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Abstract: Various calcium phosphates (hydroxyapatite, α- and β-tricalcium phosphate, and brushite)
containing silver or gallium ions were synthesized via standard methods and subjected to physico-
chemical analysis by Fourier transform infrared spectroscopy (FT-IR), powder X-ray diffractometry
(PXRD), and atomic absorption spectrometry (AAS). In the next step, the obtained calcium phosphate
powders, sodium alginate, and chondroitin were used to produce composite granules. Ciprofloxacin,
a broad-spectrum antibiotic that can be used in local delivery systems targeting bone tissue, was
loaded into the granules. The release of silver and gallium ions as well as ciprofloxacin was then
examined by inductively coupled plasma mass spectrometry (ICP-MS) and high-performance liquid
chromatography (HPLC), respectively. The cytotoxicity of the granules was studied using a neutral
red uptake (NRU) test and mouse embryonic fibroblasts. Moreover, preliminary antibacterial activity
against Staphylococcus aureus and Escherichia coli was measured. The study showed that the type
of calcium phosphates enriched in silver or gallium significantly affects the release profile of these
ions. Biphasic calcium phosphates also have an impact on the morphology of the granules. Most
of the granules turned out to be non-toxic to mammalian cells. Microbiological tests showed high
antibacterial activity against both strains of bacteria.

Keywords: calcium phosphates; silver; gallium; ciprofloxacin; drug release

1. Introduction

Surgical site infection (SSI) is still a huge problem and a major challenge in orthopedic
surgery. Conventional orthopedic implants are prone to bacterial adhesion and biofilm
formation, making antibiotics less effective [1–3]. Orthopaedic SSI, which leads to a bone
infection known as osteomyelitis, may be caused by many different strains of bacteria. The
most common of these, i.e., Staphylococcus aureus, Pseudomonas aeruginosa, Escherichia coli,
and Acinetobacter baumanii, can occur as resistant strains (e.g., methicillin-resistant S. aureus,
MRSA), which hinder and prolong the treatment process and require a careful selection of
antibiotics [1,4–7].

Ciprofloxacin, which belongs to the fluoroquinolone family, is one of the antibac-
terial drugs with favorable bactericidal and penetration effects on most bone infection
pathogens [8–10]. Nevertheless, consistent increases in hospital-acquired infections caused
by resistant strains of bacteria often reduce its effectiveness. According to the literature,
the use of other antibacterial agents, such as silver and gallium ions, can help solve this
problem [11,12].
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Silver is well known as an antibacterial agent, used in the treatment of open wounds,
burns, chronic ulcers, and on surfaces in hospitals to decrease nosocomial infections [13,14].
Silver exhibits a broad antimicrobial spectrum, including against various resistant strains,
which is connected with the poor ability of microorganisms to develop immunity against
silver [13,15]. The mechanism of action is mainly based on the interaction of silver with
thiolic groups of proteins, where hydrogen atoms are exchanged for silver atoms. As a
result, Ag-S bonding is formed, which causes the inactivation of bacteria proteins and,
finally, cell death [15]. It is also worth noting that silver can enhance the antibacterial
activity of antibiotics [14]. Unfortunately, higher concentrations of silver ions exhibit
toxicity towards human cells, necessitating restricted therapeutic concentrations of silver.

The antibacterial mechanism of gallium action is known as “the Trojan horse strategy”,
which is strictly connected to its similarities with iron (such as the atomic radius, electronic
configuration, and coordination chemistry). This results in gallium being actively trans-
ported into bacteria, where it replaces iron in various metabolic pathways, blocking them
and impairing the functioning of bacterial cells [15–17]. Although its antibacterial activity
is weaker, gallium is not as toxic as silver, and because of its different mechanisms of action,
it can complement silver as an antibacterial agent.

In the treatment of bone infections, special attention must be paid to the route of
administration of antibacterial agents. Antibiotics are typically administered intravenously
or orally. Unfortunately, due to the low vascularity of bone tissue, it may lead to an
increased risk of systemic adverse effects, their intensification, and the destruction of
human natural microbiota because of the need for higher doses of drugs in order to obtain
a therapeutic concentration in an infected area [18]. Therefore, the best solution to the
aforementioned problem can be the direct delivery of antibiotics to bone tissue, as well
as other antibacterial agents, in an attempt to widen the antibacterial spectrum of the
implemented material [19].

Among biomaterials used in orthopedic surgery, calcium phosphates (CaPs) seem
to be the best choice as a delivery system for antibacterial substances. CaPs (hydroxya-
patite, Ca10(PO4)6(OH)2; α- or β-tricalcium phosphate: α- or β-Ca3(PO4)2; and brushite
CaHPO4·2H2O) have become increasingly important as inorganic biomaterials, especially
in orthopedics and dentistry, where they are used in fracture or bone defect treatments,
total bone augmentation, spinal surgery, craniomaxillofacial reconstruction, and as dental
implants and coatings for bone implants [20,21]. The interest in these materials results
from their specific properties, especially their similarity to the mineral fraction of human
bones and teeth [20,22]. CaPs exhibit bioactive behavior towards bone tissue, such as
osteoconductivity and osteointegration, allowing the adhesion, proliferation, migration,
and differentiation of bone cells, making these materials an excellent active scaffold for
remodeling implanted bone [20,23,24]. Another crucial feature of CaPs, strictly connected
to their potential use in delivery systems, is the ease with which they can adsorb drug
substances, enabling them to be used as carriers for antibiotics or other antibacterial agents.
Hydroxyapatite (HA) exhibits the highest similarity with the mineral fraction of bone
tissue. However, tricalcium phosphate (TCP) and brushite (DCPD) are more soluble and
biodegradable than HA [20,25]. By combining different CaPs and changing their ratios,
biphasic or even multiphasic materials can be obtained, with adjustable properties, e.g.,
biomaterials with modified solubility, which facilitates a gradual release of antibacterial
agents and drugs to the local environment [22,26,27].

To the best of our knowledge, there are few studies that focus on the development
of materials that simultaneously deliver an antibiotic and ions with antibacterial proper-
ties [28,29]. Nevertheless, according to reports of a significant increase in the therapeutic
effectiveness of antibiotics, while reducing the dose, such a solution seems to have great
potential. The work in Ref. [30] also indicates a synergistic effect of these antibacterial
agents and a less frequent occurrence of the problem of resistance.
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The study presented in this work focused on the synthesis of different CaPs (HA,
α-TCP, β-TCP, and brushite) doped with gallium or silver ions and then on the fabrica-
tion of porous composite granules containing these CaPs and loaded with ciprofloxacin.
Physicochemical characterization of the obtained materials was performed using infrared
spectroscopy, powder X-ray diffractometry, transmission and scanning electron microscopy,
and atomic absorption spectrometry. The release kinetics of ciprofloxacin and gallium and
silver ions were then explored. Preliminary biological studies were carried out, along with
in vitro antibacterial activity against Staphylococcus aureus and Escherichia coli.

2. Materials and Methods
2.1. Synthesis of Silver- and Gallium-Containing Calcium Phosphate Powders

In this work, seven samples of different calcium phosphates enriched in silver or
gallium ions were synthesized using the well-established wet method, which was described
in detail in our previous work [31]. The powder materials obtained are listed in Table 1.

Table 1. List of all synthesized calcium phosphate powders with the estimated number of doped
ions.

Material Comment Nominal wt% of Doped Ion

Ag-HA Silver-containing hydroxyapatite 0.22
Ag-aTCP Silver-containing tricalcium phosphate α type 0.23
Ag-bTCP Silver-containing tricalcium phosphate β type 0.23
Ag-DCPD Silver-containing brushite 1.26

Ga-HA Gallium-containing hydroxyapatite 3.35
Ga-aTCP Gallium-containing tricalcium phosphate α type 3.61
Ga-bTCP Gallium-containing tricalcium phosphate β type 3.61

The reagents used in the aforementioned procedure are presented below. Calcium
nitrate tetrahydrate Ca(NO3)2·4H2O (Sigma-Aldrich, Mumbai, India), ammonium dibasic
phosphate (NH4)2HPO4 (Chempur, Piekary Slaskie, Poland), gallium nitrate trihydrate
Ga(NO3)3·3H2O (Sigma-Aldrich, Burlington, MA, USA), and silver nitrate AgNO3 (Avan-
tor Performance Materials, Gliwice, Poland) were used as sources of calcium, phosphor,
gallium, and silver, respectively. An adequate amount of Ca(NO3)2·4H2O and (NH4)2HPO4
was weighed out to obtain a specific molar ratio of (Ca + Ag)/P or (Ca + Ga)/P: 1.67 for
hydroxyapatite, 1.5 for tricalcium phosphate, and 1.0 for brushite. An aqueous solution of
ammonium dibasic phosphate was added dropwise into an aqueous solution of calcium
nitrate tetrahydrate and one of the previously mentioned sources of gallium or silver, with
gentle stirring. The mixture was then adjusted to a proper pH (10.0 for hydroxyapatite or
tricalcium phosphate and 5.0 for brushite) and left under gentle stirring at a temperature of
60 ◦C for 2 h. Next, the precipitate was left aging for 24 h. Finally, the precipitates were
washed, soaked several times with distilled water, and dried at 120 ◦C (HA and TCP) or
60 ◦C (DCPD) in air. In order to obtain TCPs from the synthesized powders, they were
sintered at 700 ◦C for 8 h and then at 1050 ◦C for 8 h (β-TCP) or at 700 ◦C for 8 h and then
at 1250 ◦C for 8 h (α-TCP).

2.2. Preparation of Biphasic Granules

The following reagents were used in order to fabricate biphasic granules: sodium
alginate (Sigma Aldrich, Burlington, MA, USA), calcium chloride anhydrous CaCl2 (Sigma-
Aldrich, Shanghai, China), chondroitin sulfate sodium salt (TCI, Zwijndrecht, Belgium),
and the previously synthesized powders: Ag-HA, Ag-aTCP, Ag-bTCP, Ag-DCPD, Ga-HA,
Ga-aTCP, and Ga-bTCP.

Firstly, a 4% aqueous solution of sodium alginate was prepared at 40 ◦C, and an
adequate amount of chondroitin sulfate sodium salt was added to obtain a 0.5% suspension.
After this, seven types of granules were prepared by combining two different CaP powders:
one doped with silver, and a second one doped with gallium ions; a total of 1.0 g of each
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powder was added to 10 mL of the suspension and mixed thoroughly until dense, and
a milky slurry was acquired. Approximately 0.2 g of ciprofloxacin hydrochloride (TCI,
Tokyo, Japan) was then added to the slurry. At the same time, a cross-linking aqueous
solution containing CaCl2 (1.5%) was prepared. The slurry was added dropwise to the
cross-linking solution with magnetic stirring, and granules were formed. These were left in
the CaCl2 solution for 20 min, then rinsed with distilled water several times, dried in air
at room temperature, and lyophilized (see Figure 1). The obtained granules were covered
with polycaprolactone (PCL) (Sigma-Aldrich, Gillingham, UK) by soaking them in a 7 %
PCL chloroform solution. All the obtained granules are listed in Table 2.
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Figure 1. Scheme of composite granules preparation (CS—chondroitin sulfate, SA—sodium alginate,
CaPs—different calcium phosphates).

Table 2. List of granules prepared of previously obtained CaP powders.

Standard Granules Granules Layered with PCL Silver Component Gallium Component

G1 G1p Ag-DCPD Ga-HA
G2 G2p Ag-DCPD Ga-aTCP
G3 G3p Ag-aTCP Ga-bTCP
G4 G4p Ag-HA Ga-aTCP
G5 G5p Ag-HA Ga-bTCP
G6 G6p Ag-bTCP Ga-HA
G7 G7p Ag-aTCP Ga-HA

2.3. Physicochemical Analysis of CaP Powders

The chemical structure of all the obtained CaP powders was evaluated using Fourier
transform infrared spectroscopy (FT-IR). The study was conducted using a Spectrum
1000 spectrometer (Perkin Elmer, Llantrisant, UK) using a standard KBr pellet technique.
The measurements were performed with 30 scans and a 2 cm−1 resolution, over a range
of 2000–400 cm−1. Powder X-ray diffractometry (PXRD) was carried out to analyze the
crystalline homogeneity. The study was performed using a PXRD diffractometer (Bruker
D8 Advance, Bruker, Billerica, MA, USA) equipped with an LYNEXEYE position-sensitive
detector and with Cu-Kα radiation (λ = 0.15418 nm). The data were collected using Bragg–
Brentano (θ/θ) horizontal geometry in flat reflection mode (between 20◦ and 45◦) (2θ) in
a continuous scan, and 0.08◦ steps and 2 s/step were used, with a total time equal to 384
s/step. Phases for obtained diffractograms were determined by comparing them with
adequate standard patterns (JCPDS 09-0077 for DCPD, JCPDS 09-0432 for HA, JCPDS
09-0169 for β-TCP, and JCPDS 09–0348 for α-TCP).

FT-IR spectra and PXRD diffractograms were then processed in GRAM/AI 8.0 soft-
ware (Thermo Scientific, Burlington, ON, USA) and KaleidaGraph 3.5 Software (Synergy
Software, Reading, PA, USA).
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Atomic absorption spectrometry (AAS) was conducted to evaluate the content of Ag+

and Ga3+ in the synthesized CaP powders. The study was carried out on an AAS spec-
trometer (ANALYST 400, Perkin Elmer, Llantrisant, UK), with detection at a wavelength of
λ = 287.42 nm and λ = 328.07 nm, for gallium and silver, respectively. The samples were
prepared by dissolving the powder in super-pure 63% nitric acid and diluting the obtained
solution with distilled water. The calibration curves were prepared by dissolving an ade-
quate amount of calibration standard in distilled water—AgNO3 (Avantor Performance
Materials, Gliwice, Poland) and Ga(NO3)3·3H2O (Sigma-Aldrich, Burlington, MA, USA),
for silver and gallium, respectively—and then preparing the dilution series in distilled
water.

2.4. Physicochemical Analysis of Granules

Scanning electron microscopy (SEM) using a JSM 6390 LV SEM microscope (JEOL,
Tokyo, Japan) (at 20 or 30 kV accelerating voltage) was conducted to examine the morphol-
ogy of the obtained granules. Before the experiments, the granules were covered with a
gold layer in a vacuum chamber, and images were taken of the outer and inner surfaces
(after the cross-section).

The release study was performed for all granules containing ciprofloxacin. Therefore,
0.5 g of granules was put into a conical tube, to which 50 mL of phosphate-buffered saline
(PBS) (pH = 7.4) was added. The tubes were then placed in a water bath at 37 ◦C under
continuous stirring. The release studies of ions (gallium and silver) and ciprofloxacin were
carried out for four weeks. Sample aliquots were collected after 1 h, 2 h, 3 h, 6 h, 12 h, 24 h,
48 h, 5 days, 7 days, 14 days, and 28 days. After the collection of the samples, the tubes
were replenished with PBS as per the initial volume.

In order to determine the amount of silver and gallium ions released from the granules,
inductively coupled plasma mass spectrometry (ICP-MS, Agilent Technologies 7800, Santa
Clara, CA, USA) was used. Samples and a dilution series for calibration curves were
prepared in the same manner as previously, with a change of solvent from distilled water
to PBS.

The amount of ciprofloxacin released was evaluated using a reverse-phase HPLC method.
An HPLC instrument was used, consisting of a column (Varian RP-18, 250 × 4.6 mm), ther-
mostat (Shimadzu CTO-10ASVP, Shimadzu, Tokyo, Japan), pump (Varian Prostar 210),
injection loop (20 mL Rheodyne), and UV-Vis detector (Varian Prostar 325). The mobile
phase was composed of acetonitrile and phosphate buffer (pH = 3.0; 20:80), with detection
at a wavelength of λ = 278 nm.

2.5. In Vitro Cytotoxicity Study

The neutral red uptake assay was conducted in accordance with ISO 10993, An-
nex A [32,33], with BALB/c 3T3 mouse embryonic fibroblasts (American Type Culture
Collection). Quantitative estimation of the cell viability was based on their neutral red
uptake compared to the untreated culture. Cells were seeded in 96-well microplates
(15,000 cells/100 µL) in Dulbecco’s Modified Eagle Medium (Lonza), supplemented with
10% of calf bovine serum, 100 IU/mL penicillin, and 0.1 mg/mL streptomycin, and incu-
bated for 24 h (5% CO2, 37 ◦C, >90% humidity). After that, each well was examined to
ensure that the cells formed a confluent monolayer. The culture medium was replaced
by the extracts. Extracts were obtained by the preincubation of the materials in a culture
medium (100 mg/mL) with a 5% serum concentration, at 37 ◦C for 24 h and sterilized
by filtration. Cells were treated with a twofold dilution series of the extracts for 24 h at
540 nm. As the reference materials, polyethylene film and latex were used (non-cytotoxic
and highly cytotoxic, respectively). The cell viability was calculated by comparing OD540
then the treatment medium was removed. The cultures were washed with PBS and treated
with medium containing the dye for 2 h. The medium was discarded, and the cells were
washed with PBS and treated with an ethanol and acetic acid water solution (desorbing
fixative). The color of each well was evaluated colorimetrically, results were compared with
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the untreated control. Samples were classified as cytotoxic if they reduced cell survival to
below 70%. If the BALB/c 3T3 fibroblasts retained a viability of at least 70% across the full
range of tested dilutions, they were considered to be non-cytotoxic.

2.6. Microbiological Activity Studies

The antibacterial activity of the synthesized granules was assessed against Gram-
negative E. coli bacteria (ATCC 25922) and Gram-positive S. aureus bacteria (ATCC 6438),
according to a methodology previously reported in [34], with 0.5 McFarland standard
microbial cultures. Bacterial strains cultured on MacConkey and Columbia agar (Biocorp,
Warsaw, Poland) were transported to Tryptic soy broth medium (Merck, Burlington, MA,
USA) and incubated for 24 h at 37 ◦C, after which the density of the bacterial suspension
was measured using a densitometer (Biomerieux, Marcy-l’Étoile, France) and then diluted
to a density with an order of magnitude equal to 106 CFU/mL. Next, 50 mg of each type
of granule produced was placed in 5 mL of Tryptic soy broth medium, and the bacterial
suspensions prepared earlier were added. The mixture was incubated for 24 h at 37 ◦C,
after which the bacterial colonies were counted using a Scan300 counter (Interscience, Saint
Nom la Bretêche, France). As a positive control (C+), free microbial culture was assessed
at the same time intervals. The measurements were repeated three times. The data are
presented as mean ± SD.

3. Results
3.1. Characterization of Synthesized Powders

In the first step, the selected calcium phosphates containing silver or gallium ions were
synthesized (see Table 1). For comparison, their unsubstituted counterparts—hydroxyapatite
(HA), α- and β- tricalcium phosphates (aTCP and bTCP, respectively), and dicalcium
phosphate dihydrate (DCPD)—were prepared using the same methods.

It should be noted that while there are many papers on substituted hydroxyapatite
in the available literature, substitutions with silver and gallium ions in other calcium
phosphates (brushite, α -TCP, and β -TCP) are described in only a few papers [28,31,34–37].

Figure 2A,B show the FT-IR spectra in the most informative range: 2000–400 cm−1.
The spectra of the Ag-HA and Ga-HA samples were similar and had a dominant band at
approximately 1110–955 cm−1 and bands at approximately 603 and 565 cm−1, correspond-
ing to the vibrations of ν1 + ν3 and ν4 of the apatite phosphates, respectively. Both spectra
exhibited a band at approximately 630 cm−1, originating from the liberational vibrations of
the structural OH groups of HA [35,38].

The spectra of the Ag-aTCP and Ga-aTCP samples were characterized by very wide
and poorly separated bands, similar to the spectra of unsubstituted α-TCP (as evidenced in
the literature and Figure S1 in Supplementary Materials) [39–41]. It should be noted that
the spectra were very complex and barely identifiable, which is consistent with theoretical
data showing that the α-TCP spectrum can contain up to 216 phosphate bands (24 distinct
bands in the case of ν1; 48 distinct bands for ν2; and 72 bands each for ν3 and ν4) [40].
In addition, it should be noted that the Ag-aTCP spectrum showed a narrow band at
approximately 725 cm−1, which is characteristic of pyrophosphates formed during the
thermal treatment of calcium phosphates [41–43]. This band was also present in the spectra
of samples synthesized at high temperatures: Ag-bTCP and Ga-bTCP.
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Figure 2. FT-IR spectra of the obtained calcium phosphates: (A) enriched with silver ion, (B) enriched
with gallium ion.

As for the spectra of Ag-bTCP and Ga-bTCP samples (Figure 2), in the ν1 and ν3
vibration region, they contained narrow, well-separated bands, which is characteristic of
β-TCP [39,44]. In turn, the ν4 region contained two major bands (at approximately 615 and
550 cm−1), confirming the β-TCP structure of these materials (see Figure S1).

The representative spectrum of brushite enriched with silver ions (Ag-DCPD) is pre-
sented in Figure 2A. The dominant features here are v3 phosphate bands at approximately
1130 and 1065 cm−1, as well as ν1 bands at approximately 990 cm−1. The wide band at
900 cm−1 proves the presence of P-OH groups, characteristic of the structure of brushite
(Figure S1 in Supplementary Materials). In the ν4 region, two typical DCPD bands can be
seen at 580 and 525 cm−1 [45,46].

The PXRD diffractograms of the obtained powders are shown in Figure 3A,B. For
comparison, the patterns of the unsubstituted powders are summarized in Figure S2 in
Supplementary Materials. All reflections on the Ag-HA and Ga-HA diffractograms were
indexed to hydroxyapatite (JCPDS 09-432). The reflections were wide, especially for the
Ga-HA sample, which is typical of nanocrystalline samples.

In turn, the PXRD pattern of the Ga-aTCP sample exhibited narrow, sharp reflections
only from the α-TCP crystalline structure (JCPDS 09-348). The diffractogram of the Ag-
aTCP sample contained additional reflections at approximately 27.0 and 27.9◦, attributable
to calcium pyrophosphate, in accordance with the presented FT-IR tests.

The Ag-bTCP and Ga-bTCP samples were not homogeneous and, like Ag-aTCP,
contained calcium pyrophosphate. The diffractogram for the Ag-DCPD sample showed the
presence of only one crystalline phase; all reflections originated from the brushite structure
(JCPDS 09-077).

For all the obtained powders, the content of silver and gallium was examined by AAS
spectrometry. It turned out that the ions were introduced with a fairly good yield from 66
to 97%. The concentration of silver decreased in the following order: Ag-DCPD (1.06 ±
0.03 wt.%); Ag-bTCP (0.20 ± 0.02 wt.%); Ag-aTCP (0.18 ± 0.03 wt.%); and Ag-HA (0.15 ±
0.02 wt.%).
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Figure 3. PXRD diffractograms of the obtained calcium phosphates: (A) enriched with silver ion,
(B) enriched with gallium ion (*-calcium pyrophosphate).

Ga-aTCP and Ga-bTCP were synthesized at high temperatures. The amount of gallium
was approximately 3.50 ± 0.02 and 3.52 ± 0.03 wt.%, and the substitution efficiency was
the highest (97%). In turn, the gallium concentration in the Ga-HA sample amounted to
2.21 ± 0.02 wt.%, which was 66% of the nominal value.

The above physicochemical tests of the obtained CaPs powders allowed us to confirm
their identity and the degree of substitution with foreign ions, i.e., silver and gallium.

3.2. Morphology of the Synthetic Granules

The next step was to obtain composite granules containing alginate, chondroitin
sulfate, and two different calcium phosphates enriched with silver and gallium ions. In
this way, seven types of granules were obtained (see Table 2).

According to literature reports, bone substitute materials are often prepared in the
form of granules or microgranules [47,48]. This form is beneficial in the case of filling small
bone defects. Moreover, by filling the 3D space, the materials form intra-granular pores
between the granules, thus contributing to better vascularization and facilitated adhesion
of bone cells.

Representative SEM photos of each granule type are shown in Figure 4.
Figure 4A shows a granule in its entirety. It can be seen that it has a regular, spherical

shape, quite a rough surface, and an average diameter of 3–4 mm. The images that follow
(Figure 4B–H) depict cross-sections of the granules. G1 and G2 granules are characterized
by the most compact structure, with the least developed surface. In both of these, single
clusters of crystals are visible, with elongated shapes, typical of brushite (DCPD). The
cross-sections with the highest porosity and the least homogeneous structure belong to
the G3, G4, and G7 samples. The G5 sample appears to be the most homogeneous, with
regular microporosity.

All types of granules were also prepared by covering them with an additional layer
of PCL. This treatment did not significantly affect the morphology of the surface or the
interior of the granules (data not shown).
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3.3. Ion Release Studies

The obtained composite granules were tested for the release of silver and gallium
ions. Figure 5 shows the silver release curves for standard and polycaprolactone-coated
granules (A and B, respectively). Figure 5A clearly shows that the greatest amount of
released silver could be observed for samples containing Ag-DCPD powder (curves G1
and G2). In granules containing tricalcium phosphates (i.e., Ag-aTCP and Ag-bTCP), no
silver release was observed throughout the entire study period (samples G3 and G6; results
not shown), or the release of silver was significantly delayed. In the case of sample G7, the
first concentration of released silver was recorded on the fifth day.
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It is also worth noting that the amount of silver released from the G1 and G2 gran-
ules was similar, so it can be assumed that the composition of these granules and their
morphology did not have a significant impact on the release of silver ions, and the main
factor determining the kinetics of release was the type of CaP, to which silver ions were
introduced.

The granules containing silver ions in hydroxyapatite (G4 and G5) were characterized
by different kinetics of Ag+ release to those of the G1 and G2 granules. Silver ions were
released during the first 50 h, and then, a plateau could be observed in the curve. Consider-
ing the fact that hydroxyapatite is characterized by lower solubility than brushite, it can be
assumed that the released silver ions mainly came from the surface of apatite crystals. This
is also supported by the low degree of Ag+ release (the remaining amount was not released
during the experiment). It is also worth noting that sample G5 had the smallest amount of
released silver, most likely due to the different morphology of the granule interior.

Covering the composite samples with an additional layer of PCL polymer (Figure 5B)
did not cause any significant differences in the silver ion release profile. On the other hand,
in all but one of the samples (i.e., not G5), the total amount of released ions decreased
significantly (even almost five-fold). As with granules without PCL, no release or a delayed
release was observed in samples containing Ag-TCP (sample G7—first measurements on
the fifth day of the experiment).

Figure 5C,D show the gallium ion release profiles for granules with and without the
cover of PCL. Of particular note is the fact that, despite the higher content of gallium than
silver in the samples, a significantly lower degree of release was recorded. There was also
a smaller difference between the release of gallium from the PCL and non-PCL samples.
Samples G2 and G4 showed a trace release of gallium ions (data not shown). In both
samples, the gallium ions were substituted into α-TCP crystals. The G1, G3, G5, G6, and
G7 granules released a similar amount of gallium ions at a similar rate (see Figure 5C).

Summarizing the obtained results, it can be stated that the release of both silver and
gallium ions is very slow. During the time under study (28 days), the percentage of released
silver did not exceed 20%, and gallium was even lower and did not reach 1%. We can
therefore assume that the obtained materials are stable during this time, and the release
will proceed with the degradation of the obtained granules. It should be noted that we
presented similar research on the release of silver and gallium ions from hydroxyapatite-
containing granules in Ref. [49], and we also demonstrated a slow release of these ions
there. The results of ion release from granules containing non-apatite silver and gallium
sources are shown here for the first time.

3.4. Ciprofloxacin Release

Figure 6 shows the release profile of ciprofloxacin from granules G1–G7 (without
PCL coating) and G1p–G7p (with PCL coating). Generally, the percentage of ciprofloxacin
released in vitro at pH = 7.4 ranged between 38% and 55%. For each type of granule,
the release profile of ciprofloxacin was characterized by a slight burst release in the first
few hours (see Figure 6B,D). It can be assumed that the type of material does not have a
significant impact on the drug release profile, although coverage of PCL granules seemed
to weaken the release of the drug during the first few hours in some samples (G1p, G4p,
G5p, and G7p). At the same time, it could also be seen that the total amount of released
ciprofloxacin was slightly lower for the PCL-coated samples than for the standard granules.

In Figure 6, instead of a plateau, a slight tendency towards a downward curve can
be observed (see Figure 5A,B, G5 and G7 curves). This may be related to the high affinity
of calcium phosphates to the adsorption of drug molecules. It is worth noting that the
ease of adsorption of molecules and ions depends on many factors, including the chemical
properties of the adsorbed molecules and their size, but also the surface properties of
calcium phosphate (including their surface area, porosity, and particle morphology). Each
type of granule contained two different calcium phosphates; however, in each case, one
of them was hydroxyapatite enriched with silver or gallium ions. Our research and
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the available literature show that substitution with gallium and silver ions affects the
morphology and size of crystals [31,50]. Significant reduction in the size of crystals and
their strong tendency to form agglomerates occurs for apatite samples containing gallium
ions. The powders consist of very fine plate-like crystals in the order of a few nanometers
in size. This makes them characterized by a very large specific surface area and, thus, high
susceptibility to adsorption. Therefore, it can be assumed that the downward slope of the
curves is related to the re-adsorption of the drug on the surface of calcium phosphate, in
particular, nanocrystalline hydroxyapatite.
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The semi-empirical Korsmeyer–Peppas model was used to evaluate the mechanism of
ciprofloxacin release from the obtained composites. This model was chosen because it is
dedicated to the description of drug release from polymer systems and typical hydrogels.
Moreover, the use of this model is possible when the amount of released drug substance
does not exceed 80% [51,52].

The model is described by the following formula:

X% = ktn, where

X% is the fraction (in %) of the dissolved drug at a given time t;
K is the constant describing the features of the structure and geometry of the matrix;
N is a parameter indicating the release mechanism [53].
Figure 6B,D show that the percentage of ciprofloxacin released did not exceed 60%.

The fitting parameters are presented in Table 3. The correlation coefficient (R2) in all fittings
was quite high and ranged between 0.9239–0.9979. The n parameter describing the drug
release mechanism, for all analyzed fittings, was in the range of 0–0.45. In the Korsmeyer–
Peppas model, for n ≤ 0.43, drug release kinetics occur according to Fickian diffusion from
polydispersive systems (see Figure S4A,B in Supplementary Materials) [50]. Thus, we can
conclude that the obtained materials release the drug similarly to typical hydrogels: quite
quickly and with non-zero kinetics.

Table 3. Fitting parameters for ciprofloxacin release from granules (k—constant; n—parameter of
release mechanism; R2—correlation coefficient).

Sample k/min−n n R2

G1 17.0 ± 1.1 0.17 ± 0.01 0.9791
G2 11.5 ± 2.1 0.23 ± 0.03 0.9351
G3 17.9 ± 1.4 0.13 ± 0.02 0.9979
G4 21.8 ± 2.4 0.15 ± 0.02 0.9238
G5 11.1 ± 1.2 0.16 ± 0.01 0.9331
G6 11.0 ± 1.1 0.23 ± 0.02 0.9791
G7 17.7 ± 1.8 0.15 ± 0.02 0.9324

G1p 12.7 ± 0.9 0.17 ± 0.02 0.9683
G2p 21.0 ± 1.5 0.16 ± 0.02 0.9655
G3p 14.9 ± 1.5 0.15 ± 0.02 0.9494
G4p 21.4 ± 1.7 0.15 ± 0.02 0.9555
G5p 10.6 ± 1.2 0.23 ± 0.02 0.9711
G6p 18.9 ± 1.8 0.15 ± 0.02 0.9384
G7p 9.4 ± 0.2 0.24 ± 0.02 0.9855

3.5. Cytotoxicity Studies

The viability of the BALB/c 3T3 cells did not fall below 70%, in comparison to the
untreated control, in most samples. Therefore, all these materials were classified as non-
cytotoxic in the neutral red uptake assay (see Table 4). Only G1, G2, and Ag-DCPD powder
(all samples containing brushite doped with silver ions) decreased the viability of 3T3 cells
to less than 70% after exposure to the undiluted extracts (100 mg/mL), and these were
classified as cytotoxic. However, in the first dilutions of the twofold dilution series, none
of the samples negatively affected the cell culture condition, i.e., the cell viability did not
differ from the untreated control (see Figure 6).
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Table 4. Results of the neutral red uptake test for the highest concentrations of tested extracts (100
mg/mL) in comparison to the untreated control.

Sample Cell Viability ± SD [%] IC50 [mg/mL] Classification

Pure HA 101 ± 2 N Non-cytotoxic
Ag-HA 102 ± 4 N Non-cytotoxic
Ga-HA 94 ± 4 N Non-cytotoxic

Pure β-TCP 105 ± 2 N Non-cytotoxic
Ag-bTCP 98 ± 3 N Non-cytotoxic
Ga-bTCP 114 ± 1 N Non-cytotoxic

Pure α-TCP 101 ± 3 N Non-cytotoxic
Ag-aTCP 106 ± 3 N Non-cytotoxic
Ga-bTCP 99 ± 1 N Non-cytotoxic

Pure DCPD 111 ± 6 N Non-cytotoxic
Ag-DCPD 21 ± 10 83 Cytotoxic

G1 10 ± 7 76 Cytotoxic
G2 44 ± 4 94 Cytotoxic
G3 99 ± 3 N Non-cytotoxic
G4 87 ± 4 N Non-cytotoxic
G5 100 ± 4 N Non-cytotoxic
G6 85 ± 4 N Non-cytotoxic
G7 99 ± 3 N Non-cytotoxic
LT 0 ± 0 <10 Cytotoxic
PE 102 ± 7 N Non-cytotoxic

LT—latex, reference cytotoxic material. PE—polyethylene foil, reference non-cytotoxic material. N—calculation
was not possible due to the lack of cytotoxicity in the whole range of tested concentrations. Results with cell
viability decreased under 70% are underlined.

The obtained results are very promising. In the case of hydroxyapatite and tricalcium
phosphate, they show that the amount of silver and gallium introduced did not cause a toxic
effect on fibroblasts. Our previous studies on silver-containing hydroxyapatite [31] showed
that a higher amount of silver in the HA powder obtained by the same method is cytotoxic,
as is the gallium-containing hydroxyapatite obtained by the dry method (unpublished data).
In turn, attention should be paid to the toxicity of the Ag-DCPD material and granules
containing this material. Further research on the optimal concentration of silver is required
in order to obtain a material that is non-toxic to mammalian cells.

3.6. Antibacterial Activity

The results for the test of antibacterial activity against S. aureus and E. coli for the
synthesized granules are presented in Tables 5 and 6. It can be seen that biphasic granules
containing ciprofloxacin (both without cover and covered with polycaprolactone) exhibited
antibacterial activity against both strains of bacteria, reaching a 6-logarithmic reduction
in bacterial growth in most samples. All types of granules reduced the growth of Gram-
negative E. coli bacteria entirely. On the other hand, in the case of Gram-positive S. aureus
bacteria, diminished antibacterial activity could be observed for G1 and G2 granules (with
and without PCL), which were the only granules composed of brushite. The full impact
of the aforementioned granules on the bacterial growth of S. aureus is shown in Table 6.
It should be mentioned that the antibacterial activity of granules containing brushite
decreased over time (with a similar observation recorded for E. coli).
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Table 5. Bacterial growth of S. aureus and E. coli in medium containing examined samples after 24 h
of incubation.

Type of Granules
Bacterial Growth [CFU/mL]

Staphylococcus aureus Escherichia coli

G1 1.25 × 103 0
G2 1 × 102 0
G3 5 × 101 0
G4 5 × 101 0
G5 5 × 101 0
G6 5 × 101 0
G7 0 0

G1p 1.5 × 103 0
G2p 2.75 × 103 0
G3p 0 0
G4p 0 0
G5p 0 0
G6p 0 0
G7p 0 0

The average initial bacterial concentration for S. aureus was equal to 5 × 106 CFU/mL. The average initial bacterial
concentration for E. coli was equal to 4.75 × 106 CFU/mL.

Table 6. Bacterial growth of S. aureus in a medium containing selected examined samples after 24 h
of incubation in three repetitions with weekly intervals.

Type of Granules
Bacterial Growth—Staphylococcus aureus [CFU/mL]

1st Week 2nd Week 3rd Week

G1 1.25 × 103 2.61 × 104 1.55 × 105

G1p 1.5 × 103 1.65 × 103 4.96 × 105

G2 1 × 102 1.45 × 103 2.51 × 105

G2p 2.75 × 103 4.68 × 104 1.6 × 105

Average initial bacterial concentrations for S. aureus were equal to 5 × 106 CFU/mL (1st week), 4.65 × 106

CFU/mL (2nd week), and 6.58 × 106 CFU/mL (3rd week).

This is an interesting observation, especially in the context of fibroblast toxicity studies
(see Section 3.5). It seems that the G1, G2, G1p, and G2p granules, which contain brushite
as a source of silver, do not meet the conditions of bone substitute materials releasing
antibacterial agents.

Moreover, when comparing the results for granules with and without PCL, it should
be noted that, in the case of granules covered with PCL, there was less inhibition of the
bacterial growth, which is associated with a slower release of active substances from these
types of granules, as has been seen in release studies.

4. Conclusions

In the study presented here, ciprofloxacin was loaded into composite granules con-
taining calcium phosphates substituted with silver and gallium ions. These formulations
showed a sustained release of the antibiotic and ions with antibacterial activity. During
the first five hours, a slight burst release was found, while in the hours that followed, a
slower, diffusion-mediated, sustained release was observed. Moreover, most of the ob-
tained granules were able to effectively inhibit the growth of S. aureus and E. coli bacterial
strains. These granules were non-toxic toward mammalian BALB/c 3T3 cells. Accordingly,
composite granules have promising potential as drug carriers and bone-filling materials.
The exception is granules containing Ag-DCPD, which turned out to be toxic to mammalian
cells, and at the same time, granules made of it had ineffective antibacterial activity.
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However, further research is necessary, and should be primarily focused on selecting
the optimal granule composition in order to obtain the highest antibacterial activity while
ensuring there is no toxicity to mammalian cells. It is also worth conducting research in
order to select the appropriate amount of ions with antibacterial activity in relation to
the amount of introduced antibiotic. In addition, further analyses should aim to use vivo
models.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/coatings13030494/s1. Figure S1: FT-IR spectra of the unsubstituted
calcium phosphates; Figure S2: PXRD diffractograms of the unsubstituted calcium phosphates; Figure
S3: The NRU test results obtained for samples Ag-DCPD (A), G1 (B), and G2 (C) in the whole range
of tested concentrations. Black stars indicate a decrease in cell viability under 70%, which classified
each of these samples as cytotoxic. The rest of the tested materials did not reveal cytotoxicity in the
whole range of tested dilutions; Figure S4: Cumulative release of ciprofloxacin (%)—fitting curves.
A—the composite without PCL; B the composite coated with PCL.
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