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Magnetoresponsive biocomposite hydrogels
comprising gelatin and valine based magnetic
ionic liquid surfactant as controlled release
nanocarrier for drug deliveryf

3 Sanjay Sharma,© Kuldeep Singh®® and Arvind Kumar (2 *2°

Akshay Kulshrestha,
The utilization of biopolymer hydrogels has been challenging due to the lack of controllability, actuation,
and quick-response properties. Herein, we report a strategic nanoparticle-free approach toward
magnetoresponsive biocomposite hydrogels by combining a biopolymer (gelatin) and vesicles of
essential amino acid (valine)-based magnetic ionic liquid surfactant [ValCygllFeClyl, and explored their
potency as drug delivery nanocarriers. Self-assembly characteristics of [ValCigl[FeCly] have been
and TEM
measurements. The biocompatible nature of [ValCyllFeCly]l was confirmed by investigating its

investigated using surface tension, pyrene fluorescence, specific conductivity, DLS,
physiochemical interaction with animal DNA using circular dichroism, zeta potential, agarose gel
electrophoresis, and ethidium bromide exclusion assay test. The gel strength and magnetic behavior of
the prepared biocomposite magnetoresponsive hydrogels were measured using rheology and vibrating
sample magnetometry techniques, respectively. The constructed biocomposite hydrogel has been
employed as drug delivery carriers for an antibiotic drug (ornidazole) and an anticancer drug
(5-fluorouracil). The encapsulation efficiency of ornidazole and 5-fluorouracil in the magnetic
biocomposite gel was found to be 69 + 0.6% and 78 + 0.3%, respectively. Since magnetoresponsive
biomaterials can be manipulated spatiotemporally via an external magnetic field, the prepared

nanoparticle-free magnetoresponsive hydrogels can be promising candidates as active scaffolds for

rsc.li/materials-advances

Introduction

Recent advances in nanotechnology have tremendous impact
in medicine and therapeutic applications.? In the past decade,
magnetic ionic liquids, a flourishing subclass of ionic liquids
with inherent unique properties and sensitivity to the external
magnetic field, have been transformed into magnetic surface
active ionic liquids by inducing their amphiphilic character.>™
The self-assembly behavior of such surface active ionic liquids
have indicated the formation of various nano-aggregates such as
micelles, vesicles, rod-like micelles, worm-like micelles, lamellar-
type micelles, and paramagnetic properties once incorporating
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advanced drug delivery and tissue regeneration applications.

lanthanides or transition metals.”® These are found to be highly
promising candidates for a multitude of potential applications
such as in micellar catalysis,” nano-drug delivery,'® protein
separation,"” DNA compaction, and MRI contrast agents."” Pre-
viously, ordered surfactant-DNA hybrid nanospheres of double-
strand (ds) DNA and cationic surfactants with the magnetic
counterion [FeClBr]” have been reported and are shown as a
potential nano-vehicle for magnetoresponsive targeted anticancer
drug delivery.”® Xu et al. also reported the cationic azobenzene
group containing a magnetic surfactant, which shows the DNA
compaction phenomenon, and the bound DNA has been used for
magnetomanipulative drug release with excellent biocompatibility
and light-sensitive behavior by cis to trans conversion.'**

In this context, hydrogels consisting of biopolymers have
more potential benefits due to their non-toxic, sustainable, and
biocompatible nature compared to man-made synthetic polymer
hydrogels, and their excessive consumption is an ecological
burden to the society.'®'” Gelatin is a promising biopolymer
having very good gelation capability. It can be modified due to
the presence of various functional groups that are useful for
therapeutic applications. Gelatin gels, although very useful,

© 2022 The Author(s). Published by the Royal Society of Chemistry
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have certain inherent limitations such as lack of controllability,
stimulation, and quick-response properties.'"®>° Recently, mag-
netic biomaterial scaffolds have emerged as new active promising
materials made up of biopolymers and magnetic nanoparticles
and show magnetoresponsive behavior.>"**

Polymer hydrogels containing magnetic particles
stimuli-responsive gels, and their viscoelastic properties can
be controlled by applying magnetic fields. Magnetic biopolymer
gels can be synthesized by combining the magnetic nano-
particles and biopolymer by blending, onto-grafting, or in situ
methods.>*® Such magnetic scaffolds exhibit extraordinary
biological applications, such as enzyme immobilization, tissue
engineering, soft actuators, cancer treatment, and drug delivery.
Drug delivery systems are primarily dependent on carriers with
PH, temperature, light-sensitive, or magnetic behavior for stimuli-
responsiveness, controllability, and targeted delivery.>’>°
Researchers have previously reported biocomposite materials
comprising of gelatin and Fe;O, nanoparticles for the con-
trolled release of Vitamin B;, and show the “on or off” mode on
applying a magnetic field.*>*' Huang et al. also explored the
magnetically controlled release of sirolimus for drug-eluting
stent application using magnetic scaffolds.>> Magnetic nano-
particles can be separately prepared in different uniform sizes,
are modifiable, and can be used as fillers for the preparation of
magnetic gels. However, there are certain limitations such as
aggregation, accumulation, morphological changes, and leakage
of magnetic nanoparticles in the magnetic scaffolds.*®

Herein, magnetic ionic liquid surfactants (MSAILs) have an
edge over magnetic nanoparticles in hydrogels. MSAILs, via the
formation of self-assembled structures such as micelles or
vesicles, can act as nanocarriers for drug delivery and exhibit
magnetoresponsive behavior in hydrogels. In addition, MSAILs
are homogenously solubilized in an aqueous solution and
provide strength to gels through intermolecular interactions
with biopolymers. In view of the above facts, we have tailored a
magnetic essential amino acid-based ionic liquid surfactant,
[ValCy6][FeCl,], and characterized using the Raman, UV, and
EPR spectra. The magnetic properties have been investigated
using a vibrating sample magnetometer. Prior to hydrogel
formation, the surface properties and aggregation behavior of
the synthesized MSAIL has been investigated. The interaction
of animal DNA with [ValC,¢][FeCl,] has been studied using CD
spectroscopy, EB-exclusion essay test, zeta potential, and agar-
ose gel electrophoresis. The current research strategy involved
the preparation of the magnetic gel using [ValC,¢][FeCl,] and
gelatin, and its application as a nanocarrier for drug delivery,
an anticancer drug, have been used for reference studies. The
release kinetics of the drugs has been investigated using
theoretical mathematical models.

are

Experimental section
Materials

Valine and p-toluenesulphonic acid were procured from TCI India
Ltd. Sodium carbonate, cetyl alcohol, toluene, dichloromethane,
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methanol, and sodium sulfate were obtained from SD Fine
Chemicals India Ltd. Sodium chloride, magnesium chloride,
calcium chloride dihydrate, and potassium chloride were pur-
chased from SRL Chemicals Ltd, India.

Deoxyribonucleic acid sodium salt from salmon testes
(DNA), ethidium bromide, trizma base (99.9%), ferric(m) chloride
hexahydrate (97% purity), glutaraldehyde and gelatin type A
(300 Bloom, IEP = 9.0), were purchased from Sigma Aldrich.

Synthesis and characterization. The esterification of valine
was carried out using p-toulenesulphonic acid and cetyl alcohol.
Valine (1 mmol) and cetyl alcohol (1.1 mmol) were taken in a
round bottom flask containing 100 mL toluene. Equimolar
p-toulenesulphonic acid was added to the reaction mixture
and refluxed for 6 h. After removing toluene, the crude product
was solubilized into chloroform washed with sodium carbonate
containing water 2-3 times and separated. After the removal of
the solvent, the product was solubilized in 100 mL acetone
containing 10 mL of conc. HCI. The product was recrystallized
at —20 °C and washed with acetone to remove the impurities.
In the next step, the equimolar ratio of the synthesized product
and FeCl;-6H,0 were taken in a round bottom flask containing
ethanol and stirred at room temperature for 24 h. The obtained
product was washed with hexane. The molecular structure is
shown in Fig. 1, and the structural scheme of synthesis has
been provided in Fig. S1 (ESIf). Structural confirmation was
achieved using 'H NMR (Fig. S2, ESIT), LCMS (Fig. S3, ESI{),
UV, Raman, and EPR spectra, which confirm the formation of
the [FeCl,]™ anion (Fig. S4-S6, ESIt). The thermal behavior of
[ValCy4][FeCl,] was studied by recording the DSC and TGA
thermograms (Fig. S7 and S8, ESIT). The starting, onset, and
degradation temperatures are provided in Table S1 (ESIt).

The DNA concentration was measured using a NanoDrop
Spectrophotometer (ND-1000) in 80 mmol L~ Trizma base-
EDTA hydrochloride buffer (TE buffer). The optimized DNA
concentration was 92.1 ng pL~ " for the DNA interaction studies.

Gel formation and in vitro drug loading-release experiment.
The magnetic hydrogel was prepared by adding 1 mg mL ™" of
the synthesized magnetic surfactant into 5 mL phosphate
buffer of pH 7.4 at 40 °C, and slowly adding gelatin (10 wt%)
to the solution. Glutaraldehyde (0.01%) was added as a cross-
linking agent to the solution, and hydrogel thus formed
was used for rheological studies and in vitro drug loading and
release experiments.

The in vitro drug loading and release experiment was carried
out as follows: magnetic gel (1 mg mL~" magnetic surfactant,
10% gelatin, and 0.01% glutaraldehyde) was taken in 150 mL
phosphate buffer (pH 7.4) containing 5 mg of the drug for 24 h

OC4gH33 /Fle\

¢
¢

Fig. 1 Molecular structures of investigated [ValCygl[FeCly].
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and monitored using UV-Vis spectroscopy. For the release
experiment, the gel was placed in 150 mL phosphate buffer
and kept under an incubator shaker at 100 rpm and 37 °C. At
different intervals of time, 1 mL of aliquots was taken out, and
an equal amount (1 mL) was added to maintain a constant
volume. The drug release behavior has also been studied in the
presence of different electrolytes (0.1 M concentration). The
samples were analyzed through UV-Vis spectroscopy, and cal-
culation was done using the predetermined calibration curve.
The formula used for drug loading efficiency and cumulative
release are given below.

CumulativeRelease(%) — amountofdrugreleasedinmedia

amountofdrugloadedinmagneticgel

x 100

Determination of the swelling behavior. For swelling beha-
vior studies, a dry pre-weighed sample of the gel was placed
into 100 mL of the buffer at pH 7.4. The sample was removed
after 24 h and dipped in MQ water to remove the salt impurity.
The sample was gently cleaned and weighed accurately and
repeatedly. The swelling behavior was calculated using equation

M) % 100

SwellingBehavior = ( 7

where M, and My are the weight of the swollen and dry hydrogel,
respectively.

Methods

Raman, UV, EPR spectroscopy. A LabRAM HR Evolution
Horiba Jobin, Yvon Raman spectrometer was used to confirm
the formation of the Fe-Cl bond in the [FeCl,] anion. The
unpaired electron in Fe(m) was characterized with the help of
an EPR benchtop instrument (Freiberg Instruments, Germany)
in the range of 200-400 mT.

Vibrating sample magnetometer. The magnetic behavior of
the synthesized [ValC,¢][FeCl,] was determined at 300 K with
the magnetic field range from —1.2 to 1.2 T with the help of
VSM (Lakeshore, Model-7404).

Surface tension and pyrene fluorescence measurement.
Attention force Tensiometer Sigma 700 with a Du Notly ring
method has been used to identify the critical aggregation
concentration (cac) and other surface parameters of [ValC,¢]-
[FeCl,] for the air-water interface. The triplicate value of surface
tension has been considered as the final value. The fluores-
cence method has also been used as complementary to the
determined cac. A Fluorolog (Horiba Jobin Yvon) spectrometer,
slit width 1.2 nm, path length 1 cm in the range from 365 nm to
450 nm was used for the measurements.

Scanning electron microscopy (SEM). The gel was mounted
on a copper stub and gold-coated with a sputter coater. Scanning
electron microscopy was used to study the surface morphologies
of the prepared gel, and elemental analyses were carried out using
an EDX with a field emission scanning electron microscope
(FE-SEM) JFM 7100 F (Oxford incorporation).
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Transmission electron microscopy (TEM). TEM analysis
(JEOL JEM-2100 electron microscope) was done by putting a
drop of an aqueous solution of [ValC,¢][FeCl,] on the carbon-
coated copper grid (300 mesh). The sample was dried under a
vacuum desiccator and analyzed.

Ethidium bromide exclusion assay. The fluorescence spectra
was recorded to determine the changes in EB-DNA complex
formation with the addition of the stock solution of [ValC;¢][FeCl,].
The range was 540-800 nm with an excitation value of 530 nm at
the room temperature. 50 puL of 0.1 mM of EB was dissolved into
2 mL of the DNA TE buffer to perform the EB-DNA complexation
studies.

Zeta potential ({). The surface charge of the DNA-surfactant
solutions of different concentrations were determined using
Malvern Instruments, Zetasizer Nano ZS, UK, He-Ne laser with
a gold-coated electrode ‘DTS 1060’ cell.

Circular dichroism spectroscopy. The CD spectra were
recorded using a Jasco J-815 CD spectrometer within the
wavelength range of 200-400 nm with 2 s response time,
100 nm min ' scan rate, and 0.2 nm bandwidth. The solutions
were prepared using DNA and [ValCye][FeCl,] in TE buffer at
pH = 7.4 in a quartz cuvette with a path length of 1 mm in N,
atmosphere.

Agarose gel electrophoresis. Various solutions of [ValCye]-
[FeCl,] in TE buffer at pH = 7.4 with animal DNA and 2 pL of the
dye were loaded into the well. Gel Doc™ XR" with a Bio-Rad gel
imager system was used for imaging DNA bands at 298.15 K
with 50 V in the TBE running buffer for 60 min.

Dynamic light scattering (DLS). NaBiTec Spectro-Size300
light scattering apparatus (NaBiTec, Germany) was used to
identify the hydrodynamic size of the aggregated structure in
[ValC;6][FeCl,] in water at a 90° angle with a He-Ne laser
(633 nm, 100 mW).

Rheometer. The rheological properties of the gel were mea-
sured using Anton Paar’s Physica MCR 301 rheometer using a
PP50 probe. The gap between the probe and the plate was
maintained at 0.1 mm for all experiments at room temperature.

Results and discussion
Self-assembly characteristics of [ValC,¢] Cl and [ValC,¢][FeCl,]

Prior to gel formation and drug loading, the self-assembly
characteristics and surface activity of [ValCye] Cl and [ValC]-
[FeCy4] were investigated in aqueous solutions with the help
of surface tension, conductivity, and pyrene fluorescence mea-
surement at 298.15 K.

Surface tension measurement. Tensiometry was used to
determine the surface tension values of the surfactant solutions
at different concentrations. A marked reduction in the surface
tension was observed with the addition of the surfactants.
The cac value of [ValCy4]Cl and [ValCye][FeCl,] was evaluated
using the plot between the natural logarithm of concentration
against the surface tension, as shown in Fig. 2(a), and the
values were 0.072 mmol L™ " and 0.023 mmol L™, respectively,
which are remarkably lower than that of the previously reported

© 2022 The Author(s). Published by the Royal Society of Chemistry


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d1ma00758k

Open Access Article. Published on 08 November 2021. Downloaded on 2/22/2026 5:05:27 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

View Article Online

Paper Materials Advances
Q@ [valC][FeCl,] 17 —@—[ValC,][FeCl,] 0.4 @ [ValC,jJ[FeCl]
701 (@) © macaen (b) -o-wacen (c) 9 e Jicn
° 1.6-
601 @ - 0.3
- ° 154 :
E. 50 ¢ 00 [ g
Z ) = 141 ) 0.2-
g 0% . £
=401 oY% 131 =
LY 4041
304 dﬁoooo 1.2-
9
. °%90 1.14 0.0-
0.00 0.00 0.00 0.00 0.01 0.02 0.05 0.14 0.37 000 005 010 015 0.0 0.1 02
1 i o
InC/mmol.L C/mmol.L! C/mmolL.L"

Fig. 2 Represents the surface tension, pyrene fluorescence, and specific conductivity measurement profiles of [ValCi5]Cl and [ValCygl[FeCly] in aqueous

media.

conventional surfactants.>*¢ According to the previous report,
the insertion of the metal into the surfactant reduces the cac
value, e.g., the cac value of CTAB (cetyltrimethylammonium
bromide) is 0.92 mmol L™ but in CTAFe (cetyltrimethylammo-
nium bromotrichloroferrate), the cac value is 0.42 mmol L™ ".*’
A similar reduction in the cac value has been observed for
[ValC;6][FeCl,] as compared to [ValCy6]Cl. This is due to the
more hydrophobicity induced into the surfactants after the
introduction of the metal. Various surface parameters have
been derived using the surface tension values (Table 1). The
surface parameters indicate a more compact self-assembled
structure in case of [ValC,6][FeCl,], which is due to the hydro-
phobic nature of the [FeCl,] anion.

Pyrene fluorescence measurement. Pyrene is very sensitive
to the external environment. Therefore, it is employed as a
hydrophobic probe to determine the cac value of the investi-
gated surfactants. An increase in the intensity (I3) with a
decrease in the intensity (I;) has been observed with an increase
in the concentration of the surfactant (Fig. S9, ESIt). The
inclusion of pyrene molecules in the self-assembled structure
leads to a decrease in I; and increase in I;. The plot between
I/I; and concentration (Fig. 2b) shows a cac value of [ValC,¢][Cl]
and [ValCyg][FeCl,] as 0.10 mmol L~ and 0.05 mmol L7,
respectively (Table 1).

Specific conductivity measurement. Specific conductivity
depends on the change in the ionic mobility of the surfactant
in solution and has been used to identify the cac value of the
investigated [ValC,;6]Cl and [ValCyg][FeCly]. Specific conduc-
tivity was plotted against the surfactant concentration by the

titration of the stock solution against pure water. The specific
conductivity increased linearly with an increase in the concen-
tration of [ValC;6]Cl or [ValCy¢][FeCly]. A slope change in the
specific conductivity was observed after achieving the cac. The
cac value of [ValCy6]Cl and [ValC;¢][FeCl4] is 0.09 mmol L™ and
0.05 mmol L7, respectively (Fig. 2c). The plot was further used
to calculate the degree of counterion binding () and the
theoretical value of the standard free energy of micellization.
The negative value of standard free energy of micellization
indicates the spontaneous formation of the self-assembled
structure in the investigated surfactant systems.

Morphological transitions in the self-assembled structure of
[ValClG][FeCl4]

[ValCy6][FeCl,] shows the morphological transition in the aqu-
eous solution by changing the concentration. The transition
from micelles to rod-like structures to vesicles has been
observed by the changes in the concentration of [ValC;¢|[FeCl,]
(HR-TEM images, Fig. S10, ESI}). Transitions such as that from
micelles to vesicles form in various single-chain surfactants
have been previously reported.*®° At lower concentration, ie.,
about 0.05 mM [ValCy¢][FeCl,] forms micelles, which changes
into rod-like structures till 0.5 mM, and then a further increase
in the concentration to 0.9 mM forms vesicular structures
(Fig. S10, ESIt). We have used vesicular structures for our study
to mimic biological liposomes. Counterion binding and hydro-
phobic interactions play an important role. At the lower
concentration, the head group of the cationic moieties of
the ionic liquid have less binding with a larger hydrophobic

Table1l Determination of critical aggregation concentration using surface tension (ST), fluorescence measurement (Flr.), and conductivity measurement
(Cond.). Surface parameters;surface tension at cmc (ycmc), effective surface tension reduction (nmc), adsorption efficiency (pCuo), maximum surface
excess concentration (I'may), and area occupied by a single molecule at the air—water interface (Anin), degree of counterion binding (f), standard free

energy of micellization (AGSic)

cac (mmol L") Derived parameters

SAILs ST Cond. FIr.  yJemeMNM ™) 7eme MNM™)  pChp  Imax (Mmol m™2)  Apin (A% B AGYie (K mol™)
[ValC,g][FeCl,] 0.02 0.05  0.05 30.18 39.88 585 037 442.6 032 —23.1
[ValClG]Cl 0.07 0.09 0.10 25.67 45.39 5.95 0.29 559.7 0.77 —28.8
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counter anion that sufficiently stabilize the head group repulsion
in micellar structures. When the concentration increases, the
molecules reorganize themselves, wherein larger hydrophobic
counter anions are inserted toward the head group. This stabilizes
the charge repulsion between the head groups, and vesicles are
expected to form. The DLS plot shows that the hydrodynamic radii
of the formed vesicles are 95 nm and 8 nm for micelles (Fig. 3a
and Fig. S11, ESIf). The autocorrelation function has been
provided in the ESIt (Fig. S12, ESIT). The transition from clear
to turbid solution on increasing the concentration indicates the
conversion from micelles to vesicles in Fig. 3b. The TEM images of
[ValCy6][FeCl,] show that the diameter of the vesicles is 100 nm
(Fig. 3c) and that of the micelles is 5 nm (Fig. S10, ESI{).

Physiochemical interaction of DNA with [ValC,¢][FeCl,]

The salmon fish-extracted DNA has been utilized to investigate
the biocompatible nature of [ValC;][FeCl,]. The physicochemical
interaction of [ValC,¢][FeCl,] with DNA has been studied using CD
spectroscopy, EB-exclusion assay using fluorescence spectroscopy,
zeta potential, and agarose gel electrophoresis.

CD spectra. Circular dichroism spectroscopy gives informa-
tion about the secondary structure of B-DNA and the structural
stability at different concentrations of [ValC,¢][FeCl,]. The f
conformation of DNA shows a positive band, a negative band,
and a crossover point at 276 nm, 245 nm, and 257 nm,
respectively, in the CD spectra, as represented in Fig. 4a, which
confirms pure DNA in the TE buffer.*® The initial concentration
of [ValCy][FeCl,] shows superimposition with the CD spectra of
pure DNA and indicates the structural stability of DNA.

No significant change in the DNA bands has been observed
till 0.7 mM of [ValC,¢][FeCl,], which shows the retention of
the secondary structure of DNA. With a further increase in the
concentration, a decrease in the intensity is observed due to the
interaction of DNA with [ValC,¢][FeCl;]. The compaction of
DNA has been observed with a reduction in the intensity and
the shifting of the band positions with an increase in the
surfactant concentration, which is likely due to the more
exposure of the negatively charged DNA to the cationic head
groups of [ValC;¢][FeCly]. [ValC;¢][FeCl,]-DNA lipoplex formation

488 | Mater. Adv., 2022, 3, 484-492
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(a) DLS plot, (b) optical micrograph of micelle to vesicle transition, (c) TEM images of [ValCg][FeCly] vesicles in aqueous medium.
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Fig. 4 (a) CD spectra, (b) zeta potential, (c) EB-exclusion assay test, and
(d) 3D plot of the % binding of EB at various concentrations of
[ValC16][FeCl4].

because of the hydrophobic counter anion (FeCl,) is probably the
reason behind DNA compaction.®”

Zeta potential measurement

Zeta potential measurements have been used to investigate the
changes or alterations in the surface charge of DNA when
interacting with [ValC6][FeCl,]. As shown in Fig. 4b, the DNA
solution has a negative zeta potential value due to the presence
of the phosphate group in it. The zeta potential of the micelle
(0.1 mM) and vesicles (1 mM) are +24 mV and +34 mV,
respectively (Fig. S13, ESIt). This slight change observed in
the zeta potential is likely due to the morphological transitions
in the aggregated structures. At lower concentrations of
[ValC,6][FeCly], the zeta potential remains unchanged due to
the more DNA phosphate groups, whereas with an increase in
the concentration of [ValC,¢][FeCly], there is a decrease in the
zeta potential value due to the effective interaction between the

© 2022 The Author(s). Published by the Royal Society of Chemistry
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opposite head groups. On a further increase in the [ValCy¢)-
[FeCl,] concentration, the value of the zeta potential becomes
more positive, indicating DNA-surfactant complex formation.

Exclusion assay test. It was employed to evaluate the binding
ability of [ValC;s][FeCl,] with DNA using intrinsic fluorescence
spectroscopy. Ethidium bromide (EtBr or EB) is an inert catio-
nic dye that forms a complex with DNA due to the migration
of the cationic group in the hydrophobic environment of
double-stranded DNA in water.**> The EB-DNA complex
shows 20-25 folds higher fluorescence intensity than the EB
dye in pure water. The EB-DNA complex shows fluorescence
intensity at 600 nm. There is no significant change at a lesser
concentration of [ValCye][FeCl,]. The decrease in the fluores-
cence intensity is detected with the further addition of
[ValCy6][FeCl,] in the EB-DNA complex, as seen in Fig. 4c.

The quenching of intensity with [ValC,¢][FeCl,] is due to the
displacement of EB by the cationic surfactant from the micro-
environment of DNA. The % binding of EB decreased with the
addition of [ValCys][FeCly], as seen in Fig. 4d. The extent of
binding was calculated by its ability to displace EB from the
DNA-EB intercalated complex. The N/P ratio is the ratio
between the moles of the N atom in the investigated molecule
with the negatively charged phosphate group of DNA, and it is
less than or equal to unity. The 3D surface plot indicates the
increase in the surfactant concentration with an increase in the
N/P ratio with more extent of DNA binding with [ValCys][FeCl,].
The maximum binding with DNA occurs between 0.5 mM and 3
mM, after which a disturbance in the band is observed due to
charge neutralization. When the N/P ratio reaches one, EB is
completely displaced from the surfactant.

Agarose gel electrophoresis. This experiment was done to
understand the degradation and biocompatibility of DNA in the
presence of [ValC,¢][FeCl,]. After the 6 h incubation of various
concentrations of [ValC,¢][FeCl,] with DNA, it was loaded into an
agarose gel, showing a single band (Fig. 5), which indicates no
degradation of DNA in the presence of [ValC;¢|[FeCl,], as presented
in the latter. The DNA band became vague due to the interaction
and formation of the DNA-[ValC,¢][FeCl,] complex after 1 mM
concentration. The disappearance of the band indicates the charge
neutralization between DNA and the [ValC;¢][FeCl,] molecule. This
result indicates the stability of DNA in the presence of our
synthesized magnetic surfactant, which can be helpful as a
magnetoresponsive drug delivery nanocarrier.

[ 03 [ os
mM | mM

Ladler | Pure
DNA

0.01 | 0.05
mM | mM

0.1
mM

0.7 | 1mM
mM

2mM | 3mM | 5mM

e I ]

vt

DNA Fragments Pattern

Fig. 5 Agarose gel electrophoresis of DNA in the presence of various
concentrations of [ValCygl[FeClyl.
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Rheological behavior of magnetic [ValC,¢][FeCl,]-gelatin
biocomposite hydrogel

The rheological experiments were conducted to examine the
strength, deformation characteristics under strain, and fre-
quency variation of the gelatin-[ValC;¢][FeCl,] biocomposite
gel. The vesicular region of [ValCy¢][FeCl,] has been used to
form the magnetic biocomposite gel. The time sweep experi-
ment in the storage modulus (G’) and loss modulus (G”) was
examined at 1 Hz constant frequency and 1% shear strain at
room temperature (25 °C). It can be observed in Fig. 6a that no
change was observed in G’ & G” and the higher G’ value
indicates gel formation. The observed dynamic storage (G')
and loss (G”) modulus under time sweep show that a linear
graph is maintained, indicating no deformation in the gel. An
increase in the G’ was observed after the inclusion of para-
magnetic [ValCy¢][FeCly] in the gel. The [ValCse][FeCl,]-
containing gel was found to show a two-fold increase in the
strength than the conventional gelatin gel. G’ and G” wvs.
frequency dependence are almost similar at 300 Hz, and no
further decrease was observed (Fig. 6b). At higher frequencies
(~500 Hz), an intersection in G’ & G” was observed for the gels
without [ValCy][FeCl,]. The magnetic gel shows a linear viscoe-
lastic regime until the large strain of 75-80% at a frequency of
100 rad s~ (Fig. 6¢).

The SEM images (Fig. 6d and e) show the morphology of the
gelatin gels without and with [ValC,¢][FeCyy]. The carbonyl
group in [ValCys][FeCl,] and in glutaraldehyde forms bonds
with gelatin (-NH,) and forms a smooth homogenous micro-
structure morphology. To further confirm the structure, energy
dispersive X-ray spectroscopy (EDX) was performed. EDX ana-
lysis confirms the presence of different elements and Fe(ur) in
the uniform surface of the magnetoresponsive biocomposite
gel (Fig. S14, ESIT). Elemental mapping (Fig. 6f) shows the
homogenous distribution of Fe(m) into the magnetic gel and
the green dots represent Fe in the gelatin gel.

Drug loading and release studies

The entrapment of the drug molecules ornidazole and 5-fluoro-
uracil into the biocomposite magnetic gel was studied. Initially,
the leaching studies and the study on the swelling behavior of
the magnetic gel in pure water were performed (Fig. S15 and
S16, ESIt). From the prepared gel, no leaching or release of
[ValCy6][FeCl,] was observed, and time-dependent investiga-
tions showed no increase in the swelling after 24 h, also
indicating a good porous behavior. Since the formation of
vesicles is a spontaneous process, no external stimulus was
required for drug loading into the magnetic gel. The drug
loading efficiency of 5-fluorouracil and ornidazole, as deter-
mined from UV-Vis spectroscopy, was found to be 10 £+ 0.2%
and 8.3 £ 0.6%, respectively, in the case of pure gelatin,
whereas in the magnetic gel, it was found to be 78 + 0.3%
and 69 + 0.6%, respectively, at 37 °C, indicating a very high
drug loading efficiency. The release studies of both the drugs
(5-fluorouracil and ornidazole) from the magnetic gel were
carried out in the phosphate buffer with respect to time
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(4 h to 96 h, Fig. 7a and b). After 96 h, no further release of the
drug was observed. The cumulative release pattern of the drugs
is shown in Fig. 7c. The slow release of both the drugs observed
is due to vesicle entrapment and magnetic surfactant counter-
ion. The retention in the UV-Vis band shows no degradation of
the drug molecules entrapped in the magnetic gel. A compar-
ison of the loading efficiency of both the drugs (ornidazole and

490 | Mater. Adv, 2022, 3, 484-492

5-fluorouracil) in various types of systems investigated pre-
viously with the present magnetic gelatin-[ValC;¢][FeCl,] bio-
composite gel is provided in Tables S2 and S3 (ESIt). A broad
range of loading efficiencies is reported in the literature. The
loading efficiency for 5-fluorouracil and ornidazole in the
developed magnetic system are the highest reported so far.
The VSM graph indicates the magnetic nature of the investi-
gated [ValC,¢][FeCl,] surfactant and the gelatin-[ValC;][FeCl,]
biocomposite gel (Fig. 7d).

On lowering the concentration of [ValCj¢][FeCl,] in the
magnetic biocomposite gel from the vesicular region to the
micellar region (0.1 mM), the loading efficiency of 5-fluoro-
uracil and ornidazole decreases to 49 + 0.2% and 42 + 0.5%,
respectively. The decrease in the loading capacity was observed
because the vesicles are more favorable to the loading of a
hydrophilic drug. The release of the drug from the magnetic gel
has also been studied in various equimolar electrolyte solutions
to compare the release behavior. We have taken ornidazole as
the representative example for the study because both drugs
follow a similar release trend. The used electrolyte solutions
were sodium chloride (NaCl), potassium chloride (KCl), cal-
cium chloride (CaCl,), and magnesium chloride (MgCl,). The
in vitro release profile of the drug in different electrolyte
solutions was recorded as a function of time (Fig. S17, ESIt).
In case of bivalent cations, it was found that drug release in
CaCl, solution is slower than in the MgCl, solution, whereas in
the case of monovalent ions, the drug release is slower in NaCl
as compared to that in KCI solution.

The cumulative release pattern of the drug was fitted into
different models. The kinetics of release of ornidazole and
5-fluorouracil from the magnetic gel has been studied using

© 2022 The Author(s). Published by the Royal Society of Chemistry
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various mathematical models such as the Higuchi model,
Hixson-Crowell model, or Korsmeyer-Peppas model, which
were determined to be zero-order and first-order, respectively
(Table S4, ESIT). The fitted data in the mathematical equation
follows the Korsmeyer-Peppas model with R*> values of 0.99
and 0.98 for both ornidazole and 5-fluorouracil, respectively.
The Korsmeyer-Peppas model shows drug release following
the erosion of the material with the diffusion of the drug. The
model shows that both the drugs follow similar kinetics.

Conclusions

The essential amino acid (valine)-based surfactant [ValC;¢][Cl]
and its analogue magnetic surface active ionic liquid surfactant
[ValCy4][FeCl,] have been synthesized. The synthesized materials
have been characterized using 'H NMR, LCMS, EPR spectroscopy,
Raman spectroscopy, UV spectroscopy, TGA, and DSC. The self-
assembly behavior of [ValCy6][Cl] and [ValC,¢][FeCl,] was studied
using the surface tension, pyrene fluorescence, and specific
conductivity measurements and their related parameters were
derived. The surface parameters show a remarkably low value of
cac and high surface activity for [ValC,¢][FeCl,]. TEM analysis
shows morphological transition from micelles to vesicles on
increasing the concentration of [ValC,¢][FeCl,]. The physico-
chemical interaction investigations of DNA with [ValC,¢][FeCl,]
indicates its biocompatible nature. The vesicular region of the
surfactant has been used to form magnetic biocomposite gels
using gelatin. The rheological behavior of the synthesized gels
indicates very good gel strength. The formed magnetic bio-
composite gel has been used as a drug carrier for ornidazole
and 5-fluorouracil with very high loading efficiency (69 + 0.6%
and 78 + 0.3%), respectively. The magnetic analysis of the
magnetic biocomposite gel shows good magnetic behavior. The
kinetics of release of both the drugs follows the Korsmeyer—
Peppas model. Such nanoparticle-free magnetic biocomposite
gels can be successfully utilized for in vivo studies and can be
used in applications such as cell/drug delivery and tissue
engineering purposes.
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