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nthesis of the mesoporous
chitosan-coated cobalt ferrite nanozyme as an
antibacterial and MRI contrast agent†

Abolghasem Abbasi Kajani, *ab Ali Pouresmaeili a and Mehdi Kamalibc

Cobalt ferrite (CoFe) nanoparticles (NPs) with appropriate physicochemical and biological properties have

attracted great attention for biomedical applications. In the present study, chitosan-coated mesoporous

CoFe (CoFeCH) NPs were synthesized using a facile one-step hydrothermal method and fully

characterized using FE-SEM, EDS, BET, FTIR spectroscopy, DLS, TGA, XRD, and VSM. The spherical,

highly colloidal, and monodispersed CoFeCH NPs with an average hydrodynamic size of 177.9 nm, PDI

of 0.238 and zeta potential value of −33 represented a high saturation magnetization value of 59.37 emu

g−1. N2 adsorption–desorption analysis confirmed the mesoporous structure of CoFeCH NPs with a type

IV isotherm, calculated specific surface area of 89.583 m2 g−1 and total pore volume of 0.3668 cm3 g−1.

CoFeCH NPs exhibited high antibacterial effects on S. aureus and E. coli, comparable with standard

antibiotics, while CH-coating led to higher biocompatibility of CoFe NPs on human cells in vitro.

CoFeCH NPs also showed significant peroxidase activity with a Km value of 14.37 and specific activity of

0.632 mmol min−1. CoFeCH NPs were successfully used as a MRI contrast agent with an R2 value of 91.3

mM−1 s−1. The overall results indicated the high potential of synthesized CoFeCH NPs by the present

method for biomedical applications, especially as an antibacterial and MRI contrast agent.
1 Introduction

Materials at the nanoscale usually display novel physicochem-
ical and biological properties that cannot be observed at bulk
scales. Among these properties, the optical, electrical, magnetic,
catalytic, antioxidant and antimicrobial properties have been
more considered in the biomedical elds.1 A wide range of
enzyme activities including catalase, oxidase, and peroxidase
have also been reported for different nanoparticles (NPs).2–4 The
synthesis of NPs with novel and superior enzyme activities is
one of the active and cutting-edge elds of research owing to
their high stability, low cost, and ability of large-scale
synthesis.5 These NPs with mimical enzyme properties are
known as nanozymes, while studying the kinetics of nanozymes
is a new and interesting eld known as nanozymology.6

In this context, the effect of size, shape, and composition of
NPs on their enzyme activities have been studied and reported
recently.7–9 The addition of transition metals such as Co, Mn, Ti
and Cr to the magnetite structure has been reported to increase
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the nanozyme activity of the resultant NPs.10 Among them,
cobalt ferrite (CoFe) NPs have been considered for different
biomedical applications such as magnetic drug delivery, radio
frequency, hyperthermia, magnetic resonance imaging (MRI),
and medical diagnostics owing to their properties including
chemical and mechanical stability, wear resistance, and ease of
synthesis.11–13 However, the potential toxicity of CoFe NPs
signicantly limits their biomedical applications, which makes
their surface functionalization necessary with biocompatible
biomolecules such as organic polymers.14,15

Nowadays, the emergence of multiple drug resistance (MDR)
and the extension of microbial diseases due to the widespread
application of antibiotics are among the main concerns of
human health.16 Antimicrobial resistance is expected to cause
about 10 million deaths by 2050.17 Therefore, the discovery of
alternative agents to antibiotics for the treatment of infections
is an urgent need.18 Regarding the different action mechanisms
of NPs compared to antibiotics, which is mainly via the direct
effects on the bacterial cell wall, NP-mediated disinfection has
attracted great attention.19 The development of efficient anti-
microbial nanozymes could be a promising solution to this
problem, and nanozymes with peroxidase-like activity are of
great use for this purpose.17 The reactive oxygen species (ROS)
generated by these nanozymes in the presence of H2O2 can
oxidize the bacterial membranes, thereby reducing the infec-
tion.20 Moreover, the magnetic NPs can also display the anti-
microbial activity by heat generation under an alternating
RSC Adv., 2024, 14, 16801–16808 | 16801
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magnetic eld, a phenomenon well known as magnetic hyper-
thermia.21 Chitin and its deacetylated derivative, chitosan (CH),
are frequently found in the exoskeleton of insects, crabs and
shrimps. The availability, biocompatibility, biodegradability,
antimicrobial activity, and many reactive functional groups of
chitin derivatives have made them suitable for different
biomedical purposes.22 Therefore, they are extensively used for
the surface functionalization of NPs to improve their physico-
chemical properties as well as creating new properties.23

In the present study, the mesoporous and highly mono-
dispersed CH-coated CoFe (CoFeCH) NPs were synthesized by
a facile and one-pot hydrothermal method and their physico-
chemical properties were fully characterized. Then, the
biocompatibility and potential antibacterial activity of CoFe and
CoFeCH NPs were studied and conrmed in vitro. Finally, the
high peroxidase-like activity of CoFeCH NPs was elucidated and
their potential application as an MRI contrast agent was re-
ported for the rst time.

2 Materials and methods
2.1. Materials

Dimethyl sulfoxide (DMSO), ferric chloride hexahydrate
(FeCl3$6H2O), cobalt chloride hexahydrate (CoCl2$6H2O), low
molecular weight CH (product # 448 869, MW = 50–190 kDa,
degree of deacetylation [DD] = 75–85%), sodium acetate (CH3-
COONa, NaAc), ethylene glycol, glacial acetic acid (CH3COOH,
99%), ethanol, and hydrogen peroxide (H2O2, 30%) were
purchased from Merck (Darmstadt, Germany). 3,30,5,50-tetra-
methylbenzidine (TMB), 3-(4,5-dimethylthiazol-2-yl)-2,5-
diphenyltetrazolium bromide (MTT), and the microbial
culture media of Luria–Bertani (LB), Mueller–Hinton and blood
agar were purchased from Sigma (Sigma-Aldrich, Germany).
RPMI-1640 medium, fetal bovine serum (FBS), trypsin–EDTA
solution, and antibiotic solution (penicillin–streptomycin) were
obtained from Gibco (Invitrogen, Grand Island, NY).

2.2. Hydrothermal synthesis of CoFeCH NPs

CoFeCH NPs were synthesized by the hydrothermal method,
according to a recently published article,24 with some modi-
cations. Briey, 0.676 g FeCl3$6H2O and 0.297 g CoCl2$6H2O
were added into 20 mL of ethylene glycol and stirred for 30 min
to obtain a homogeneous mixture. 200 mg of CH and 1.8 g of
sodium acetate were then added into the solution and stirred
again for 30 min. The mixture was then transferred into
a Teon-lined autoclave, sealed and incubated at 150 °C for 8 h.
Aer cooling to room temperature, the resultant colloids were
separated magnetically and washed three times with distilled
water to remove the unreacted chemicals, and the NPs were
nally dried in an oven overnight at 60 °C. The uncoated CoFe
NPs were also synthesized by the same method without the
addition of CH.

2.3. Characterization of NPs

The size, morphology, and elemental composition of NPs were
investigated by a eld emission scanning electron micrometer
16802 | RSC Adv., 2024, 14, 16801–16808
(FE-SEM, FEI ESEM Quanta 200, USA) equipped with an X-ray
energy dispersive spectrometer (EDS, silicon dri detectors,
Germany) at an accelerating voltage of 25 kV. Fourier transform
infrared (FTIR) spectroscopy (Jasco FTIR-6300, Tokyo, Japan) in
the wavenumber range of 4000–400 cm−1 was used to determine
the functional surface groups of NPs. The crystal structure of NPs
was characterized by a Bruker D-8 Advance powder X-ray
diffractometer (Shimadzu, Japan) with Cu Ka radiation (l =

1.5406 Å). The magnetic properties of NPs were evaluated using
a vibrating sample magnetometer (VSM; Lake Shore Model 7400,
Japan). The hydrodynamic size, particle size distribution, and
zeta potential value of the NPs were determined by an SZ-100
nanoparticle analyzer (Horiba, Japan). A BELsorp-mini II
instrument (Bel Japan Inc., Japan) was used to evaluate the
nitrogen adsorption/desorption isotherms of the NPs. The
surface area, pore size and pore volume of the NPs were calcu-
lated from the nitrogen desorption isotherms by the Brunauer–
Emmett–Teller (BET) method and Barrett–Joyner–Halenda (BJH)
model. Thermogravimetric analysis (TGA) of CoFe and CoFeCH
NPs was performed using a Mettler TG50 (Schwerzenbach,
Switzerland) under nitrogen atmosphere in the temperature
range from 50 °C to 550 °C with a heating rate of 10 °C min−1.

2.4. Antibacterial assays

The antibacterial activity of NPs was studied on Gram-positive S.
aureus (ATCC25923) and Gram-negative E. coli (ATCC25922)
bacterial species, according to the guidelines of the Institute of
Clinical and Laboratory Standards.25 Briey, for the agar disk
diffusion assay, the bacterial suspensions of S. aureus and E. coli
were rst prepared by the inoculation of a single colony in the
nutrient broth and overnight incubation for 24 h at 30 °C and
37 °C, respectively. The turbidity of bacterial suspensions was
then adjusted to 0.5 McFarland standards and inoculated on
Mueller–Hinton agar (MHA) plates. The as-prepared lter paper
discs of 6 mm in diameter were impregnated with 25 mg of NPs,
and the reference antibiotics (amoxicillin and gentamicin) were
then placed on the cultured plates. The as-prepared lter paper
discs impregnated with 1–25 mg of CH were also used as the
control. Finally, the inhibition zones were measured aer 24 h
incubation at the same condition. For the determination of the
minimum inhibitory concentration (MIC), a serial dilution of
NPs from 20 to 2 × 103 mg mL−1 was done in sterile deionized
water, and 100 mL of each dilution was added into each well of
the 96-well microtiter plate containing 100 mL of 0.5 McFarland
standard of the bacterial strain. Aer 18 h incubation, the
bacterial growth was evaluated by measuring the absorbance of
the wells at 630 nm using an Agilent 800TS ELISA reader. The
most diluted well with no detectable absorbance was consid-
ered as MIC. The minimum concentration of NPs, which
completely inhibits the bacterial growth (MBC), was determined
by the subculture of MIC and neighboring wells on the blood
agar and incubation for 18 h.

2.5. In vitro biocompatibility assays

The potential toxicity of NPs was studied on human umbilical
vein endothelial cells (HUVEC) and human broblast (HFB)
© 2024 The Author(s). Published by the Royal Society of Chemistry
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cells using the MTT assay, according to a previous report.26

Briey, 104 cells were seeded in each well of the 96-well plate
and incubated overnight at 37 °C in a humidied 5% CO2

incubator. The cells were then exposed to different concentra-
tions of NPs (1, 10, 100, and 200 mg mL−1) for 48 h. The medium
was then removed, 100 mL of MTT solution (0.5 mg mL−1 in
media) was added into each well, and the cells were incubated
again at 37 °C for 4 h. The medium was then carefully removed,
and 100 mL of DMSO was added into each well to dissolve the
formazan crystals. The viability of the cells was calculated as the
ratio of the absorbance values from each treatment and the
control at 570 nm.

2.6. Nanozyme activity of CoFe NPs

The peroxidase-like activity of NPs was studied in the presence
of chromogenic TMB and H2O2 as a substrate, based on the
previously reported method5 with some modications. The
specic enzyme activity was determined using different
concentrations of NPs and CH (5, 10, 15, 20, 25 mg mL−1) with
a xed concentration of the substrates (1 M H2O2 and 20 mM
TMB) in acetate buffer (0.2 M, pH 3.6). The constant concen-
tration of NPs (10 mg mL−1) with variable concentrations of the
TMB substrate (10, 20, 50, 100, 150, 200, 250 mM) were also
used to determine the enzyme kinetics. The absorbance of the
reactions was monitored using a UV-vis spectrophotometer
(Cary 100, Agilent, USA) at 652 nm. The catalytic activity was
calculated based on the equation below.

C ¼ V

ð3� lÞ �
�
DA

DT

�

where C is the catalytic activity of the nanozyme in units, V is the
volume of the reaction (mL), 3 is the molar absorbance coeffi-
cient of TMB (39 000 M−1 cm−1 at 652 nm), l is the length of the
cuvette cell (1 cm), and DA/DT is the change in the absorbance
of TMB at 652 nm per min. The specic activity was calculated
based on the equation below

S ¼ C

M
¼

V

ð3� lÞ �
�
DA

DT

�

M

where S is the specic activity of the nanozyme (unit per mg)
and M is the concentration of NPs (mg).

2.7 Relaxivity measurement

A 1.5 T clinical MRI instrument (Siemens, Berlin, Germany) was
used to investigate the ability of NPs as a T2-weighted contrast
agent. MRI signals were measured at different repetition times
(TR) and the echo time (TE), including TR: 1500, 2000, 2500, 3000,
5000 ms and TE: 92 ms. For this purpose, a serial dilution con-
taining different concentrations of Fe was prepared and used.
The voxel signals were calculated using PACS soware, and the 1/
T2 of NPs was plotted linearly using the R2 = 1/T2 formula.

2.8. Statistical analyses

In vitro experiments were carried out in triplicate, and the
results were expressed as the mean value of three independent
© 2024 The Author(s). Published by the Royal Society of Chemistry
experiments ± standard deviation. Student's t-test (Microso
Excel, Microso Corporation, USA) was used to analyze the data,
and P values less than 0.05 were considered as statistically
signicant.

3 Results and discussion
3.1. Synthesis and characterization of NPs

A variety of analysis methods, including FE-SEM, EDS, BET,
XRD, FTIR, TGA, VSM, and DLS, were used to fully characterize
the hydrothermally-synthesized CoFeCH NPs. The SEM images
(Fig. 1a) clearly show that the synthesized CoFeCH NPS are
highly monodispersed and spherical with relatively similar sizes
of about 20 nm. These results are consistent with the results of
DLS analysis, which indicate the narrow size distribution of
CoFeCH NPs with an average hydrodynamic size of 177.9 nm
(Fig. S1†) and polydispersity index (PDI) of 0.238. The resultant
CoFeCH NPs represent high colloidal stability with a zeta
potential value of −33 (Fig. S2†), which could be attributed to
the presence of carboxyl and hydroxyl groups on their surface.
Interestingly, SEM imaging revealed that CH-coating signi-
cantly affect the size, morphology and dispersity of CoFe NPs
compared to the uncoated NPs with a variety of shapes and sizes
and signicant agglomeration (Fig. 1a and d). Based on the EDS
elemental analysis (Fig. S3†), CoFeCH NPs consist of Fe, Co,
C, N, and O with the total weight percentages of 54.41, 15.04,
5.77, 6.67, and 18.1%, respectively. The presence of N in the
composition of NPs conrmed the successful coating of NPs
with CH. The XRD pattern of the powdered samples (Fig. 1b and
e) showed the characteristic peaks located at 30.24°, 35.52°,
43.16°, 57.22°, and 62.68°, corresponding to the reection
planes of (220), (311), (400), (511), and (440), respectively,
indexed to the cobalt iron oxide NPs with the formula CoFe2O4/
CoO Fe2O3, according to the standard diffraction patterns of
CoFe2O4 (JCPDS no. 22-1086). The signicant peak located at 2q
z 12° in the XRD pattern of CoFeCH NPs is attributed to the CH
structure. The results of XRD analysis clearly showed the
preserved crystal structure of CoFe NPs following the CH-
coating.

CoFe NPs have attracted great attention due to their inter-
esting magnetic properties, specially the excellent saturation
magnetization, high coercivity, and magnetic susceptibility.28

These NPs have found diverse applications in catalysis,
biomedicine, as well as environmental remediation.29 There-
fore, the discovery of novel approaches to develop CoFe NPs
with appropriate surface chemistry and superior magnetic
activity is of great interest. The evaluation of the magnetic
activity of CoFe and CoFeCH NPs using a VSM claried their
signicant super-paramagnetic behavior with the saturation
magnetization values of 69.31 and 59.37 emu g−1 at room
temperature, respectively (Fig. 1c and f). No hysteresis was
observed in the hysteresis curve, and the remanence and coer-
civity were zero. The results also showed that the CH-coating of
CoFe NPs reduced the magnetic activity of the resultant
CoFeCH NPs. The excellent magnetic properties of CoFe nano-
spheres make them a promising alternative for biomedical
applications, especially for imaging and magnetic separation.
RSC Adv., 2024, 14, 16801–16808 | 16803
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Fig. 1 SEM images (a and d), XRD patterns (b and e), and VSM curves (c and f) of CoFe (up) and CoFeCH (down) NPs.

RSC Advances Paper

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

3 
M

ay
 2

02
4.

 D
ow

nl
oa

de
d 

on
 4

/6
/2

02
6 

5:
50

:1
3 

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
The FTIR spectra of CoFe and CoFeCHNPs (Fig. 2a) clearly show
the stretching vibration band of Fe–O at 575 cm−1. The peaks at
1052 and 1337 cm−1 are attributed to the C–O and N–H
stretching vibrations of CH, respectively,27 which conrm the
successful CH-coating of NPs. The TGA results (Fig. 2b) show
a weight loss of 9.6 wt% for CoFe NPs when the temperature
increased to 550 °C. At the same condition, a total weight loss of
26.4 wt% was obtained for CoFeCH NPs when the temperature
increased from 50 °C to 550 °C, indicating that about 16.8 wt%
of CoFeCH NPs consists of CH. The results of TGA analysis
further conrmed the efficient CH-coating of CoFe NPs, in
accordance with the results of FE-SEM, FTIR, and XRD analysis.
N2 adsorption–desorption analysis was also used to evaluate the
BET surface area and the mesoporous structure of CoFeCH NPs.
The results (Fig. 2c) conrm the mesoporous structure of
CoFeCH NPs with a type IV isotherm. The calculated specic
surface area from the BET plot for CoFeCH NPs is 89.583 m2

g−1, which is signicantly higher than that of uncoated NPs
with 68.121 m2 g−1. The pore-size distribution spectra obtained
by the BJH model for the CoFe and CoFeCH NPs (Fig. 2d) also
showed a signicant difference between NPs with or without
CH-coating. The observed narrow range mesopores of 1–20 nm
in CoFe NPs is attributed to the microspheres formed by the
stacking of NPs.28 The total pore volume of NPs also increased
from 0.2457 to 0.3668 cm3 g−1 aer CH-coating. These results
indicate the high potential of mesoporous CoFeCH NPs as
a carrier for magnetically-targeted drug delivery.

3.2. Antibacterial activity of NPs

The use of organic compounds for the surface functionalization
of NPs is an attractive approach to obtain highly colloidal NPs
16804 | RSC Adv., 2024, 14, 16801–16808
with novel or superior biological properties.30 Therefore, surface
functionalization using CH, with the well-known antimicrobial
effects, is expected to improve the antimicrobial activity of CoFe
NPs. To conrm this assumption, the potential antibacterial
effects of CoFe and CoFeCH NPs were studied on E. coli and S.
aureus bacteria.

Fig. 4 shows the growth inhibition zones of S. aureus and E.
coli bacteria following exposure with CoFe and CoFeCH NPs as
well as reference antibiotics. The results clearly show the
signicant antibacterial effects of NPs on both bacterial strains.
Growth inhibition zones with diameters of 25.8 ± 1.4 mm and
30.1 ± 1.9 mm were obtained for S. aureus aer 18 h incubation
with the lter discs impregnated with 25 mg of CoFe and
CoFeCH NPs, respectively. Incubation with amoxicillin under
the same conditions led to an inhibition zone of 13.1 ± 1.2 mm
in diameter (Fig. 3a). Interestingly, these results indicate that
CoFeCH NPs display signicantly higher antibacterial activity
than uncoated NPs and the reference antibiotic amoxicillin. The
antibacterial activity of different concentrations (1–25 mg) of CH
as the control sample was also studied on S. aureus and E. coli
bacteria. While no growth inhibition was observed for E. coli,
growth inhibition zones of diameter 7.8, 8.9 and 10.1 mm were
obtained for S. aureus aer 18 h incubation with the lter discs
impregnated with 5, 10, and 25 mg of CH, respectively. The
results indicated that the CH-coating of CoFe signicantly
increased their antibacterial activity.

CoFe and CoFeCH NPs also showed signicant antibacterial
effects on E. coli. The growth inhibition zones of 17.6 ± 1.3 mm
and 22.7 ± 2.9 mm in diameter were obtained with 25 mg of
CoFe and CoFeCH NPs, respectively, while a growth inhibition
zone of 27.1 ± 1.6 mm was obtained for gentamicin under the
© 2024 The Author(s). Published by the Royal Society of Chemistry
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Fig. 2 FTIR spectra (a), TGA curves (b), N2 adsorption/desorption isotherms (c), and Barrett–Joyner–Halenda (BJH) pore size distribution plots
(d) of CoFe and CoFeCH NPs.

Fig. 3 The growth inhibition zones of S. aureus (a) and E. coli (b) after incubation with 25 mg of NPs and antibiotics. The morphology of HFB (c)
and HUVEC (d) cells after exposure with 100 mg of CoFeCH NPs. The insets show the cell viability percentages after exposure with different
concentrations of NPs.

Table 1 MIC and MBC values of CoFe and CoFeCH NPs on E. coli and
S. aureus

Antibacterial activities
(mg mL−1)

E. coli S. aureus

MIC MBC MIC MBC

CoFe NPs 160 320 80 160
CoFeCH NPs 80 320 80 160
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same conditions (Fig. 3b). These results also conrmed the
considerable effect of CH-coating on the improved antibacterial
activity of CoFe NPs. Table 1 illustrates the MIC values of NPs on
S. aureus and E. coli cells. The results, in agreement with the
results of the antibiogram test, indicate the higher antibacterial
effects of CoFeCH NPs on E. coli cells, but no signicant
difference is observed in the antibacterial activity of CoFe and
CoFeCH NPs on S. aureus bacteria. These results clearly show
the high potential of CoFeCH NPs as an alternative to
© 2024 The Author(s). Published by the Royal Society of Chemistry RSC Adv., 2024, 14, 16801–16808 | 16805
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Fig. 4 Michaelis–Menten curves of CoFe and CoFeCH NPs (a). 1/T2 (transverse relaxation rate) of CoFe and CoFeCH NPs at different
concentrations (b), and T2-weighted image of wells containing CoFe and CoFeCH NPs with different concentrations from 0.7 to 0.017 mM
(inset).
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commonly used antibiotics. According to the literature, the
observed antibacterial effects of CoFeCH NPs could be mainly
attributed to the generation of ROS, the cell wall andmembrane
damages due to the physical interactions, leaching and disso-
lution of Co2+ ions, and CH-mediated effects.19,31 The results are
comparable with those reported previously.15,32,33

3.3. In vitro biocompatibility studies

Regarding the intrinsic cytotoxicity of CoFe NPs,13 the surface
coating of NPs in order to improve their biocompatibility is
essential before biomedical applications. The effect of CH-
coating on the biocompatibility of CoFe NPs was evaluated
on HUVEC and HFB cells in vitro. The results (Fig. 3c and d)
clearly showed the signicantly higher biocompatibility of
CH-coated NPs compared to the uncoated NPs. The NPs rep-
resented a concentration-dependent cytotoxicity on both the
cell lines. While 60.75 and 63.71% of HUVEC and HFB cells
were viable aer 48 h exposure to 100 mg mL−1 of CoFe NPs,
viability percentages of 76.92 and 80.7% were obtained for
HUVEC and HFB cells, respectively, in the presence of CoFeCH
NPs under the same conditions. The monitoring of the cell
morphology also conrmed the results of the MTT assay
(Fig. 3c and d). The effect of CH-coating on the improved
biocompatibility of CoFe NPs synthesized by the chemical
coprecipitation method has also been reported by Shakil et al.,
recently.14 The biocompatibility and magnetic heating effi-
ciency of CoFe NPs coated physically with CH have also been
reported by Phong et al.27

3.4. Peroxidase like activity

Recently, the development of NPs with peroxidase-mimicking
activity has attracted increasing attention in modern biotech-
nology owing to their extensive applications in labeling and
biosensing.34 CoFe NPs have also been reported to display the
intrinsic peroxidase-like activity.7 Regarding the signicant
effect of size, morphology, composition and surface chemistry
on the enzyme activity of NPs,35 the peroxidase-like activity of
CoFeCHNPs was studied and compared with CoFe NPs. For this
16806 | RSC Adv., 2024, 14, 16801–16808
purpose, the ability of NPs to catalyze the H2O2-mediated
oxidation of TMB was studied by monitoring the absorbance of
the reaction mixture at 652 nm. The results (Fig. 4a) show the
higher peroxidase activity of CoFeCH NPs compared to the
uncoated NPs. The Km values of 15.88 mM and 14.37 were ob-
tained for CoFe and CoFeCH NPs, respectively, which indicate
the higher affinity of CoFeCH NPs for the TMB. The specic
activities of 0.501 and 0.632 mmol min−1 were also obtained for
CoFe and CoFeCH NPs, respectively. Under the same condi-
tions, no peroxidase-like activity was obtained for different
concentrations (5–25 mg mL−1) of CH.
3.5. Relaxivity measurement

CoFe NPs have also been considered as a potent MRI contrast
agent recently. Therefore, the potential use of CoFe and CoFeCH
NPs for MRI imaging was also studied. The results (Fig. 4b) show
a signicant decrease in the emitted signal from voxel with the
increase in Fe concentration from 1 to 100. The R2 values of 97.4
and 91.3mM−1 s−1 were also obtained for CoFe andCoFeCHNPs,
respectively, indicating a slight reduction in the magnetic inten-
sity due to the CH-coating (Fig. 4b). The results are comparable
with the transverse relaxation rate of 81.1 mM−1 s−1 reported
recently by Poorhossein et al., for PEG-coated CoFe NPs.36
4 Conclusion

The magnetic and catalytic activities of CoFe NPs have attracted
great attention recently for different biomedical applications.
However, the facile and large-scale synthesis of highly colloidal
and monodispersed CoFe NPs without cytotoxic effects is an
important limitation to their extensive applications. In this
study, CoFe NPs with CH-coating were synthesized in one step
using a hydrothermal method. The resultant CoFeCH NPs
represent a spherical shape, high monodispersity and colloidal
stability, mesoporous and crystalline structure, and signicant
magnetic activity.

The CH-functionalization of CoFe NPs improved their
biocompatibility on human cells as well as their antibacterial
© 2024 The Author(s). Published by the Royal Society of Chemistry
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effects on S. aureus and E. coli. The CoFeCH NPs also display
signicant peroxidase-like activity that could be used for the
development of biosensors. The appropriate biocompatibility
and magnetic activity of CoFeCH NPs make them a potent MRI
contrast agent. Therefore, the overall results clearly indicated
the signicant effect of CH-coating on the monodispersity,
biocompatibility, porosity, enzymatic and antibacterial activity
of CoFe NPs. In conclusion, the synthesized CoFeCH NPs could
be suggested for different biomedical applications, especially as
an antibacterial and contrast agent as well as a nanocarrier for
targeted drug delivery.
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