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1. Introduction

Carboxymethylcellulose modified
Fes0,@Si0,@GdPO,:Tb**,Ce>* hanocomposites
for combined optical and magnetic fluid
hyperthermia in cancer therapy

Dhanapriya Devi Yengkhom,? Goutam Singh Ningombam,? Rameshwari Heisnam,"®
Nanaocha Sharma,”
Rajmuhon Singh Nongmaithem @2 and Francis A. S. Chipem @ *2

A stepwise synthetic method is reported for the synthesis of multifunctional, magnetic and luminescent
composites with silica-coated FezO, as the core and Ce®* sensitized Th®>* doped GdPO,4 embedded in
carboxymethylcellulose. The phase composition, infrared spectra, luminescence and magnetic properties
were characterized by X-ray diffraction, FTIR, photoluminescence spectroscopy and vibrating sample
magnetometry, respectively. The synthesized materials exhibit high saturation magnetization and excellent
luminescence properties. The composites show intense green emission at 545 nm upon excitation at 276
nm. They attain the hyperthermia temperature (~42 °C) within the threshold alternating magnetic field (5 x
10% kKA m™ s7Y). The samples exhibit efficient induction heating properties which is highly desirable for
magnetic hyperthermia application in cancer therapy. The materials are found to have excellent
biocompatibility towards the MDA-231 breast cancer cell line and A549 lung cancer cell line with their
in vitro cell viability showing 50% and 90%, respectively, for up to 200 pg mL™ concentration, and the ICsq
values reaching 154.33 + 18.06 ug mL™ and 667.45 + 20.03 pg mL™, respectively. The synthesized
multifunctional magnetic luminescent nanocomposites provide a new insight for optical imaging and
therapeutic agents for hyperthermia cancer therapy.

reduction of the side effects too.'*> Magnetic nanoparticles

have been paid great attention for improving the treatment

Cancer is one of the leading causes of death throughout the
world." Chemotherapy along with surgery and radiotherapy is
the main treatment for cancer but its limitations cause high
cancer mortality as it affects both normal tissue cells and
cancer cells indiscriminately.””® The efficacy in cancer
treatments along with chemotherapy can be enhanced by
developing efficient methods.*”® Hyperthermia, the process of
increasing the temperature up to 41-46 °C to destroy tumour-
affected tissues while sparing the healthy ones, is widely
studied in the field of cancer therapy.” Therefore, the
combination = of  conventional = chemotherapy  with
hyperthermia can lead to enhancement of the cytotoxicity and
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efficiency of hyperthermia cancer therapy.”> Magnetic
hyperthermia was first reported by Gilchrist et al. in 1957
within the external alternating magnetic field (AMF)."* The
heat generation under an AMF in magnetic nanoparticles
involves mechanisms such as hysteresis loss, Neel and
Brownian relaxations, and eddy current.">"” Moreover, these
mechanisms depend on the size of nanoparticles, magnetic
anisotropy, conductivity and fluid viscosity. In hyperthermia
therapy, the contribution of heat generation from eddy
current is negligible. The hysteresis loss also contributes to a
small amount of heat generation. However, Neel and
Brownian relaxations contribute to the main heat generation
for considerably small-sized nanoparticles which are single
domain. While Neel relaxation is effective only on
superparamagnetic nanoparticles, which is due to the
rotation of magnetic moments inside each nanoparticle,
Brownian relaxation is related to the movement of the
particles and the viscosity of the solution and applicable to all
the nanoparticles, which is due to the rotation of entire
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particles under the application of a magnetic field. The Neel
() and Brownian () relaxation times of a particle are given
by the following equations:

Ty = eV keT 1)
= 2
B kT ( )

where K is the anisotropy constant, V,, is the volume of the
particle, kg is the Boltzmann constant, T is the absolute
temperature, # is the viscosity, and Vy is the hydrodynamic
particle volume. The pre-exponential factor 7, is the length of
time which depends on many parameters such as
temperature, gyromagnetic ratios, saturation magnetization,
anisotropy constant, the height of the energy barrier, etc.
However, 7, is considered to be a constant in the range of
107 to 107" s. According to Rosensweig,'® it was suggested
that Neel and Brownian relaxations occur in parallel, with a
relaxation time (z¢) given by

INTB
= NP 3
Teff (TN +TB) ( )

The heat dissipation is dependent on both the relaxation
time constants and their relative contribution with particle
size. Heat generation is measured by the specific absorption
rate (SAR), also called the specific loss power (SLP). A higher
value of SAR leads to high efficiency of magnetic fluid
hyperthermia (MFH), with the shortest duration of treatment,
reducing the toxic effects of magnetic nanoparticles.’®*° The
SAR value can be calculated by using the following equation:

saRr = ¢2T 1 @)
T Atm
where C is the specific heat capacity of water (4.18 J g™ K

mol ™), m is the mass of the magnetic particle per total

. . . AT, o
amount of dispersion (magnetite + water) and s the initial

slope of the temperature versus time plot.>* The parameters
that determine the SAR are the size of particles and shape of
magnetic particles, magnetization of nanoparticles, magnetic
interaction of dipole, agglomeration and concentration of
nanoparticles, and frequency and intensity of the AMF.>**’ It
was reported that the SAR value was found to be higher with
the exchange of anisotropy and surface modification.”® In
another report, the SAR value can be affected by the frequency
and intensity of the AMF. Lartigue et al. and Guardia et al.
reported the increase in the SAR value of nanoparticles with
the increase in magnetic field strength and frequency.>**°
The effects of the heat generated in agglomerated
nanoparticles within an ac magnetic field were also studied
by Eggeman.?' However, the suitable Hf for clinical trials to
be an AMF is 5 x 10° Am ™" s7*.2>3?

Recently, the combination of Fe;O, nanoparticles and
luminescent rare earth-doped inorganic nanomaterials has
been of great interest in applications such as magnetic
resonance imaging, biosensors, catalysts, gene carriers, drug
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delivery and cancer hyperthermia.**™” Several reports have
been studied with Fe;O, nanoparticles as the core and
lanthanide-doped nanomaterials as the shell.*’*° However, it
was observed that the resulting magnetic-luminescent
nanomaterials exhibited weak luminescence which might be
due to fluorescence quenching. Therefore, a highly water-
soluble and biocompatible silica layer is coated on the
surface of Fe;O, nanoparticles and acted as the bridge
between the Fe;O, core and the lanthanide-doped rare earth
shell.*®?° Surface functionalization of the magnetic-
luminescent nanomaterial is also needed to improve the
chemical and physiological stability as well as
bioadhesion.*”*® Carboxymethylcellulose (CMC), one of the
derivatives of cellulose, which is white, odourless, water-
soluble, and biocompatible, has been used in preventing the
aggregation of nanomaterials as well as for the improvement
of the biocompatibility of magnetic composites.*'™**

In this study, CMC functionalized Fe;0,@SiO,@GdPO,:
Tb**,Ce** nanocomposites were successfully prepared. In
these nanocomposites, Ce*' acts as a sensitizer in the
enhancement of Tb** emission. The results show that the
nanocomposites can be potential candidates for magnetic
fluid hyperthermia and optical imaging. The induction
heating properties of Fe;0,@Si0,@GdPO,:Thb*",Ce** @CMC
were studied within the threshold alternating current (AC)
magnetic field. A cytotoxicity assay on the A549 lung cancer
cell line and MDA 231 breast cancer cell line was also
performed.

2. Experimental section
2.1. Materials

Ferrous sulphate heptahydrate (FeSO,-7H,O, Himedia,
99.5%), polyethylene glycol 4000 (PEG 4000, Merck), ethanol,
tetraethyl  orthosilicate  (SiCgH,00,,  Aldrich,  99%),
ammonium hydroxide (NH,OH, Merck), gadolinium(m)
acetate hydrate (Gd(ac);-xH,O, Sigma-Aldrich, 99.9%),
terbium(m) nitrate pentahydrate (Tb(NOj);-5H,0, Sigma-
Aldrich, 99.9%), cerium(m) carbonate hydrate
(Ce,(CO3)3-xH,0, Sigma-Aldrich, 99.9%), sodium phosphate
dibasic (Na,HPO,, Sigma-Aldrich, 99%), and

carboxymethylcellulose sodium salt (Central Drug House)
were used. Deionised water was used as the solvent.

2.2. Preparation of Fe;0, nanoparticles

Typically, 0.1 M FeSO,-7H,0O was dissolved in 100 ml of 5%
PEG solution. Then 10 mL of 10 M NH,OH was added to the
solution when black precipitates appeared immediately. After
stirring continuously for 2 h, the black precipitates were kept
as such for 25 h. Then the sample was removed by magnetic
separation.

2.3. Preparation of Fe;0,@8SiO, nanocomposite

Fe;0,@Si0, nanocomposites were synthesized according to
the process modified by the Stober method. In brief, 400 mg

© 2024 The Author(s). Published by the Royal Society of Chemistry
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of Fe;O, nanoparticles were homogeneously dispersed in a
mixture of 90 mL of ethanol and 10 mL of deionized water
and sonicated for 2 h, followed by the addition of 1 mL of
tetraethyl orthosilicate (TEOS). After sonication for 2 h, 2 mL
of concentrated ammonia aqueous solution was added and
the mixture was sonicated for 2 h. The obtained Fe;O0,@SiO,
nanocomposites were separated using a magnet and washed
repeatedly with deionized water and acetone to remove
nonmagnetic by-products.

2.4. Preparation of Fe;0,@Si0,@GdPO,:Th*",Ce**
nanocomposites

400 mg of Fe;0,@Si0,, 0.027 g of Ce(CO3);xH,0, 0.0261 g of
Tb(NO3);-5H,0 and 0.4364 g of Gd(ac);-xH,O were dissolved in
40 mL distilled water and sonicated for 2 h. 200 mg of CMC
was dissolved in 20 mL of water and the solution was sonicated
for 2 h. Again, the solution was stirred for 1 h and 20 mL of
0.1703 g Na,HPO, was added to the solution mixture. After
stirring continuously for 1 h, the solution was transferred to a
stainless steel autoclave and heated for 3 h at 160 °C. Then the
sample was collected by magnetic separation.

2.5. Induction heating studies

Measurements of the induction heating ability of the magnetic
nanoparticles and nanocomposites were performed using
EASYHEAT 8310 (Ambrell, UK). The instrument was equipped
with an induction coil of 6 turns and a diameter of 7 cm. The
coil was passed with a fixed applied frequency of 178 kHz.
Ambient temperature was maintained by the circulation of
water. 2 to 15 mg of samples suspended in 1 mL of deionized
water was taken in a 1.5 mL microcentrifuge tube and this was
placed at the centre of the coil without touching the walls. The
sample was heated using different currents of 200 A and 300 A
for 10 min. The resultant magnetic field (H) generated at
different applied currents (i) was calculated using the following
relation

1.257ni
H = Oe
D

(5)

where 7 is the number of turns in the coil and D is the
diameter of the turn in cm. The magnetic field intensity is
then converted to kA m™" s units to compare with the
clinical threshold of magnetic field intensity. The heating
profile was measured in the magnetic field strengths (Hf) of
3.05 x 10° (kA m™" s7) and 4.58 x 10° (kA m™" s™") when 200
A and 300 A of currents were respectively passing through the
coils. The temperature of the system when the sample was
kept in the coil was recorded using an optical temperature
sensor (Photon R & D, Canada) with an accuracy of +0.01 °C.

2.6. Cell viability studies: MTT assay

The National Centre for Cell Science (NCCS) in Pune
provided the HeLa cancer cell line and human breast cancer
cell line MDA-231. The cell lines were grown in Dulbecco's
modified Eagle medium (DMEM) containing 10% FBS and

© 2024 The Author(s). Published by the Royal Society of Chemistry
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0.1% pen-strep. The MTT assay was used to determine the
biocompatibility and cytotoxicity of the nanocomposites at
varied concentrations. After 48 hours of treatment, 15 pL
MTT solution (5 mg ml™") was added to each well and
incubated in an incubator for another 3 hours. During this
time, formazan crystals developed and were dissolved by
adding 100 L of DMSO to each well, and absorbance was
measured at 570 nm using a Varioskan™ LUX multimode
microplate reader.**

2.7. Characterization

Powder XRD was carried out on the samples using a
PANalytical X-ray diffractometer (X'Pert Pro) with Cu Ko
radiation (1 = 1.5405 A) at a 26 range of 15-70° to determine
the identification and purity of the phase. The size and shape
of the synthesized magnetic nanoparticles and
nanocomposites were observed under a transmission electron
microscope (JEOL JEM-2100, Japan). Fourier transform
infrared (FTIR) spectroscopy was used to identify the
functional groups present in the synthesized samples using a
PerkinElmer  Spectrum Two  instrument. Magnetic
measurements were carried out on a vibrating sample
magnetometer (VSM) at room temperature using a Lakeshore
VSM 7410 instrument in an applied magnetic field of +1.5 T.
The magnetization studies were performed in the powder
state. Photoluminescence study of the sample was performed
on a Hitachi F-7000 FL spectrophotometer with a 150 W
xenon lamp as a light source. A thin film of samples was
spread on a glass slide with the help of methanol and dried
before taking the reading. The contents of iron and
manganese in the synthesized nanocomposites were
determined by inductively coupled plasma optical emission
spectroscopy (ICP-OES) using a Perkin Elmer OPTIMA 5300
DV ICP-OES.

¢) Fe,0,@Si0,@GdPO,: Tb** Ce®*
MMWM

(b) Fe,0,@Si0,

Intensity (a.u.)

20 30 40 50 60 70
20 (degree)

Fig. 1 XRD pattern of (a) FezO4 nanoparticles, (b) Fez04@SiO;
nanocomposites and (c) CMC functionalized Fe;04@SiO,@GdPOy:
Tb**,Ce®* nanocomposites.
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3. Results and discussion
3.1. XRD study

The phase and crystallinity of the as-prepared samples were
determined using powder X-ray diffraction (XRD) patterns.
The XRD patterns of Fe;O, nanoparticles with diffraction
peaks at 18.61 (111), 30.52 (220), 35.83 (311), 43.53 (400),
53.88 (422), 57.37 (511) and 63.01 (440) correspond to the
standard cubic structure of Fe;O, with reference no. 01-075-
0449 and are shown in Fig. 1(a). The estimated crystallite size
of Fe;O, nanoparticle is found to be 21 nm using the
Scherrer equation. The estimated value is in good agreement
with the TEM image as shown in Fig. 2(a). The XRD patterns
of Fe;0,@Si0, and CMC functionalized Fe;-
0,@8i0,@GdPO,:Th*",Ce*" nanocomposites are shown in
Fig. 1(b) and (c). The intensities of peaks corresponding to

View Article Online

RSC Applied Interfaces

Fe;O0, are observed to be decreased on coating with SiO,,
GdPO, and CMC. There are no peaks from SiO, in Fig. 1(b)
which is due to the amorphous nature of the silica shell. This
may be related to the formation of small-sized particles of
GdPO,:Tb*",ce’".2°

3.2. TEM study

The surface morphologies of the Fe;O, nanoparticles and
CMC functionalized Fe;0,@Si0,@GdPO,:Th**,Ce**
nanocomposites are observed by the TEM images as shown
in Fig. 2a and b. The Fe;O, nanoparticles aggregate to have
an average cluster size of ~25 nm which is shown in Fig. 2a.
When the Fe;O, nanoparticles are modified by CMC and
coated with silica, the average size of the CMC functionalized
Fe;0,@Si0,@GdPO,:Tb*",Ce*" nanocomposite is found to be

500{ O (e)
400
300
Fe

200 Gd Gd

™ P Tb
100{ [Fe Si

C Ce

Energy (eV)

0
0 100 200 300 400 500 600 700 800

Fig. 2 TEM images of (a) FesO4 nanoparticles and (b) CMC functionalized Fe30,4@S5i0,@GdPO,: Tb**,Ce®** nanocomposites. (c) SAED pattern of
Fes0,4 nanoparticles, (d) HRTEM image and (e) EDS spectra of CMC functionalized Fes0,@Si0,@GdPO,4:Tb**,Ce** nanocomposites.
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40-50 nm (Fig. 2b) which is bigger than that of Fe;O,
because of the contribution of surface SiO,, GAPOTb*",Ce*"
and CMC over core Fe;O,. In the picture, the formation of
the core/shell type compound is clearly seen. The dotted
rings of the selected area electron diffraction (SAED) patterns
can be indexed very well to different diffraction planes of
Fe;0, as shown in Fig. 2c. The HRTEM image (Fig. 2d) also
clearly reveals the lattice planes of the magnetic Fe;O,
particles and luminescent GdPO,:Tb*",Ce*" from the CMC
functionalized Fe;0,@Si0,@GdPO,:Th*",Ce**
nanocomposite. The lattice plane observed has a d-spacing of
2.94 A and 4.72 A which matches well with the (220) plane of
Fe;0, and the (-110) plane of GdPO,:Tb*",Ce*". Thus, the
Fe;0, and GdPO4Tb*",Ce®" particles are observed together.
The energy dispersive spectrum (EDS) of the CMC
functionalized Fe;0,@Si0,@GdPO,:Th*",Ce**
nanocomposite is shown in Fig. 2e. The elements Fe, Si, O,
Gd, P, Tb and Ce are detected from the CMC functionalized
Fe;0,@Si0,@GdPO,:Tb**,Ce*" nanocomposite.

3.3. Elemental estimation by ICP-OES

From the ICP analysis, it is found that CMC functionalized
Fe;0,@Si0,@GdPO,:Tb**,Ce* nanocomposites contained
16.03 weight percent Fe which accounts for about 22.33
weight percent Fe;O, in the sample.

3.4. FTIR study

Fig. 3(a—c) show the FTIR spectra of Fe;0, nanoparticles, Fes-
0,@Si0, nanocomposites and CMC functionalized Fe;-
0,@Si0,@GdPO,:Th*",Ce*" nanocomposites. Strong bands
are observed at ~3434 and ~1640 cm * which correspond to
the stretching and bending vibration of the O-H bond. The
strong sharp band at 539-567 cm™' is assigned to Fe-O
stretching vibration. From Fig. 3(b), the peaks at 949 and
1078 cm " arise due to symmetric and asymmetric stretching
of the Si-O bond. The peaks at ~448 and 619 cm™’
correspond to the stretching of Gd-O and P-O bonds which

- BB c=Qstr

519 Q Ty ©
ol Q-
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3 X
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I= Si-O asym str O-Hstr
@

C

©
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500 1000 1500 2000 2500 3qoo 3500 4000
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Fig. 3 FTIR spectra of (a) FesO, nanoparticles, (b) Fe3;0,@SiO;
nanocomposites and (c) CMC functionalized Fe;0,@SiO,@GdPO4:
Tb®*,Ce** nanocomposites.

© 2024 The Author(s). Published by the Royal Society of Chemistry

View Article Online

Paper

Fe O,
Fe;0,@Si0,
Fe,0,@Si0,@GdPO,: Th** Cef*

N
o
1

N
o
1

o

-20

-40

Magnetization (emu/g)

-60

15000 -10000 -5000 0 5000 10000 15000
Magnetic field (Oe)

Fig. 4 Room-temperature magnetization vs. magnetic field strength
for the FezO4 nanoparticle, Fe30,@SiO, nanocomposite and CMC
functionalized Fe;0,@S5i0,@GdPO,4:Tb**,Ce®" nanocomposite.

is observed in Fig. 3(c). The observed peaks of C-O and C=0
stretching vibration at 1020-1064 cm™ and 1420-1600 cm ™",
respectively, in Fig. 3(c) indicate that the nanoparticles are
capped with CMC molecules.

3.5. Magnetization study

The magnetization (Ms) vs. magnetic field (H) data for Fe;O,
nanoparticles, Fe;0,@SiO, nanocomposites and CMC
functionalized Fe;0,@Si0,@GdPO:Tb*",Ce®"
nanocomposites are in Fig. 4. The respective
saturation Ms values of Fe;O, nanoparticles, Fe;0,@SiO,
nanocomposites and CMC functionalized Fe,-
0,@Si0,@GAPO4:Th*",Ce®* nanocomposites are 60.42, 28.88
and 14.32 emu g ', while the residual magnetization (Mr)
values are 6.58, 3.82 and 1.93 emu g ™', respectively. The low
Mr value suggests that the nanoparticles are suitable for
biomedical purposes. The coercivity (Hci) values of Fe;O,
nanoparticles, Fe;0,@SiO, nanocomposites and CMC
functionalized Fe;0,@Si0,@GdPO,:Tb*",Ce®"
nanocomposites are found to be 106.62 Oe, 113.58 Oe and
107.63 Oe, respectively, which suggest a slight agglomeration
of particles. For application in hyperthermia, a magnetic
nanocomposite with high magnetization is required. Here,
the saturation magnetization (Ms) value of 14.32 emu g*
would be sufficiently high enough to respond to the
alternating external magnetic field during the generation of
heat. Therefore, our results show that the CMC
functionalized Fe;0,@Si0,@GdPO,:Tb**,Ce*” nanocomposite
can be a potential candidate for hyperthermia application.

shown

3.6. Photoluminescence study

The photoluminescence spectra of the CMC functionalized
Fe;0,@Si0,@GdPO,:Tb*",Ce*" nanocomposite are shown in
Fig. 5. When the emission is monitored at 545 nm, the
excitation spectrum of the nanocomposite consists of two
main absorption peaks at 276 nm and 307 nm, which are

RSC Appl. Interfaces, 2024, 1, 313-322 | 317
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Fig. 5

functionalized Fes0,@Si0,@GdPO,4: Th**,Ce>* nanocomposite.

associated with the spin-allowed 4f-5d transitions of Ce*"
from the almost degenerate electronic levels of *Fs,, and *F,,
to the two lowest excited states of 5d orbitals, namely *Dj),
and *Ds), (Fig. 5a). The excitation peaks observed at 356 nm,
371 nm and 395 nm are the f-f transitions “Fg — 5Gs, 'Fg —
5L10, 'Fe — 5Gg, respectively, of Tb®". The peak of the Gd**
ion at ~278 nm, which is due to ®S,, — °I,;, transition, is
merged with the spin-allowed Ce®*" 4f-5d transition at 276
nm so that it is not observed separately. The presence of a
strong absorption peak at 276 nm as compared to f-f
transition indicates the occurrence of strong energy transfer
from Ce**/Gd*" to the excited states of Th>",

The emission spectrum of CMC functionalized Fe;-
0,@Si0,@GdPO4:Tb*",Ce** nanocomposite under excitation
at 276 nm (Fig. 5b) shows emission bands at 450, 468, 492,
545, 588 and 623 nm attributed to the red-green emissions of
°D; — 'F; (J = 3 and 4) and °D, — 'F; (J = 3, 4, 5 and 6).
These peaks are assigned to the transitions of Tb*". Among
these, the green emission of Tb*" ion at 545 nm is the
strongest because of the sensitization with Ce®*".** The broad

%1 @ —=— 2mg/mL
60 —e— 5mg/mL
— —+— 10mg/mL
855' —v— 15mg/mL
2504
>
®
5 451
Qo
£ 40+
|_
354
30K T T T T T T
0 100 200 300 400 500 600
time (sec)

Fig. 6
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400 650

(a) Excitation spectrum monitored at an emission wavelength of 545 nm and (b) emission spectrum excited at 276 nm of the CMC

emission peak in the region of 300 to 420 nm centered at 390
nm is due to the transitions from the d-level excited states of
Ce* to its f-level ground state.

3.7. Induction heating studies

The induction heating profile studies of Fe;O, nanoparticles
and CMC functionalized Fe;0,@Si0,@GdPO,:Tb*",Ce*"
nanocomposites under different concentrations and different
alternating magnetic fields of 3.05 x 10° (kA m™ s™') and
4.58 x 10° (kA m ™" s7") are shown in Fig. 6 and 7, respectively.
When the concentration of the samples and magnetic field
strength increase, the temperature experienced by the
samples also increases. Thus, it was observed that the heat
generation increased with increase in the field strength from
3.05 x 10° to 4.58 x 10° kA m™ s™' and the time taken to
achieve the hyperthermia temperature (42 °C) becomes
shorter with the increase in the concentration of magnetic
nanoparticles. The respective times taken for 5, 10 and 15 mg
mL ™" Fe;0, nanoparticles are 190, 89 and 45 s at the field

654 ()
60 4
0554
o
250 -
2 —s=— 2mg/mL
5451 —e— 5mg/mL
840 . —+— 10mg/mL
2 —v— 15mg/mL
351
30 L T T T T T T T
0 100 200 300 400 500 600
time (sec)

Induction heating (temperature vs. time) profile of the FesO,4 nanoparticles at different concentrations and magnetic field strengths (Hf) of

(a) 3.05 x 10° (kA m™* s7%) and (b) 4.58 x 10° (kA m™ s™%) maintained at a fixed applied frequency of 178 kHz.
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Fig. 7 Induction heating (temperature vs. time) profile of the Fes0,@Si0,@GdPO4:Th**,Ce®* nanocomposites at different concentrations and
magnetic field strengths (Hf) (a) 3.05 x 10° (kA m™ s™) and (b) 4.58 x 10° (kA m™* s™%) maintained at a fixed applied frequency of 178 kHz.

strength of 3.05 x 10° kA m™* s™*, whereas the sample content
of 2 mg mL™" cannot attain the hyperthermia temperature
(42 °C) as shown in Fig. 6a. At the field strength of 4.58 x 10°
kA m™ s, all the Fe;O, samples could attain the
hyperthermia temperature. The times taken by the 2, 5, 10
and 15 mg mL™" samples to achieve the temperature are 216,
124, 73 and 31 s, respectively, as shown in Fig. 6b.

At the field strength of 3.05 x 10° kA m™ s™, the 10 mg
mL ™" sample of CMC functionalized Fe;0,@Si0,@GdPO,:Tb’*",
Ce*" nanocomposite can attain the hyperthermia temperature
(42 °C) with the time taken of 186 s which is shown in Fig. 7a.
With the field strength of 4.58 x 10° kA m™" s, the samples
with 5 and 10 mg mL™ concentrations can generate the
hyperthermia temperature (42 °C) with the respective time
taken being 263 and 175 s as shown in Fig. 7b.

The heat generation by magnetic nanoparticles in the
alternating magnetic field is determined by SAR values. The
calculated SAR values of Fe;O, nanoparticles for 2, 5, 10 and 15
mg mL™ samples at the field strength of 4.58 x 10° kA m™ s™*
and 3.05 x 10° kA m™ s™" are respectively 130, 76, 68, 65 W g™
and 46, 54, 58, 58 W g™". The calculated SAR values of the CMC
functionalized Fe;0,@Si0,@GdPO.Tb**,Ce*" nanocomposites
for 5 and 10 mg mL™ samples at the field strength of 4.58 x 10°
kA m™ s and 3.05 x 10° kA m™ s are respectively 57, 36 W
g’ and 18, 28 W g'. The heat generated by the CMC
functionalized Fe;0,@Si0,@GdPO,:Tb**,Ce*" nanocomposite is
less than that generated by the Fe;O, nanoparticles. This is
because of the presence of non-magnetic SiO, coating the Fe;0,
in the nanocomposite, and also due to non involvement in the
heat generation by GdPO, and CMC in the nanocomposite.
Therefore, the SAR value of Fe;O, nanoparticles is higher than
that of the CMC functionalized Fe;0,@Si0,@GdPO,:Tb*",Ce*
nanocomposites. As the present nanocomposites produce high
SAR values within the acceptable range of applied magnetic
fields and frequencies for hyperthermia, the studied system of
nanocomposites can be potential candidates for application in
clinical hyperthermia. Moreover, the SAR value was determined
by not only the magnetic and morphological characteristics of

© 2024 The Author(s). Published by the Royal Society of Chemistry

the nanoparticles but agglomeration and concentration of the
nanoparticles were also taken into account for the application of
nanoparticles in clinical hyperthermia. Some results indicated
that the agglomeration of nanoparticles promotes an increment
of the heat generated by an alternating magnetic field.*"*°
Another result also reported that the SAR value of maghemite
nanoparticles was found to be enhanced when the nanoparticles
are agglomerated.”” Therefore, the agglomeration of
nanoparticles is the important factor to increase the SAR value
of the nanoparticles. The SAR value of the agglomerated ferrite
nanoparticles was observed to be 120 W g™ at an operating Hf
factor of 3.12 x 10° kA m™ s .*® In another report, the SAR
values were found to be 171 W g " and 48 W g™ when operated
at the Hf values of 3.75 x 10° kA m™" s and 1.30 x 10° kA m™*
s7!, respectively.*>” Therefore, our results suggested that the
calculated SAR value of Fe;0, nanoparticles might be due to the
agglomerated nanoparticles and the nanoparticles could be

120 A549
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Fig. 8 In vitro cytotoxicity of A549 (lung cancer) cells and MDA-231
(breast cancer) cells after incubating with different concentrations of
CMC functionalized Fe30,@Si0,@GdPO,:Tb**,Ce®** samples. The
incubation period was 24 hours in all cases.
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considered as a promising candidate as an in vitro hyperthermia
agent in biomedicine.

3.8. Cell viability studies

Cytotoxicity studies of the CMC functionalized Fe;-
0,@8i0,@GdPO,:Th*",Ce*" nanocomposite was carried out
on cancer cell lines A549 and MDA-231 through MTT assay as
shown in Fig. 8. Cells are incubated with CMC functionalized
Fe;0,@Si0,@GdPO,:Tb*",Ce*  nanocomposite in  the
concentration range of 0-200 pg mL ™" for 48 hours. From the
MTT assay result, the half maximal inhibitory concentration
(ICs0) value of the CMC functionalized Fe;0,@Si0,@GdPO,:
Tbh*",Ce*" nanocomposite was calculated and found to be
667.45 + 20.03 ug mL™" for A549 and 154.33 + 18.06 ug mL ™"
for MDA-231. The percentage cell viability of the
nanocomposite at the concentration of 200 ug mL™" for A549
is 90%, whereas for MDA-231 it is 50%. The interaction of
the nanocomposite with the A549 cell has no negative effect
on the cell functionality thereby showing lesser toxicity. It
also signifies that the nanocomposite in the A549 cells shows
improved stability and biocompatibility in in vitro assays.
Therefore, the nanocomposite is considered to be more
biocompatible and less toxic to the A549 cells than to MDA-
231.

4. Conclusion

The stepwise synthesis of CMC functionalized Fe;-
0,@Si0,@GdPO,:Th*",Ce*" magnetic-luminescent
nanocomposites was  successfully  performed. The

nanocomposites show a strong green emission at 545 nm
upon excitation at 276 nm and exhibit efficient induction
heating ability under the influence of an external alternating
magnetic field within the threshold Hf limit. The synthesized
samples are found to show excellent biocompatibility towards
the MDA-231 breast cancer cell line and A549 lung cancer cell
line. In vitro cell viability studies have shown that the
nanocomposites show 45% (MDA-231 breast cancer cell line)
and 90% (A549 lung cancer cell line) viability for up to 200
pg concentrations. The IC5, values of the nanocomposites are
found to be 154.33 + 18.06 ug mL ™" and 667.45 + 20.03 ug
mL™" for the MDA-231 breast cancer cell line and A549 lung
cancer cell line, respectively.  Therefore, these
nanocomposites can serve as multimodal materials in tumor
imaging and optically guided cancer hyperthermia.
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