Open Access Article. Published on 06 April 2022. Downloaded on 11/2/2025 5:07:42 PM.

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

(cc)

Nanoscale
Advances

W) Check for updates ‘

Cite this: Nanoscale Adv., 2022, 4,
2303

Received 23rd December 2021
Accepted 6th April 2022

DOI: 10.1039/d1na00887k

I ROYAL SOCIETY
PPN OF CHEMISTRY

Synthesis of an insulin intercalated graphene oxide
nanogel composite: evaluation of its release profile
and stability for oral delivery of insulin
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Diabetes mellitus (DM) is a disorder of glucose regulation produced due to insufficient availability of insulin.
Generally, insulin is given to diabetes patients via subcutaneous injection which is a painful method to
deliver this drug. In this work we have made an attempt to develop an oral drug delivery system that can
efficiently deliver insulin to the small intestine. An insulin intercalated GO based nanogel composite
(In@GO NgC) was fabricated for oral delivery of insulin. The in vitro release of insulin from In@GO NgC
was studied in artificial gastric (pH 1.2) and intestinal (pH 7.5) fluids. The In@GO NgC produced better
release in artificial intestinal fluid as compared to gastric fluid. The enzymatic degradation of released
insulin was also examined and the results revealed that even after 6 h of incubation, the gel remained
stable and the un-degraded insulin seemed to be sufficient for the physiological processes. The efficacy
of In@GO NgC was also confirmed by comparing its release profile with non-intercalated GO NgC and
nanogel (Ng) without GO. The prepared nanogels were thoroughly characterized using FTIR, SEM, EDS,
DSC and DLS. The better release profile and enzymatic stability of In@GO NgC suggests that it can be

rsc.li/nanoscale-advances

Introduction

Diabetes mellitus (DM) is a disorder of glucose regulation
produced due to insufficient availability of insulin. It is a global
problem by which millions of people are affected across the
world."? The International Diabetes Federation estimated that
more than 366 million people were living with diabetes in the
past few years and by 2030 this number is expected to increase
to 522 million.> The common treatment for diabetes mellitus
(type 1 and type 2) patients is periodic subcutaneous injection
of insulin. Unlike normal insulin secretion this is an inadequate
approach, therefore, a self-regulated delivery system is required
to maintain blood glucose levels within the normal range.*® To
overcome the hyperglycemic conditions and prevention of the
resulting problems in diabetic patients, it is important to
produce a simple, continuous, and effective self-regulated drug
delivery system.'® Diabetic patients who rely on total insulin
intake usually suffer from different problems including chronic
hyperglycemia and hypoglycemia when they cannot take insulin
on time." However, continuous instability in blood glucose
levels may cause severe cardiovascular disorders and chronic
renal failure. Hypoglycemia can also cause coma and some-
times death.”” Keeping in mind these adverse effects, various
researchers have endeavored to develop a useful and safe
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utilized for oral drug delivery of insulin.

noninvasive method for drug delivery of insulin."*** However,
the effectiveness of oral delivery systems for insulin has a few
limitations like low absorption due to release and digestion in
stomach and quick enzymatic degradation. To protect the
therapeutic peptide from these enzymatic barriers, encapsula-
tion could be used.® Encapsulation gives protection from
enzymatic activity and the improved delivery system targets the
colon, where the action of enzymes is relatively small.** The
encapsulation also enhances bimolecular stability and reduces
toxicity due to the controlled release mechanism. Insulin is
mainly administered subcutaneously by different methods such
as syringe and vial, continuous subcutaneous insulin infusion
(CSII) and insulin pens. Besides, pulmonary, oral, buckle, trans-
dermal, nasal, rectal and ocular routes of administration can
also be followed.

Oral drug delivery systems with colon-specific release are
presently considered as important DDS for achieving general
curative goals. However, the large intestine is not ideally
suited for absorption of drugs but it has some positive benefits
over the small intestine such as long passage time, which
prevents enzymatic degradation and is highly responsive to
enhance permeation. Colon targeted insulin delivery systems
administered through the oral route were formulated in
accordance with micro flora, pH- and time-dependent
approaches.” Oral delivery NDDS offers some advantages
such as enhanced efficiency of the drug, targeted delivery, and
reduced side effects.”® Various drug delivery systems reported
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for oral delivery of insulin are nanoparticles (NPs), liposomes,
microemulsions (MEs) self-nano emulsifying drug delivery
systems (SNEDDS), micelles, nanogels (NGs), microspheres,
niosomes, and super porous hydrogels (SPHs).>* Nanogels are
aqueous dispersions of particles formed by physical or
chemical cross-linking of polymeric networks of nanosized
hydrogels. The physical cross-linking or self-assembly of
cholesterol-modified polysaccharides results in the formation
of hydrogels of nanoscale size.”»*® Nanogels are extremely
promising nano-carriers for drug delivery because they have
high stability, high loading capacity, and smart responsive-
ness to different environmental conditions, such as temper-
ature, pH and ionic strength, which are unusual in ordinary
pharmaceutical nano-carriers.>**

In this study, HEMA (hydroxyethyl methacrylate) was
selected for the synthesis of the nanogel because of its charac-
teristic low fouling nature. The emulsion polymerization
method was used to overcome body circulation challenges and
intestinal absorption simultaneously.*® NIPPAM (N-iso-
propylacrylamide) was also used together with HEMA, it is
stimuli responsive, also used for the thermal phase transition,
to enhance or suppress charge-driven swelling transitions in
glucose-responsiveness, enabling the temperature to be used as
a control switch for a targeted secondary phase transition.*®
Insulin intercalated graphene oxide (In@GO) was used as
a nanocarrier for insulin delivery.

In recent years, nanocomposites are explored as controlled
drug delivery vehicles and have gathered more attention due to
their distinctive structure and unique properties.”” An oxidative
derivative of graphene, graphene oxide (GO), has also attracted
broad interest in drug delivery. The sheets of graphene oxide are
enriched with hydroxyl (-OH) and epoxy (-C-O-C) groups on the
basal plan and carboxylic (-COOH) and carbonyl (-CO) groups
at the edges of the sheets. Thus, GO sheets with a two-
dimensional plane structure and one-atom thickness can offer
a large surface area to carry drugs via hydrogen bonding, surface
adsorption, and other interactions, which make it effective as
a drug nano-carrier.>*?°

In this paper, an insulin intercalated graphene oxide nano-
composite was synthesized at first and then embedded into the
PHEMA-co-pNIPAAM nanogel via emulsion polymerization. The
effect of intercalation on the release patterns of In@GO NgC
was studied by comparing the release patterns of GO NgC and
the non-embedded nanogel (Ng).

Experimental
Chemical and reagents

2-Hydroxyethyl methacrylate (HEMA) was purchased from
Daejung Chemicals & Metals, Korea. Azobisisobutyronitrile
(AIBN), NIPAAM and insulin standard were purchased from
Sigma-Aldrich, St. Louis, MO, USA. Tween 80 was purchased
from MP biomedicals, Fischer chemicals UK and polyethylene
glycol 300 (PEG) was purchased from Merk, Tokyo kasai. Pepsin
and trypsin were purchased from BDH Ltd. (Poole, UK). All the
chemicals and reagents were of analytical or HPLC grade.

2304 | Nanoscale Adv., 2022, 4, 2303-2312

View Article Online

Paper

Synthesis of graphene oxide (GO) and insulin intercalated
graphene oxide nanocomposite (In@GO NC)

The graphite flakes were exfoliated into graphene oxide (GO)
using the modified Hummers' method.*® Later on, exfoliated
GO was used in intercalation and the insulin intercalated GO
nanocomposite (In@GO NC) was prepared by adding 0.1 g GO
into 40 mL of deionized water. The dispersion was prepared
using an ultrasonic bath for 30 min at ambient temperature,
then 5 mg insulin standard was added into it and stirred for
another 4 h. Afterwards, the mixture was washed with water to
remove the extra or free insulin. The yielding insulin interca-
lated GO nanocomposite (In@GO NC) was dried and used in
further experiments.

Synthesis of the nanogel-composite

The In@GO NgC was synthesized by the emulsion polymeriza-
tion method. Briefly, 3 mL of PEG and 3 mL of Tween 80 were
dissolved in 100 mL of n-hexane then 50 mg of the AIBN initi-
ator was added in the solution and kept in an ice bath. 1 mL of
HEMA and 20 mg of NIPAAM and well dispersed In@GO NC
were dissolved in 5 mL of Tris-HCI buffer at pH = 4. Both the
solutions were mixed by strong homogenization to form
a micro-emulsion. The reaction was carried out at 50 °C in
a water bath with continuous overnight stirring for polymeri-
zation. The In@GO NgC was first washed with hexane and then
with DI water to remove the surfactants, the denatured insulin,
unreacted small molecules and residual organic solvent from
the nanogel. Fig. 1 illustrates the graphical representation of the
synthesis of In@GO NgC. The prepared gel was finally dried and
stored at 4 °C until further characterization and release
studies.” The GO nanogel composite (GO NgC) and nanogel
(Ng) were also synthesized using the same strategy. The only
difference was that in the former non intercalated GO was used
and in the latter GO was not used during the fabrication of the
nanogels.

Characterization

FT-IR spectroscopy (Thermo Scientific Nicolet™ iS10) was used
to study the functionalities of the different materials prepared.
The morphological structure of the materials was detected by
SEM (JSM-6491 LV, Joel, Japan). Elemental analysis was also
performed by EDS. The polydispersity index (PDI) and hydro-
dynamic size of the nanogels were characterized by dynamic
light scattering (DLS) with a Zetasizer (Malvern Instruments,
Malvern, UK). The thermal stability of GO and In@GO NC was
characterized by DSC (Mettler Toledo 822e). A nitrogen atmo-
sphere was used at the flow rate of 50 mL min . 5 mg of the
dried sample was placed in an aluminum pan and samples were
sealed. The samples were heated from ambient temperature to
500 °C approximately, at a heating rate of 10 °C min—".

The swelling properties of the synthesized nanogels were
found by the gravimetric analytical method. The swelling
behavior of the synthesized materials was examined in PBS
(phosphate buffer saline) with pH 6.8, 7.4, acidic water pH 1.2,
and D. I. Water. 10 mg of dried nanogel (W,) was immersed in

© 2022 The Author(s). Published by the Royal Society of Chemistry
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Fig. 1 Graphical representation of the synthesis of In@GO NgC.

10 mL of solvents at 37 °C. Then, the respective solvent was
removed under predetermined intervals and the nanogel was
weighed after removing excess solution on the surface. The
swelling ratio of the nanogel was calculated using the following
formula.

Swiw = (mwet gel — Mdry gel)/mdry gel

Swelhng ratio = (mswollen gel — Mdried gel)/mswollen gel x 100%

The viscous behaviors of In@GO NgC, GO NgC, and Ng were
analyzed by using Ostwald's viscometer. Precisely, a definite
volume (12 mL) of the gel under examination was poured into
the viscometer. The gel was sucked from the left-arm a little bit
above the mark A. Then liquid was allowed to flow back towards
mark B. The time of flow of the liquid from A to B was noted.
The process was repeated three times for all the samples.

Loading efficiency

50 mg of insulin was loaded in 50 mg of In@GO NgC, GO NgC
and Ng dispersed in 50 mM Tris-HCI buffer (TBS) separately.
The amount of insulin before and after loading was determined
using the UV-vis spectrophotometer at 214 and 270 nm. The
loading efficiency (LE) was calculated by the following formula:

% LE = (M/M,) x 100

where % LE is the percentage loading efficiency, M; is the
amount of insulin loaded into the gels and M; is the total
amount of insulin taken for loading into the gels.

In vitro insulin release studies

In vitro release of insulin from the synthesized nanogels, i.e.,
In@GO NgC, GO NgC and Ng was performed using artificial
gastric and intestinal fluids. 30 mg of the insulin loaded
nanogel was dispersed in 10 mL of artificial gastric fluid [2.0 g
L' of NaCl and 7.0 mL L™" of conc. HCI in deionized water] and
10 mL of artificial intestinal fluid [50 mM Tris-HCI buffer saline

© 2022 The Author(s). Published by the Royal Society of Chemistry
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(TBS) pH 7.5].* The sample vials were maintained at the
temperature of 37 °C. At different intervals of time, the absor-
bance was recorded at 214 nm and 270 nm to observe the
release of insulin. The concentration of insulin was determined
in mg mL ™",

Insulin release was calculated as follows:

Insulin release% = M,/M;, x 100

where M, is the amount of insulin released at time ¢ and M;,, is
the amount of insulin in the nanogels at time ¢ = 0.

In vitro release of insulin towards enzymatic fluids

50 mg of each (In@GO NgC, GO NgC and Ng) insulin loaded
nanogel was placed in artificial intestinal fluid with trypsin (2
units per mL) and artificial gastric fluid with pepsin (1 unit per
mL). The samples were maintained at 37 °C for 6 hours. The
amount of insulin released was evaluated with intervals of 1 h
using a UV/Vis spectrophotometer. The amount of remaining
un-degraded insulin was calculated.®*

Release kinetics study of nanogels for insulin

The release kinetics of nanogels for insulin was studied on a UV/
Vis spectrophotometer at the wavelengths of 214 nm and
270 nm in artificial gastric and intestinal fluids of pH 1.2 and
pH 7.5, respectively. Generally five kinetic models are used to
investigate the drug release from various controlled release
formulations and the best and more appropriate equation is
evaluated for the in vitro release calculations.*

Zero order kinetics is a release system in which the drug
release does not depend on the drug's concentration. The zero
order release equation is given below:

Ft = Kyt

where F is the amount of drug released at time ¢, while K| is the
constant of zero-order release.*
First-order kinetics

Nanoscale Adv., 2022, 4, 2303-2312 | 2305
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Fig. 2 FTIR spectra of (a) GO, (b) In@GO NC, (c) In@GO NgC, (d) GO
NgC and (e) Ng.

In(l — F) = — Kt

where F shows the amount of drug released at time ¢, while K is
the constant of first-order release.**
Higuchi kinetic model

F= Koty

where F represents the amount of the drug released at time ¢,
while K, is the constant and known as the Higuchi's constant.*
Korsmeyer-Peppas kinetic model

MM = Kit,

Here M, is the amount of drug released at time ¢, M. is the
amount of drug released at time infinity, K; is the kinetic
constant and n is the exponent describing the swelling
mechanism.

Hixson-Crowell kinetic model

W3 — w1 =

2306 | Nanoscale Adv, 2022, 4, 2303-2312
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Here W, is the initial amount of drug, W, is the remaining
amount of drug at time ¢, while « (kappa) is a constant that
shows the surface and volume relation.

Results and discussion

The synthesized nanogels were thoroughly characterized using
different characterization techniques. The chemical composi-
tion was studied using FTIR spectroscopy. The FTIR spectrum
of GO (Fig. 2a) shows the stretching bands at 3278 cm ™' due to
O-H stretching from hydroxyl and carboxylic acid functional-
ities. Stretching bands at 1621 cm ™" and 1059 cm™ ' confirmed
the presence of oxygen containing functionalities such as
carboxyl, epoxy and hydroxyl groups in GO.*® While the inter-
calation of insulin with GO in Fig. 2b shows that the
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Fig. 3 Particle size of nanogels through DLS (a) IN@GO NgC (b) GO
NgC and (c) Ng.

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


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d1na00887k

Open Access Article. Published on 06 April 2022. Downloaded on 11/2/2025 5:07:42 PM.

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

(cc)

8kvV ' X2,700 5um CPAG-UoS

15kV X140 CPAG-UoS

100um

Fig. 4 SEM images of (a) GO (b) In@GO NC and (c) In@GO NgC.

characteristic peak of O-H stretching from hydroxyl groups at
3278 cm ™! in GO has been shifted to 3146 cm™" in In@GO NC.
The peak at 1590 cm ™" due to C-N bending reveals the presence
of the amine due to insulin which confirms the interaction of
GO with the insulin.

The FTIR spectra of In@GO NgC, GO NgC, and Ng are given
in Fig. 2¢, d and e, respectively. These three spectra showed

© 2022 The Author(s). Published by the Royal Society of Chemistry
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characteristic bands in the range of 400-4000 cm ™. A band of
stretching in the range of 3200-3600 cm™" corresponds to the
hydroxyl group (-OH); another band in the range of 2847-
2948 cm™ ' is attributed to stretching of methyl (-CH;) and
methylene (-CH,-) groups; a stretching band between 1636~
1646.90 cm ! is related to the ester carboxyl groups (C=0);
while the band at 1451 ecm ™ is related to the ~-CH bending.*"**
The stretching bands at 1247 cm ™', 1297 cm™ ', 1348 cm™ ', and
1456 cm™ ' are due to C-N and ~OH moieties. An intense peak in
the region of 1089-1092 ¢cm ™" is shown in all three spectra,
which represents the —-C-N stretching. The FTIR spectra of
synthesized nanogels show that the polymerization has been
achieved successfully.>**°

The size of the synthesized nanogels was characterized by
DLS and the results are shown in Fig. 3. The DLS studies showed
that the hydrodynamic size of In@GO NgC was 11.10 nm in

" Element Series unn.C norm. C Atom. C Error
[wt.%) [wt.%] [at.%] [%)

Carbon K-series 49.73 49.73 57.19 15.7
Oxygen K-series 48.90 48.90 42.22 16.2

Total: 100.00 100.00 100.00

o

Element Series unn. C norm. C Atom. C Error
[wt.%) (wt%) [at%) (%)

Carbon K-series 38.68 38.69 45.01 119
©- Oxygen K-series 48.30 48.30 42.19 15.1
Nitrogen K-series 12.68 12.68 12.66 4.3
- Sulfur K-series 0.32 032 0.14 0.0

Total: 100.00 100.00 100.00

~- Element Series unn. C norm. C Atom. C Error
c [wt.%) [wt.%] [at.%] [%)

Carbon K-series 38.68 38.69 45.01 119

«-| Oxygen K-series 48.30 48.30 42.19 15.1
Nitrogen K-series 12.68 12.68 12.66 4.3

0 Sulfur K-series 0.32 032 0.14 0.0

Total: 100.00 100.00 100.00

os

Fig. 5 EDS of (a) GO (b) In@GO NC and (c) In@GO NgC.
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diameter and the size of GO NgC was 8.61 nm in diameter, while
the diameter of Ng was 9.293 nm in PBS buffer (pH 7.4). Here it
is worth mentioning that fabricated gels are not only biocom-
patible, but their controlled size also confirms the excretion of
maximum GO via the urinary tract after delivery of insulin. The
studies carried out to study the excretion of GO from the body
after drug delivery found that GO sheets in the range of 8 nm
can be excreted within 24 h via the urinary tract.*

The morphology of GO, In@GO NC and In@GO NgC was
studied via SEM. Fig. 4a shows layers of exfoliated GO; however,
they are thicker with fewer interlayer spaces. In contrast, Fig. 4b
shows that due to intercalation these layers are separated and
the interlayer spaces are increased. The SEM image of In@GO
NgC shows that the synthesized gel is porous in nature (Fig. 4c).

The elemental analysis of the materials was performed
through EDS. The results show that the GO contains (Fig. 5a)
57.19% carbon and 42.22% oxygen, while in the case of In@GO
NC (Fig. 5b), the percentage of carbon and oxygen is decreased
to 45.53% and 40.10%, respectively, and the addition of
nitrogen (13.83%) and sulfur (0.54%) is evident due to the
presence of insulin. The EDS of In@GO NgC (Fig. 5¢) shows the
same four elements such as carbon 45.01%, oxygen 42.19%,
nitrogen 12.66% and sulfur 0.14%. The oxygen contents are
increased in In@GO NgC due to the presence of HEMA and
NIP ‘41,42

Physical and thermodynamic properties of materials were
assessed by a differential scanning calorimetric instrument
(Mettler Toledo 822e equipment). Fig. 6a shows the DSC of GO.
In the DSC curve of GO, an irreversible broad endothermic peak

AaxO
o
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is observed in the range of 4 to 9 minutes that corresponds to 65
to 115 °C. This peak is due to the elimination of entrapped water
molecules between the exfoliated layers of GO. The prominent
exothermic peak at 225 °C is observed in GO due to reduction of
GO. The exothermic peak is prominently modified and appears
at 215 °C with reduced intensity in DSC curve of In@GO NC
(Fig. 6b). The reduced intensity of peak shows that the presence
of intercalated insulin has altered the reduction of GO by
providing the protection to oxygen functionalities of GO.**

The swelling study of synthesized nanogels in different pH
mediums was performed (Table 1). The results obtained by the
swelling study at different pH values revealed that In@GO NgC
has a higher degree of swelling as well as the swelling ratio at
pH 6.8 and 7.4 which makes it suitable for the effective delivery
and absorption of insulin as more release is expected at intes-
tinal pH. Moreover, the swelling degree is reduced incredibly at
pH 1.2 which is also helpful for preventing release of insulin in
the stomach as release in the stomach decreases bioavailability
of drug. It can also be observed that at all the pH values In@GO
NgC show a greater swelling degree as compared to GO NgC and
nanogel (Table 1).

The relative viscosity of synthesized nanogels was calculated
by the formula:

nlin2 = pltl/p212

It is found as 1.52 poise, 1.51 poise and 1.46 poise for In@GO
NgC, GO NgC, and Ng, respectively. The viscosity of nanogels

(a)

4 4
Lab METTLER

rOXO

(b)

Lab METTLER

Fig. 6 DSC of (a) GO and (b) In@GO NC.
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Table 1 Swelling study of nanogels in different pH mediums
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In@GO NgC GO NgC Ng
Swelling ratio
S. no. Medium pH Swelling degree (%) Swelling degree Swelling ratio (%) Swelling degree Swelling ratio (%)
1 DI 0.03 £+ 0.01 2.92 £ 0.21 0.03 £+ 0.01 0.21 £ 0.1 0.02 £ 0.001 0.11 £ 0.1
2 6.8 11.63 £ 0.09 92.1 +0.13 6.34 £+ 0.09 62.02 £ 0.12 2.32 £ 0.09 22.02 £ 0.12
3 7.5 7.35 £ 0.23 88.03 £ 0.11 4.05 £ 0.23 58.03 £ 0.11 1.03 £ 0.23 18.03 £ 0.11
4 1.2 0.95 £+ 0.02 48.79 £ 0.05 0.23 £+ 0.02 28.79 £ 0.05 0.03 £+ 0.02 4.79 £ 0.05
Table 2 Loading efficiency of nanogels In@GO NeC
—@=— GO NgC
Nanogel M, (mg) M, (mg) % LE s # —A—Ng
In@GO NgC 45 50 90
GO NgC 30 50 60 40-
Ng 10 50 20
E 30- —
)
was increased due to interaction of GO and In@GO NgC with & 20
a polymeric backbone. =
Loading efficiency of In@GO NgC was found as 90%, 104
however, GO NgC and Ng showed 60% and 20% loading effi-
ciency, respectively (Table 2). In@GO NgC has shown the 0-
highest loading efficiency because of the prior intercalation : : : : : : :
method, the insulin molecule was intercalated in between the 0 1 2 3 4 5 6
layers of graphene oxide due to which the interlayer spaces are Time (h)
increased as much as the size of an insulin molecule. At the
time of loading of insulin, the In@GO NgC gives a better Ng
. . . . . . . —8—In@GO NgC
loading efficiency. Moreover, intercalation of insulin during 70 e GO NgC
fabrication of In@GO NgC allowed the GO sheets to arrange b
themselves according to the interactions between GO and 60
insulin. After completion of polymerization the intercalated 50 -
insulin was denatured and removed. However, In@GO NgC was ©
left with insulin specific interlayer spaces and arrangements § 40+
that were ready to rebind insulin molecule again specifically. 2 30 -
Hence, here the intercalation process produced the templating °
effect that is responsible for greater loading of insulin as 20+
compared to other nanogels. 1
In vitro release studies of insulin 04
The release of insulin was evaluated using synthesized nanogels 1 2 3 4 5 6
in artificial gastric and intestinal fluids (Fig. 7). The release Time (h)
profile of insulin in artificial gastric fluid (pH 1.2) indicates that ) o o ) )
Fig. 7 Invitro release of insulin towards (a) artificial gastric fluid and (b)

In@GO NgC shows the least release of insulin as compared to
GO NgC and Ng. In gastric fluid (pH 1.2), an initial burst release
of insulin was found as 29%, 33% and 46% using In@GO NgC,
GO NgC and Ng, respectively. However, in the intestinal fluid
(pH 7.5) the release profile of insulin was characterised by
a significant initial burst in the first hour along with continuous
and controlled release for the next 6 hours. The initial burst
release of insulin in intestinal fluid was found as 57.66%,
53.89% and 41.89% using In@GO NgC, GO NgC and Ng,
respectively. Better release of insulin was observed in artificial
intestinal fluid as compared to artificial gastric fluid using
In@GO NgC because in artificial gastric fluid the ion

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

artificial intestinal fluid.

exchangers caused microsphere erosion and therefore more
insulin was released. The In@GO NgC shows better release as
compared to GO NgC and Ng. Intercalation of insulin with
graphene oxide gives better release at intestinal pH.** Along
with the biocompatibility of graphene oxide, HEMA and
NIPAAM are also biocompatible, biodegradable and stimulant
responsive materials.>*3"3°
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Fig. 8 In vitro release of insulin towards (a) artificial gastric fluid with
pepsin and (b) artificial intestinal fluid with trypsin.

In vitro insulin release towards enzymatic fluids

The synthesized nanogels were tested for insulin degradation in
the presence of enzymes after release. The concentrations of the
enzymatic solutions were according to normal physiological
conditions as shown in Fig. 8a and b. In artificial gastric fluid
with pepsin, 56.14% undegraded insulin remains in In@GO
NgC, 42.09% in GO NgC, and 1.28% undegraded insulin

Table 3 Release kinetics of drugs at different pH values from nanogels

View Article Online
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remains in Ng. While the results of intestinal fluid containing
trypsin showed that 30.39% undegraded insulin remained in
In@GO NgC, 27.78% in GO NgC and 3.01% un-degraded
insulin remained in Ng. The degradation experiment was
carried out for 6 hours.*

These results clearly indicate that the presence of GO in
In@GO NgC and GO NgC prevents the degradation of insulin
due to enzymatic fluids. It acts as a shield towards the enzy-
matic effect of pepsin and trypsin. However, Ng degrades
completely and almost all of the insulin is degraded. These
results confirm that the presence of GO in the structure of
nanogels provides structural strength and toughness to face
enzymatic degradation by interlocking nanogels into its
interlayers.**

Drug-release-kinetics

The in vitro release of the insulin drug was examined by using
various kinetic models (i.e., zero order, first order, Higuchi,
Korsmeyer-Peppas and Hixson-Crowell models). The constants
of drug release (k, r, and n) have been calculated and it is found
that all the three nanogels give a higher value of (r). Release of
the insulin drug from the polymeric nanogels depends on the
swelling solutions (buffers). The liquid moves into the nano-
gels, the drug gets dissolved in it, and the buffer moves out of
the nanogels and swelling occurs.*®

By application of the Higuchi model, the calculated value of
(r) shows that the drug release pattern was diffusion controlled.
The plot was designed in between the amount of drug released
and the square root of time. However, the value of (n) for the
insulin release was calculated by plotting the graph between the
slope and intercept using the Korsmeyer-Peppas model. The
value of n was in between 0.45 and 1, for all the three formu-
lations at pH 7.5. It shows that the mechanism of diffusion
existed as non-Fickian by polymeric swelling. The results show
that the in vitro release of the drug for the nanogels at gastric pH
1.2 and intestinal pH 7.5 was well described by the Higuchi
equation for drug release. The results showed higher linearity as
displayed in Table 3. However, the values suggest that the drug
release from nanogels was time dependent and the process of
diffusion follows Fick's law.

Conclusions

In this study, the synthesis of nanogels was accomplished by the
emulsion polymerization method for delivery of insulin.

Zero order kinetic

First order kinetic

Higuchi kinetic Korsmeyer-Peppas Hixson-Crowell

S. no. Nanogel pH model R* model R model R model R model R
1 IN@GO NgC 1.2 0.994 0.997 0.931 0.994 0.999
7.5 0.993 0.963 0.906 0.999 0.977
2 GO NgC 1.2 0.996 0.999 0.938 0.999 0.998
7.5 0.997 0.976 0.903 0.999 0.985
3 Ng 1.2 0.986 0.958 0.883 0.997 0.969
7.5 0.991 0.999 0.922 0.998 0.991
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In@GO NgC appears technologically to be a promising delivery
system for insulin. The nanogels were characterized thoroughly
by different analytical techniques. The drug loading and release
pattern of the synthesized nanogels at different physiological
conditions revealed that In@GO NgC has a better loading effi-
ciency and release at intestinal conditions. This is useful for
greater absorption of insulin by the human body. Furthermore
In@GO NgC is more stable towards enzymatic degradation. The
Zetasizer results showed that introduction of In@GO into the
nanogel did not affect its surface area and the size of the DDS.
In fact, it provided it with stability and the controlled size of
In@GO NgC such as 11.10 nm also confirmed that GO will not
accumulate into body after delivery of insulin.
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