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1 Introduction

Preparation and characterization of novel PMMA
bone cement containing 3,4-dichloro-5-
hydroxyfuran-2(5H)-onet

Wen-Han Bu,? Ayakuzi Asilebieke, I Lu-Yang Han, 1 Yang Xu, © **¢ Tao Zhou**
and Jian-Jun Chu*ard

Introduction: to address the issue of burst drug release in antibiotic-loaded poly(methyl methacrylate)
(PMMA) bone cement (ALBC), this study involved preparation of novel PMMA bone cement and
determination of its antibacterial activity, biocompatibility, compressive properties, maximum
temperature, and setting time. Methods: a novel acrylic monomer, which contains the 3,4-dichloro-5-
hydroxyfuran-2(5H)-one (DHF), was synthesized and utilized to develop non-leaching antibacterial
PMMA bone cement (NLBC), designated as DHF-methacrylic acid (DHF-MAA) bone cement. In the
preparation of this bone cement, DHF-MAA served as a key component of the liquid phase. Its
antibacterial activity was determined using a surface antibacterial assay. The biocompatibility of the
cement was evaluated through a rabbit-suspended erythrocyte hemolysis test, assessment of the relative
proliferation rate of mouse embryonic osteoblast precursor cells (MC3T3-E1) using the CCK-8 method,
and an acute toxicity test in mice. The assessment of compressive properties includes both compressive
strength and compressive modulus before and after aging. Results: DHF-MAA bone cement exhibited
antibacterial activity, excellent biocompatibility, and acceptable compressive properties; in particular, the
10% DHF-MAA bone cement, achieved 100% antibacterial activity, excellent biocompatibility, and
a compressive strength that met the compressive value, as stated in ISO 5833. Conclusions: in this study,
novel antibacterial non-leaching DHF-MAA bone cement was synthesized and evaluated for its
antibacterial activity, biocompatibility, and compressive properties. In particular, the 10% DHF-MAA bone
activity, biocompatibility, and acceptable compressive
properties. As such, this cement formulation warrants further characterization with a view to using it to

cement exhibited excellent antibacterial

anchor cemented arthroplasties.

application of ALBC significantly reduces the incidence of PJI.%”
However, this method has some problems, such as the burst

Periprosthetic joint infection (PJI) is one of the most severe
complications of arthroplasty, posing a significant threat to
patient health and safety."” To address this challenge, it is
common to use an ALBC to anchor the arthroplasty in the
prepared bone bed,*® and studies have reported that the
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release of antibiotic(s) in the initial stage, insufficient antibac-
terial activity in the later stage leading to bacterial resistance to
the released antibiotic(s),>® and the degradation of bone
cement's mechanical properties due to antibiotic(s) release.">**
Thus, there is incentive to develop alternatives to ALBC, with
one such alternative being non-leaching PMMA bone cement
(NLBC). NLBC combines antibacterial substances with a PMMA
skeleton by covalent linkage or physical adsorption, ensuring
that the antibacterial substances are not released in vivo, but
exhibit contact-killing properties.*>**

The current generation of NLBC include two major classes of
quaternary ammonium compounds and heterocyclic
compounds.**** Among them, furanone derivatives, which are
heterocyclic compounds, have been widely studied for their
good antibacterial activity.”* Xie modified alumina particles
with DHF motifs and found that bone cement that contained
these particles possessed good antibacterial activity and satis-
factory mechanical properties.”* Fu and Chu et al. synthesized
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an antibacterial monomer, nitro furfuryl methacrylate (NFMA),
and copolymerized it with methyl methacrylate (MMA) mono-
mer to make a new type of p(NFMA-co-MMA) bone cement,
which demonstrated increased antibacterial activity compared
to PMMA, but with a reduction in compressive properties, with
limited research on its biocompatibility.** Building on this
foundation, Shen and Chu et al. extended the side chains of the
bone cement to develop long-chain NFMA, which slightly
improved the compressive strength and compressive modulus
compared to NFMA but still fell short of meeting the require-
ments for load-bearing bones in the human body.*?® Further-
more, Chu et al. identified an N-halamine compound that, when
incorporated into bone cement, exhibited surface antibacterial
effects; however, its poor compressive strength and compressive
modulus posed significant limitations for further application.*®

To the best of our knowledge, the majority of antibacterial
motif covalently linked NLBC prepared via simple liquid-phase
modification do not possess good antibacterial activity,
biocompatibility, and mechanical properties
simultaneously.*”** Our aim was to develop NLBC that excels in
all the above-mentioned aspects. For this purpose, we covalently
linked DHF with MAA to produce DHF-MAA, an oil-like liquid
that is easily soluble in MMA. DHF-MAA was used in the liquid-
phase modification of bone cement, ultimately resulting in the
preparation of DHF-MAA bone cement. In the present study was
to prepare the DHF-MAA bone cement and determine its anti-
bacterial activity, compressive properties, setting time, and
biocompatibility.

2 Experimental
2.1 Materials

PMMA bone cement (OSTEOPAL®V) and ALBC (PALA-
COS®R+G) were purchased from Heraeus Medical GmbH; DHF
was purchased from Guangzhou Ronfan Technology Co., Ltd;
MAA from Shanghai Macklin Biochemical Technology Co., Ltd;
dichloromethane (DCMm), 1-(3-dimethylaminopropyl)-3-
ethylcarbodiimide hydrochloride (EDCI), and 4-dimethylami-
nopyridine (DMAP) were purchased from Shanghai Macklin
Biochemical Co., Ltd; Staphylococcus aureus (ACTT 25923) was
obtained from the Laboratory Department of The Second
People's Hospital of Hefei. The other chemicals used were of
analytical grade and were used without further purification. C57
mice were purchased from Beijing SPF Biotechnology Co., Ltd.

2.2 Synthesis of DHF-MAA monomer

Add DHF (30 mmol, 1.0 eq.) and MAA (36 mmol, 1.2 eq.) to
50 mL of DCM. Then, add EDCI (36 mmol, 1.2 eq.) and DMAP
(6 mmol, 0.2 eq.) and stir at room temperature for 3 hours to
ensure complete reaction. After the reaction is complete,
remove DCM using a rotary evaporator at 40 °C. Dissolve the
remaining product in 350 mL of ethyl acetate, and extract using
1 M HCI and 5% sodium carbonate solution. Dry the organic
layer with 200 g of anhydrous sodium sulfate. Remove the
solvent with a rotary evaporator at 50 °C. Purify the crude
product using silica gel column chromatography to obtain the
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Fig. 1 Synthetic route of DHF-MAA.

final product, DHF-MAA (4.0 g, 16.9 mmol). The preparation
steps are shown in Fig. 1. "H NMR (400 MHz, CDCl;) 6 7.02-6.94
(m, 1H), 6.28 (p, J = 0.9 Hz, 1H), 5.88-5.78 (m, 1H), 2.01 (ddd, J
= 2.6, 1.6, 1.0 Hz, 3H).

2.3 Preparation of bone cement specimens

The compositions of the cement formulations used are shown
in Table 1. First, DHF-MAA was added to the liquid phase of the
bone cement (the concentration of DHF-MAA was calculated as
a proportion of its mass in the liquid phase, where it replaced
the liquid phase components of OSTEOPAL®V on an equal-
mass basis). After thorough shaking, it was mixed with the
solid phase of the bone cement and stirred evenly. The mixture
was then poured into molds. After hardening, specimens were
removed from the mold, thereby to obtain cylindrical bone
cement specimens with diameter of 6.0 £+ 0.1 mm and a height
of 12.0 £ 0.1 mm. These specimens were subjected to
compressive strength, compressive modulus and antibacterial
activity tests, and the bone cements of each group were soaked
with saline according to 5 mL g~ " and left to stand for 24 h at
37 °C, 5% CO, constant temperature incubator to prepare the
bone cement extraction solution for biocompatibility
evaluation.

2.4 Characterization of cement powder

The bone cement powder, which was produced by grinding
individual specimens using a metal file, containing DHF-MAA
at concentrations of 2.5%, 5%, and 10% was thoroughly
mixed with potassium bromide at a ratio of approximately 1:
50, ground, and pressed into pellets. The prepared specimens
were analyzed using an Fourier-transform infrared spectra (FT-
IR) spectrometer, and spectra were recorded on a BRUKER
VECTOR-22 spectrometer over a frequency range of 4000-
400 cm ™', The FT-IR were plotted using Origin software.

2.5 Determination of antibacterial activity

2.5.1 Contact antibacterial experiment. Staphylococcus
aureus (ACTT 25923) was revived and subcultured to restore its
viability. Bone cement specimens were synthesized the day
before the experiment and soaked in 3 mL of distilled water for
18 h to remove any unpolymerized DHF-MAA monomers on the
surface. On the day of the experiment, a bacterial suspension
with a concentration of (0.5 x 10%) CFU mL™"' was prepared.
Each bone cement specimen was soaked in 1 mL of the bacterial
suspension and incubated at 37 °C in a CO, incubator for 6
hours. The specimens were then removed and gently rinsed
with 100 mL of distilled water to remove non-adherent bacteria.
The specimens were placed in 5 mL of saline and sonicated for
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Table 1 Formulation of PMMA cement and various concentrations of DHF-MAA bone cement (percentage by mass of each component)

Powder (%)

Liquid (%)

Formulation PMMA ZrO, BPO MMA DMPT DHF-MAA
PMMA cement 34.83 28.71 0.24 35.43 0.77 0

2.5% DHF-MAA cement 34.83 28.71 0.24 34.54 0.75 0.91

5% DHF-MAA cement 34.83 28.71 0.24 33.66 0.73 1.81

7.5% DHF-MAA cement 34.83 28.71 0.24 32.77 0.71 2.72

10% DHF-MAA cement 34.83 28.71 0.24 31.89 0.69 3.62

3 min to dislodge adherent bacteria. Then, the specimen was
removed and the remaining liquid was retained, from which 40
uL was aspirated and diluted 100-fold, mixed thoroughly, and
then 40 uL was taken from the diluted bacterial solution and
spread evenly in the Petri dish. The Petri dishes were incubated
at 37 °C in a CO, incubator for 1 day, after which colony counts
were performed to calculate the surface antibacterial index of
the specimen. Each concentration of bone cement was tested in
five replicates.

Index of antibacterial activity = x 100% 6))]

In the above equation, A represents the number of colonies
on the Petri dishes with the PMMA cement group, while B
represents the number of colonies on the Petri dishes with
different concentrations of DHF-MAA bone cement group.

2.5.2 Leaching test. To test whether DHF-MAA bone
cement exhibits leaching, we prepared five specimens each of
PMMA bone cement, 10% DHF-MAA bone cement, and ALBC
(containing 1.25% gentamicin sulfate, the formula for ALBC is
shown in Table S1t). Each specimen was placed in 3 mL of
saline solution, sealed, and left to stand at 37 °C for 1 day.
Subsequently, 1 mL of saline and 1 mL of extract from each
group were mixed with a Staphylococcus aureus suspension
containing (0.5 x 10%) CFU mL " and incubated at 37 °C in
a CO, incubator for 6 hours. The bacterial solutions were then
diluted 2500-fold, and 40 pL of the diluted solution was evenly
spread onto Petri dishes. The Petri dishes were incubated at 37 ©
C in a CO, incubator for another day to allow for bacterial
colony counting. Colony numbers in the saline control group
were compared with those in the extract groups.

2.6 In vitro biocompatibility

2.6.1 Hemolysis test. Preparation of 2% rabbit red blood
cell suspension: collect arterial blood from male New Zealand
rabbits and centrifuge it (1000 rpm, 15 min) in tubes to remove
the plasma and other fluids. Resuspend the precipitated red
blood cells in saline and centrifuge again to remove the
supernatant for higher purity. Finally, add saline to prepare
a 2% rabbit red blood cell suspension and store it at 4 °C.

Experimental procedure: first, soak a bone cement specimen
in 3 mL of saline for 1 hour. Then, mix each extract with a 2%
rabbit red blood cell suspension at a 9:1 ratio and incubate at
37 °C in an electromagnetic incubator for 1 hour. Finally,

808 | RSC Adv, 2025, 15, 806-813

centrifuge the mixture (3000 rpm, 5 min) and measure the
optical density (OD) of the supernatant using a spectropho-
tometer (Nanodrop One). Simultaneously, measure the OD
values of the negative control group (saline) and the positive
control group (distilled water) mixed in the same ratio to
calculate the hemolysis index of the bone cement extracts in
each group.

ODr — ODy

Hemolysis index = OD, —ODy

x 100% 2)

In the above equation, OD is the OD of the experimental
group, ODy is the OD of the negative control group (saline), and
ODy is the OD of the positive control group (distilled water).

2.6.2 In vitro cell proliferation and toxicity experiments.
MC3T3-E1 cells were seeded into 96-well plates at a density of
4000 cells per well, using DMEM/F12 medium containing 10%
fetal bovine serum and 1% double antibiotics. Incubate at 37 °C
in a saturated humidity environment with 5% CO,. After the
cells adhere, add an extract of bone cement extract and perform
a CCK-8 assay. Add CCK-8 at 1/10 of the well volume and
continue incubation for 4 hours. Measure the OD at 450 nm
using a microplate reader to calculate the relative growth rate
(RGR) of the cells. Similarly, measure the OD on days 1, 3, and 5
and calculate the RGR. Evaluate the changes in cell morphology
and cytotoxicity according to GB/T 16886 standards.

OD,, — ODg

RGR= T — R
GR = oD, — 0Dk

x 100% 3)

In the above equation, ODy is the OD of the experimental
group, ODyy is the OD of the control group (complete medium),
and ODg, is the OD of the cell-free medium.

2.7 Determination of compressive properties

The cylindrical bone cement specimens (5 per group) were
ground with 1000-grit sandpaper until the top and bottom
surfaces were parallel. The specimens were incubated at 37 °C
and 100% humidity for 24 hours. The specimens were incu-
bated at 37 °C and 100% humidity for 24 hours to facilitate
determination of compressive properties. For aged cement
specimens of compressive properties, the specimens were
soaked in 10 mL of physiological saline at 37 °C in a CO,
incubator for 14 days. At room temperature, the deformation-
load curves of the bone cement specimens were plotted using

© 2025 The Author(s). Published by the Royal Society of Chemistry
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a computer-controlled materials testing machine (MTS809,
Bose Corporation, USA) with a crosshead displacement rate of
20 mm min~'. The compressive strength and compressive
modulus of each bone cement specimen were calculated from
these curves. All operations were performed in accordance with
the requirements and standards of ISO 5833.

2.8 Setting time test

Conduct experiments under the conditions of 24 £ 1 °C with
a relative humidity of 40 + 5%. Record the ambient temperature
(Tamp)- Fill 1 g of well-mixed bone cement into a mold designed
for polymerization temperature measurement and use an
infrared thermography camera to record the changes in
temperature over time during the polymerization process. Note
the maximum temperature (T,.,). The setting temperature
(Tser) is calculated using the formula Tse = (Tinax + Tamb)/2- The
setting time (Zs.) corresponds to the time when T, is reached.
Test three specimens each of PMMA cement and DHF-MAA
bone cement at various concentrations under the same experi-
mental conditions, and calculate the average values.

2.9 Acute toxicity test in mice

Thirty 8 week-old male C57 mice were prepared and assigned
randomly to 6 groups of 5 mice each. The experimental group
(extract of a bone cement) and the control group (saline group)
were injected into the peritoneal cavity of the mice at a dose of
50 mL kg ', respectively, and then, the mice were sacrificed
after 3 days under the feeding conditions of room temperature
and sufficient food. The livers and kidneys of the mice were
fixed with formalin solution for 1 day before dehydrating them
using ethanol, fixing them in sealing wax, drying the slices, and
then staining their liver and kidney sections using Hematox-
ylin-Eosin staining. The purpose of work was to observe the
liver and kidney sections and to determine whether the DHF-
MAA bone cement extraction solution caused acute toxic reac-
tions in the mice according to GB/T 16886.

2.10 Statistical analysis

Quantitative results were expressed as mean + standard devi-
ation. The antibacterial index, hemolysis index, compressive
properties, maximum temperature, setting time and RGR (at
the same time points) results were analyzed using non-
parametric Kruskal-Wallis test, followed by pairwise compari-
sons adjusted with the Bonferroni correction method. The
Friedman rank test was used to analyze the relative cell prolif-
eration rates at different time points within the same group, as
well as the compressive strength and compressive modulus
results before and after aging. All these analyses were per-
formed using a commercially-available software package (SPSS
Statistics, Version 27; IBM, Inc., Armonk, New York, USA).

3 Results and discussion

The FT-IR results of PMMA cement and 2.5%, 5%, and 10%
DHF-MAA bone cement are shown in Fig. 2. In addition to
exhibiting the same characteristic peaks as PMMA bone cement

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 2 FT-IR spectra of the powder of PMMA cement and three DHF-
MAA bone cement formulations.

at2952 cm ™, 1730 cm ™}, 1242 ecm ™Y, and 1154 cm ™}, the DHF-
MAA bone cement also showed a new characteristic peak at
1810 cm ™" due to pseudo ester formation. The intensity of this
peak increased with the amount of DHF-MAA added, indicating
that more DHF-MAA was polymerized into the PMMA bone
cement.

The results (Fig. 3B) indicate that the addition of DHF-MAA
has a significant impact on the index of antibacterial activity of
DHF-MAA bone cement, with statistically significant differences
(p < 0.001). Among them, the index of antibacterial activity of
10% DHF-MAA bone cement shows significant differences
compared to 2.5% DHF-MAA bone cement (p < 0.001) and 5%
DHF-MAA bone cement (p < 0.05). During the experiment,
colonies of Staphylococcus aureus of varying sizes were observed
on the Petri dishes that contained 2.5%, 5%, and 7.5% DHF-
MAA bone cement specimens (Fig. 3A), indicating that some

2.5%

A PMMA 5.0% 7.5% 10.0%

B 120%
100.00%
E —
5 90% -
S
® .
2
.2 60% 48.29%
-: 2 ok * -
: . - 33.66%
g 30%A
=
000 T T T 1
2.5% 5.0% 7.5% 10.0%
Fig. 3 (A) Petri dishes containing extracts from specimens of PMMA

cement and four DHF-MAA bone cement formulations; (B) bar charts
of the antibacterial indexes of DHF-MAA bone cement formulations. (*
indicates p < 0.05 compared to the 10% DHF-MAA bone cement
group, ** indicates p < 0.001 compared to the 10% DHF-MAA bone
cement group).

RSC Adv, 2025, 15, 806-813 | 809


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d4ra06607c

Open Access Article. Published on 10 January 2025. Downloaded on 7/15/2025 3:37:29 PM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

RSC Advances

bacterial growth occurred. When the concentration reached
10%, no bacterial growth was observed in the Petri dish,
achieving a 100% index of antibacterial activity. This may be
related to the antibacterial mechanism of DHF. DHF-MAA
cement relies on a contact-kill antibacterial mechanism. The
results of the leaching test indicate that compared to the NS
(normal saline) group, the extract of DHF-MAA cement did not
demonstrate antibacterial activity, similar to PMMA cement (p >
0.05). In contrast, the ALBC exhibited a significant difference (p
< 0.05) (Table S27). Currently, the exact antibacterial mecha-
nism of DHF is not fully understood, but it may include the
following aspects: furanone compounds interfere with bacterial
quorum sensing systems, inhibiting their communication
signal molecules, thereby preventing biofilm formation. Alter-
natively, DHF can induce the generation of reactive oxygen
species, causing oxidative damage to bacterial intracellular
proteins and DNA, ultimately leading to cell death.*® Therefore,
specimens of low concentrations of DHF-MAA bone cement
allowed some bacterial growth, but high concentrations showed
complete antibacterial performance.

After conducting hemolysis tests on DHF-MAA bone cement
extracts of different concentrations, visual inspection showed
no obvious hemolysis (Fig. 4A). The OD values of the centri-
fuged supernatants were further measured using a spectro-
photometer (Nanodrop One), and the hemolysis indexes were
calculated based on the results (Fig. 4B). The experiments
demonstrated that the hemolysis indexes of DHF-MAA bone
cement extracts at all concentrations were <5%, with DHF-MAA
producing no statistically significant differences in hemolysis
indexes (p > 0.05). Therefore, the test results showed that DHF-
MAA bone cement does not cause hemolysis of rabbit red
blood cells.

10.0% )

8 A Y N - AN

) PMMA 2.5% 5.0% 7.5%

B 5.00% A

4.00% -

3.00%

2.00%

Hemolysis rate

1.00%

0.00% T T T T 1
PMMA 2.5% 5.0% 7.5% 10.0%

Fig. 4 (A) Visual inspection of hemolysis test results for the PMMA
cement and four DHF-MAA bone cement formulations; negative
control group (—); and positive control group (+); (B) bar chart of
hemolysis indexes for the PMMA cement group and four DHF-MAA
bone cement formulations.
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Fig. 5 Bar charts of RGR for the control group (complete medium),
PMMA cement group and four DHF-MAA bone cement formulations
day 1, day 3, and day 5. (* indicates p < 0.05 compared to the control
group, and A indicates p < 0.05 when compared to the same
concentration on day 1).

The results of the relative cell proliferation rate of different
concentrations of DHF-MAA bone cement measured by the
CCK-8 method are shown in Fig. 5. According to the analysis
based on GB/T 16886 standards, the relative cell proliferation
rate of bone cement at each concentration increased on the 1st
and 3rd days, and all were >75%, indicating showing no cyto-
toxicity. On the 5th day, the RGR of both the PMMA cement
group and the DHF-MAA bone cement groups at various
concentrations were between 50% and 75%, indicating mild
cytotoxicity.®* On the first and third days of the experiment,
there were no notable differences in RGR among the various
groups (p > 0.05). However, on the fifth day, the PMMA cement
group exhibited a decrease in RGR compared to the control
group (p < 0.05). Furthermore, the RGR of the PMMA cement,
5% DHF-MAA bone cement, and 10% DHF-MAA bone cement
all declined on the fifth day compared to the first day (p < 0.05).
For the remaining groups, no statistical differences were
observed in RGR when comparing across the three days (p >
0.05). It has been stated that various constituents of a PMMA
bone cement may adversely affect its biocompatibility.****
Therefore, the mild cytotoxicity observed in groups other than
the control group may be due to the contrast agent added to the
bone cement (e.g., ZrO, in the bone cement used in this
experiment) not participating in the polymerization reaction,
leading to incomplete polymerization of some MMA monomers
and resulting in some level of cytotoxicity.**

The compressive properties results are shown in Fig. 6 from
which it is seen that each cement met the requirements of ISO
5833. In compressive strength tests, only the 7.5% and 10%
DHF-MAA bone cement exhibited significant reductions in
compressive strength compared to the PMMA cement (p < 0.05).
In the comparison of compressive strength before and after
aging for bone cement with the same concentration, the 7.5%
DHF-MAA bone cement showed an increase (p < 0.05). In
compressive strength tests of aged cements, there were no
statistically significant differences among the groups (p > 0.05).
In compressive modulus tests, there were no statistically

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 6 Compressive strength (A) and compressive modulus (B) of PMMA cement and three four DHF-MAA bone cement formulations. (*
indicates p < 0.05 compared to the PMMA group, # indicates p < 0.05 when compared to the same group before aging.)

significant differences among the groups (p > 0.05). The
compressive strength of bone cement with 7.5% and 10% DHF-
MAA showed inconsistencies before and after aging, potentially
due to errors arising from the small specimen size. Therefore,

we believe that the addition of DHF-MAA in bone cement may
not significantly affect the compressive strength and compres-
sive modulus. Furthermore, the compressive strength of each of
the cement formulations was acceptable in that it was >70 MPa.

Fig.7 Slices of liver (A) and kidney (B) of mice from the normal saline (NS) group, PMMA cement group, and the DHF-MAA bone cement groups.

© 2025 The Author(s). Published by the Royal Society of Chemistry
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The test results for the maximum temperature and setting
time of bone cement are shown in Table S3.7 The maximum
temperature of 10% DHF-MAA bone cement decreased
compared to that of 2.5% DHF-MAA bone cement (p < 0.05).
Additionally, it exhibited an extended setting time compared to
PMMA cement. There were no statistical differences among the
other groups (p > 0.05). The 10% DHF-MAA bone cement group
exhibits a decrease in maximum temperature and an extension
of the setting time. This phenomenon may be attributed to the
larger molecular weight of DHF-MAA, reducing the mole
amount of olefins available for polymerization, and the
proportional replacement of the original liquid phase compo-
nents in OSTEOPAL®V with DHF-MAA, resulting in a corre-
sponding decrease in DMPT content (as shown in Table 1).

In the acute toxicity test conducted on mice, no coma, shock,
vomiting, diarrhea, or any other symptoms were observed in any
of the mice following the injection of the extract. The liver and
kidney sections of mice in each group are shown in Fig. 7.
Compared with the saline group, the normal structure of the
liver lobules and glomeruli was not damaged by the extract of
any of the cement formulations, and no inflammatory cells and
necrotic liver and kidney cells were found in the field of view.
Therefore, the test results show that DHF-MAA bone cement
does not induce acute toxicity reactions in mice.

This study has basically confirmed that DHF-MAA bone
cement is a novel NLBC with good antibacterial activity,
achieving 100% antibacterial activity at a concentration of 10%.
Compared to previously reported NLBCs, while the addition of
high concentrations of DHF-MAA does lead to a reduction in
compressive strength, it is noteworthy that its compressive
strength still meets the ISO 5833 standard. Additionally, the
compressive strength of DHF-MAA bone cement is comparable
to that of PMMA cement, which is an attribute not achieved by
most other NLBCs. Although DHF-MAA bone cement exhibited
mild cytotoxicity, it did not increase with higher concentrations,
which also differentiates it from other NLBCs.

This study still has certain limitations. During the antibac-
terial performance testing, we also attempted to evaluate the
antibacterial effect of DHF-MAA bone cement against Escher-
ichia coli, but regrettably, we found that it lacked antibacterial
activity against this bacterium. Additionally, the long-term
antibacterial properties and anti-biofilm formation capabil-
ities of DHF-MAA bone cement have not been studied. There-
fore, further research is needed to determine whether DHF-MAA
bone cement can effectively prevent PJI. Furthermore, the
reasons for the inconsistent compressive strength of DHF-MAA
bone cement before and after aging have not been fully eluci-
dated, and a reasonable explanation may be found at the
microscopic level. Moreover, long-term biocompatibility has
not been tested. Therefore, this study merely establishes the
first step in exploring the potential clinical application of DHF-
MAA bone cement in joint replacement surgery.

4 Conclusions

We synthesized a novel antibacterial monomer called DHF-MAA
and used a liquid-phase modification strategy to prepare a new

812 | RSC Adv, 2025, 15, 806-813
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antibacterial NLBC, named DHF-MAA bone cement. This bone
cement exhibited excellent antibacterial performance and
biocompatibility and acceptable compressive strength. Notably,
the 10% DHF-MAA bone cement demonstrated 100% antibac-
terial activity, excellent biocompatibility, and acceptable
compressive strength. Thus, this bone cement deserves further
study to establish its suitability for use in anchoring
arthroplasties.
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