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3D printed bioactive calcium silicate ceramics as
antibacterial scaffolds for hard tissue engineering†
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VAT photopolymerization technology was applied to fabricate three-dimensional (3D) porous b-Ca2SiO4

ceramic scaffolds functionalized with graphene oxide (GO) sheets decorated with silver nanoparticles

(AgNPs). We achieved this by utilizing commercial resin blends and ‘‘customized’’ resin both loaded with

CaCO3 particles. The dual functionality of the ‘‘customized’’ resin, which serves as both a preceramic

polymer and photocurable resin, is exploited. To assess the properties of these ceramics, we carried out

an in-depth comparative analysis using a combination of spectroscopic, microscopic and analytical

techniques. After annealing at 1200 1C, the as-prepared ceramics achieved a relative density of 65%

leading to high compressive strength (E40 MPa). Importantly, b-Ca2SiO4 ceramic scaffolds

demonstrated good in vitro bioactivity by promoting hydroxyapatite formation. When subjected to

E. coli, scaffolds functionalized with AgNPs/GO showed higher antibacterial activity than their non-

functionalized counterparts. Moreover, ceramic scaffolds derived from the ‘‘customized’’ resin exhibited

sixfold higher antimicrobial activity than scaffolds made from commercial resin mixtures. To assess

biocompatibility, we conducted in vitro studies using mesenchymal stem cells (MSCs) culture.

Encouragingly, all bioceramics proved non-cytotoxic and accelerated the proliferative rate of MSCs

compared with the control. After 7 days in culture, cells showed a well-spread morphology with no

obvious differences, clearly indicating that bioceramic scaffolds actively promote cell adhesion and

viability. Overall, due to their interconnected porosity, excellent biomineralization, mechanical,

antibacterial and cytocompatibility properties, these 3D-printed scaffolds hold significant promise as

candidates for applications in hard tissue engineering.

1. Introduction

Over the last five decades, a remarkable revolution has taken
place in the use of ceramics, significantly improving our quality
of life. This transformation is closely linked to the innovative
use of ceramics specifically designed for the repair and recon-
struction of diseased or damaged body parts. Ceramics used for
this purpose are commonly referred to as bioceramics.1,2

Bioceramics are widely used in hard tissue engineering, mainly
due to their biocompatibility and adjustable properties. How-
ever, they often exhibit limited antibacterial activity. Infections
at the implant site can potentially impede the bone healing
process, leading to implant failure.3,4 Many scaffolds that have
proved highly effective in vitro have failed in in vivo experiments
and human trials due to severe infections, and the implant
often has to be surgically removed.5,6 Indeed, as the literature
shows, the growth of bacterial infections is controlled by the
surface properties and composition of biomaterials. This is why
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it is of great interest today to develop new antibacterial
and biocompatible bioceramics with good mechanical and
microstructural properties.7–9 Calcium silicate-based bioactive
ceramic scaffolds are of particular interest due to their bio-
activity, biocompatibility and osteoinductive capabilities, as
well as their promotion of cell adhesion, proliferation and
differentiation.10–15 Compared to Ca–P-based bioceramics, sili-
con (Si) plays an essential role in mineralization and gene
activation in the bone regeneration process,16 but manufactur-
ing Si-based ceramics with complex geometries close to net
shape is difficult. To date, silicate bioceramics, such as
wollastonite (CaSiO3), diopside (CaMgSi2O6), akermanite
(Ca2MgSi2O7), hardystonite (Ca2ZnSi2O7) and bredigite (Ca7Mg-
Si4O16) have been fabricated as three dimensional (3D) porous
scaffolds for bone tissue engineering applications.12,17–24

b-Ca2SiO4 ceramic represents a new class of silica-based
ceramics known for their bioactive properties, capable of indu-
cing the formation of a hydroxyapatite (HAP) layer on the
surface when exposed to physiological media like Simulated
Body Fuids (SBF).25 Dail et al. prepared porous b-Ca2SiO4

ceramic scaffolds using a modified sponge impregnation tech-
nique (polyurethane foam) with compressive strengths of
28 MPa and 10 MPa at 53% and 71% porosity respectively
with good biocompatibility and excellent biomineralization.26

Choudhary et al. prepared porous b-Ca2SiO4 and b-Ca2SiO4/
chitin scaffolds to study the effect of polymer content on the
bioactivity of composites in SBF using the porogen templating
technique. They demonstrated that increasing the polymer
composition in the ceramic matrix increases the scaffold’s
HAP layer formation capacity.27 Indeed, the main drawback
of these conventional methods of fabricating porous scaffolds
lies in the fact that the pores are not uniform and intercon-
nected, resulting in poor mechanical behavior and inefficient
cell growth and nutrient transport.28,29 Ideally, the scaffold
structure should be porous, with open interconnected pores
to provide sufficient space for cell adhesion and extracellular
matrix regeneration.30,31 To better control the morphology and
size of pores and porosity, additive manufacturing has been
used to prepare porous silicate scaffolds.32–35 The significant
advantage of 3D printing is that the scaffold architecture can be
concisely controlled. For example, Fu et al. fabricated porous
3D b-Ca2SiO4 scaffolds with uniform interconnected macro-
pores, high porosity (478%) and compressive strength of
5.2 MPa for scaffolds sintered at 1200 1C from CaCO3-filled
preceramic silicone resin by direct ink 3D printing.36,37 The
authors show that increasing the sintering temperature signifi-
cantly increases the compressive strength of the scaffold and
also stimulates adhesion, proliferation, alkaline phosphatase
(ALP) activity and osteogenesis-related gene expression in rat
bone marrow mesenchymal stem cells (rBMSCs).36,37 Similarly,
b-Ca2SiO4 scaffolds derived from a silicone resin loaded with
ZrO2 as passive fillers and CaCO3 as active fillers have already
been produced by direct ink 3D printing. In this case, the
incorporation of ZrO2 improves compressive strength (up to
6.1 MPa), and also stimulates cell attachment, proliferation,
and differentiation into osteoblasts.36,37 Yu et al. prepared

b-Ca2SiO4 scaffolds with aluminum ions using a preceramic
resin, active CaCO3 and Al2O3 powders by direct ink 3D print-
ing. Aluminum incorporation improves proliferation and
expression levels of osteogenic genes (osteocalcin, osteopontin,
Collagen type I, and Runx2) of rBMSCs.38 However, 3D printing
with direct ink has drawbacks such as lack of precision in
droplets size and placement as well as frequent nozzle clogging
and cell distortion.5,34,35 It is also necessary to use low-viscosity
bioinks, which eliminates the use of several effective bioinks
with this method. Indeed, ink for inkjet printing must be well
formulated without agglomerates or aggregates to avoid
any risk of clogging during printing.39 To overcome these
drawbacks, other techniques have been successfully explored,
notably UV-LCD 3D printing, based on the layer-by-layer con-
struction of objects by photopolymerization of a liquid resin
contained in a tank and cured against a building platform.
Thanks to the high resolution of the light source, it offers a
better-quality printing surface, resulting in lower layer thick-
ness, more detailed information and better surface quality.40,41

Numerous bioceramics have also been successfully obtained
using stereolithography 3D printing (SLA). Baino et al. prepared
porous scaffolds by mixing hydroxyapatite (HAP) powder
and a photocurable binder matrix containing acrylate- and
methacrylate-based reactive monomers using digital light pro-
cessing (DLP) 3D printing. These porous HAP scaffolds repro-
duce the open-cell 3D architecture of cancellous bone, with a
compressive strength of B1.60 MPa and an elastic modulus of
B513 MPa.42–49 Similarly, Bian et al. prepared porous scaffolds
by mixing b-TCP nanoparticles with a photosensitive resin
based on acrylamide (AM) and methylene bisacrylamide
(MBAM) using stereolithography. The authors show that the
final ceramic scaffolds remain identical to the fabricated part,
both in shape and internal structure, with a compressive
strength of 23.54 MPa.50–52 Chen et al. prepared bioceramic
scaffolds by mixing ceramic powders (ZrO2–Al2O3) with a
photosensitive resin (1,6-hexanediol diacrylate – HDDA) using
the stereolithography technique. According to their results,
when the sintering temperature is increased from 1450 1C to
1600 1C, the average relative density, Vickers hardness, and
fracture toughness all reach their maximum values (99.09%,
16.66 GPa, and 6.88 MPa m1/2). The authors also demonstrated
that ZrO2–Al2O3 bioceramics prepared by SLA technology are
not cytotoxic and have excellent biocompatibility.53 Similarly,
Lu et al. prepared porous calcium silicate scaffolds using SLA
by mixing CSi–Mg6 bioceramic powder with a photosensitive
resin (HDDA and pentaerythritol tetraacrylate PPTTA). They
printed several shapes with different pore architectures and
tested their influence on mechanical strength.54,55 For their
part, Schmidt et al. prepared porous ollastonite-diopside glass
scaffolds by mixing glass particles with an acrylated polymer
(tripropylene glycol diacrylate – TPGDA) using a DLP-based
method. After sintering, they obtained porous Kelvin-type
structures with compressive strength exceeding 3 MPa.56,57

It is worth noting that SLA 3D printing of ceramics and glasses
is not an easy process compared to that of polymer resins, as
light is scattered by the ceramic particles, leading to printing
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problems that can affect the resolution of the printed scaffold.
In addition, particles must be well dispersed and stabilized
to avoid sedimentation and phase separation.58–60 Silicate-
based 3D printed bioceramics (using forsterite, b-TCP, hard-
ystonite, diopside) have revealed antibacterial properties
against S. aureus, S. epidermidis and E. coli.61–65 However, to
the best of our knowledge, neither b-Ca2SiO4 bioceramic fabri-
cated by UV-LCD from a mixture of light-sensitive preceramic
polymer resins nor its antibacterial activities have been
reported to date.

Building on the above concept, this study presents an
innovative approach to the fabrication of porous b-Ca2SiO4

scaffolds by UV-LCD, using two different preceramic resins.
The first method involves mixing a commercially available
methyl silicone resin with a photosensitive resin. The second
method involves the synthesis of a ‘‘customized’’ photosensi-
tive silicone resin. 3D scaffolds are obtained by printing these
resins loaded with CaCO3 particles. Then, the green bodies are
subjected to sintering at 1200 1C in an inert atmosphere,
leading to the formation of porous b-Ca2SiO4 scaffolds. These
scaffolds are subsequently functionalized with silver nano-
particles (AgNPs) decorated with graphene oxide (GO) to achieve

antibacterial activity. The present study further explores aspects
such as biomineralization, dissolution, mechanical testing, anti-
bacterial activity against E. coli bacteria and in vitro assessments of
cytotoxicity and biocompatibility using a primary culture of adult
human bone marrow-derived multipotent mesenchymal stem
cells (ah-BM-MSCs) (Fig. 1).

2. Experimental procedures
2.1. Materials

A commercial methyl silicone resin (Silress MK) was purchased
from Wacker Chemie (Munich, Germany). Calcium carbonate
(CaCO3, Z99%, CAS Number: 471-34-1), isopropyl alcohol (IPA,
Bio Reagent, Z99.5%, CAS Number: 67-63-0) and toluene
(anhydrous, 99.8%, CAS Number: 108-88-3) were purchased
from Sigma Aldrich, France. Commercial Polylactic Acid (PLA)
Bio-photopolymer resin (d = 1.07–1.13 g cm�3) was purchased
from eSUN China.

For the ‘‘customized’’ synthesis of the photosensitive sili-
cone resin, the polymer precursors (3-(trimethoxysilyl)propyl
methacrylate, 98%, Sigma Aldrich France, CAS Number:

Fig. 1 Schematic diagram showing all the steps involved in the development of 3D bioceramic scaffolds, from molecular design to 3D printing and
functionalization.
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2530-85-0) and (trimethoxyphenylsilane, 98%, Sigma Aldrich
France, CAS Number: 2996-92-1) used are named MOPTMS
and PTMS respectively. Tetrahydrofuran (THF, anhydrous,
499.9%, Sigma Aldrich France, CAS Number: 109-99-9),
dichlomethane (anhydrous, Z99.8%, Sigma Aldrich France,
CAS Number: 75-09-2), and magnesium sulfate (MgSO4, anhy-
drous, ReagentPluss, Z99.5%, Sigma Aldrich France, CAS
Number: 7487-88-9) were used without further purification.
Potassium carbonate (K2CO3, anhydrous, 499%, Sigma Aldrich
France, CAS Number: 584-08-7) was dried overnight under
vacuum at 40 1C.

For the synthesis of graphene oxide nanosheets, potassium
permanganate (KMNO4, 99.0%, Alfa Aesar Germany, CAS
Number: 7722-64-7), hydrogen peroxide (H2O2, ACS, 29–32%
aqueous solution, Alfa Aesar Germany, CAS Number: 7722-84-1)
and sulfuric acid (H2SO4, ACS reagent 95–98%, Sigma Aldrich
France, CAS Number: 7664-93-9) were used as received without
further purification.

For the synthesis of Ag/GO nanocomposite, sodium chloride
(NaCl, crystalline powder PDV, ACS, 99.0%, Alfa Aesar Germany,
CAS Number: 7647-14-5), ammonia solution (NH3�H2O 28%, VWR
chemicals France, CAS Number: 1336-21-6), Glucose (C6H12O6,
ACS reagent, Sigma Aldrich France, CAS Number: 50-99-7), silver
nitrate (AgNO3, ACS reagent, Z99.0%, Sigma Aldrich France, CAS
Number: 7761-88-8) were used as received without further
purification.

For antibacterial tests, a non-pathogenic Gram-negative
E. coli bacterium (K12 DSM 423, from DSMZ, Germany) was
used. All chemicals used were obtained from Merck, France.
A ready-to-use Lysogeny Broth (LB) Miller medium (25 g L�1)
was chosen as the culture medium. LB medium containing
tryptone (10 g L�1), yeast extract (5 g L�1) and NaCl (10 g L�1),
was mixed with microbiological agar at 15 g L�1 to obtain
nutrient LB agar. In the particular case of the elaborated
materials, they were wrapped in an aluminum foil and incu-
bated for 24 h at 100 1C to render them free of microorganisms.

The gas used for pyrolysis is argon (99.999%) and was
purchased from Linde France.

2.2. Preparation of silicone resins

Prior to use, calcium carbonate powder was sieved through
450 mesh to obtain an average particle size B38 mm for
promoting a good dispersion of CaCO3 in the solvent.

2.2.1. Preparation of commercial resin blends. Silres MK
(commercial preceramic polymer) was completely dissolved in
isopropanol (0.8 mL per g of Silres MK) and the sieved CaCO3

was added to obtain a Ca : Si molar ratio of 2 : 1. The mixture
was kept under magnetic stirring at room temperature for 1 h.
Then the photosensitive PLA eSUN resin was added to obtain
a Silres MK/CaCO3 : PLA esun resin mass ratio of 50 : 50. The
mixture was kept under magnetic stirring at room temperature
for 2 h, protected from light.

2.2.2. Preparation of ‘‘customized’’ resin. A (phenyl-co-
methacryl)silsesquioxane resin which will be named ‘‘custo-
mized’’ resin throughout this work was synthesized by hydro-
lysis of a silane monomer followed by a condensation and

polymerization step in the presence of potassium carbonate
K2CO3 as catalyst in a H2O/THF solvent mixture at room
temperature according to the work of Choi et al.66 In a
200 mL Schlenk flask, deionized water (2.4 g, 0.133 mol) and
K2CO3 (0.02 g, 0.145 mmol) were stirred for 10 minutes. Then,
THF (4 g, 0.056 mol) was added and stirring continued for
30 minutes. Finally, a mixture of 0.04 mol (3-(trimethoxysilyl)-
propyl methacrylate) and (trimethoxyphenylsilane) (Rmolar =
60/40) was slowly added through a funnel over 15 minutes
and the reaction was kept under magnetic stirring at room
temperature for 96 h. The mixture was then separated into two
phases, a colorless phase at the top and a cloudy one at the
bottom. The crude and viscous products (cloudy phase) were
obtained by decantation of the colorless mixed solvent. They
were dissolved in methylene chloride (30 mL) and extracted
with deionized water (30 mL) for 2 h in a separator funnel.
Subsequently, the deionized water was removed and the
solution was dried overnight using MgSO4. The solution was
filtered to remove the anhydrous MgSO4 and then evaporated at
40 1C. The final powders were obtained after vacuum drying at
40 1C. The resin is recovered in the form of a glass-like powder.
The ‘‘customized’’ preceramic polymer was dissolved in toluene
(6.7 mL per gram of ‘‘customized’’ preceramic polymer) and the
sieved CaCO3 was added to obtain a Ca/Si molar ratio of 2/1.
The mixture was then kept under magnetic stirring at room
temperature for 2 h, protected from light. The schematic
chemical structures of the two preceramic polymers are pre-
sented in Fig. S1 (ESI†).

2.3. Preparation of 3D printed ceramic scaffolds by UV-LCD

In this work, Zortrax INKSPIREs (3D printer UV-LCD, Zortrax
S.A., Poland) was used to print commercial and ‘‘customized’’
resins. Rectangular models (15 � 15 � 4 mm3) were printed
layer by layer using the UV-LCD technique, and the angle
between each layer was 901. The 3D scaffold printing para-
meters were optimized for a base layer exposure time of 120 s,
followed by a 60 s exposure time for printing each layer and
finally a 5 s exposure time between UV irradiation of each layer.
After printing, the scaffolds were washed with isopropanol to
remove excess unpolymerized PLA esun resin and ‘‘custo-
mized’’ resin, then the scaffolds were introduced into a UV
chamber for 60 minutes to polymerize excess photosensitive
resins that has not been removed during the washing step.
Finally, the 3D polymer scaffolds were directly heated in a
graphite furnace (Gero model HTK8) under an inert atmo-
sphere (argon) at 300 1C with a heating rate of 2 1C min�1

and maintained for 3 h, then heated to 1200 1C and held for 4 h
at this temperature with a heating rate of 2 1C min�1. After
cooling to room temperature with a cooling rate of 2 1C min�1,
these sintered scaffolds were removed from the furnace and
used for further experiments. During all heat treatments, the
materials were loaded into the furnace, after which the furnace
chamber was evacuated for 1 h, then filled with argon at a flow
rate of 250 mL min�1 during processing. The ceramic scaffolds
resulting from the commercial and ‘‘customized’’ resin mix-
tures will be named c-Ca2SiO4/C and s-Ca2SiO4/C respectively.
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2.4. Preparation of silver nanoparticles (AgNPs) decorated
graphene oxide (GO) nanocomposite (Ag/GO) by liquid
chemical reduction

Ag/GO nanocomposites were synthesized by reducing Ag ions
and forming nanospheres in situ on GO nanosheets in the
presence of glucose as a green reducing agent58–60,63,67,68

(Fig. S2, ESI†). The Ag/GO nanocomposite was designated with
a mass ratio (Ag : GO = 1 : 1). This ratio was chosen based on the
work of Zhang et al.63 In the first step, GO was prepared
according to modified Hummers’ method from graphite
powder69 (Fig. S2, ESI†). In a typical synthesis, graphite is
oxidized with concentrated sulfuric acid and potassium per-
manganate. Deionized water was slowly added, followed by
hydrogen peroxide. GO was then washed with deionized water
and centrifuged several times until a concentrated solution
with neutral pH was obtained. The GO solution (1 g L�1) was
sonicated for 4 h prior to use. GO was decorated with AgNPs as
follows: first, 1 mL of ammonia solution (28%) was added to
40 mL of H2O to prepare a dilute ammonia solution. Then a
glucose solution of 0.03 mol L�1, an AgNO3 solution of 0.6 mol
L�1 and a NaCl solution of 0.01 mol L�1 were prepared for later
use. Next, Ag(NH3)2OH was prepared by adding the dilute
ammonia solution to 3.09 mL of AgNO3 solution until the
precipitate disappeared. The resulting silver–ammonia solution
was added to 40 mL of GO solution and heated to 60 1C for
30 minutes. Next, 10 mL of glucose solution was added to
reduce Ag(NH3)2OH for 1 h under magnetic stirring. Afterwards,
10 mL of NaCl solution was added to the resulting dispersion and
the precipitate was washed three times with deionized water.
Finally, the Ag/GO nanocomposite was protected from light and
stored in a refrigerator.

2.5. Preparation of Ag/GO modified c-Ca2SiO4/C and
s-Ca2SiO4/C scaffolds

To prepare Ag-modified c-Ca2SiO4/C and s-Ca2SiO4/C scaffolds,
1 : 1 Ag/GO nanocomposites were sonicated for 1 h to form a
homogeneous suspension of Ag/GO in deionized water. Then,
4 mL of the suspension was added to a beaker and the
suspension diluted to 20 mL. Groups of 8 scaffolds of each
ceramic type were immersed in the Ag/GO solution (20 mL)
using a dip coater (Ossila) according to the following optimized
program: immersion speed: 10 mm s�1, immersion time:
10 min, withdrawal speed: 20 mm s�1, drying time: 5 min
and then dried for 30 min in an oven at 120 1C. The cycle was
repeated 5 times for each scaffold to adjust the Ag/GO content.

2.6. Antibacterial activity of Ag/GO modified c-Ca2SiO4/C and
s-Ca2SiO4/C scaffolds

2.6.1. Bacterial growth. Cultures were made from frozen
aliquots of E. coli stored at �20 1C in 20% v/v glycerol. Aliquots
were rehydrated in LB medium and sub-cultured in LB medium
(at 4% v/v). Bacterial cultures were grown in Erlenmeyer flasks
closed with breathable caps (to ensure sterility and continuous
air entry). The flasks were incubated on a rotary shaker (30 1C
and 110 rpm) overnight until the stationary phase was reached.

To control the culture prior to its use for antimicrobial tests, a
sample (1 mL) of the culture was sterilely collected and its optical
density at 600 nm (OD600) was measured. Optical density was
correlated with bacterial concentration in CFU mL�1 (CFU stand-
ing for colony-forming units, i.e., the number of bacteria).70

2.6.2. Antibacterial activity of scaffolds modified by Ag/GO
functionalization. A liquid assay was implemented to assess the
bactericidal ability of the different scaffolds (Fig. S3, ESI†). The
culture was centrifuged (for 12 minutes at 4000 rpm, 12 1C) to
separate the cells from the medium. The recovered E. coli
pellets were then resuspended in phosphate buffer (PBS,
pH = 7.0 � 0.1) exempt from nutrients to avoid bacterial
growth. The bacterial suspension obtained was then diluted
in PBS to reach a concentration of 1.8 � 0.8 � 107 or 1.1 � 0.0 �
104 CFU mL�1. The resulting bacterial suspension was dis-
pensed into 25 mL glass vials closed with a breathable cap
(5 mL per vial) and containing the different types of scaffolds
that were prior sterilized at 100 1C overnight. The vials were
then incubated for bacterial counting on a rotary shaker (30 1C
and 160 rpm) for 3 h. Initial and final bacteria concentrations
were measured. All experiments were duplicated. As control
reactors, bacteria without scaffolds were used.

Bacterial concentrations (C, CFU mL�1) were measured by
the conventional plate assay method. Liquid samples were
diluted by tenfold and each dilution (200 mL) was spread onto
LB agar plates, along with the undiluted sample (200 mL). All
plates were then incubated for 24 h at 37 1C to allow colonies to
grow, and colonies were counted on the plates with the appro-
priate dilution. Bacterial concentrations C in the samples were
calculated as the average number of colonies divided by the
inoculated volume, taking into account the sample dilution
factor. The limit of quantification was 5 CFU mL�1. Antibacter-
ial activity was characterized by calculating the associated log
removal value. The log removal value was defined as the
logarithm to base 10 of the ratio between the bacterial concen-
tration C measured after 3 h of treatment and the initial
concentration C0. The more negative this ratio, the greater
the removal caused by the material. In the case of total removal,
the log removal value has been set at �log(C0).

Tests were also carried out to determine whether silver was
released from Ag/GO-modified scaffolds, and whether this silver
could have an antibacterial action. To do this, the scaffolds were
first incubated in PBS (5 mL per vial) on a rotary shaker (30 1C and
160 rpm) for 3 h, then the materials were removed from the PBS.
The bacterial suspension was then added to the PBS solution
obtained after contacting the material; 50 mL of the most con-
centrated bacterial suspension (i.e. 109 CFU mL�1) was added to
reach a bacterial concentration of 1.8 � 107 CFU mL�1 after
mixing, while avoiding significant dilution of desorbed silver. The
mixture was incubated for 3 h on a rotary shaker (30 1C and
160 rpm). Bacterial concentrations were measured at the begin-
ning and end of incubation as described above.

2.7. Degradation and apatite mineralization ability of scaffolds

The c-Ca2SiO4/C and s-Ca2SiO4/C ceramic scaffolds were incu-
bated in freshly made SBF simulated body fluid at a ratio of
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10 mg scaffold per 7 mL SBF in a rotary shaker (37 1C, 70 rpm)
for a period of 28 days. SBF was prepared to reproduce the ionic
concentration of human blood plasma according to the stan-
dard procedure developed by Kukubo et al.71 The pH value of
the SBF solution and the weight of dried scaffolds were
recorded by changing SBF every 48 h. The tests were repeated
twice to validate the results.

2.8. Cell proliferation and cytotoxicity

2.8.1. In vitro cell culture. Bone marrow-derived mesench-
ymal stem cells (BM-MSCs) were obtained from ATCC (American
Type Culture Collection, Spain) and were used to assess the
biocompatibility of the samples tested. Cells were cultured accord-
ing to standard cell culture protocol using complete DMEM
culture medium, consisting of 10% fetal bovine serum (FBS)
and 1% antibiotic (penicillin and streptomycin P/S) in a 5% CO2

incubator at 37 1C. When the cells had reached a confluence level
around 70–80%, the medium was removed, the cells were washed
gently with PBS to remove the remaining medium and trypsiniza-
tion was performed using 0.25% trypsin–EDTA. Detached cells
were centrifuged at 1500g for 5 min and the cell pellet was
redistributed with fresh medium for cell passage. Every time,
the cell number was counted by using an automated Invitrogen
cell counter (Invitrogen, Carlsbad, CA, USA).

2.8.2. Cell proliferation. Prior to cell culture, all samples
tested were UV sterilized for 45 minutes by using a UV Sterili-
zer, 9 W, 60 Hz (SKU: OT-HSYXF-2624-EU, model YM-9002,
China). Sterilized samples were transferred to 48-well culture
plates and BM-MSCs with a cell density of 1 � 104 were seeded
on top of the samples. Cells without samples were considered
the control. The cells were allowed to grow for 7 days and the
total number of cultured cells was counted by an automated
cell counter (Invitrogen), after trypsinizing the cells with 0.25%
trypsin-EDTA following the standard protocol. The percentage
of cell proliferation in tested samples was calculated by com-
parison with the control group.

2.8.3. Cell cytotoxicity. The cytotoxic effect of the biocera-
mics was determined by the MTT Assay Protocol according to
a previously established protocol.72 Briefly, BM-MSCs were
seeded on top of the samples at a density of 1 � 104 cells in
48-well culture plates as previously described, and positive
control cells were seeded without bioceramics. The MSCs with
bioceramics were cultured for 7 days before being treated with
MTT. To this end, MTT reagent was prepared with a concen-
tration of 5 mg in 1 mL PBS and 50 mL of MTT reagent was
added to each well with the culture medium for 2 h. Then, the
cells were briefly washed with PBS twice and formazan crystals
were solubilized with DMSO at 37 1C, 5% CO2 for 15 minutes.
Then 100 mL were transferred to a 96-well plate with a trans-
parent flat bottom, and the absorbance was recorded at 570 nm
in a SpectraMAX Id3 plate reader.

2.8.4. Statistical analysis. Significant differences (p o 0.05)
between each test were obtained by using one-way analysis of
variance (ANOVA). All experiments presented in this study were
carried out in triplicate and results were expressed as a mean �
standard deviation.

2.9. Characterization

2.9.1. Physical and chemical properties. The two precera-
mic polymers (commercial Sirles MK and ‘‘customized’’), gra-
phene oxide and Ag/GO nanocomposite were characterized by
Fourier Transform Infrared (FTIR) (Nicolet 370 FTIR spectro-
meter using an ATR system), X-ray diffraction (PANALytical
Xpert-PRO with Cu radiation at 0.154, Easton, PA, USA),
200 o l o 600 nm, external calibration method, X-ray diffrac-
tion (PANALytical Xpert-PRO with Cu radiation at 0.154 nm).

‘‘Customized’’ polymer structure was investigated by 13C
and 29Si solid-state NMR spectroscopy The spectra were
recorded with a Bruker AVANCE 300 spectrometer (B0 =
7.0 T, n0 (1H) = 300.29 MHz, n0 (13C) = 75.51 MHz, n0 (29Si) =
59.66 MHz) using 4 mm Bruker probe at a spinning frequency
of 12.5 kHz. 13C CP MAS experiment was performed with
ramped-amplitude cross-polarization (recycle delay = 3 s, CP
contact time = 1 ms, optimized 1H spinal-64 decoupling). Single
pulse 29Si MAS NMR spectra were recorded with a recycle delay
of 60 s. Chemical shift values were referenced to tetramethyl-
silane for 13C and 29Si.

The Ag/GO nanocomposite was characterized by high-
resolution transmission electron microscopy (HR-TEM, JEOL
ARM 200 F, Japan) with an energy dispersive X-ray (EDX)
analyzer and energy electron loss spectroscopy-EELS.

The chemical composition of c-Ca2SiO4/C and s-Ca2SiO4/C
ceramics (before and after 7 days immersion in SBF) and Ag/GO
functionalized ceramics were analyzed by energy dispersive
X-ray spectroscopy (Detector: Oxford Instruments X-Max N
SDD; Microscope: Zeiss EVO HD15). To detect the formation
of the b-Ca2SiO4 phase and its purity, c-Ca2SiO4/C and
s-Ca2SiO4/C ceramics were analyzed by X-ray diffraction (PANA-
Lytical Xpert-PRO with Cu radiation at 0.154 nm).

The graphene oxide GO and the Ag/GO nanocomposite were
characterized using UV-Vis spectroscopy (Jasco V-570 UV-vis-
NIR spectrophotometer Jasco Inc., Easton, PA, USA, 200 o l o
600 nm, and the external calibration method), Raman spectro-
scopy (inVia of Renishaw, with an Leica*50 objective) using a
green excitation laser line (532 nm) and XPS photoelectron
spectroscopy ESCALAB 250, ThermoElectron equipped with an
Al Ka 1486.6 eV line as a monochromatic excitation source with
a spot size of 400-mm. Samples for XPS were prepared on a gold-
coated silicon wafer.

At the end of each bactericidal test, a quantitative analysis of
total silver (soluble and particulate) desorbed from the functio-
nalized ceramics materials (c-Ca2SiO4/C-Ag/GO; s-Ca2SiO4/C-Ag/
GO) was performed. For these analyses, each liquid sample was
diluted ten times in deionized water and acidified with 2.5%
HNO3 to completely solubilize the silver. Then, the samples
were analyzed by atomic absorption spectrometry (Perkin-
Elmer). The results were expressed in mg L�1.

To determine the concentration of silver retained on the
surface of c-Ca2SiO4/C and s-Ca2SiO4/C scaffolds, the mate-
rials were washed with 10 mL of an aqua regia solution (mixture
of hydrochloric acid/nitric acid, in a 3 : 1 volume ratio) for 24 h,
then diluted tenfold and filtered (0.2 mm Millipore cellu-
lose acetate). Samples were then measured by Agilent 7700x
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Quadrupole Inductively Coupled Plasma Mass Spectroscopy
(ICP-MS).

2.9.2. Thermal analysis. To study the polymer-to-ceramic
conversion, commercial Silres MK and ‘‘customized’’ precera-
mic polymers as well as additives (CaCO3 and PLA esun resin)
and finally mixtures of all c-Ca2SiO4/C and s-Ca2SiO4/C ceramic
precursors were characterized by thermogravimetric analysis
on a TGA-STD Q600 thermal analysis device under atmospheric
pressure and nitrogen atmosphere from RT up to 1000 1C with
a heating rate of 10 1C min�1.

2.9.3. Mechanical properties. The compressive strength
of the scaffolds was tested using a static materials testing
machine (2.5 kN) (Zwick Roell, Ulm,Germany) at a crosshead
speed of 0.01 mm s�1 (data from three or more trials).

2.9.4. Morphogical properties. The morphology of c-Ca2SiO4/
C and s-Ca2SiO4/C ceramic scaffolds (before and after 7 days of
immersion in SBF) was characterized by Scanning Electron Micro-
scopy (Hitachi S4800, operating with an acceleration voltage
between 0.1 kV and 30 kV). The morphology and structural
properties were examined using high-resolution transmission
electron microscopy (HR-TEM) (JEOL ARM 200F) with an attached
EDX analyzer, operating at 200 kV. In addition, the morpho-
logy and surface roughness of Ag/GO functionalized scaffolds
i.e. c-Ca2SiO4/C-Ag/GO and s-Ca2SiO4/C-Ag/GO were characterized
using a super depth field three-dimensional microscope (VHX-
1700, KEYENCE, Japan).

The porosity and density of the c-Ca2SiO4/C and s-Ca2SiO4/C
scaffolds were measured using Archimedes’ principle and water
was used as a liquid medium. Porosity (P) was calculated
according to the following formulation: P = (Wsat � Wdry)/
(Wsat � Wsus) � 100%, and density was calculated according
to the formula: r = Wdry � (rwater � rair)/(Wdry � Wsat) + rair,
where Wdry is the dry weight of the scaffolds, Wsus is the weight
of the scaffolds suspended in water, Wsat is the weight of the
scaffolds saturated with water, rwater is the density of water
(1.0 g cm�3), and rair is the density of air (0.0012 g cm�3).

2.10. Statistical analysis

For every quantitative characterization method, the Student test
was used to evaluate if the data from every group of samples
showed a significant difference (**p o 0.05 for significant and
***p o 0.005 for highly significant statistical difference).

3. Results
3.1. Characterization of commercial Silres MK and
‘‘customized’’ preceramic polymers

Both Silres MK and ‘‘customized’’ preceramic polymers used as
SiOC precursors were characterized by X-ray diffraction (XRD)
and FTIR spectroscopy (Fig. S4, ESI†) to investigate their
structure. In both cases, two diffraction peaks characteristic
of the polysilsesquioxane ladder structure are observed73

(Fig. S4(a), ESI†). The first sharp peak at 2y 10.321 and 6.531
for Silres MK and ‘‘customized’’ preceramic polymers respectively
derives from the periodic intramolecular chain-to-chain distance

in the polysilsesquioxane structures. The second relatively large
peak in both cases appears at 2y 22.21 (d = 3.99 Å) and 19.531 (d =
4.53 Å) for Silres MK and ‘‘customized’’ preceramic polymers,
respectively. This peak reveals the average thickness of the poly-
silsesquioxane structure. The thickness of the polysilsesquioxane
structure of the ‘‘customized’’ polymer is greater than that of Silres
MK. This is due to the presence of methacryl functions, which are
longer and bulkier than the methyl functions of Silres MK
polymer.

FTIR spectroscopy was used to determine more precisely the
chemical structure of the two preceramic polymers (Fig. S4(b),
ESI†). According to the general chemical formulation (Fig. S1,
ESI†), the Silres MK and ‘‘customized’’ preceramic polymers
show the absorption bands of different chemical functions.
Indeed, the peaks ranging from 1000 to 1200 cm�1 (i.e. 1018.23
and 1101.15 cm�1, 1018.24 and 1108.81 cm�1 respectively) for
Silres MK and ‘‘customized’’ preceramic polymers result from
the stretching vibration of Si–O–Si bond in the horizontal and
vertical direction of the polysilsesquioxane structure. In the
case of the Silres MK, absorption bands attributed to Si–CH3

(762.22 cm�1), Si–OH (863.95 cm�1) and Si–CH (1271.34 cm�1)
bonds were detected. For the ‘‘customized’’ preceramic poly-
mer, stretching vibrations of the CQC bond and the CQO
carbonyl were clearly observed at 1635.36 and 1720.25 cm�1

respectively. This proves that the desired structure has been
successfully synthesized by introducing the methacrylate func-
tions directly onto the main chain, which will react with UV
light during the stereolithography process. The 13C CP MAS
NMR spectrum (Fig. S5(a), ESI†) features peaks that can be
attributed to CQC (methacrylate groups), CQC (phenyl groups)
and methacryloxypropyl bonds. These results indicate that the
trimethoxysilane monomers have been completely hydrolyzed
and polymerized by condensation reaction to give the ‘‘custo-
mized’’ polymer. The 29Si MAS NMR spectrum (Fig. S5(b), ESI†)
of this polymer shows two peaks at �68 and �80 ppm,
corresponding to propyl methacrylate-SiO3 and phenyl-SiO3

environments, respectively.

3.2. Characterization of preceramic polymer mixtures and
c-Ca2SiO4/C and s-Ca2SiO4/C scaffolds

The study of polymer-to-ceramic conversion was carried out by
TGA analysis under N2 atmosphere. Fig. 2(a) and (b) show the
TGA curves for all components of preceramic polymer mixtures
with additives prior to printing (a) commercial and Silres MK
and (b) ‘‘customized’’. In the case of Silres MK preceramic
polymer with CaCO3 and PLA esun resin, the TGA curve of PLA
shows a significant weight loss from 400 1C and ends comple-
tely at 600 1C with a yield of 4.16%. This shows that the resin is
completely organic and its role was solely to enable 3D printing
of the scaffold. Moreover, the TGA curve for Silres MK shows a
first weight loss around 230 1C due to cross-linking reactions.
At temperatures above 350 1C, a second weight loss is observed
due to decomposition and transformation reactions of the
polymer into SiOC ceramic, with a ceramic yield of 83%.
Calcium carbonate shows only one decomposition around
600 1C, corresponding to the formation of CaO with a yield of

Materials Advances Paper

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

3 
Fe

br
ua

ry
 2

02
4.

 D
ow

nl
oa

de
d 

on
 7

/1
7/

20
25

 1
0:

41
:0

8 
PM

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n-

N
on

C
om

m
er

ci
al

 3
.0

 U
np

or
te

d 
L

ic
en

ce
.

View Article Online

http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d3ma01088k


© 2024 The Author(s). Published by the Royal Society of Chemistry Mater. Adv., 2024, 5, 3228–3246 |  3235

55.5%. Then, from 800 1C, SiOC and CaO react together to form
b-Ca2SiO4 ceramic with an amorphous carbon phase coming
from SiOC. The mixture of Silres MK, CaCO3 and PLA resin
shows several decomposition stages, the first starting at 180 1C
due to solvent removal and cross-linking reactions. Conversely,
TGA analysis of the ‘‘customized’’ preceramic polymer (Fig. 2(b))
shows good thermal stability The second decomposition of the
PLA resin and conversion of the polymer into ceramic occurs
between 200 and 480 1C with a ceramic yield of 55%, corres-
ponding to the weight loss (58%), with a ceramic yield of 65% at
800 1C. It should be noted that even the methacrylic fractions were
stable up to 400 1C. The decomposition of the polymer occurs
between 400 and 800 1C by release of dihydrogen according to
dehydrocoupling reactions. This thermal stability can be attributed
to the structural strength as well as the compact, closed structure
of the polysilsesquioxane polymer. At 800 1C too, SiOC and CaO
react together to produce the desired ceramic. In contrast, the
mixture of the ‘‘customized’’ polymer and CaCO3 shows two
decompositions, one around 400 1C (conversion of polymer to
ceramic) and the other around 600 1C, corresponding to the
decomposition of CaCO3 to CaO. From 800 1C, we have stability
up to 1000 1C, indicating the chemical reaction that will lead to
ceramic formation. We obtained a ceramic yield of 56%, corres-
ponding to a scaffold mass loss after pyrolysis of B58%.

The scaffolds, initially printed with a rectangular structure
measuring 15 � 15 � 4 mm3, appear white due to the inclusion
of CaCO3 as an active filler. This filler will later undergo a
reaction during heat treatment to produce the desired ceramic
material. The pyrolysis process is pivotal as it transforms the
polymers into ceramics. Following pyrolysis, the scaffolds
undergo volume shrinkage relative to their initial green state
(measuring 10 � 10 � 2 mm3). This shrinkage is attributed
to the decomposition of organic moieties during pyrolysis.
Consequently, the black coloration arises from the formation
of free carbon rich SiOC as a result of the conversion of
preceramic polymers into ceramics.

Fig. 3(a) and (b) show the surface morphologies of
c-Ca2SiO4/C and s-Ca2SiO4/C ceramic scaffolds after pyrolysis
at 1200 1C under argon atmosphere. Both types of scaffold

retain their shape and structure of interconnected, parallel and
regular macropores (ca. 800 mm). The distance between the
spacers is about 821 mm and 800 mm, corresponding to a
volume shrinkage relative to the initial scaffolds before pyro-
lysis of approximatively 15.62% and 17.78% for c-Ca2SiO4/C
and s-Ca2SiO4/C, respectively. On the other hand, the surface of
s-Ca2SiO4/C scaffold exhibits a greater roughness compared to
that of c-Ca2SiO4/C. In addition, pores with diameters between
10 and 80 nm can be observed in the walls, formed as a result of
the decomposition of low molecular weight species during
pyrolysis. The surface composition of these scaffolds was
observed by EDX as shown in Fig. 3(c) for c-Ca2SiO4/C and in
Fig. 3(d) for s-Ca2SiO4/C. EDX mappings show a homogeneous
distribution of all elements (Ca, Si, O) in b-Ca2SiO4 ceramic
scaffolds. In addition, carbon is present and homogeneously
dispersed on the surface of the scaffolds. This carbon phase
(Si–C and amorphous carbon) results from the decomposition
of the preceramic resins during pyrolysis, which will then react
with the CaO resulting from the decomposition of CaCO3 to
finally generate the b-Ca2SiO4/Carbon ceramic.

Fig. S6 (ESI†) shows the X-ray diffraction peaks of the
c-Ca2SiO4/C and s-Ca2SiO4/C scaffolds. In both cases, the peaks
correspond to the diffraction peaks of the b-Ca2SiO4 phase
(JCPDS map 33-0302). This indicates the formation of the
desired ceramic phase without impurities and confirms the
successful conversion of the preceramic polymer to ceramic.

The scaffold porosity measures 70 � 1.5% and 59.8 � 0.7%
for c-Ca2SiO4/C and s-Ca2SiO4/C respectively, as shown in
Fig. 4(a). These results are consistent with the compressive
strength measurements, which indicate values of 37.6 � 1.05 MPa
and 41.25� 1.76 MPa for c-Ca2SiO4/C and s-Ca2SiO4/C respectively
(Fig. 4(b)). It can therefore be concluded that the ceramic made
from the ‘‘customized’’ preceramic polymer exhibits superior
mechanical strength compared to that made from the commercial
preceramic polymer Silres MK.

3.3. Characterization of Ag/GO nanocomposite

Silver (Ag) is widely recognized for its potent antibacterial
properties, making it a valuable material for treating wounds

Fig. 2 TGA curves for all components of preceramic polymers with printing additives, (a) Commercial Silres MK and (b) ‘‘customized’’. Photographs of
the c-Ca2SiO4/C and s-Ca2SiO4/C scaffolds before and after pyrolysis respectively in inset.
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and various chronic diseases linked with bacterial infec-
tions.53,74–79 Nevertheless, the direct use of metallic silver often
leads to the rapid release of silver ions, thereby restricting its
biomedical applications.80 Conversely, these limitations can be
addressed by immobilizing Ag+ ions onto a 2D support such as
graphene oxide (GO), where they can undergo reduction to
stable Ag0 over time, offering a more controlled and sustained
antibacterial effect.

Fig. 5(a) shows the ultraviolet-visible (UV-vis) light absorp-
tion spectra of the aqueous dispersions of GO and Ag/GO. GO
shows two characteristic absorption peaks with a maximum at
254.5 nm and a shoulder at 302 nm, corresponding respectively
to the p–p* transitions of the aromatic C–C bond and the n–p*
transitions of the CQO bond in graphene oxide.81–83 The peak at
254.5 nm is shifted to 277.5 nm after the thermal reduction
treatment, which resulted in low GO reduction.84 The incorporation

Fig. 3 Morphological and compositional characterization of c-Ca2SiO4/C and s-Ca2SiO4/C scaffolds after pyrolysis at 1200 1C. SEM images of
(a) c-Ca2SiO4/C and (b) and s-Ca2SiO4/C scaffolds. Element mapping (EDX) of the surface of (c) c-Ca2SiO4/C and (d) s-Ca2SiO4/C scaffolds.

Fig. 4 (a) Porosity and (b) compressive strength of c-Ca2SiO4/C and s-Ca2SiO4/C scaffolds. **(p o 0.05) or ***(p o 0.005) indicate significant
difference.
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of Ag on GO nanosheets leads to an absorption peak at 411 nm
which is attributed to the surface plasmon resonance of colloidal
silver, indicating that Ag nanoparticles have been deposited on GO
sheets.85

Fig. 5(b) shows the X-ray diffraction (XRD) patterns of the
GO samples and the Ag/GO composite. GO shows a typical
diffraction peak at 10.161, corresponding to the (002) diffrac-
tion peak of graphene oxide. The formation of AgNPs was
confirmed through the presence of diffraction patterns of the
silver crystal structure, corresponding to the standard diffrac-
tion (XRD) pattern (JCPDS no. 04-0783). The four diffraction
peaks located at 2y 38.11, 44.31, 64.51 and 77.51 represent the
(111), (200), (220) and (311) crystallographic planes respectively
for the face-centered cubic structure of crystalline silver and
the selected area electron diffraction (SAED) pattern.86–88 The
crystallite size of Ag nanoparticles supported on GO was
determined from XRD using the Scherrer equation, yielding a

size of 30.02� 3.85 nm, consistent with observations from TEM
images. Furthermore, the disappearance of the typical peak at
2y = 10.161 of GO after functionalization with AgNPs suggests
that the silver nanoparticles hinder the re-stacking of graphene
sheets.85

The Raman spectrum of GO (Fig. 5(c)) shows two prominent
peaks, the D-band (1363.35 cm�1) and the G-band
(1590.171 cm�1), which are attributed to the in-plane vibrations
of aromatic carbon atoms in the graphitic structure, but also the
mode of the k-point phonons of the A1g symmetry and the E2g

phonon of the sp2 C atoms, respectively (ID/IG = 0.85). In addition,
the maximum intensity of Ag/GO is higher than that of GO with a
similar ID/IG ratio (= 0.961), which is due to surface-enhanced
Raman scattering (SERS) of the intense local electromagnetic fields
of Ag nanoparticles accompanying plasmon resonance.89

Fig. 5(d) shows the X-ray photoelectron survey spectra (XPS)
of the Ag/GO composite. The GO shows only XPS peaks of C1s

Fig. 5 (a) UV-vis absorption spectra of the aqueous dispersion of GO and Ag/GO insets: optical images of GO and Ag/GO 1 : 1 (50 mg mL�1), (b) XRD
patterns of GO and Ag/GO and SAED patterns, (c) Raman spectra of GO and Ag/GO excited with a green laser line (532 nm), (d) XPS survey spectra of
Ag/GO, (e and f) high-resolution XPS spectra of Ag3d and C1s of Ag/GO, (g) TEM images of Ag/GO and EDX mapping.
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and O1s, while the Ag/GO composite shows the signals of Ag3d,
Ag3p1, Ag3p3 and Ag MN2.90 The relevant high-resolution Ag3d
XPS spectrum (Fig. 5(e)) shows the existence of two binding
energies for Ag 3d for the Ag/GO sample, 367.8 and 373.8 eV,
with a difference of 6.0 eV corresponding to Ag3d5/2 and
Ag3d3/2, respectively. This proves the formation of metallic
silver particles. The standard binding energies of pure metallic
silver are 368.1 and 374.1, the shift to the lower binding energy
may be due to the electron transfer between silver nano-
particles and graphene oxide.83 The XPS C1s spectrum of GO
(Fig. 5(f)) indicates the presence of all the functional groups
initially present in the graphene oxide (epoxy, hydroxy and
carboxyl) with relatively high intensity. This allows us to con-
clude that the addition of small amount of glucose resulted in a
very small reduction in GO after the in situ chemical reduction.
This also provides a measurement of the hydrophilicity degree
of the Ag/GO composite. This hydrophilicity will subsequently
allow the formation of hydrogen bonds between the oxygenated
groups present on the Ag/GO sheets and the proteins of the cell
membranes, which facilitates the direct contact of the
Ag/GO sheets with the bacteria. The wrapping of Ag/GO sheets
around microbial cells can eventually block the cells’ access to
nutrients and cause cell death.85

Transmission electron microscopy (TEM) images of the
Ag/GO composite (Fig. 5(g)) reveal the spherical shape of the
AgNPs with an average size of 30 � 7.85 nm, and show that
AgNPs are attached randomly, homogeneously and densely to
the graphene surface. EELS observations of the Ag/GO compo-
site confirm that AgNPs are present on the surface of transpar-
ent graphene nanosheets (extremely thin) (see the blue dots).

3.4. Characterization of Ag/GO modified c-Ca2SiO4/C and
s-Ca2SiO4/C scaffolds

Fig. 6(a) and (c) show the morphology of c-Ca2SiO4/C and
s-Ca2SiO4/C scaffolds, a1; c1 after 3D printing, a2; c2 after
pyrolysis under argon at 1200 1C and a3; c3 after dip coating
with Ag/GO respectively. Photos a1 and c1 show the rectangular
grid-like scaffold of (15 � 15 � 4 mm3) after 3D printing by UV-
LCD of preceramic polymers with the additives, in which the
white color is due to the presence of calcium carbonate in large

quantities. Photos a2 andc2 show the ceramic scaffold after
pyrolysis at 1200 1C under argon. The pyrolysis step is essential
to enable conversion of the preceramic polymers into ceramics,
the black color is due to the formation of a homogeneous phase
of amorphous carbon in b-Ca2SiO4 ceramic, as silicon-based
preceramic polymers generate SiOC during the thermal treat-
ment at high temperature under inert atmosphere.17,91,92

Photos a3 and c3 show the black ceramic scaffolds dip-coated
with Ag/GO. Dip-coating was used to optimize the amount of
silver deposited on the 3D ceramic scaffolds. This technique
also enabled us to reproducibly fabricate scaffolds functiona-
lized with Ag/GO in order to study their antibacterial activity.
Finally, 3D microscopy images (Fig. 6(b) and (d)) of the
c-Ca2SiO4/C and s-Ca2SiO4/C scaffolds modified with Ag/GO
show the conservation of the 3D structure after pyrolysis and
functionalization in both systems. However, in the case of the
s-Ca2SiO4/C ceramic, the Ag/GO composite was homogeneously
deposited on the scaffold surface, this is confirmed by the
homogeneous color all over the surface of the scaffolds, contra-
rily to the c-Ca2SiO4/C scaffold where we can observe areas not
homogeneously coated with Ag/GO. Moreover, we detected a
reduction in the diameter (in both cases 50% volume shrink-
age), pore size and thickness (55.25% and 44.35% volume
shrinkage for c-Ca2SiO4/C and s-Ca2SiO4/C respectively) of the
scaffolds.

3.5. Antibacterial activity of Ag/GO modified c-Ca2SiO4/C and
s-Ca2SiO4/C scaffolds

Fig. 7 shows the E. coli removals obtained after 3 h of contact
with the different scaffolds. Compared with the blank, the
s-Ca2SiO4/C scaffold shows no antibacterial activity, while the
c-Ca2SiO4/C scaffold shows a slight decrease in bacteria concen-
tration (�0.1 log removal), which could be attributed to bacteria
adsorption. The c-Ca2SiO4/C-GO and s-Ca2SiO4/C-GO scaffolds
produced small but significant log removal values (respectively
�0.2 and �0.1), which could be due to bacterial adsorption or
the weak biocidal action of GO. The incorporation of Ag/GO
nanoparticles on the scaffold surface (ceramic Ag/GO) induced
a net elimination of E. coli: �0.4 � 0.0 for c-Ca2SiO4/C-Ag/GO
and �1.1 � 0.2 for s-Ca2SiO4/C-Ag/GO. A log removal value of

Fig. 6 (a) and (c) Photographs of c-Ca2SiO4/C and s-Ca2SiO4/C scaffolds, (a1 and c1) after 3D printing, (a2 and c2) after pyrolysis under argon at 1200 1C
and (a3 and c3) after dip coating with Ag/GO; (b) and (d) 3D images of c-Ca2SiO4/C-Ag/GO and c-Ca2SiO4/C-Ag/GO scaffolds.
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�1.0 means that the material removes 90% of the bacteria
present in solution. The s-Ca2SiO4/C-Ag/GO therefore has
significant antibacterial activity.

To determine the silver content deposited on the scaffolds’
surfaces, ICP-MS analysis was conducted, revealing 0.03 � 6 �
10�3 mg and 0.18 � 0.01 mg of Ag fixed into c-Ca2SiO4/C-Ag/GO
and s-Ca2SiO4/C-Ag/GO scaffolds, respectively. The high bio-
cidal activity observed for the s-Ca2SiO4/C-Ag/GO scaffold
can therefore be attributed to its higher silver content at
the material’s surface. This increased silver concentration
potentially increases the frequency of bacterial encounters with
the silver surface, consequently enhancing its antibacterial
efficacy.

To better characterize material surfaces and the resulting
interaction between grafted silver nanoparticles and bacteria,
super depth field three-dimensional microscopy and energy
dispersive spectrometry (EDX) analysis were implemented to
observe the morphology, composition and surface roughness of
the scaffolds. The results are shown in Fig. 8 and Fig. S7,
S8 (ESI†).

EDX mapping reveals a clear difference between the s-Ca2SiO4/
C-Ag/GO scaffold (Fig. 8(a)) and the c-Ca2SiO4/C-Ag/GO scaffold
(Fig. 8(b)). In the former case, silver is uniformly dispersed over
the entire surface, while in the latter, aggregates of silver nano-
particle are observed. The average atomic percentage of silver on
the surface is 2.2 for s-Ca2SiO4/C-Ag/GO. In the case of c-Ca2SiO4/
C-Ag/GO, an atomic percentage of 1.88 was measured for the
homogeneously distributed silver portion, while an atomic per-
centage of 3.64 was observed for the silver nanoparticle aggre-
gates. The non-homogeneous distribution of silver on the surface
of c-Ca2SiO4/C-Ag/GO is likely attributed to the lower silver content
deposited on the surface.

In addition, the s-Ca2SiO4/C-Ag/GO scaffold had a rougher
surface than the c-Ca2SiO4/C-Ag/GO scaffold (Fig. 8(c) and (d)).
Similarly, the s-Ca2SiO4/C-Ag/GO scaffolds exhibited higher Ra

and Rz values (where Ra represents the arithmetic average
rugosity of the surface and Rz indicates the maximal height of
the surface); (Fig. 8(e)). It is widely recognized that an Ra

roughness of several tens of microns increases the specific
surface area available for bacterial interaction, thus facilitating
contact with the surface.93 The combination of increased
roughness and higher silver content may therefore explain
the superior biocidal activity observed in s-Ca2SiO4/C-Ag/GO
as observed in Fig. 7.

To verify the desorption of silver from Ag/GO functionalized
ceramics and its potential contribution to the antibacterial
properties of the material, the ceramics were incubated in

Fig. 7 Antibacterial activity against E. coli by scaffolds: ceramic; GO and
Ag/GO functionalized ceramic scaffolds. C0 is the initial bacterial concen-
tration (1.8 � 0.8 107 CFU mL�1) and C (CFU mL�1) the concentration of
bacteria measured after 3 h incubation. **(p o 0.05) indicates a significant
difference between the different materials and conditions.

Fig. 8 Topographical and compositional characterization of c-Ca2SiO4/C and s-Ca2SiO4/C scaffolds functionalized with Ag/GO nanoparticles.
Elemental mapping (EDX) of (a) s-Ca2SiO4/C-Ag/GO and (b) c-Ca2SiO4/C-Ag/GO scaffolds. 3D images of the surface roughness of (c) s-Ca2SiO4/C-
Ag/GO and (d) c-Ca2SiO4/C-Ag/GO scaffolds. Surface roughness (e) of c-Ca2SiO4/C-Ag/GO and s-Ca2SiO4/C-Ag/GO scaffolds; Ra (mm) is the arithmetic
average rugosity of the surface and Rz (mm) the maximal height of the surface.
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PBS under bactericidal test conditions. Fig. 9 shows the total
silver concentrations measured in the PBS solutions obtained.

In the case of c-Ca2SiO4/C-Ag/GO, 0.32 � 0.06 mg L�1 of
silver was desorbed while 0.11 � 0.02 mg L�1 was released by
s-Ca2SiO4/C-Ag/GO (Fig. 9). Thanks to ICP-MS, the silver
released was estimated to represent 11% w/w (for c-Ca2SiO4/
C-Ag/GO) and 17% w/w (for s-Ca2SiO4/C-Ag/GO) of the total
silver incorporated into the ceramics. The s-Ca2SiO4/C material
demonstrates excellent surface chemical stability, coupled with
effective dispersion and fixation of silver nanoparticles (Fig. 8).
Notably, no bactericidal activity was observed upon desorption
of silver in both scenarios. This outcome can be attributed to
the minimal amount of silver released. Consequently, it is
inferred that the antibacterial efficacy showcased in Fig. 7 is
directly linked to the presence of silver on the ceramic surface.

In order to demonstrate the activity of GO (not significant at
high bacterial concentration, Section 3.5), bactericidal tests in
liquid medium were performed in exactly the same way as the
previous tests, but using a lower initial bacterial concentration
(i.e. 1.1 � 0.0 � 104 CFU mL�1 vs. 1.8 � 0.8 � 107 CFU mL�1).
Bacterial concentration C (CFU mL�1) was measured initially
and at the end of the incubation as described in Section 2.6.2.

Fig. 10 shows the E. coli removals obtained after 3 h of
contact with the different scaffolds. Compared to the blank, we
can still see that the s-Ca2SiO4 ceramic scaffolds have no
antibacterial activity, while the c-Ca2SiO4/C scaffolds show a
slight decrease in the bacteria concentration (�0.1 log removal)
which could be attributed to bacterial adsorption. The c-Ca2SiO4/
C-GO and s-Ca2SiO4-GO scaffolds produced more significant log
removal values than with a high initial bacterial concentration
(�0.4 and�0.2 vs. 0 and�0.1, respectively). This suggests that GO
exhibits moderate bactericidal activity at low bacterial concen-
tration. Furthermore, lowering the initial bacterial concentration
induced a significant increase of the E. coli removal by s-Ca2SiO4

scaffolds (�2.6 � 0.0 vs. �1.1 � 0.2). Similarly, the bacterial
reduction enabled by c-Ca2SiO4/C-Ag/GO scaffolds increased
to �1.6 � 0.1 (vs. �0.40 � 0.02). The decrease in bacterial
concentration suggests a relative bactericidal activity of GO.

However, this effect alone is not sufficient hence the need
to use silver to confer significant antibacterial activity to the
materials.

3.6. Degradation and apatite mineralization ability of
scaffolds

Fig. 11(a) and (b) show the weight loss of both types of scaffold
as a function of pH changes in the scaffold environment. The
change in pH is due to the release of ceramic elements into the
SBF solution. It can be seen that SBF pH values increase with
soaking time. After 7 days soaking, the pH values of c-Ca2SiO4/C
and s-Ca2SiO4/C scaffolds were 8.5 � 0.007, 8.2 � 0.002 respec-
tively. Consequently, weight loss clearly occurred for each
scaffold type due to the degradability of these scaffolds. After
soaking in SBF for 4 weeks, the residual weights of c-Ca2SiO4/C
and s-Ca2SiO4/C scaffolds were 50.53 � 0.07, 68.3 � 0.14,
respectively. The s-Ca2SiO4/C scaffold exhibited a slower degrad-
ability rate than the c-Ca2SiO4/C scaffold, which may be
explained by a better structural stability that may influence its
time-dependent behavior in SBF. The formation of apatite on the
scaffolds after soaking in SBF was observed by SEM. As shown in
Fig. 11(c) and (d), both scaffolds retained the interconnected
macroporous structure after 7 days soaking in SBF, but the
surface of the scaffolds became much rougher, due to the
formation of a thin layer of apatite on their surface. In addition,
increasing the soaking time improved the rate of apatite deposi-
tion on the larnite surface. The surface of the scaffolds was
completely covered with apatite by day 7, indicating their excel-
lent biomineralization ability. This is due to the high calcium
content present in these ceramic materials compared with other
bioactive materials (e.g. wollastonite).94 In addition, the presence
of silicon in a sufficient amount stimulates the deposition of
apatite on the surface.1 Moreover, EDX analysis revealed the
presence of calcium, oxygen and phosphorus, the main consti-
tuents of hydroxyapatite. The Ca/P ratio of the c-Ca2SiO4/C and
s-Ca2SiO4/C scaffolds surface was 1.94 and 2.25, respectively.

Fig. 9 Concentrations of silver desorbed from c-Ca2SiO4/C-Ag/GO and
s-Ca2SiO4/C-Ag-GO scaffolds under bactericidal test conditions.

Fig. 10 E. coli removal by scaffolds: ceramic; GO and Ag/GO functiona-
lized ceramics. C0 is the initial bacterial concentration (1.0 � 0.0 �
104 CFU mL�1) and C (CFU mL�1) the concentration of bacteria measured
after 3 h incubation. **(p o 0.05) indicates a significant difference
between the different materials and conditions.
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The Ca/P ratio in the case of s-Ca2SiO4/C is higher than that of c-
Ca2SiO4/C, and this can be explained by the thinner layer formed
on its surface, which allowed the calcium to be detected. This
thin layer formed after 7 days immersion in SBF is evidenced by
a lower degradation rate and a smaller pH value.

3.7. Cell proliferation and cytotoxicity

The proliferation of BM-MSCs is an essential property for
assessing the quality of biomaterials intended for tissue

engineering. To this end, BM-MSCs were cultured on biocera-
mics for 7 days and the proliferation rate of BM-MSCs was
assessed. The results showed that all bioceramics significantly
accelerated the proliferation rate of MSCs compared with the
control group (p o 0.05) (Fig. 12(a)). Interestingly, both
uncoated group c-Ca2SiO4/C and s-Ca2SiO4/C bioceramics
stimulated the proliferative effect of BM-MSCs and showed
significant differences compared with the control group.
In contrast, this pattern was not observed in the group

Fig. 11 In vitro tests: (a) degradation and (b) pH values of c-Ca2SiO4/C and s-Ca2SiO4/C ceramic scaffolds in SBF (**(p o 0.05) indicate significant
difference), SEM images (c) of c-Ca2SiO4/C and (d) s-Ca2SiO4/C scaffolds after immersion in SBF for 7 days; EDX analysis of these scaffolds after
immersion in SBF for 7 days.

Fig. 12 (a) Cellular proliferation activity of BM-MSCs for bioceramics (c-Ca2SiO4/C, c-Ca2SiO4/C-Ag/GO, s-Ca2SiO4/C and s-Ca2SiO4/C-Ag/GO)
cultured at 7 days. (b) MTT viability assay of BM-MSCs cultured at 7 days on c-Ca2SiO4/C, c-Ca2SiO4/C-Ag/GO, s-Ca2SiO4/C and s-Ca2SiO4/C-Ag/GO
bioceramics. Bars represent standard deviations and ** represents significant differences between the bracketed pair group.
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c-Ca2SiO4/C and s-Ca2SiO4/C coated with Ag/GO, where the
proliferative effect of the bioceramics decreased with Ag/GO
coating, while remaining higher than that of the control group.

Cytotoxic results showed that cells cultured on all bio-
ceramics had a significantly higher OD value at 570 nm than
the control (p o 0.05) (Fig. 12(b)). Among the samples tested,
biocompatibility of bioceramics was slightly reduced by the
Ag/GO coating, but the differences were not significant. Inter-
estingly, cells cultured on c-Ca2SiO4/C and s-Ca2SiO4/C had a
cytocompatibility rate 2 to 3 times higher than control
cells.27,85,89,90 After 7 days in culture, BM-MSCs showed a
well-distributed morphology on each type of scaffold with no
obvious differences. However, the proliferation rate of BM-
MSCs increased with time. This clearly indicates that biocera-
mic scaffolds promote cell adhesion and viability.95 Indeed,
BM-MSCs proliferation was significantly higher on c-Ca2SiO4/C
and s-Ca2SiO4/C with significant differences (p o 0.05), which
is in full agreement with the literature.36,96,97 These results are
also in agreement with those of Fu et al. who reported the
proliferation of rat bone mesenchymal stem cells (rBMSCs) at
7 days of culture, on 3D printed porous b-Ca2SiO4. They also
reported significant differences in cells cultured on b-Ca2SiO4

scaffolds sintered at 1000 1C at day 7 compared with the
control.36

4. Conclusions

In this work, we have introduced for the first time the use of vat
photopolymerization technology to fabricate three-dimensional
(3D) porous b-Ca2SiO4 ceramic scaffolds functionalized with
silver nanoparticles (AgNPs) decorated graphene oxide (GO).
These scaffolds were obtained from either commercial resin
blends or ‘‘customized’’ silicone resin both loaded with CaCO3

particles. Ceramics annealed at 1200 1C showed improved relative
density, which also enhanced compressive strength. b-Ca2SiO4

ceramics scaffolds showed good in vitro bioactivity. According to
our results, ceramics fabricated from ‘‘customized’’ resin and
functionalized with Ag/GO nanoparticles showed significant anti-
bacterial activity against E. coli. As a result, these scaffolds proved
their biocompatibility in vitro using mesenchymal stem cells
(MSCs) culture, thanks to their low cytotoxicity and accelerated
MSCs proliferation rate compared to the control. Overall, due to
their interconnected porosity, excellent biomineralization, cyto-
compatibility, mechanical and antibacterial properties, these 3D
printed antibacterial scaffolds would be promising candidates for
bone tissue engineering.
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