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Abstract: Hydroxyapatite (Ca10(PO4)6(OH)2, HAp), due to its high biocompatibility, is widely used
as biomaterial. Doping with various ions of hydroxyapatite is performed to acquire properties as
close as possible to the biological apatite present in bones and teeth. In this research the results of a
study performed on thin films of hydroxyapatite co-doped with nitrogen and bromine (NBrHAp) are
presented for the first time. The NBrHAp suspension was obtained by performing the adapted co-
precipitation method using cetyltrimethylammonium bromide (CTAB). The thin layers of NBrHAp
were obtained by spin-coating. The stability of the NBrHAp suspension was examined by ultrasound
measurements. The thin layers obtained by the spin-coating method were examined by scanning
electron microscopy (SEM), optical microscopy (OM), and metallographic microscopy (MM). The
presence of nitrogen and bromine were highlighted by energy-dispersive X-ray spectroscopy (EDS)
and X-ray photoelectron spectroscopy (XPS) studies. Fourier transform infrared spectroscopy (FTIR)
was used to highlight the chemical status of nitrogen and bromine. In addition, the powder obtained
from the NBrHAp suspension was analyzed by XRD. Moreover, the in vitro antimicrobial activity
of the NBrHAp suspensions and coatings was investigated using the reference microbial strains
Staphylococcus aureus ATCC 25923, Escherichia coli ATCC 25922, and Candida albicans ATCC 10231.
The results highlighted the successful obtainment of N and Br co-doped hydroxyapatite suspension
for the first time by an adapted co-precipitation method. The obtained suspension was used to
produce pure NBrHAp composite thin films with superior morphological properties. The NBrHAp
suspensions and coatings exhibited in vitro antimicrobial activity against bacterial and fungal strains
and revealed their good antimicrobial activity.
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1. Introduction

The research of novel materials for biomedical applications is currently in accelerated
development due to the growing demand for biomaterials with new and well-defined
physico-chemical and biological properties. Hydroxyapatite (Ca10(PO4)6(OH)2, HAp) is
one of the most widely used biomaterials for various applications such as biomedical
(implantology, bone filer, stomatology, drug delivery systems, etc.) [1,2] and industrial
(water and soil remediation, fertilizer, catalysis, etc.) [3,4]. Usually, in the human body, the
natural HAp structure can be found other chemical elements such as fluoride, magnesium,
etc. Thanks to its special structure, synthetic HAp has a natural chemical affinity that
allows it to be doped with different species of anion or cation either by substitution or
interstitial [5]. Additionally, the superior biocompatibility, osteoconductivity, bioactivity
and osteogenicity of Hap makes it suitable for application in the medical field [1,2].

Many conventional routes (physical or chemical) have been reported for the synthesis
of HAp nanoparticles, such as solid-state method [6], mechanochemical route [7], chemical
precipitation [8], hydrothermal method [9], sol-gel route [10], pyrolysis method [11], etc.
Through these routes, materials with controllable properties can be developed. Conversely,
deposition techniques of HAp thin films such as spin coating, magnetron sputtering,
electrodeposition, etc., are intensively studied because they allow the creation of bio-
coatings with well-defined properties [12,13].

Recently, a new alternative to the use of common HAp coatings is represented by the
fabrication of doped HAp coatings, with new biological, antimicrobial and biocompatible
properties, depending on the nature of the substituents [13]. Nitrogen (N) is an essential
chemical element that can be found in the human body in biomolecules such as nucleic
acids, amino acids, etc. [14]. A previous study conducted by R. Namiki et al. [5] showed that
HAp doping with N, by the nitrogen-doping method, leads to enhanced bioactivity. Further,
there are only a few papers that report studies on the biological properties (including
antimicrobial properties) of the bromine compounds [4,15,16].

Bioactive glass doped with 5% CaBr2 has shown a strong anti-biofilm effect against
oral microbial strains, such as Actinomyces viscosus, Streptococcus mitis, Veillonella parvula,
Streptococcus gordonii and Porphyromonas gingivalis [16]. Cetyltrimethylammonium bromide
(CTAB) is a widely used antimicrobial cationic surfactant (including in hospitals), due to
the high ability of its quaternary ammonium compounds (QAC) to interact and efficiently
destroy various microbial strains, thus having a strong microbicidal effect [17,18]. Moreover,
to date, CTAB has successfully been used in the functionalization of various materials as a
surfactant [4,19–21].

CTAB is a class of aliphatic quaternary ammonium surfactant known as an effective an-
tiseptic agent against bacteria and fungi, and is widely used in biological applications [22,23].
The antimicrobial activity of CTAB and QACs (quaternary ammonium compound) is at-
tributed mainly to their positive charge which can create an attraction with the negative
charge of the bacterial cell. In addition to the already known mechanism of action of QACs
(such as, they could easily be adsorbed to and penetrate the cell wall, can cause disrup-
tions to the cytoplasmic membrane of bacteria and the plasma membrane of yeast, and
interact with the inside proteins and lipids leading to cell wall lysis), in addition, the CTAB
antibacterial effect could be due to the induction of superoxide stress in bacteria [18,24,25].

Given that the emergence of microbial resistance to classic antibiotics is a top ten
public health problem at a global level, with important consequences on the quality of life
of the patient and the costs of treating these resistant infections, it is imperative to find
new antimicrobial agents that can be safely used for the treatment of multidrug-resistant
infections. Two of the most widespread pathogens that are involved in post-implant infec-
tions are Gram-positive Staphylococcus aureus together with Gram-negative Escherichia coli
bacterial species, in addition to Candida albicans fungal strains [26,27]. Usually, in these
cases, infection treatment consists of either the administration of high antibiotic doses or
implant removal via surgical intervention, often associated with the use of antimicrobial
agents to support and enhance the efficacy of surgical procedures [26–28].
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One of the main approaches towards preventing implant-associated infections is to
develop biomaterials with high biocompatibility and antimicrobial activity. In this context,
the development of new antimicrobial thin films based on co-doped nitrogen (N) and
bromine (Br) hydroxyapatite could be of real interest, because they could decrease the risk
of infection and thus decrease the use of antibiotics in addition to the risk of implant failure.
However, there are no previous studies on such materials. The results of this current study
show, for the first time, the ability to successfully obtain N and Br co-doped hydroxyapatite
suspension by an adapted co-precipitation method. The obtained suspension was used
to produce pure NBrHAp composite thin films with superior morphological properties.
The results of the in vitro antimicrobial activity of the NBrHAp suspensions and coatings
against various microbial strains revealed their good antimicrobial activity. This study
presents, for the first time, the fabrication and characterization of hydroxyapatite layers
co-doped with nitrogen (N) and bromine (Br) ions obtained by the spin-coating method.
The surface properties of the thin layers were studied by scanning electron microscopy
(SEM), optical microscopy (OM), metallographic microscopy (MM), energy-dispersive
X-ray spectroscopy (EDS), X-ray photoelectron spectroscopy (XPS) studies and Fourier
transform infrared spectroscopy (FTIR). X-ray diffraction (XRD) studies of NBrHAp powder
were also conducted. The in vitro antimicrobial activity of the NBrHAp suspensions and
coatings was investigated on bacterial and fungal strains belonging to representative
species for the etiology of implant associated infections.

2. Materials and Methods
2.1. Sample Preparation

The first step for obtaining the NBrHAp composite thin films, consisted of obtain-
ing the NBrHAp suspension by the co-precipitation method [29]. To synthesize the
NBrHAp suspension, ammonium dihydrogen phosphate ((NH4)2HPO4), calcium nitrate
(Ca(NO3)2·4H2O), cetyl trimethyl ammonium bromide (CTAB, [(C16H33)N (CH3)3]Br) and
deionized water were used. The Ca/P molar ratio was 1.67. The pH was continuously
adjusted to 10 with ammonia (NH3). Solutions of (NH4)2HPO4 and Ca(NO3)2·4H2O were
co-precipitated in a solution of [(C16H33)N (CH3)3] Br under continuous stirring for 2 h.
The precipitate was washed with deionized water. After washing, the precipitate was
centrifuged and redispersed in the deionized water. The suspension was stirred for 12 h at
50 ◦C. The resulting suspension was used to prepare the NBrHAp composite thin films.

The second step was to develop the NBrHAp composite thin films on glass substrate
(5 mm × 5 mm) by the spin-coating technique. The glass substrate was previously de-
greased with acetone and dried for 30 min at a temperature of 100 ◦C to remove any
impurities from the surface. To obtain NBrHAp thin films by the spin-coating technique,
0.2 mL of suspension was spun at 2500 rpm for 20 s. The deposition procedure was re-
peated 3 times to finally have a sufficiently thick film. After each deposition, the films were
dried at 40 ◦C for 20 min. At the end, the obtained films were heat treated in an oven at
100 ◦C for 5 h (heating rate of 2 ◦C/min). Images with the obtained NBrHAp samples are
presented in Figure 1a,b.

2.2. Characterization Methods

The stability of the NBrHAp suspension was evaluated by ultrasonic studies [4,30].
The experimental setup is described in previous studies [30]. To perform the ultrasound
measurements, 100 mL of NBrHAp suspension was stirred for 30 min at room tempera-
ture using a magnetic stirrer. Two coaxial ultrasonic transducers H5K (General-Electric,
Krautkramer) of 5 MHz central frequency held at a fixed distance, were immersed in the
NBrHAp suspension as previously reported [31]. The ultrasonic pulses were sent through
the NBrHAp suspension. The ultrasonic signals from the oscilloscope were recorded as
digital files, at a very precise interval of 5.00 s. Signal processing was based on a comparison
with the properties of double distilled water (the most stable fluid) as a reference, under
the same experimental conditions.



Coatings 2021, 11, 1505 4 of 17Coatings 2021, 11, x FOR PEER REVIEW 4 of 18 
 

 

 
Figure 1. Images of the obtained NBrHAp suspension (a), and composite coatings (b). 

2.2. Characterization Methods 
The stability of the NBrHAp suspension was evaluated by ultrasonic studies [4,30]. 

The experimental setup is described in previous studies [30]. To perform the ultrasound 
measurements, 100 mL of NBrHAp suspension was stirred for 30 min at room tempera-
ture using a magnetic stirrer. Two coaxial ultrasonic transducers H5K (General-Electric, 
Krautkramer) of 5 MHz central frequency held at a fixed distance, were immersed in the 
NBrHAp suspension as previously reported [31]. The ultrasonic pulses were sent through 
the NBrHAp suspension. The ultrasonic signals from the oscilloscope were recorded as 
digital files, at a very precise interval of 5.00 s. Signal processing was based on a compar-
ison with the properties of double distilled water (the most stable fluid) as a reference, 
under the same experimental conditions. 

An SZ-100 Nanoparticle Analyzer from Horiba-Jobin Yvon (Horiba, Ltd., Kyoto, Ja-
pan) was used to perform dynamic light scattering (DLS) and ζ-potential analysis. The 
analysis was performed at 25 ± 1 °C. Before measurements of DLS and ζ-potential, the 
obtained NBrHAp suspension was diluted 12 times. To register the scattered signals, di-
luted NBrHAp suspension was placed in a disposable cuvette. The sample was illumi-
nated with a laser source that allowed the estimation of the particle diffusion velocity to 
determine the hydrodynamic diameter (DH). Three determinations were recorded for 
each analysis. 

The crystalline phases of the NBrHAp composite thin films were identified using X-
ray diffraction using a D8 Advance diffractometer (Bruker, Karlsruhe, Germany) with Cu-
Kα (λ = 1.5418 Å) radiation and a high efficiency one-dimensional detector (Lynx Eye 
type) operated in integration mode. The diffractograms were acquired in the 2θ range of 
20°–70°, a scan rate of 1 min and sampling width of 0.02°. The acquisition time per step 
was 5 s. The main (h k l) indices for the nanometer size of HAp were identified. The crys-
talline size, D(hkl), of the NBrHAp composite thin films was calculated from the XRD 
pattern using the Debye–Scherrer equation [32–34]: 

D(hkl) = 0.9λ/(B cos(hkl)) 

where D(hkl) is the crystallite size, λ is the wavelength of the monochromatic X-ray beam, 
B is the full width at half maximum (FWHM) of the peak at the maximum intensity, and 
θ(hkl) is the peak diffraction angle that satisfies Bragg’s law for the (h k l) plane. 

The presence of the NBrHAp composite thin film on the glass surface was evaluated 
by FTIR (Perkin Elmer SP-100, Waltham, MS, USA). FTIR spectra were recorded on trans-
mittance mode at room temperature (in air) in the spectral domain 400–4000 cm-1 with a 

Figure 1. Images of the obtained NBrHAp suspension (a), and composite coatings (b).

An SZ-100 Nanoparticle Analyzer from Horiba-Jobin Yvon (Horiba, Ltd., Kyoto, Japan)
was used to perform dynamic light scattering (DLS) and ζ-potential analysis. The analysis
was performed at 25 ± 1 ◦C. Before measurements of DLS and ζ-potential, the obtained
NBrHAp suspension was diluted 12 times. To register the scattered signals, diluted
NBrHAp suspension was placed in a disposable cuvette. The sample was illuminated with
a laser source that allowed the estimation of the particle diffusion velocity to determine the
hydrodynamic diameter (DH). Three determinations were recorded for each analysis.

The crystalline phases of the NBrHAp composite thin films were identified using
X-ray diffraction using a D8 Advance diffractometer (Bruker, Karlsruhe, Germany) with
Cu-Kα (λ = 1.5418 Å) radiation and a high efficiency one-dimensional detector (Lynx Eye
type) operated in integration mode. The diffractograms were acquired in the 2θ range
of 20◦–70◦, a scan rate of 1 min and sampling width of 0.02◦. The acquisition time per
step was 5 s. The main (h k l) indices for the nanometer size of HAp were identified. The
crystalline size, D(hkl), of the NBrHAp composite thin films was calculated from the XRD
pattern using the Debye–Scherrer equation [32–34]:

D(hkl) = 0.9λ/(B cosθ(hkl))

where D(hkl) is the crystallite size, λ is the wavelength of the monochromatic X-ray beam,
B is the full width at half maximum (FWHM) of the peak at the maximum intensity, and
θ(hkl) is the peak diffraction angle that satisfies Bragg’s law for the (h k l) plane.

The presence of the NBrHAp composite thin film on the glass surface was evaluated
by FTIR (Perkin Elmer SP-100, Waltham, MS, USA). FTIR spectra were recorded on trans-
mittance mode at room temperature (in air) in the spectral domain 400–4000 cm−1 with a
scan resolution of 4 cm−1 and 256 times scanning. The specimens were analyzed without
any further preparation.

The chemical composition of the NBrHAp composite thin films was examined by X-ray
photoelectron spectroscopy (XPS; SPECS GmbH, Berlin, Germany) with Al Kα monochro-
matic radiation (1486.6 eV). All recorded XPS spectra were analyzed using Spectral Data
Processor v. 2.3 (SDP) software. The experimental conditions were in agreement with
previous studies [35]. The vacuum in the analyzer chamber was p ~3 × 10−9 Torr. The
X-rays were emitted by an anti-cathode of Al, U = 12.5 kV, with filament emission current
I = 20 mA. The XPS recorded spectrum involved an energy window w = 20 eV with the
resolution R = 20 eV, and with 400 recording channels.
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The NBrHAp composite thin films morphology was investigated by scanning electron
microscopy (SEM) using a Hitachi S4500 apparatus (Hitachi, Tokyo, Japan). The SEM
micrographs were recorded at 50,000× magnification. Moreover, for the elemental com-
position evaluation, the SEM was equipped with an EDAX device (Ametek EDAX Inc
Mahwah, NJ, USA). Before being placed in the microscope, the samples were attached to
the specimen holder using a double-sided adhesive carbon tape. The 3D representation
of the SEM micrographs was obtained with the help of ImageJ software (ImageJ 1.51j8,
National Institutes of Health, Bethesda, MD, USA) [36].

The coatings surface morphology was evaluated by atomic force microscopy (AFM)
with the aid of a NT-MDT NTEGRA Probe NanoLaboratory system (NT-MDT, Moscow,
Russia) using non-contact mode. The topographies were recorded using a silicon NT-MDT
NSG01 cantilever coated with a 35 nm gold layer and a tetrahedral tip. The 2D AFM
micrographs were acquired on surface areas of 2.5 × 2.5 µm2. Analyses of the surface
topographies and the 3D representation were performed with Gwyddion 2.55 software [37].
Furthermore, the roughness of the surface was also assessed by determining the RRMS from
the AFM 2D topography.

More information regarding the surface morphology of the NBrHAp composite thin
films was obtained by metallographic and optical microscopy. All the experiments were
performed in agreement with the procedure previously reported [38,39] in ambient con-
ditions. Both microscopy images (optical and metallographic) were obtained using a
10× magnification objective. The samples were investigated without any further prepara-
tion. The obtained 2D images and their 3D reconstruction were processed using Image J
software (ImageJ 1.51j8, National Institutes of Health, Bethesda, MD, USA) [36].

2.3. In Vitro Antimicrobial Assay

The in vitro antimicrobial activity of the NBrHAp suspensions and coatings was inves-
tigated using the reference Staphylococcus aureus ATCC 25923, Escherichia coli ATCC 25922,
and Candida albicans ATCC 10231 microbial strains. The antimicrobial experiments were
performed as previously described in [40], using 0.5 McFarland standard microbial cultures.
The samples were exposed to 1.5 mL of microbial suspension with standardized density of
5 × 106 CFU/mL (colony forming units/mL), prepared in phosphate-buffered saline (PBS)
and incubated for 24, 48 and 72 h, respectively. A free microbial culture was assessed at the
same time intervals and was set as a positive control (C+). The values of the CFU/mL were
determined. The experiments were performed three times and the data was presented as
mean ± SD. The statistical analysis was performed using the ANOVA single factor test.

3. Results

The suspension was stirred for 15 min and poured in a cubic container having two
coaxial ultrasonic transducers in the middle of opposite faces, distanced by 20 mm. Ul-
trasonic signals produced by immersion transducers of 4 MHz central frequency were
generated and received every 5 s. The first echo was the direct signal from the emitting
to the receiving transducer. The reference signal was recorded for double distilled water
in the same conditions and at the same temperature. Each recorded signal was processed,
and the frequency spectra are shown in Figure 2a. The apparent maximum close to 4 MHz
was due to the central frequency of the two transducers. The highest values correspond to
the reference liquid.

The suspension, tested every 5 s, produced the lowest amplitudes at the beginning
of the experiment and then progressively rose, as the nanoparticles tended to settle in the
container. To eliminate the influence of the transducer, Figure 2b was plotted with the
relative difference of spectral amplitudes during the experiment. The relative narrow band
of relative amplitudes indicated a good stability of the suspension and all curves being all
almost horizontal, showed no interaction with the ultrasonic waves in the 2–8 MHz range.
This lack of resonant frequencies proved that the nanoparticles in suspension were orders
of magnitudes smaller than the shortest wavelength (185 µm) used in the experiment.
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The measurements of the ζ-potential, together with the ultrasonic measurements,
provided information on the stability of the NBrHAp suspension. The ζ-potential is
one of the important parameters that provide information about the stability of colloidal
dispersions. The disadvantage of this technique is that the analysis cannot be performed on
the stable suspension that was obtained. To determine the potential ζ of a stable suspension,
the suspension needs to be diluted (the obtained stable NBrHAp suspension was diluted
12 times in this case). The value of the potential ζ determined for the NBrHAp suspension
was −35.86 mV.

The Stokes–Einstein equation [41] was used to calculate the hydrodynamic diameter
of NBrHAp suspension (diluted 12 times). The average hydrodynamic diameter (DHYD) of
the NBrHAp suspension was 55.8 ± 0.3 nm. The hydrodynamic particle size of NBrHAp
suspension calculated from the DLS technique which leads to a larger particle size calcu-
lated by XRD is given by the core of the particles, the adsorbed substances on their surface
and the thickness of the electrical double layer that moves along with the particle [42].

Figure 3 shows the XRD patterns of obtained NBrHAp composite powders resulting
from the NBrHAp suspension after centrifugation (12,000 rpm). The precipitate obtained
by centrifugation was dried at 300 ◦C. The obtained powder was used for the XRD studies.
The crystalline phases of the obtained NBrHAp composite powders were identified as
HAp according to ICDD-PDF for HAp (#09-0432). The crystalline phase of the obtained
NBrHAp powders kept the single phase of pure HAp after N and Br co-doping process.
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The values obtained for the lattice parameters from the XRD measurements of NBrHAp
powders (a-axis; 0.9425 nm, c-axis; 0.6885 nm) were higher than values of lattice parameters
for pure HAp (a-axis; 0.9418 nm, c-axis; 0.6884 nm).
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Moreover, the lattice parameters of c-axis in NBrHAp powders were close to that
of pure HAp. The results obtained from XRD studies on the NBrHAp powder agreed
with previously presented results [43]. The (002) reflection peak from the XRD pattern
was used to calculate the NBrHAp composite crystallite size from the Debye–Scherrer
equation [32,33,44,45]. The crystallite size was estimated to have a mean value of 18 ± 2 nm.

Fourier transform infrared (FTIR) spectroscopy allowed the identification of the func-
tional groups present in the as-synthetized N and Br co-doped HAp suspension and thin
films. The FTIR transmittance spectra obtained for both NBrHAp suspensions and thin
layers are revealed in Figure 4.

The general FTIR spectra presented in Figure 4 revealed that all studied samples
exhibited a similar profile. In the FTIR spectra of N and Br co-doped HAp suspension, the
main peaks that are usually specific to the phosphate [PO4

3−] and hydroxyl [OH−] groups
from the HAp structure were observed together with the specific peaks of δ (NH4

+) and
NH4

+ from the CTAB structure [4,46].
The specific peaks for [PO4

3−] from the HAp structure were found at around 473 cm−1

(ν3), 562 cm−1 (ν4), 599 cm−1 (ν4), 961 cm−1 (ν1), 1021 cm−1 (ν2), and at around 1098 cm−1

(ν3) [4,46]. On the other hand, molecular bands typical for adsorbed water were noticed at
about 1665 cm−1 and 3137 cm−1 [4,46]. Additionally, the [OH−] functional groups from
the HAp structure exhibited typical vibrational bands at 632 cm−1 and 3572 cm−1 [4,46].
Moreover, the sharp peak from 1391 cm−1 was specific to the δ (NH4

+) vibration from the
CTAB structure. The shoulder from 3012 cm−1 belonged to NH4

+ specific to the CTAB.
No additional peaks were noticed in the obtained FTIR spectra. The results of the FTIR
studies revealed that the main peaks present in the NBrHAp thin films were more intense
compared with the peaks of NBrHAp suspension. Therefore, it was deduced that thermal
treatment of the NBrHAp thin films deposited on the glass substrate at 100 ◦C degrees
allowed layers to be obtained with an improved structure. Moreover, these results were in
good agreement with those reported in other studies [4,46].
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deposited on glass substrate (b).

Figure 5 presents the XPS spectra of Br and N co-doped HAp. The line of C 1s from
284.8 eV was used as reference. The XPS general spectrum exhibited the existence of
calcium (Ca 2p), oxygen (O 1s), phosphorus (P 2p), nitrogen (N 1s), bromine (Br 3p; Br
3d) and carbon (C 1s) peaks. This result revealed the presence of N and Br ions in the
NBrHAp composite thin films. The surface of the N and Br co-doped HAp ceramics thin
films contained nitrogen and bromine after N and Br co-doping. The results of this study
agreed with previous studies [5,47].
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The scanning electron microscope equipped with an EDX device was used to evaluate
the surface morphology and chemical composition of the obtained N and Br co-doped
HAp composite thin film. The SEM images (2D and their 3D representation) along with
EDS spectra obtained on the NBrHAp composite layers are depicted in Figure 6.
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In the 2D SEM images, it was observed that the surface of the obtained layers was
homogeneous and uniform. Moreover, the presence of a smooth surface with no surface de-
fects was noticed. Therefore, these results show that the spin coating method is appropriate
to obtain N and Br co-doped HAp composite layers with a good morphology.

Conversely, the presence in the EDS spectrum of chemical elements such as sodium
(Na), magnesium (Mg), silicon (Si) and potassium (K) were due to the glass substrate on
which the NBrHAp composite layers were deposited. Further, in the obtained EDS, the
main chemical elements (calcium (Ca), phosphorus (P), oxygen (O), carbon (C), bromine
(Br) and nitrogen (N)) characteristic of NBrHAp layers were highlighted. The results of the
EDS studies performed on the N and Br co-doped HAp obtained thin films agreed with
those obtained from the XPS studies, thus confirming the purity of the analyzed samples.

The morphology of the NBrHAp coating’s surface was evaluated by AFM studies.
The data of AFM surface topography of NBrHAp coatings are depicted in Figure 7. The
results of the AFM studies highlighted that the coatings presented the morphology of a
uniformly deposited layer and did not show any evidence of cracks or fissures or any
other unevenness. The 2D topography acquired on a surface of 2.5 × 2.5 µm2 depicted
in Figure 7a also emphasized that the NBrHAp coatings were homogenous and evenly
deposited on the surface of the glass substrate. Moreover, the 3D representation of the 2D
topography of the NBrHAp surface coatings presented in Figure 7b also suggested that
the surface had the appearance of a uniform and homogenous deposited layer without
any visible fissures and cracks. In addition, the roughness (RRMS) value for the NBrHAp
coatings resulting from the AFM studies was 30.645 nm. The results obtained by AFM
studies were in good agreement with the results obtained by SEM visualization and by the
two microscopy techniques employed in the study of these coatings.



Coatings 2021, 11, 1505 10 of 17

Coatings 2021, 11, x FOR PEER REVIEW 10 of 18 
 

 

chemical elements (calcium (Ca), phosphorus (P), oxygen (O), carbon (C), bromine (Br) and 
nitrogen (N)) characteristic of NBrHAp layers were highlighted. The results of the EDS stud-
ies performed on the N and Br co-doped HAp obtained thin films agreed with those ob-
tained from the XPS studies, thus confirming the purity of the analyzed samples. 

The morphology of the NBrHAp coating’s surface was evaluated by AFM studies. 
The data of AFM surface topography of NBrHAp coatings are depicted in Figure 7. The 
results of the AFM studies highlighted that the coatings presented the morphology of a 
uniformly deposited layer and did not show any evidence of cracks or fissures or any 
other unevenness. The 2D topography acquired on a surface of 2.5 × 2.5 µm2 depicted in  
Figure 7a also emphasized that the NBrHAp coatings were homogenous and evenly de-
posited on the surface of the glass substrate. Moreover, the 3D representation of the 2D 
topography of the NBrHAp surface coatings presented in Figure 7b also suggested that 
the surface had the appearance of a uniform and homogenous deposited layer without 
any visible fissures and cracks. In addition, the roughness (RRMS) value for the NBrHAp 
coatings resulting from the AFM studies was 30.645 nm. The results obtained by AFM 
studies were in good agreement with the results obtained by SEM visualization and by 
the two microscopy techniques employed in the study of these coatings. 

 
Figure 7. 2D atomic force microscopy (AFM) topography of NBrHAp coatings (a) and 3D representation of the NBrHAp 
coatings (b) surface collected on an area of 2.5 × 2.5 µm2. 

The optical micrographs (2D and 3D representation) specific to the N and Br co-
doped HAp thin films surface are depicted in Figure 8. 

 
Figure 8. 2D (a) and 3D representation (b) of optical micrographs obtained on N and Br co-doped HAp thin films (10× 
magnification). 

The 2D optical micrographs highlight that the studied samples exhibit a smooth sur-
face topography with no visible cracks or corrugation. Furthermore, the 3D representation 
of the 2D optical micrographs characteristic of N and Br co-doped HAp thin films depos-
ited on the glass substrate was in good agreement with the 3D representation of the SEM 

Figure 7. 2D atomic force microscopy (AFM) topography of NBrHAp coatings (a) and 3D representation of the NBrHAp
coatings (b) surface collected on an area of 2.5 × 2.5 µm2.

The optical micrographs (2D and 3D representation) specific to the N and Br co-doped
HAp thin films surface are depicted in Figure 8.
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The 2D optical micrographs highlight that the studied samples exhibit a smooth sur-
face topography with no visible cracks or corrugation. Furthermore, the 3D representation
of the 2D optical micrographs characteristic of N and Br co-doped HAp thin films deposited
on the glass substrate was in good agreement with the 3D representation of the SEM images
showing a smooth surface and lack of irregularities. These results were consistent with
previous studies conducted by R.A. Ismail and coworkers [48].

The 2D metallographic images together with their 3D reconstruction obtained on N
and Br co-doped HAp thin films deposited on the glass substrate at 10× magnification
are presented in Figure 9. To obtain the 3D reconstruction of the metallographic images,
ImageJ software was used [36].

The 2D metallographic images highlight the morphological characteristics of the
surface of the studied layers. Therefore, the continuity, homogeneity and lack of sur-
face defects were also confirmed by the results of metallographic microscopy studies. It
can thus be inferred that all four microscopy techniques used to investigate the surface
morphology/topography of N and Br co-doped HAp thin films confirmed their superior
morphological properties.

The emergence of drug resistance is currently one of the biggest challenges for public
health at a global level, threatening not only the treatment of infectious diseases, but also
many medical interventions such as oncologic treatments, organ transplant, treatment of
immunocompromised patients, general surgery, and implantology [25,49–57].
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In this context, the development of novel antimicrobial materials that could resist
microbial colonization and/or exhibit antimicrobial properties is considered to be of great
importance for the sustainable development of the health system worldwide.

Therefore, in this study, the in vitro antimicrobial activity of the NBrHAp suspensions
and coatings was assessed using Gram-positive, Gram-negative and fungal microbial
strains. Staphylococcus aureus is an infectious pathogen and has been recognized as being one
of the most important bacteria responsible for severe morbidity and often fatal infections
in humans [58–62]. Staphylococci are frequently found in hospitals, households, and are
also present in the food industry and on different surfaces. Escherichia coli is often found in
the environment, in many types of foods, and in the intestine of both people and animals.
Infections with E. coli can be the cause of diseases such as diarrhea, urinary tract infections,
respiratory illness and pneumonia, septicemia, meningitis, and other infections [63,64].
Last, but not least, Candida albicans is an opportunistic fungal pathogen responsible for
superficial mucosal infections and life-threatening systemic candidiasis [23,65,66]. All three
genera are important etiological agents of implant-associated infections and orthopedic
infections. Staphylococcus aureus is the etiological agent of about 80% of implant-related
infections, of which 34% are nosocomial [67]. Escherichia coli dominates the etiology of
Gram-negative prosthetic joint-associated infections [68], while Candida albicans has been
associated with orthopedic joint, hip or dental implants [69,70].

The incidence of these infections could, however, be underestimated since the mi-
croorganisms attached as a biofilm on prosthesis surfaces might change their phenotype,
leading to false-negative culture results [71].

Biofilms are protected from both immune defense mechanisms and antibiotic and anti-
fungal treatments by their extracellular polysaccharide matrix and many other mechanisms,
and, therefore, preventing their formation on medical devices by obtaining new generation
biomaterials with antimicrobial properties is more effective than treating them [72].

The antimicrobial activity of the NBrHAp suspensions and coatings was studied at
different time intervals of incubation (24, 48 and 72 h) by determining the colony forming
units (CFU) inhibition for each tested microbial strain. The results of the in vitro antimicro-
bial assays are presented in Figure 10. The experiments were performed three times and the
data was depicted as mean ± SD. A statistical analysis was also performed with the aid of
the ANOVA single factor algorithm. The statistical significance was considered at p-values
obtained from the ANOVA algorithm less than 0.0001 [73]. The results of the in vitro
antimicrobial assays revealed that both NBrHAp suspensions and coatings exhibited a
good antimicrobial effect towards the Gram-positive, Gram-negative and fungal microbial
strains even after 24 h of incubation with the suspensions and coatings, as indicated by
the CFU values which were reduced significantly compared with the control culture (C+).
The CFU decrease was evidenced for all tested samples and the inhibitory effect increased
with the incubation time. Furthermore, the results suggested that antimicrobial activity
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was more pronounced in the case of suspensions than in the case of coatings, for all tested
microbial strains at all tested time intervals. Although the NBrHAp suspensions and coat-
ings showed an enhanced antimicrobial activity for all tested microbial strains, C. albicans
was the most susceptible to both NBrHAp suspensions and coatings for all tested time
intervals. Moreover, the data suggested that the antibacterial activity against S. aureus was
slightly better compared with that against E. coli. The differences in the inhibitory activity
exhibited by the NBrHAp suspensions and coatings against the tested strains are usually
attributed to the different structures of these microorganisms. Additionally, the antimi-
crobial activity of NBrHAp (against tested microbial strains) was similar to that reported
for silver-doped hydroxyapatite [74]. This study’s results are in agreement with other
existing studies [64,75,76] that have demonstrated a better antibacterial activity against
Gram-positive bacterial strains compared with Gram-negative ones due to the presence of
an additional barrier represented by the outer cell membrane of the Gram-negative bacteria,
which is mainly composed of lipopolysaccharides, lipoproteins, and phospholipids, that
could easily trap positively charged ions or molecules and prevent their penetration into
the cell and thus, reaching their molecular targets [23].
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QACs are cationic surfactants (positively charged surface-active agents) commonly
used as antiseptics and disinfectants [77–80]. Due to their positive charge, they can easily
bind to the negatively charged surface of numerous microbes. It has been reported that their
antimicrobial activity is also correlated with the length of the alkyl chain, the presence of the
perfluorinated group and the number of cationic ammonium groups in the molecule [81].
The studies reported by Ahlstrom et al. [82] concluded that QACs having a C16 tail length
more intensively affected the outer membrane of Gram-negative bacteria than QACs
with shorter-chain compounds. In addition, the studies presented by Hamilton et al. [83]
reported that QACs, due to their large adsorption to the bacterial membrane, could cause
membrane damage, impairment of the protein activity and cell content leakage [83,84].
In addition, it has also been reported that QACs affect the bacterial DNA and block
multiplication [85]. Furthermore, the bactericidal activity of these compounds has also been
attributed to the inactivation of the energetic metabolism of enzymes, or to their denaturing
effect on the essential cell proteins [79–85]. The bactericidal/microbicidal effects of QACs
are attributed to their ability to disrupt intermolecular interactions. Moreover, besides
their microbicidal effects, QACs can be responsible for the modification of the properties of
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abiotic surfaces of microbial cells [86,87]. Nonetheless, there is no evidence of them being
effective against endospores [79]. Even though complex understanding of the mechanism
of antimicrobial activity of different compounds is still scarce, the proposed mechanisms
discussed above are generally supported by the present literature [88]. In the light of
current knowledge, the antimicrobial activity of cationic surfactants could be described
as a sequence of events, i.e., first they are attracted by the negatively charged surface of
the microbial cells, then they are adsorbed via the hydrophobic headgroup, after that they
interact with the lipids and proteins from the membrane penetrating the cell, and then
interact with the intracellular components of the microbial cell causing disruptions and
leading to cell death [88–91]. The most widely used QAC for biomedical applications is
CTAB [92,93], which is why it was chosen for this study.

Even though the antimicrobial activity of surfactants is expected to be correlated to PM
damage [94–97], in their study, Yu et al. [23] demonstrated that at a concentration ranging
from 0 to 0.5 ppm, CTAB had no impact on PM integrity and also reported that CTAB
surfactant had a stronger inhibitory effect on the hyphal development than on the growth
of the C. albicans fungal cells. On the other hand, Nakata et al. [18] reported that CTAB
contributed to the inhibition of the activity of antioxidant enzymes causing an intracellular
accumulation of superoxide and hydrogen peroxide, revealing that reactive oxygen species
(ROS) could be correlated with the antimicrobial activity of these surfactants. Furthermore,
the antimicrobial properties of materials and their mechanism of action against microbial
cells is also influenced by a series of factors, such as the type of the microbial cells, the
type of the antimicrobial agent (powders, dispersion, nanoparticles, coatings, etc.) and
other parameters such as temperature, pH, slow or fast action. All these factors and
probably many more are to be considered when describing the possible antimicrobial
mechanism of a material. The interaction between a dispersion of particles and a coating
with the microbial cell are different, and therefore the mechanism involved may differ.
The synergistic interactions that appear between the substrate and coating can improve
or generate new properties of the materials and/or substrate [97]. Unfortunately, until
now, the scientific community’s understanding of the interaction between microbial cells
and surfaces is still scarce [96,97]. We consider that the mechanisms responsible for the
antimicrobial activity of both dispersions based on N and Br co-doped HAp and their
corresponding coatings have the best chance to be similar to those detailed above, as the
same compounds are involved.

4. Conclusions

N and Br co-doped hydroxyapatite were obtained for the first time by an adapted co-
precipitation method to produce NBrHAp composite thin films by spin-coating technique.
The XRD studies revealed that the crystalline phase of obtained NBrHAp powders kept
the single phase of pure HAp. The presence of N and Br was highlighted in the EDS
spectrum of NBrHAp composite thin films. The XPS studies of NBrHAp composite thin
films revealed the presence of N and Br in the HAp structure. The results of the FTIR
studies confirmed the presence of the typical functional groups of hydroxyapatite and
CTAB in the studied samples. Moreover, all microscopy techniques (SEM, AFM, optical and
metallographic microscopies) used to investigate the surface morphology/topography of
N and Br co-doped HAp thin films suggested that spin coating was an appropriate method
of obtaining layers (thin films) with superior morphological properties. The results of the
in vitro antimicrobial activity of the NBrHAp suspensions and coatings against reference
microbial strains S. aureus ATCC 25923, E. coli ATCC 25922, and C. albicans ATCC 10231
revealed their good antimicrobial activity, making them suitable candidates to obtain new
implant coatings resistant to biofilm development.
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