoptosis or a more damaging one called necrosis. Cytotoxicity
tests are used to assess HAp’s effect on cells and ensure its
safety for medical applications.65,66 Fig. 8 represents the optical
images of the vero cells with which the cytotoxic effects of nHAp
and CF-loaded nHAp samples were investigated. The cytotoxic
effects of the synthesized samples were expressed as the
percentage of cells alive, which is also known as cell viability,

as shown in eqn (1). The cell viability of the samples is
presented in Table 5. The obtained results indicate the absence
of cytotoxicity, as the cell viability of the synthesized samples
was greater than 95% while the solvent (both positive and
negative control) had 100% cell viability. This suggests that
the synthesized nHAp and CF-loaded nHAp samples were
cytocompatible since they exerted cell viability greater than
70% according to ISO 10993-5:200.67

3.6.3. Bioactivity study. The bioactivity study of biomater-
ials, specifically HAp, in terms of the formation of an apatite
layer while soaking in SBF solution and analysis through the
FESEM technique has become one of the most widely accepted
tools.68–72 The FESEM images of nHAp and CF-loaded nHAp
samples are shown in Fig. 9.

The formation of the apatite layer is clearly visible from the
FESEM images of all the samples. For nHAp, apatite crystal
nucleation was also observed along with layer formation. The
magnitude of layer formation was greater in nHAp particles
compared to the CF-loaded samples and the magnitude of layer
formation decreased with increasing drug loading. This can
easily be attributed to the fact that the CF-loaded nHAp
samples possess CF molecules on their surface, which inter-
rupts the interaction of the Ca2+ and PO4

3� sites of HAp with
the negative and positive sites of the SBF solution.1 For all the
samples (nHAp and CF-loaded nHAp), super-saturation of
the apatite layer was observed, indicating the bioactivity of
the synthesized samples.

3.6.4. Hemocompatibility assessment. One of the main
factors limiting the clinical usefulness of biomaterials is their
hemocompatibility. Biomaterials come into close contact
with blood, a complicated ‘‘organ’’ made up of 1% leukocytes
and platelets, 44% erythrocytes, and 55% plasma. Therefore, in
order to avoid activating and destroying blood components,

Table 2 EDX quantified data of nHAp, 5CF-nHAp, 10CF-nHAp and 15CF-nHAp samples

Elements

nHAp 5CF-nHAp 10CF-nHAp 15CF-nHAp

Mass% Atom% Mass% Atom% Mass% Atom% Mass% Atom%

Ca 47.88 32.24 41.86 25.33 41.67 25.22 43.55 27.04
P 24.72 21.54 22.90 17.93 23.58 18.47 25.35 20.37
O 27.40 46.22 26.89 40.78 25.71 38.99 21.61 33.62
C — — 5.22 10.54 5.94 11.99 7.23 14.98
N — — 2.19 3.10 3.01 5.22 3.90 5.37
F — — 0.03 0.04 0.09 0.11 0.07 0.09
Ca/P 1.50 1.41 1.37 1.33

Fig. 7 Antibacterial activity assessment of nHAp, 5CF-nHAp, 10CF-nHAp
and 15CF-nHAp samples against: (a) E. coli and (b) S. aureus.

Table 3 Zone of inhibition of nHAp, 5CF-nHAp, 10CF-nHAp and 15CF-
nHAp samples against E. coli and S. aureus

Sample

Zone of Inhibition (mm)

E. coli S. aureus

DMSO (control) — —
nHAp — —
5CF-nHAp 26 � 0.20 28 � 0.25
10CF-nHAp 30 � 0.10 30 � 0.20
15CF-nHAp 32 � 0.15 36 � 0.11
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undesirable interactions between newly produced materials
and blood should be thoroughly examined.73

Fig. 10(a) shows the hemolysis results of the nHAp and CF-
loaded nHAp samples. The results indicate that as the concen-
tration of CF loaded in the nHAp increased, the hemolytic effect
on red blood cells also increased. Specifically, the hemolysis
percentages rose from 0.8% with nHAp alone to 2.75% with 15
mg mL�1 CF-nHAp. CF itself can possess some degree of
cytotoxicity (toxic to cells) at higher concentrations.74 This
suggests a dose-dependent relationship between CF concen-
tration and hemolytic activity, highlighting the importance of
considering the potential side effects of drug-loaded nano-
materials like CF-nHAp on blood cells when used in medical
applications.75 The positive control, Triton X-100, showed
complete hemolysis, whereas PBS showed none.

3.6.5. In vitro drug release study. The evaluation of the
cumulative release of CF from nHAp depends on the amount of

CF that has been loaded on the nHAp. For three different
concentrations of CF (5, 10 and 15 mg mL�1), the incorporation
efficiency (IE) was calculated using eqn (3).

The CF IE of nHAp increased with the increasing concen-
tration of CF, as shown in Fig. 10(b). For 5, 10 and 15 mg mL�1

concentrations of CF, IE was 90.89%, 94.89% and 95.14%
respectively. For 15 mg mL�1 CF concentration, the IE only
increased by 0.25% whereas for 10 mg mL�1, the IE increased
by 4.0%. Depletion of available binding sites of nHAp mole-
cules at higher CF concentrations might be the reason behind
this. The cumulative release of CF in SBF solution at RT was
calculated from eqn (4) and is shown in Fig. 10(c) along with
the amount of CF released in Fig. 10(d). Release of in situ
loaded CF was observed for two weeks. The observed release
pattern of 5CF-nHAp was quite different than that of the 10CF-
nHAp and 15CF-nHAp samples in Fig. 10(c).

The cumulative release percentage of CF was always higher
from 5CF-nHAp than that of the other two. After the 6th day,
rapid release of CF was observed (from 23% to 49% on the 7th
day), which went up to 61% on the 14th day. For 10CF-nHAp
and 15CF-nHAp samples, no such spike in release was
observed, and a steady release pattern was seen throughout.
In two weeks, a maximum of 6% and 13% release was observed
from 10CF-nHAp and 15CF-nHAp samples, respectively. At

Fig. 8 Cytocompatibility assessment of nHAp and CF-loaded nHAp sam-
ples: (a) nHAp, (b) 5CF-nHAp (c) 10CF-nHAp, (d) 15CF-nHAp, (e) solvent
(negative control) and (f) solvent (positive control) against vero cell line.
Concentration and volume of each sample was 200 mg mL�1 and 50 mL
respectively. Incubation period was 48 h.

Table 5 Results of cell viability of nHAp and CF-loaded nHAp samples

Name of sample Cell viability Verdict

Control (�ve) (solvent) 100% No signs of cytotoxicity.
Control (+ve) (solvent) 100%
nHAp 495%
5CF-nHAp 495%
10CF-nHAp 495%
15CF-nHAp 495%

Fig. 9 FESEM images of (a) nHAp, (b) 5CF-nHAp (c) 10CF-nHAp and
(d) 15CF-nHAp after soaking in SBF solution for 3 weeks at 37 1C.

Table 4 MIC and MBC results of the 5 mg/mL ciprofloxacin loaded nHAp sample against E. coli and S. aureus

Bacterial Strains

MIC

25 mg mL�1 12.5 mg mL�1 6.25 mg mL�1 3.125 mg mL�1 1.56 mg mL�1 0.78 mg mL�1 0.39 mg mL�1 0.12 mg mL�1

E. coli � � � � � � + +
S. aureus � � � � � � � +

MBC
E. coli � � � + + + + +
S. aureus � � � � + + + +

Note: ‘+’ means presence of bacterial growth; ‘�’ means absence of bacterial growth.
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higher concentrations (10 and 15 mg mL�1), CF molecules
might start to aggregate or precipitate within the nHAp pores.
These aggregates are larger and less mobile, which hinders their
release from the pores. On the other hand, at lower concentra-
tions (5 mg mL�1), CF molecules might be more evenly distrib-
uted and readily diffusible. Another factor that might be playing
a part in this scenario is the blockage of pores by CF molecules
at higher concentrations, which hinders the diffusion of CF
molecules. Greater interaction between nHAp and CF at higher
CF concentrations also contributed to the sustained release of
CF.76,77 The amount of CF released surpassed the MIC of CF
(0.25–2 mg mL�1 for most osteomyelitis-causing pathogens)
within 24 hours of the release study.32 This is also evident in
the antibacterial activity of the CF-loaded nHAp samples.

Understanding how drugs are released from a carrier over
time (drug release kinetics), is crucial for designing effective
medications. It helps us see how the carrier and drug interact,
paving the way for better formulations. A model-dependent
approach was implemented to see how CF gets released from
the synthesized nHAp samples. The zero-order kinetic model,

first-order kinetic model, Higuchi kinetic model and Kors-
meyer–Peppas kinetic model were used for this evaluation.1

The zero-order kinetic model represents a drug delivery
system where drug release remains constant and is unaffected
by concentration fluctuations. This model is represented by the
following equation,

Ct = C0 + K0t (11)

Here, Ct = released drug amount in time t, C0 = initial amount
of drug in solution and K0 = zero order rate constant.

The first-order kinetic model provides a better explanation
of drug delivery systems when drug adsorption and/or release
are related and the rate of release depends on the concen-
tration. The expression of this model is as follows,

log C ¼ log C0 �
K1t

2:303
(12)

Here, K1 = first-order rate constant. To precisely address the
release of both water-soluble and poorly soluble pharmaceuti-
cals from semi-solid and solid matrix systems, a mathematical

Fig. 10 (a) Hemolysis study, (b) CF incorporation efficiency, (c) cumulative release, (d) amount of CF released from the CF-loaded nHAp samples; kinetic
study for the CF release in SBF solution at RT from in vitro CF-loaded nHAp samples: (e) zero-order model, (f) first-order model, (g) Higuchi model and (h)
Korsmeyer–Peppas model.
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equation was developed that describes the release of drugs
from matrix systems. A linear relationship between cumulative
drug release and time squared is established by the simplified
Higuchi model, which is based on Fickian diffusion principles
and clarifies drug release kinetics.

C = KH � t1/2 (13)

Here, C = cumulative drug release (%) and KH = Higuchi
constant. In order to describe drug release in both Fickian
and non-Fickian scenarios from swelling or non-swelling poly-
meric systems, Korsmeyer and Peppas proposed a formula,
which is shown below.

C = KKP � tn (14)

The Korsmeyer–Peppas constant is denoted by KKP and the
diffusional exponent is denoted by n, which characterizes
the drug release mechanism. The significance of the value of
n is: 0 o n o 0.45 refers to hindered Fickian diffusion; n = 0.45
refers to Fickian diffusion (case-I); 0.45 o n o 1 refers to
anomalous transport; n = 1 refers to non-Fickian transport
(case-II) and n 4 1 refers to super case-II transport.78

Plots of cumulative release% against time, log (cumulative
release%) against time, cumulative release% against square root
of time and log (cumulative release%) against log time were
constructed for zero order (Fig. 10(e)), first order (Fig. 10(f)),
Higuchi (Fig. 10(g)) and Korsmeyer–Peppas (Fig. 10(h)) kinetic
models respectively. The extrapolated results from these plots
are tabulated in Table 6.

The loading of CF in situ at three different concentrations
showed variance in their in vitro release pattern, as mentioned
earlier. The kinetic models were exploited for further explora-
tion of this release pattern. The release of CF from the 5CF-
nHAp sample followed the Korsmeyer–Peppas kinetic model
(R2 = 0.92) where the value of n suggests the involvement of
multiple mechanisms along with diffusion that govern the CF
release. A value of n between 0.5 and 1 indicates a non-Fickian
diffusion mechanism. This means that the drug release is con-
trolled by both diffusion and erosion processes.79 For the case of
10CF-nHAp, both the Higuchi and Korsmeyer–Peppas models
equally fitted (R2 = 0.98) which suggests a combined release
mechanism of CF from the nHAp matrix. Both the Higuchi and
Korsmeyer–Peppas models describe diffusion-controlled release,
albeit with different complexities. Higuchi assumes spherical
particles and constant drug concentration, while Korsmeyer–
Peppas considers non-Fickian diffusion.80 Release of CF from
15CF-nHAp can be best explained by the first-order kinetic model

with moderate fitting of data (R2 = 0.73) which signifies the
dependency of CF release rate on concentration. A closer look
into Fig. 10(c) and (d) will reveal that, higher amount of CF was
released from the 15CF-nHAp depicting the initial burst release
which contributed to the first order kinetics. The diffusional
exponents for both 10CF-nHAp and 15CF-nHAp samples suggest
hindered Fickian diffusion.78

3.7. CF loading-release mechanism by FTIR and XPS analysis

The analysis of CF loading showed that over 90% of the CF was
loaded across all three concentrations, and this percentage of
loading increased as the concentrations increased. The in situ
addition of drugs typically yields a higher percentage of loading
compared to techniques such as adsorption or solid-state
mixing.32 Given that the quantity of CF loaded into nHAp for
all three concentrations significantly exceeds the MIC, investi-
gating the interaction between CF and nHAp is essential for
comprehending their release profile. To facilitate this, samples
underwent XPS and FTIR analyses. Fig. 11(a)–(d) illustrates the
high-resolution XPS spectra of both nHAp and CF-loaded nHAp
samples. The survey spectrum of nHAp (Fig. 11(a)) revealed the
presence of key elements, namely Ca, P, and O, characteristic of
HAp. Furthermore, Mg was detected at an atomic percentage of
0.33 which may have originated from the poultry waste.81 The
Ca/P ratio, as determined from the survey spectrum of nHAp,
was found to be 1.34, markedly lower than the ratio obtained
through EDX analysis (Table 2). In the case of CF-loaded
samples, in addition to Mg, N and F were also detected, with
atomic percentages ranging from 0.72 to 0.91% and 0.41 to
0.65% respectively. This N and F originated from the CF
structure that was loaded on nHAp at three different
concentrations.82

Fig. 11(b)–(d) represents the narrow scan spectra of Ca 2p, P
2p and O 1s respectively. Based on the high-resolution narrow
spectra of nHAp and CF-loaded nHAp samples, a change in
binding energy (BE) was observed as the concentration of CF
increased. The in situ addition of CF to HAp can cause an
alteration of the local electronic environment due to the inter-
action of CF molecules with HAp. This interaction can result in
changes in the electron density around these elements, affecting
the XPS spectra.1 This interaction was also observed in the FTIR
spectra of the CF-loaded samples along the most intense band
for the PO4

3� group. The band position was changed as the
concentration of CF was increased (Fig. 11(e)).

Fig. 11(f) represents the possible interaction between HAp
and the CF molecule. CF is a zwitterionic molecule, meaning it
holds both positive and negative charges at physiological pH.
When the pH is above 8.8, the anionic structure of CF is mostly
dominant in the solution.83 When CF was added to the reaction
media, the pH of the solution was already maintained at
around 11 by adding NH4OH. As the pH was 48.8, the CF
molecules were mostly in the anionic state.

Since anionic CF molecules are mostly present in the
solution, electrostatic interaction between the negative CF
molecule and the positive HAp site (Ca2+) is the predominant
phenomenon for the CF’s attachment to HAp.84 In addition to

Table 6 Parameters obtained through the kinetic model fitting for the
release of in situ loaded CF in SBF solution at RT

Sample

Zero order
model

First order
model

Higuchi
model

Korsmeyer–Peppas
model

K0 R2 K1 R2 KH R2 KKP n R2

5CF-nHAp 4.06 0.89 0.13 0.82 20.01 0.89 2.54 0.75 0.92
10CF-nHAp 0.54 0.95 0.06 0.85 2.71 0.98 1.98 0.36 0.98
15CF-nHAp 0.25 0.68 0.02 0.73 1.18 0.61 2.57 0.11 0.56
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that, H-bonding also takes place to some extent. Both of these
interactions cause changes in the electron density around the
Ca 2p, P 2p and O 1s sites, affecting the XPS spectra. Based on
the narrow scan spectra of these sites, changes in BE occurred
with increasing concentrations of CF. As a consequence, the
magnitude of the interaction increased and more CF was
attached. An intriguing observation is that the 15CF-nHAp
sample exhibited smaller crystallite and particle sizes, as elu-
cidated in the XRD and FESEM sections. Since smaller particles
possess a larger surface area-to-volume ratio, they offer more
potential active sites for CF molecules to interact with. Conse-
quently, the 15CF-nHAp sample demonstrated the highest
percentage of CF loading. Regarding CF release, the 5CF-
nHAp sample exhibited a higher cumulative release percentage
due to the lower magnitude of attraction between CF and HAp.
Conversely, the 10CF-nHAp and 15CF-nHAp samples displayed

higher cumulative release percentages than the 5CF-nHAp
sample, attributed to their stronger interaction magnitudes. A
comparison has been presented in Table 7 where the loading of
CF by different materials is tabulated.

4. Conclusion

The in situ loading mechanism for superior loading and release
of antibiotics from poultry waste-derived nHAp was investi-
gated in this research. The nHAp was synthesized utilizing
chicken eggshell waste, which was calcined prior to the reaction
with orthophosphoric acid. CF in three different concentrations
was added to the reaction mixture after pH adjustments. The
percentage of CF loading increased with increasing concentra-
tions of CF. However, cumulative release up to 14 days indicates

Fig. 11 XPS analysis of nHAp, 5CF-nHAp, 10CF-nHAp and 15CF-nHAp samples: (a) survey, (b) Ca 2p, (c) P 2p and (d) O 1s narrow scan spectra; (e) FTIR
shift of PO4

3� group band with the increase of CF concentration; and (f) proposed interactions between HAp and ciprofloxacin molecules.

Table 7 Ciprofloxacin loading by different biomaterials

Material Synthesis method CF loading method CF loading amount Ref.

Hydroxyapatite Wet chemical precipitation In situ 95.14% incorporation efficiency This study
Hydroxyapatite Wet chemical precipitation Adsorptive 38.24% maximum entrapment efficacy 1
Hydroxyapatite Ultrasonic assisted in situ

mineralization
In situ 63% loading efficiency 77

Hydroxyapatite-alginate
nanocomposite

Wet chemical precipitation Adsorptive 87.45% CF loading 57

Hydroxyapatite Wet chemical precipitation In situ B0.2 g g�1 CF loading 32
k-Carrageenan crosslinked
chitosan/hydroxyapatite hydrogel

Wet chemical precipitation In situ 61.56% encapsulation efficacy 85

Zinc-doped hydroxyapatite Wet chemical precipitation adsorptive 90% loading 33
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a decrease in release% with an increased amount of CF loading
as described by the FTIR and XPS analysis. Incorporation of CF
into nHAp in situ does not significantly impact the bioactivity or
cytocompatibility of HAp and imparts antibacterial activity
against pathogens like E. coli and S. aureus, known to cause
osteomyelitis.
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