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ABSTRACT: The substance properties can change drastically at the nanoscale. Materials can
demonstrate new properties with just a reduction in size and no alteration in the substance itself.
In this paper, modified montmorillonite (M MMT) and a variety of different hybrid natural-
based nanocomposites were systematically investigated by combining a suspension of (M
MMT) as a nanofiller with polymers comprising either chitosan (CS), starch (S), B-cyclodextrin
(B-CD), polyethyleneimine (PEI), while in other cases polysaccharides such as chitosan (CS),
carboxymethyl-B-cyclodextrin (CM-B-CD) served as the macroscopic polymer matrix while
magnetite (MNP) constituted the nanoparticles thereby resulting in the polysaccharide-MNP
nanocomposite. In the third case, the macroscopic polymer matrix of lignin mixed with M
MMT suspension as nanofiller was analysed as controlled release formulations and the
efficiencies of PLE and SPR for chlorpyrifos (ChP) pesticides were compared with gas
chromatography mass spectrometry (GC-MS) and corrected with inductively coupled plasma
mass spectrometry (ICP MS). Overall, owing to the smaller sized particles collected under
optimum conditions, all inorganic and hybrid composites displayed decent to excellent PLE.



However, L-M MMT displayed an impressive median PLE of 98 % relative to other
Polysaccharide-M MMTs (50-80 %), polysaccharide-MNPs (72-75 %), PEI-M MMT (61-76
%) among the hybrid composites tested together with M MMT (49 %). However, compared to
other composites with SPR results of ChP of 98 % in 12 days, S-M MMT displayed
comparatively better results while other synthesized inorganic and nanocomposites showed 26-
81 % release. We expect that this description will help researchers choose the right approach

for designing pesticides and achieving better pesticide delivery.

KEYWORDS: Chlorpyrifos, Polysaccharides, lignin, Magnetite, Polyethyleneimine,

Modified Montmorillonite,

1. INTRODUCTION

Nanotechnology has risen to prominence in the last decade as a potential game-changer in
agricultural practices.’® Nanoscale particles have revolutionary properties that can increase
pesticide efficiency and make the delivery system smart in terms of pesticide distribution. °
Pesticides, like nano-drugs, can be administered in a regulated and targeted manner using a
smart delivery system.®”

Nanoclays, such as montmorillonite (MMT), serve as nanofillers in polymer matrixes such as
polysaccharides.2® Clay gallery swelling is induced by MMT alteration, which improves
polysaccharide chain intercalation and clay dispersion in the polysaccharide gallery. Via
modification and compounding with a polysaccharide, the silicate layers of MMT can be
delaminated, resulting in a nanocomposite with improved tensile properties. 1> When MNP
is used instead of MMT as a nanofiller, the polysaccharide coating on MNP not only offers
stability, but also reduces the toxicity of bare MNP, allowing the formulation to reach the target
directly.t3

The incorporation of nanofillers such as M MMT into the PEI results in a substantial

improvement in the elasticity module, increased thermal resilience or greater fire retardancy



factor. 1#1° PEIs and macroscopic polymer such as, lignin greatly improve a range of

physicochemical properties needed in new fields of application. (Figure 1). 1-1°
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Figure 1. Types of system evaluated for pesticide encapsulation and release

In combination with nanotechnology, carbohydrates appear to be promising candidates for
increasing E.E. We synthesized a sequence of hybrid M MMTs/MNPs of polysaccharides
(chitosan,?® starch 2! B-cyclodextrin? CM-B-cyclodextrin 2 lignin,?* PEIs® forming hybrid
nanocomposites by wet impregnation?’, gelation®® and coprecipitation?® in our attempt to
further compare sustained pesticide release and enhanced E.E. methodologies (Figure 1).
Compared with M MMT?® PEI - M MMT?" nanocomposites (2,4,6,8,10 & 40 %), CS-M MMT
28 S-M MMT, ?° B-CD-M MMT?? 3¢ nanocomposites and L-M MMT?3! composites, the hybrid
MNP NCs were designed as CS-MNP,*? CM-B-CD-MNP *3and compared with their EE % &
PLE %age of chlorpyrifos. Finally, spectrophotometrically, sustained pesticide release (SPR)
was determined wherein time-dependent release of chlorpyrifos from the above synthesized
formulations was compared. (Figure 1). Because of its phenol groups, which are capable of

scavenging free radicals,® Lignin was tried as it can serve as a stabilizer against UV



degradation or thermo-oxidation (Figure 1). Although the macro-to-nano-particles were
discussed in a significant number of papers, it was shown that particle size reduction to nano
shows pronounced E.E and SPR values due to more spaces (surface area) for insecticide
molecules to be trapped. 3° Another main aim of this research is to figure out which is the better
nanotechnology (MNP vs M MMT). This is the first systematic relative account of E.E %, PLE
wt % and polysaccharides vs. lignin vs. PEI aqueous release activity of chlorpyrifos using M

MMT/MNP nanomaterials.

2. EXPERIMENTAL SECTION

2.1 Materials and Reagents. Iron (I11) chloride hexahydrate (FeCls.6H20); iron (11) chloride
tetrahydrate (FeCl..4H20); ferric nitrate, ferrous sulfate, Montmorillonite (MMT),
Polyethyleneimine (PEI), phosphate buffer Microcrystalline B-cyclodextrin (B-CD),
Lignin(L), Chitosan (CS), chlorpyrifos (chp), were obtained from Sigma Aldrich. Starch (S),
hydrochloric acid (HCI), sodium hydroxide (NaOH), Methanol (MeOH), acetic acid (AcOH),
, ethanol (EtOH), , monochloroacetic acid, Acetone (Me,CO) was obtained from Rankem.
Dialyzer tubes (MWCO 1KDa) were procured from G-Biosciences. Carboxymethyl--

cyclodextrin was synthesized from microcrystalline B-cyclodextrin as per literature procedure
36

2.2 Analytical methods. X-ray Diffraction (XRD) was performed using Bruker D-8 advanced
diffractometer in the 26 range of 10 to 90 °C. The average crystallite size with and without
surface coating was estimated using the Scherrer equation. Fourier transform infrared (FT—IR)
spectra were recorded on Agilent Cary 660 spectrometer using the KBr pellet technique in a
range of 4000-400 cm™. Thermogravimetric analysis (TGA) was performed to determine the
degradation/decomposition behavior of samples using thermogravimetric (TG) analyzer-
(Perkin EImer STA 8000) at a N> flow rate of 10 mL/min and heating rate of 10 °C/min. Atomic
Force Microscopy (AFM) images were acquired using Bruker Multimode 8 and sample
analysis was done in tapping mode. The samples were deposited on silicon wafers and analysis

was performed at different sections at room temperature and ambient atmosphere.



Transmission Electron microscopy (TEM) images were acquired on a Jeol 2100 HR operating
at 200 kV. Samples were prepared by depositing a drop of diluted NP suspension on 300 mesh
TEM grid were dried under vacuum for 2 h. Inductively coupled plasma-mass spectrometer
(ICP-MS) was used to estimate the amount of iron for calculating mol% and turn over
frequency (TOF), Agilent Technologies 7700 series.

The GC-MS analysis was performed to determine the encapsulation efficiency and pesticide
loading efficiency using a Shimadzu GC coupled with a GCMS-QP 2010 plus mass detector
and a single-quadrupole mass spectrometer Quantum (Shimadzu) with 100% dimethyl
polysiloxane (Restek Rxi-1ms; 30 m x 0.25 mmiD., 0.25 pm film thickness) column. GC-MS
operating conditions: The initial oven temperature was 60 °C, maintained for 1 min and then
ramped to 270 °C at a rate of 10 °C/min followed by holding for 5 min at 270 °C. The initial
temperature of the injector was 63 °C and then programmed at the same rate as the oven.
Helium was used as carrier gas with primary pressure of 570 KPa. The split injection mode
was used with a split ratio of 10.0. The injection volume of each sample was 1 uL and the total
time for one GC-MS run was 27 min. Mass spectrometer settings: electron impact ionization
mode with an electron energy of 70 eV, ion source and interface temperatures were set at 200
and 270 °C, respectively and scan mass range m/z 50-500. Shimadzu 2600 UV-Vis
spectrophotometer was used to estimate the amount of entrapped pesticide at 214 nm during
the aqueous release study after every 24 h. The calibration curve of ChP was prepared in
MeOH.

2.3 Synthesis of Polysaccharide - Modified MMT/ Modified MMT/ Polysaccharide —
MNP, Lignin - Modified MMT Nanocomposites, Polyethyleneimineimine- Modified
MMT as pesticide nanocarriers (NCs)

Various hybrid materials were developed and synthesized in this research (Scheme 1). Hybrid
NC containing polysaccharides, such as (CS-M MMT, S-M MMT and B-CD-M MMT),

polyethyleneimine (PEI) such as PEI-M MMT (2,4,6,8,10 & 40%), MNP (such as CS-MNP,



CM-B-CD-MNP, lignin, such as L-M MMT, and inorganic nanofillers, such as modified MMT
(M MMT). The M MMTs were used as filler or stabilizer with polysaccharides, lignin, PEI
while polysaccharides were used as capping agents to prepare smaller sized
polysaccharide/MNPs nanocomposites.(Scheme 1).

6M HCl/ 95°C
(@ MMT —— "=~ . Modified MMT (M MMT)

(b) PEI in MeOH Sin M MMT CS/B-CD + M MMT Lignin
1.D.W
Wet 2.90°C 1% acetic acid
Impregnation 3. Co-
method precipitation M MMT
in EtOH
v
1.CS-M MMT L-M MMT
2.5-M MMT
3. B-CD-M MMT
4, PEI-M MMT
Polysaccharide
FeCl,.4H,0 + FeCl;.6H,0
(1:2) 5M NaOH
Polysaccharide = Polysaccharide coated magnetite
nanoparticles
1. CS-MNP

2. CM-B-CD-MNP

Scheme 1. : Synthesis of M MMT/ Polysaccharide- M MMT / Lignin- M MMT/ PEI- M
MMT and Polysaccharide-MNP as Pesticide encapsulation and carrier.

In this study, the synthesis of Chlorpyrifos loaded nanocarriers involves two stages (Scheme
1).
I Synthesis of modified montmorillonite (M MMT) / PEI- M MT/Polysaccharide- M

MMTs / Polysaccharide-MNPs/ Lignin- M MMT

ii. Synthesis of chlorpyrifos loaded modified montmorillonite (M MMT) / PEI- M

MT/Polysaccharide- M MMTs / Polysaccharide-MNPs/ Lignin- M MMT

2.3. (1)a: Synthesis of modified montmorillonite (M MMT) by acid treatment



The synthesis of modified montmorillonite was adapted from the literature with minor changes
to improve textural properties, especially pore volume and surface area of clay samples.®” 2g
of clay was added to a 20ml solution of 6M hydrochloric acid. The mixture was then heated
for 4 hours in an oil bath at 95°C while stirring at 600 rpm. The suspension was then washed
with distilled water before being dried overnight in a 100°C oven. The powder was vacuum-

dried for another 24 hours before application.

2.3. (i)b: Preparation of the PEI-M MMT nanocomposite

Approximately 2 g of PEI was dissolved in 20 g of methanol for 30 minutes while stirring. Wet
impregnation method was used to make the PEI-M MMT composite sorbents, which was
adapted from the literature with slight changes.>” The M MMT was then added to the above-
mentioned methanol solution and stirred at room temperature for 3h. The slurry was then dried
for 12h at 75° C in a vacuum oven. PEI-M MMT samples with various PEI loadings of

2,4,6,8,10, and 40 wt percent were prepared to optimize the PEI loading on the M MMT.

2.3.(i )c: Preparation of Starch- M MMT nanocomposite

S-M MMT nanocomposite was synthesized by coprecipitation in ethanol as reported in the
literature with minor modification.3 1g of starch was suspended in distilled water (100 ml) and
heated at 100 °C for 30 min. An aqueous M MMT dispersion containing 0.12g of M MMT in
20 ml distilled water was slowly added to the starch solution. The mixture was stirred for 4
hours at 90°C. By applying 100ml of 95 % ethanol to the S-M MMT mixture and keeping it at
4 °C overnight, the S-M MMT mixture was precipitated. The precipitate was centrifuged for 5
min before being vacuum dried at 50 °C. To swell the starch molecule, the nanocomposites
were blended with plasticizers (nanocomposites: water: glycerol = 100:40:30) in a speed mixer

and held at room temperature for two days.



2.3. (i)d: Preparation of the CS-M MMT nanocomposite

With minor modifications, the preparation of the CS-M MMT nanocomposite was adapted
from the literature®®1 g of Chitosan was mixed with 1 percent acetic acid to make Chitosan
solutions (100 mL). After 1 hour of stirring at 60 °C, the solutions were stirred continuously at
room temperature overnight. NaOH was used to get the pH of the solution down to 4.9. 5g of
well-dispersed M MMT suspension was prepared in 100ml of water and held at 60 °C overnight
with stirring, then centrifuged to remove any solids. M MMT dispersions (100 mL) were
combined with chitosan solutions for 1 day at 60°C. The mixture was centrifuged for 5 min.
The supernatants, which had excess chitosan, were discarded after five washes with distilled

water. After that, the solids were dried in a vacuum oven at 50 °C. *°

2.3.(i)e: Preparation of the -CD-M MMT nanocomposite

With minor modifications, the B-cyclodextrin -M MMT solution was synthesized according to
the literature.*® To produce a homogeneous mixture, B-cyclodextrin (1g) was dissolved in 25
ml acetic acid solution (1%) and stirred for 4 h. A suspension of 2% M MMT (500 mg) in
acetic acid solution (1%, 25 ml) was also prepared. The suspension was added into the resulting
gel. To produce a homogeneous B-CD-M MMT suspension, the mixture was stirred at 50°C

for 2 days and then freeze dried.

2.3. (i)f: Preparation of the CM-3-CD-MNP

With minor modifications, CM-B-CD was synthesized as described in the literature.** A solution
of 16.3 percent monochloroacetic acid (2.7 ml) was used to treat a mixture of 3-CD (1 g) and
NaOH (0.93 g) in water (3.7 ml) at 50 °C for 5 h. The pH values were modified in the range of

67 after the temperature of the reaction mixture was decreased to 25 °C. The obtained neutral



solution was mixed with 10 mL of methanol to create a white carboxymethylated-p-cyclodextrin
precipitate, which was purified and dried in a 50 °C oven.

With minor modifications, CM-B-CD-MNP was synthesized according to published methods.
4L With rapid stirring at a speed of 1200 rpm, 0.57 g FeCl,.4H,0, 1.57 g FeClz.6H20, and 1 g
CM-B-CD were dissolved in 26.7 ml distilled water. As the reaction mixture reached 90 °C,
3.5 mL liquid ammonia (25%) was added in drops. The reaction was held at 90 °C for 1 hour
with continuous stirring. The nanoparticles were then washed in distilled water to eliminate

any unreacted contaminants before being dried in a 70 °C oven.

2.3. (1)g: Preparation of the CS-MNP

The chitosan-coated MNP were made by in situ co-precipitation of iron salts, as described in
the literature, but with a few tweaks “An amount of 3.6 x 102 moles of iron from a mixture
in a molar ratio 2:1 (Fe3*:Fe?") of ferric nitrate (3.19g) and ferrous sulfate (1.19g) added
to chitosan (5g in 100ml) was mixed at 100 rpm in 3% (v/v) acetic acid(10ml) at 70°C. An
ultrasonic processor was used to spread the chitosan-iron solution, allowing for smoother
compound delivery. Following that, a solution of 20% (w/v) NaOH : 96 percent (v/v)
ethanol in a 12:3 volume ratio was added to the produced chitosan iron solution to
precipitate it (30ml). The alkaline mixture was then homogenized using a vortex for 30
seconds before being shaken gently (60 rpm) for 18 h. After centrifugation for 5 minutes,
the precipitate was washed in a 1:1 volume ratio of 50 mM phosphate buffer pH 7.0 and
96 percent (v/v) ethanol before neutralized. The neutralized solids were dried in an oven

at 80 °C for 5 hours before being pounded to a fine powder.

2.3.(i)h: Preparation of the L-MMT complex

Minor modifications were made to the L-M MMT complex, as stated in the literature. ** 1 g



M MMT and 1 g lignin were suspended in 30 mL sterile water and stirred for 12 h at room
temperature. The L-M MMT complex was centrifuged and dried in a 65 °C oven for 24 h for

powder processing.

2.3. (i1) General procedure for loading of ChP into Polysaccharide-MNPs / Polysaccharide- M

MMT/ PEI- M MMT / lignin-M MMT hybrid and inorganic(M MMT) carriers.

As discussed in my previous paper, a dropwise application of a methanolic (2 mL) solution of
ChP (20 mg) to the modified montmorillonite (M MMT) / PEI- M MMT/Polysaccharide- M
MMT/ Polysaccharide-MNPs/ Lignin- M MMT (90 mg) suspension in MeOH (10 mL) was
agitated at 500 rpm for 3 h at 25 °C. (Figure 2). ** With the aid of an external magnet, the ChP-
loaded nanocarriers were collected, washed with methanol, and vacuum dried for 1 h at 37 °C.
The supernatant was taken to determine the free and entrapped pesticide concentrations.

(Figure 2).
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Figure 2. Synthesis of ChP loaded NCs.

2.4 Quantification of Pesticide Loading Efficiency (PLE) and Entrapment Efficiency

(E.E). Using gas chromatography mass spectrometry (GC-MS) analysis with a retention period

of 19.8 min, the amount of free pesticide present in the supernatant was measured (Section B

in the SI). In MeOH, the calibration curve of ChP was prepared (Figure S12 & S13 in SI).

Using the following equations, PLE (wt %) and E.E % were computed and the results are shown

in Table S3 and S4 in Sl .



E.E% = Amount of pesticide — Amount of free pesticide « 100 i
T Total amount of particles M

PLE% = Amount of pesticide — Amount of free pesticide « 100 )
0T Total amount of pesticide @

2.4.a. The PLE and E.E values correction by ICP-MS for M MMT and hybrid NCs.

The pesticide loading study was carried out with the same volume for all the NCs (90 mg).
Using ICP-MS (GC MS/ICP-MS data available in Section B3, B4, Table S3 in Sl), the %age
of iron oxide content present in hybrid NCs such as CS-MNP and CM-B-CD-MNP was
calculated at 4.14 and 2.49 %, respectively.

2.5 Aqueous release behavior of ChP from hybrid and organic NCs.

Samples of PEI-M MMT / Polysaccharide-M MMT/ Polysaccharide-MNPs/L-M
MMT hybrid and inorganic (M MMT) of known weights (20 mg) were placed in a
glass vial containing 15 ml of phosphate buffer at pH 6.5 at ambient temperature for
slow release studies of loaded Chp loaded NCs.*® The set-up was gently shaken and
the was weighed, pH was measured (Table S6 in SI) and 1 ml of the liquid was removed
for examination and supplemented with a fresh 1 ml of the medium to preserve the sink
state. After syringe-filtering the aliquot, a UV-Vis spectrometer was used to investigate
the release and correlate the concentration emitted with the Chp calibration map.
Statistical analysis: All of the measurements were repeated at least three times (n =
3) to ensure that the results were repeatable, and the data were summarized as mean T

s.d., with error bars shown in the data points in some of the figures.

3. RESULTS AND DISCUSSION
3.1. Synthesis of M MMT/ Polysaccharide-M MMT/ PEI-M MMT/ Polysaccharide-MNP and

Lignin-M MMT as pesticide nanocarriers (NC)



We chose polysaccharides like Chitosan (CS), Starch (S), and pB-Cyclodextrin (B-CD) for this
analysis to compare polysaccharides like starch and cellulose NPs and MNPs described in our
previous paper. The polysaccharide coating on MNP not only makes it more stable, but it also
makes it less toxic, allowing the formulation to directly reach the target. We also contrasted it
with M MMT, which works in the polymer matrix as nanofillers including polysaccharides,
lignin, and PEI in the polymer matrix to significantly improve a range of physicochemical
properties needed in new fields of application. As a result, in addition to comparing

polysaccharides, lignin, and PEI, we also compare M MMT vs MNP encapsulation studies.

3.2 Characterization of M MMT and hybrid -materials. Studies using FT-IR, PXRD,
TEM, AFM, TGA, Zeta, and DLS were conducted. In order to quantify the iron oxide content
and properties, MNP hybrid nanocomposites were subjected to ICP-MS studies. The details
are outlined below.

3.2.1 FT-IR analysis. Comparative FT-IR spectra of M MMT and hybrid NCs (PEI-M MMT
(2%, 4%, 6%, 8%, 10%, 40%)/ CS-M MMT/S-M MMT/ B-CD-M MMT /L-M MMT/ CS-
MNP/ CM-B-CD-MNPY/) are shown in Figure 3a and 3b, respectively.

The inner surface OH peaks at 3620 cm™* and 3697 cmpersisted in the spectrum of the M
MMT. The shift in the OH absorption band from (3441 cm™ to 3443 cm™, 1627 cm™ to 1626
cm1, and the absence of the 3410 cm™* band suggested that modification was achieved on this
site. Protons attack the -OH groups in the clay layers during acid activation of M MMT,

creating changes in the adsorption bands ascribed to the OH vibration and octahedral cations.
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Figure 3. FT-IR spectra for the synthesized nanocomposites. (a) M MMT and Hybrid PEI-M
MMT (b) Hybrid Polysaccharide - M MMT/ Polysaccharide-MNP/Lignin-M MMT
nanocarrier.

Due to the bending vibration of the Si—O group, two peaks emerged at 1093 and 473 cm™ in
M MMT-PEI (2%, 4%, 6%, 8%, 10%, 40%) at varied loading quantities. The stretching
vibration of —CH in the PEI chain is responsible for the bands at 2850 and 2981 cm™. Two
bands at 1590 and 1495 cm™ were created by symmetric and asymmetric bending vibrations
of —NH2, respectively, while another at 1660 cm™ was attributed to asymmetric bending
vibrations of —NHo.

CS-M MMT NCs exhibit characteristic bands at 3627 cm™ due to O—H stretching, a broad peak
at 3449 cm™ due to interlayer and intralayer H-bonded O—H stretching, 1641 cm™ due to H-
O-H bending, 1087 and 1035 cm™ due to Si—O stretching, 916 and 626 cm™ due to AI-OH,
843 and 793 cm™? due to (Al, Mg)—-OH vibration modes, and 520 and 467 cm™ due to Si-O
bending vibrations.

The spectrum of the S-M MMT reveals a mixture of absorptions due to the M MMT and the
C-H starch stretching and bending groups. In S-M MMT, the C-H group peaks at 2988, 1425,
and 1344 cm™ in pure starch are moved to 2915, 1417, and 1350 cm™, corresponding to the

deformation vibration of the C-H group of starch.



The peaks at 2928 cm™! of B-CD-M MMT could be attributable to the methyl groups
asymmetric stretching vibrations when compared to M MMT. In comparison to 3-CD, the
peaks at 1487 cm ™! of B-CD —M MT indicated the presence of CH2-N+ and might be assigned
to NH3 +. Furthermore, a characteristic absorption peak of a-type glycosidic bond was
discovered at 855 cm™! of B-CD-M MMT, indicating that glucopyranose units generated 3-CD
via -1,4-glycosidic bond. Furthermore, when comparing M MMT to B-CD-M MMT, the peaks
at 521 and 465 cm™! can be attributable to Si-O-Al stretching and Si-O bending vibrations,
respectively.

All MNP nanocomposites (CS-MNP/ CM-B-CD-MNP) showed a distinctive adsorption band
of Fe—O bonds at 586 cm™, indicating the presence of iron oxide in the polymer matrix.

In CS-MNP, the band at 2,875 cm™* was attributed to the symmetrical stretching of the -CH:
group in the polymer, 1,660 cm™ to the amide | group (C-O stretching along the N-H
deformation), 1,557 cm™ to the -NH deformation, 1,412 cm™ to the C-N axial deformation
(amine group), 1,374 cm™! to the COO- group in carboxylic acid salt, and 1,157 cm™* to peak
of B (1-4) glucosidic bond.

The peak at 945 cm™ in CM-B-CD-MNP is due to the R-1,4-bond skeleton vibration of B-CD
The peak at 1704 cm™ corresponds to carbonyl group (=CO) stretching, indicating that the
carboxymethyl group (-COOCHS3) has been incorporated into the B-CD molecule. With a
minor shift, all of the prominent peaks of CM-B-CD in the region of 900-1200 cm ™! are present
in the spectrum of CM-B-CD-MNP. two peaks formed at 1623 and 1401 cm™?, indicating that
the COOH groups of CM-B-CD reacted with the surface OH groups of Fe304 particles,

resulting in the creation of the iron carboxylate.

3.2.b. Characterization by PXRD: PXRD results have been depicted in Figure 4a-b. The

characterized peak of M MMT “éwas observed at 2h = 6.9 corresponding to a basal spacing of



12.5 A. Morphological characteristic of M MMT-PEl was assessed. As it can be seen, the graph

shows the peaks of 7.3 and 6.5 at 20 for MMT and MMT-PEI, respectively.

The diffraction peak of CS emerged at 2h = 10.7. After the incorporation of CS into M MMT,
the obtained CS-M MMT nanocomposites exhibited a new peak at lowed angle of 5.8 while
the intrinsic diffraction peak of M MMT disappeared, the absence of this peak in starch M
MMT (5:1 and 10:1, w/w) indicated that the starch intercalated, exfoliated and adsorbed on the

M MMT galleries to change the performance of clay galleries.

B-CD —M MMT*'showed that after modification, the doo1-spacing was enlarged to 1.409 nm. It
could be inferred that the modification may occur in the M MMT interlayer.

In L-M MMT, the diffractogram presents a good dispersion of the characteristic peaks of clay
at 20 = 5.8°, 8.8°, 12.2°, 17.4°, 19°, 35° and 62° which is attributed to T-O-T structure of M
MMT.

The composite of CS-MNP shows a small broad peak at 19.80 was assigned to CS. The other
diffraction peaks at 30.10, 35.50, 43.30, 53.80, 57.20, 63.00 , and 74.80 were assigned to the
(220), (311), (400), (422), (511), (440), and (533) planes of Fe30a.

CM-B-CD-MNP indicate six characteristic peaks at 2 = 30.2°, 35.60, 43.2°, 53.7°, 57.2¢, and
62.9°. They relate to their corresponding indices (22 0),(311),(400),(422),(511),and (4
4 0), respectively. The crystal sizes of CM-B-CD—-MNP determined from the XRD pattern by

using Scherrer’s equation are found to be 10.2 and 10.7 nm, respectively,
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Figure 4. PXRD pattern for the synthesized nanocomposites. (a) M MMT and Hybrid PEI-M
MMT (b) Hybrid Polysaccharide- M MMT/ Polysaccharide-MNP/Lignin-M  MMT
nanocarrier.

3.2 c. Particles Size analysis by TEM: The TEM images of M MMT reveal the internal
structures of M MMT. It was observed that the layered crystallites of modified MMT

aggregated in large sized particles. (Figure5a & b).

Figure 5. TEM images for the synthesized nanocomposites. (a) M MMT (b) 2% PEI-M
MMT (c) 4 % PEI-M MMT (d). 6% PEI-M MMT (e) 8%Hybrid PEI-M MMT (f) 10%Hybrid
PEI-M MMT (g) 40%Hybrid PEI-M MMT nanocarrier.



200 nm

Figure 5. (b) TEM images of (a). CS-M MMT (b). S-M MMT (c). B-CD-M MMT (d) L-M
MMT (e) CS-MNP (f). CM-B-CD-MNP nanocarrier.

The micrographs of PEI-M MMT composites clearly reveal that many clusters/stacks of M
MMT platelets are seen in addition to finely dispersed M MMT. CS-M MMT shows the dark
lines/platelets represent clay tactoids while the grey base corresponds to the chitosan matrix.
For the S-M MMT nanocomposites, the clay platelets are poorly dispersed and form aggregates
that break upon loading. In B-CD-MMT showed very good clay dispersion with uniform
distribution of silicate layers, leading to exfoliation morphology.

The particle size of L-M MMT*8remained almost suggesting no aggregation in this complex.
CS-MNP shows that MNP nanoparticles coated on the CS surface with an almost uniform
distribution. Dark areas in the composite correspond to the crystalline MNP nanoparticles,

whereas bright areas represent the amorphous CS.

In CM B-CD-MNP, well-shaped spherical or ellipsoidal magnetic nanoparticles are observed.

(TableS1, S2 and Figure S1 & S2 in Sl).

3.2. d. AFM.Analysis To investigate the effect of PEI, Polysaccharide and lignin loading onto
the M MMT, the Polysaccharide capping on MNP, the morphology were investigated by AFM.
(Figure S3 & S4 in Sl). The digital morphology of the compounds was depicted in Figure S5

& S6in Sl.



3.2.e. TGA Analysis: The thermal stability of M MMT and PEI" M MMT with different PEI
loading amounts were investigated and the weight loss as a function of temperature is shown

in Fig. S7(a & b).

3.2f. Zeta potential The average zeta potential of the M MMTs and MNPs was 18.67mV and
27.55mV with conductivity of 0.045 and 0.8845 respectively. It is worth mentioning that the
zeta potential for hybrid PEI-M MMT was higher than Polysaccharide-M

MMTs/MNPs/Lignin-M MMT. (Figure S8 and S9 in SI).

3.29. DLS: DLS showed the size range for M MMTs/MNP, MNPs in the range of -228.9 to
3728 d-nm material absorption, material Rl and viscosity of 0.00, 1.47 and 1.8872 respectively
The DLS was measured using water as dispersant with RI of 1.330 at 25°C. (Figure S10 and

S11in SI).

3.3 Comparison of PLE and E.E for M MMT and hybrid-NCs.

After efficient loading of chlorpyrifos (chp) pesticide on the M MMTs/hybrid MMTs and
hybrid MNPs, pesticide loading efficiency (PLE, wt %)) and encapsulation efficiency (E.E %)
were quantified using gas chromatography-mass spectrometry (GC-MS) study and corrected
with inductively coupled plasma mass spectrometry (ICP MS). (Table 1, Table S3, S4 in SI).

Table 1: Comparison of E.E% and PLE% of hybrid- M MMTs/MNPs

8 E.E and PLE obtained from GC-MS (Table S1) including MNP part, ® In case of hybrid NCs
correction was applied by replacing the inorganic content to organic using ICP-MS (the
calculation is provided in Section B3, Sl. ¢ Relative PLE with respect to L-M MMT= corrected

PLE of (other sorbents / L-M MMT) *100.


file:///C:/Users/Ritu-Dell/Desktop/Paper-2_%2011052021/13052021_Ritu,%20Paper-2,%20ACS%20Applied%20Materials%20and%20Interfaces.docx%23page7

Types of NC/ NC M mol mg EE PLE Corrected Corrected Relative
MMMT (%) %) EE(%)* | PLE (wt%)> | PLEs
Inorganic M MMT 28.87 10.12 11.0 49.4 11.0 49.4 50.64
2% PEI-M | 22.01 7.71 13.6 61.5 13.6 61.5 63.04
MMT
4% PEI-M | 21.54 7.55 13.8 623 13.8 62.3 63.86
MMT
PELM MMT | 6% PEL-M | 2061 | 722 142 63.9 142 63.9 65.50
MMT
8% PEI-M | 19.67 6.89 14.6 65.5 14.6 65.5 67.14
MMT
10% PEI-M| 19.3 6.76 14.7 66.2 14.7 66.2 67.86
MMT
40%PEI-M| 13.89 4.86 16.8 75.7 16.8 75.7 77.60
MMT
Polysaccharide-M CS-M MMT| 28.40 9.95 11.2 50.3 11.2 50.3 51.56
MMT S-M MMT | 11.22 3.93 17.8 80.4 17.8 80.4 82.41
B-CD-M 16.12 5.65 15.9 71.7 15.9 71.7 73.50
MMT
Lignin- M MMT | L-MMMT | 141 0.49 21.6 97.55 21.6 97.55 100
e CS-MNP 16.00 5.60 16 72 16.7 75.11 77
MNP CM-B-CD- | 16.85 5.90 15.7 70.5 16.10 72.30 74.12
MNP

Overall, with the corrected E.E and PLE values ranging between 11.0-21.6 % and 49.4-97.55wt
% respectively, almost all sorbents have shown successful ChP entrapment. Several
observations showed a comparison of corrected PLE values, i) hybrid macroscopic sorbent L-
M MMT (97.55wt%) and S-M MMT (80.4wt%) showed substantially better performance than
the corresponding inorganic M M MMT (49.4wt%) and CS-M MMT (50.3wt%). For L-M
MMT, which showed surprisingly high PLE, this is particularly true. (if) MNPs demonstrated
higher PLE than M MMTs among the M MMTs and hybrid MNP NCs (CM-B-CD-MNP:
72.30; p-CD-M MMT: 71.7; CS-MNP: 75.11; CS-M MMT: 50.3).

These findings show that while slight alternation was found in terms of PLE, the PLE value
was not greatly improved by functionalization. iii) CS-MNP outperforms p-CD-MNP among
the hybrid NCs. Based on these findings, we infer that due to 1,4- & 1,6-linkages of the glucose
unit, the high output of MNP over M MMT and better performance of S-M MMT may be

attributed to the branching nature of starch, generating more space for pesticide packing.

3.4 In-vitro aqueous release behavior of nanocarriers.



Based on the absorption of ChP monitored using UV/Vis spectroscopy, time-dependent
pesticide release concentration profiles were determined with the initial measurement of pH(
Table S6 in SI). The release profiles of hybrid- M MMTs/ MNPs nanocarriers are shown in
figures 9a and b. S-M MMT provided the best results for the following compounds tested ( 98
% in 12 days). However, Lignin-M MMT had strong E.E/PLE performance, but in 2 days the
aqueous release behavior was only 3.5 %. While the other M MMT-Polysaccharide gave
intermediate results. Of the MNPs, the CS-MNP gave comparatively better performance.
(Table 2). However, as we increase the organic content, i.e. PEI, in M MMT-PElIs, the SPR
results improve (40 % M MMT-PEI; 81 % in 10days while 2 % M MMT-PEI ; 65 % in 11
days). (Table 2, Figure 6a & b).

100

100 - 40% MVTT-PE|
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Figure 6. Aqueous release behavior of chlorpyrifos for the synthesized nanocomposites.
Hybrid Polysaccharide-MNP/Lignin-M MMT/ Hybrid Polysaccharide-M MMT (B). M MMT.
Hybrid MMT-PEI.

Table 2. Aqueous release behavior of chlorpyrifos for the synthesized inorganic NC and
nanocomposites. (Hybrid Polysaccharide-MNP/Lignin-M MMT/ Hybrid Polysaccharide-M

MMT (B). M MMT. Hybrid MMT-PEI).



S.NO M MMT/Hybrid nanocomposites Days % Pesticide Release

1. S-M MMT 12 98
2 CD-M MMT 12 80
3 CS- M MMT 09 67
4. L-M MMT 02 3.5

7.

MMMT 14 61

8. 2% PEI-M MMT 11 65
9. 4% PEI-M MMT 11 65
10. 6% PEI-M MMT 11 69
11. 8% PEI-M MMT 10 71
12. 10% PEI-M MMT 09 75
13. 40% PEI-M MMT 10 81

CONCLUSIONS

We systematically designed, synthesized and characterized the inorganic M MMT/ PEI-M
MMTs(having different concentrations of PEIs.(2%, 4%, 6%, 8%, 10%, 40%)/ Polysaccharide-
M MMT/ Polysaccharide-MNPs/ Lignin-M MMT in order to discern the role of inorganic
support used in the hybrid materials and the type of materials synthesized such as M MMTs vs
MNPs systems for pesticide delivery. Our study has unraveled the answers for these questions.
Although, Lignin-M MMT had good E.E/PLE results, but SPR is only 3.5% in 2days and
therefore not suitable for aqueous release studies. In M MMT-PElISs, as we increase the organic
content (PEI), the SPR results improve (40% M MMT-PEI: 81% in 10days while 2% M MMT-
PEI: 65% in 11 days). S-M MMT showed significantly better performance(80.4wt%) in
comparison to all other polysaccharides Among the M MMTs and hybrid MNP NCs, MNPs
exhibited higher PLE than M MMTs (CM-B-CD-MNP: 72.30; B-CD-M MMT: 71.7; CS-MNP:
75.11; CS-M MMT: 50.3). Among the hybrid NCs, CS-MNP has outperformed over B-CD-

MNP. Based on these results, we infer that the high performance of MNP over M MMT and



better performance of S-M MMT that may be attributed to the branching nature of starch due

to 1,4- & 1,6-linkages of glucose unit generate more rooms for the loading of the pesticide.
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Highlights:

e At the nanoscale, the characteristics of a material can alter dramatically. With
only a reduction in size and no change to the substance itself, materials can
display new qualities.

e Polysaccharide-Modified MMT/ Modified MMT/ Polysaccharide — MNP,
Lignin-Modified MMT Nanocomposites vs. Polyethyleneimineimine-Modified
MMT have been compared for a Sustained Pesticide Delivery in this manuscript.

e We anticipate that this description will aid researchers in selecting the best

technique for developing pesticides and improving pesticide delivery.



