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Abstract: A platform technology based on inorganic/organic nanoparticles for carrying drugs could
be of enormous potential benefit in treating cancer. Surface modification of the nanoparticles with
pH-responsive and biocompatible polymers can improve the selectivity and targeting toward the
tumor cells. Polyethylene glycol (PEG) and its derivatives being present on the surface could
enhance the ability to tailor nanomaterial hydrophilicity and to resist the adhesion of proteins and/or
cells. Herein, we report a new nanoplatform based on mesoporous silica nanoparticles (MSNs)
conjugated with poly(2-(diethylamino) ethyl methacrylate) (PDEAEMA) brushes as a candidate
for stimuli-responsive intracellular drug delivery system. Alkyl bromide functional initiators (end-
functionalized PDEAEMA brushes) were derivatized to amine, followed by the reaction with ethylene
sulfide and poly(oligo(ethylene glycol) methyl ether acrylate (POEGMEA). Using X-ray photoelectron
spectroscopy (XPS) to examine the attachment of POEGMEA, it was found that the POEGMEA
molecules in the outer surface of PDEAEMA brushes have been successfully reacted with thiol
groups, as indicated by the increase in the peak intensity of the C-O group at 286.5 eV. Brush-
modified silica hybrids have an average diameter of ca. 250 nm, as estimated by scanning electron
microscopy (SEM) and transmission electron microscopy (TEM). Rhodamine B dye was loaded into
the brush-modified silica hybrids nanoparticles with loading capacity of ca. 74%. The accumulated
dye released from brush-modified particles in acidic media was approximately 60%, whereas the dye
amount release in basic media was less than 15% after 10 h exposure time. Alamar Blue assay was
used to assess the cytotoxicity of MSNs-PDEAEMA, MSNs-PDEAEMA-SH, and MSNs-PDEAEMA-
POEGMEA. The results show that all three nanosystems were non-toxic to hMSC with an increase in
cell proliferation for MSNs-PDEAEMA-POEGMEA at 50 pg/mL after both 24 and 48 h of incubation.

Keywords: mesoporous silica nanoparticles; polymer brushes; surface modification; drug delivery;
biocompatible nanosystem
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1. Introduction

Worldwide, cancer is the second leading cause of death at ages under 70. As esti-
mated, 10 million cancer deaths and 19.3 million new cancer cases occurred in 2020 [1].
Cancer cells can easily proliferate indefinitely and quickly relocate to normal and intact
tissues. The cancerous tissues have an excessive metabolite accumulation of the biolog-
ical microenvironment, leading to increased acidity and hypoxia [2,3]. Treating cancer
cells could be achieved using stimuli-sensitive drug delivery systems (DDSs), which are
designed to selectively release drug molecules inside the targeted microenvironment of
diseased tissues to improve anti-cancer activity [4,5]. The penetration of the drug-loaded
nanocarriers into the desired sites of tumour cells rely upon different factors such as cellular
internalization, tumour tissue penetration, and prolonged blood circulation [6,7]. Designing
an ideal drug delivery system requires the release of the therapeutic agent to the desired
site in the right dose within a specified period of time [8].

Mesoporous silica nanoparticles (MSNs) have been suggested to be a good platform
for in vivo delivery of anti-cancer drugs to tumour tissues [9-11]. Silica has been considered
as a safe material by the Food and Drug Administration (FDA) [12]. MSNs have several
characteristics such as stable mesostructure, high surface area and pore volume, uniform
pore size, modifiable morphology, and outstanding biocompatibility [13-15]. In the bio-
logical environments, unmodified MSNs loaded with anti-cancer drugs are more likely to
agglomerate and suffer from lack of specificity [16,17]. These drawbacks have been signifi-
cantly minimized by the incorporation of biocompatible and stimuli-responsive polymers
into the MSNs surface to produce materials with different morphologies such as Yolk—shell
and brushes [18,19]. Such polymers allow the host-encapsulated drug molecules to be
released in the targeted site in an optimal manner [20-22]. Many biocompatible polymeric
shells are considered to be stable in biological environments, which could minimize the
side effects and toxicity of DDSs [23,24].

Recently, many studies have been reported on the development of MSN-based pH-
responsive systems as a mean of controlling the drug release [25,26]. Polymers that are
pH-responsive can undergo reversible and controllable confirmational structure changes
by changing the pH value of their environments [27]. For illustration, poly(N,N diethy-
laminoethyl methacrylate), poly(N,N -dimethylaminoethyl methacrylate), and poly(b-
amino ester) are base polymers and their amine end-groups experience structural changes
when they become protonated. Alswieleh et al. synthesised poly(2-(tert-butylamino)ethyl
methacrylate) brushes (PTBAEMA) grafted into MSNss using surface-initiated atom trans-
fer radical polymerization (SI-ATRP) techniques. It was found that PTBAEMA brushes
became swollen and protonated at a low pH value. In contrast, PTBAEMA brushes be-
came collapsed and deprotonated at a high pH value (>7.5) [28]. Another example of a
base polymer is poly(2-(diethylamino)ethyl methacrylate) (PDEAEMA), which can change
from hydrophobic to hydrophilic in an acidic medium due to protonation process of ter-
tiary amino groups [29]. Beagan et al. reported the synthesis of hollow mesoporous
silica nanoparticles, coated with PDEAEMA brushes terminated with glucosamine [30].
This nanosystem was encapsulated with doxorubicin (DOX), and the results showed that
the particle size increased from ca. 500 to ca. 980 nm after decreasing the pH from 9 to
6.5, leading to release DOX-drug within a controlled manner. Alswieleh et al. reported
the synthesis of PDEAEMA brushes on mesoporous magnetic nanoparticles and modified
them further with folic acid. It was found that ca. 20% and 5% of DOX was released in
acidic and basic media, respectively [19].

Poly(ethylene glycol) (PEG) molecules have been attached onto MSNs’ surface in order
to enhance the water dispersibility of MSNs and also to tailor the hydrophilicity to control
protein adhesion [31,32]. A combination of MSNs with mixed-block polymeric micelles
composed of poly(ethylene glycol)-block-poly(l-lactide) (PEG-PLLA) and poly(ethylene
glycol)-block-poly(d-lactide) (PEG-PDLA) enhanced the performance of the controlled
drug delivery compared to the polymers alone [33]. PEGylation of MSNs’ surface increases
the diffusion rate of drug molecules into tumor tissues and also improves their colloidal sta-
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bility [34]. Alswieleh et al. prepared MSNs coated with a diblock copolymer, consisting of
poly(ethylene glycol) methyl ether methacrylate and 2-(tert-butylamino)ethyl methacrylate
via the atom transfer radical polymerization method [35]. The results showed that ca. 60%
of the loaded DOX-drug was released at pH < 6.5. Alotaibi et al. reported the preparation a
pH-responsive nanosystem consisting of PDEAEMA brush grafted on MSNs’ surface and
modified by cysteine and poly(oligo(ethylene glycol) methyl ether methacrylate) (MSNs-
PDEAEMA-Cys-POEGMEMA) and was examined as an anti-cancer drug (DOX) nanocar-
rier [36]. The DOX was unloaded at basic pH above pH 7 and was successfully released
at low pH below 5 due to the protonation process of tertiary amine groups of PDEAEMA.
Feng et al. prepared amphiphilic block copolymers made of poly(IN,N-diethylaminoethyl
methacrylate) and poly(poly(ethylene glycol) methyl ether methacrylate) used to control
release of the paclitaxel from MSNs using a pH-trigger. The results showed that about 55%
of paclitaxel was released in the intracellular environment at pH 5 [37].

In this current work, we report the synthesis of MSNs with average particle size of
230 nm and average pore size of 5 nm, as estimated by TEM. Surface-initiated activators
regenerated by an electron transfer atom transfer radical polymerization (SI-ARGET-ATRP)
technique have been used to grow poly(2-(diethylamino) ethyl methacrylate) (PDEAEM A)
on the outer surface of MSNs, as pH-sensitive gatekeepers. To enhance the diffusion rate of
drug molecules onto tumor tissues and improve their colloidal stability, poly(oligo(ethylene
glycol) methyl ether acrylate) (POEGMEA) molecules were then bounded to the outer
surface of PDEAEMA brushes via the thiol-Michael addition click reaction. The attachment
of POEGMEA was confirmed by XPS and DLS. The synthesized nanosystem was then
loaded with Rhodamine B dye (RhB), and the release profile of the dye was investigated in
acidic and basic media. The nanocarriers were evaluated for cytotoxic activity against a
stem cell line. All nanosystems were found to be nontoxic at concentrations between 10
and 100 pg/mL for an exposure time of 48 h.

2. Materials and Methods
2.1. Materials

Poly(ethylene glycol) methyl ether acrylate (Methoxy PEG acrylate, POEGMEA, av-
erage M, 480), tetraethyl orthosilicate (TEOS, 98%), hexadecyltrimethylammonium bro-
mide (CTAB, 98%), triphenylphosphine (PPhs, 99%), dimethylphenyl phosphine (99%),
2-(diethylamino)ethyl methacrylate (DEAEMA) (99%), copper (II) bromide (CuBr,, 98%)
2-bromo-2-methylpropionylbromide (BIBB, 98%), 2,2/ -bipyridine (bipy, 99%), ammonium
hydroxide aqueous (32 wt%), pyridine (analytical grade), tetrahydrofuran (THF, HPLC
grade), ethylene sulfide (98%), ethanol (HPLC grade), (3-aminopropyl) triethoxysilane
(APTES, >98%), dimethylformamide (99.9%), methanol (HPLC grade) Rhodamine B, and
dichloromethane (DCM, HPLC grade) were purchased from Sigma-Aldrich. Sodium azide
(99%) and triethylamine (TEA, 99%) were obtained from Loba Chemie. Ammonium nitrate
(NH4NO;3, 99%) was purchased from Winlab. 1-Ascorbic acid (98%) was purchased from
Riedel-de Haén. Deionized water was obtained from an Elga Pure Nanopore system with a
resistivity of 15 MQ)-cm.

2.2. Preparation Methods
2.2.1. Mesoporous Silica Nanoparticles

To synthesize MSNSs, 1.0 g CTAB dissolved in 150 mL deionized water was placed in
a 250 mL round-bottom flask. Ammonium hydroxide (32%, 6 mL) was added to form a
clear solution. TEOS (5 mL) dissolved in 20 mL hexane was added to the aqueous solution
within 30 min under continuous stirring at 200 rpm and 37 °C. The nanoparticles were
separated by centrifugation and washed with deionized water and methanol after 12 h.
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2.2.2. Mesoporous Silica Nanoparticles Propyl Amine (MSNs—-Pr-INH;)

Amine group modified silica surface was obtained by suspending 1 g of MSNs in a mix-
ture of 0.5 mL APTES and 50 mL toluene. The suspension was heated overnight at 120 °C.
The particles were separated by centrifugation and washed with toluene and methanol.

2.2.3. Channel Formation on MSNs-Pr-NH,

CTAB was extracted by suspending 1 g of MSNs—Pr-NH; in 50 mL solution of ammo-
nium nitrate in ethanol (0.13 M). The mixture was heated at 80 °C and allowed to extract
for 24 h. The particles were separated by centrifugation and washed with deionized water
and methanol.

2.2.4. ATRP Initiator Functionalized Outer Surface of MSNs (MSNs-Br)

ATRP Initiator modified silica surface was obtained by suspending 1 g of MSNs—Pr—
NH, in a mixture of 0.5 mL TEA and 50 mL DCM. To the mixture, 0.25 mL 2-bromo-2-
methylpropionyl bromide was added and allowed to react for 24 h. The particles were
separated by centrifugation and washed with DCM and methanol.

2.2.5. Poly(2-(diethylamino) ethyl methacrylate) Brushes Functionalized Outer Surface of
MSNs (MSNs-PDEAEMA)

PDEAEMA brushes modified silica surface was obtained by suspending 0.5 g of
MSNs-Br in a mixture of 3 mL deionized water and 12 mL ethanol. The mixture was
degassed with N, for 20 min under stirring. DEAEMA (2 mL), 0.007 g bipy, and 0.001 g
CuBr, were added and degassed further for 15 min. Ascorbic acid (0.008 g) was added to
the polymerization solution and allowed to react under N; for 150 min. The particles were
separated by centrifugation and washed with deionized water and methanol.

2.2.6. Amine Groups Modified Surface of Poly(2-(diethylamino) ethyl methacrylate)
Brushes Functionalized MSNs (MSNs-PDEAEMA-NH>)

MSNs-PDEAEMA (0.5 mg) was suspended in 20 mL DMF and degassed with Nj.
In a separate flask, 0.15 g of NaN3; was dissolved in 10 mL degassed DMF, forming a
saturated solution of sodium azide. The saturated solution was transferred to the MSN-
PDEAEMA mixture under N; and heated at 75 °C overnight. The particles were isolated
by centrifugation and washed with DME

The separated nanoparticles were suspended in 20 mL DMF and degassed with
Ny. In a separate flask, 0.5 g of PPh; was dissolved in 10 mL degassed DMF, forming a
saturated solution of sodium azide. The saturated solution was transferred to the MSN-
PDEAEMA mixture under N; and heated at 75 °C overnight. The particles were isolated
by centrifugation and washed with DMF, deionized water, and methanol.

The solid was suspended in 20 mL mixture of H,O/THF (1:1), and degassed with Nj
at 50 °C overnight. The particles were separated by centrifugation and washed with DMF,
deionized water, and methanol.

2.2.7. Methoxy PEG Acrylate on Outer Surface of MSNs-PDEAEMA
(MSNs-PDEAEMA-POEGMEA)

Thiol group modified outer surface of MSNs-PDEAEMA was obtained by suspending
0.5 g of MSNs-PDEAEMA-NH, in 30 mL ethanol. To the suspension, 0.3 mL ethylene
sulfide was added and stirred overnight at room temperature. The particles were separated
by centrifugation and washed with ethanol.

To functionalize the nanoparticles with POEGMEA, 0.5 g of thiol group modified
MSNs-PDEAEMA was suspended in a mixture of 1 mL POEGMEA and 30 mL deionized
water and stirred at room temperature. Dimethylphenyl phosphine (20 pL) was added to
the mixture and stirred at 20 °C overnight. The particles were separated by centrifugation
and washed with deionized water and ethanol.
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2.3. Measurement and Characterization

The morphology of the nanoparticles was illustrated by scanning electron microscopy
(SEM), model JEOL JSM-7610F at 15 kV. The mesostructure of the silica nanoparticles
was illustrated by transmission electron microscopy (TEM), model JEOL JEM-1400 at
100 kV. For infrared spectra, the samples were prepared in potassium bromide pellets at the
region of 4000—400 cm ! with a resolution of 4 cm~!. Fourier transform infrared (FT-IR)
spectrometer was a PerkinElmer Spectrum BX FTIR. High-resolution XPS spectra of the
sample was obtained by JEOL JPS-9030 photoelectron spectrometer, employing mg Ko
X-rays. Ultraviolet-visible absorption spectra were obtained by a SpectraMax Plus 384
microplate reader.

2.4. The Rate Loading and Release of Rhodamine B (Rh B)

Generally, the nanoparticles (1 mg) were dispersed in 1 mL phosphate-buffered saline
(PBS) buffer solution at pH 3. Rh B solution (1 mL, 2 mg/mL) was added to the suspension
and left at room temperature overnight at a shaking rate of 150 rpm. The pH value was
then adjusted to ~8 using a diluted solution of sodium hydroxide and shaken for another
2 h. The solid was separated, and the concentration of unloaded dye was determined by
UV-Vis spectrophotometer at wavelength of 554 nm.

The dye loading capacity (LC) and encapsulation efficiency (EE) were calculated by:

LC = (the amount of total entrapped dye/the total nanoparticle weight) x 100 (1)

EE = (entrapped quantity of dye/total quantity of dye) x 100 (2

Dye release experiments were performed by suspending 1 mg of the dye loaded
nanosystem into 1 mL PBS at different pHs, at 37 °C under shaking rate 150 rpm. At differ-
ent times, the solution was separated, and the amount of dye released was determined by
UV-Vis spectrophotometer at a wavelength of 554 nm. After each collection, the solution
volume was kept constant by addition 1 mL of fresh medium.

2.5. Cell Culturing and Cytotoxicity

Human bone marrow-derived mesenchymal stem cells (hMSCs) were immortalized
by the genetic overexpression of telomerase reverse transcriptase (Abdallah et al. 2005).
Human MSCs were cultured until confluency in Dulbecco’s Modified Eagle’s Medium
(DMEM) supplemented with 10% fetal bovine serum (FBS), 1% penicillin-streptomycin,
and 1% non-essential amino acids (all from Gibco, Invitrogen, USA) at 37 °C and 5% CO,.
Upon confluency, hMSCs were seeded at a concentration of 10 x 10° cells/well in 96-well
plates. Cells were treated with different nanoparticles at concentrations of 10, 50, and
100 pg/mL for 24 and 48 h.

Alamar Blue assay (AbD Serotec, NC, USA) was used to measure cell viability of
human mesenchymal stem cells exposed to nanosilica particles according to the manufac-
turer’s instructions. After each incubation time period, 10% (v/v) Alamar Blue reagent
was added to the treated wells and incubated for 4 h at 37 °C. The fluorescence signal
from the samples was measured at an excitation wavelength of 530 nm and an emission
wavelength of 590 nm using a BioTek Synergy HT plate reader (Winooski, VT, USA), and
the cell proliferation measurement was calculated as follows:

OD of Control —OD of treated y

Cell proliferation (%) = OD of Control

100 3)

Results from three independent experiments were obtained. The software used for
analysis was GraphPad Prism 6.0 (San Diego, CA, USA).
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3. Results and Discussion

The nanoplatform was prepared in multiple steps, as shown in Scheme 1. First, propy-
lamine was anchored to the outer surface of the MSNSs, followed by CTAB extraction using
ion exchange process via ammonium nitrate in ethanol, to allow guest molecules incubate in
the internal pore surface. Amino groups were then reacted with BIBB to initiate the surface.
The SI-ARGET-ATRP technique was used to grow PDEAEMA brushes on the MSNs’ outer
surface, to work as gate keeper for guest molecules. Bromine atom-terminated PDEAEMA
chains were substituted to amines, via NaN3 and PPhs. Amine group-terminated PDEAEMA
chains were reacted with ethylene sulfide to have thiol groups at the end of polymer chains.
POEGMEA was capped onto the outer surface of the nanoparticles via thiol-ene chemistry,
thiol-Michael reaction mediated by dimethylphenyl phosphine.

@

CTAB + n-hexane
Oin DI-water@®
(©) €]

S )

\J (2) PhgP in DMF [J

\ (1) NaNsin DMF 0 |
(1) NaNs in KT |
4 _—
3 S
N \

Scheme 1. Schematic illustration of the synthesis route of the mesoporous silica nanoparticles
(MSNs) modified with poly(2-(diethylamino) ethyl methacrylate) (PDEAEMA) brushes capped with
poly(oligo(ethylene glycol) methyl ether acrylate) (POEGMEA).

FTIR analysis for the prepared samples was performed to confirm the organic molecules
attached to the MSNs outer surface (Figure 1). For MSNs IR spectra, wide bands be-
tween 1000 and 1250 cm ™! were assigned to stretching bands of Si-O-Si, and the band at
~800 cm ™! was assigned to the stretching vibration of Si-O. The C-H stretching vibration
at ~2900 cm~! disappeared after the extraction process. New peaks were observed at
~1450 and ~1380 cm ™!, corresponding to C-H bending vibration of the methyl group after
the initiation step. After the ATRP polymerization process, a new peak was observed at
~1730 cm ! in all polymer-coated MSNs samples, appointed to -C=O stretching vibrations.

Transmittance

400 800 1200 1600 2000 2400 2800 3200 3600 4000
Wavenumber (cm-1)

Figure 1. The Fourier-transform infrared (FT-IR) spectra of the nanoparticles: (black line) MSNs with
the template, (red line) CTAB free initiated MSNss, (blue line) MSNs-PDEAEMA.
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Nanoparticle morphology (size and shape) was studied using scanning electron mi-
croscopy (SEM) and transmission electron microscopy (TEM). Figure 2A shows the SEM
images of the as-made MSNs particles with a particle size ranging from 250 nm up to ap-
proximately 350 nm with an almost spherical shape. The MSNs-PDEAEMA nanoparticles
have a larger average particle size, ranging from 270 to 360 nm, as illustrated in Figure 2B.

Figure 2. The morphology and mesostructure of nanoparticles: (A) SEM image of MSNs and (B) SEM
image of PDEAEMA-MSNS.

The TEM technique was also used to examine the morphology and pore structure of
the MSNs and MSNs-PDEAEMA. TEM images for MSNs showed almost spherical particles,
having a size ranging from 250 nm to 350 nm and a clear pore structure with pore size
of ca. 5 nm (Figure 3A). A thin organic layer (shell) could be seen on the outer surface of
MSNs-PDEAEMA (Figure 3B). The dry thickness of polymeric shell was estimated to be
ca. 20 nm.

Figure 3. The morphology and mesostructure of nanoparticles: (A) TEM image of MSNs, and (B) TEM
image of PDEAEMA-MSNS.

Narrow-scan x-ray photoelectron spectroscopy (XPS) spectra of MSNs-PDEAEMA,
MSNs-PDEAEMA-SH, and MSNs-PDEAEMA-POEGMEA was used to confirm the suc-
cessful modification of the surface of the polymer brushes with POEGMEA, as illustrated
in Figure 4. XPS spectrum of Cls peak for MSNs-PDEAEMA was fitted with three com-
ponents at binding energy 284.8, 286.1, and 288.0 eV, appointed to C-H, C-N/C-0O, and
O=C-O0, respectively (Figure 4A). The peaks corresponding to C-N and C-O were over-
lapped; hence they were fitted using a single component. The calculated peak area ratios
of the polymer composition were found to be in reasonable agreement with theoretical
peak area ratios. No noticeable changes were observed in the deconvoluted peak after
MSNs-PDEAEMA-SH, as shown in Figure 4B. After POEGMEA attachment, the C1s spec-
tra was fitted with four peaks, corresponding to C-H, C-N, C-O, and O=C-O at binding
energy of 284.9, 285.8, 286.3, and 288.6 eV, respectively. It was observed that the peak
intensity of C-O increased as a result of the presence of additional C—O bonds contributed
by the POEGMEA molecules (which confers seven polymerized ethylene glycol units per
molecule), as shown in Figure 4C.
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Figure 4. X-ray photoelectron (XPS) high-resolution C1s spectra of (A) MSNs-PDEAEMA, (B) MSNs-
PDEAEMA-SH, and (C) MSNs-PDEAEMA-POEGMEA.

The pH-responsive behavior of MSNs-PDEAEMA, MSNs-PDEAEMA-SH, and MSNs—
PDEAEMA-POEGMEA were also explored at 25 °C. As illustrated in Figure 5A, the size
distribution of MSNs-PDEAEMA and the average hydrodynamic diameter (Dy,) were
determined at different pH using dynamic light scattering (DLS). At pH < 7, the Dy, of
the sample was ca. 300-1000 nm. The hydration layer had a larger particle diameter
distribution due to the repulsion force between the polymer chains. When the brushes
became hydrophobic in basic media, the hydrodynamic diameter of sample was found to
be between 200 and 400 nm.

o
o
J

(A) 40

M- MSNs-PDEAEMA

B)
—_— |~ M- MSNs-PDEAEMA-SH
35 E }\ |-M- MSNs-PDEAEMA-POEGMEA
E 4o +——
— 30 = \k
=2 3 30 %,
i LN
E 15 E 20 E\
S 101
5 £
(7]
0 0
0 200 400 600 800 1000 60 65 70 75 80 B85 90

Particle Size (nm) pH

Figure 5. (A) Size distribution at different pH values of MSNs-PDEAEMA. (B) Zeta potential values at dif-
ferent pH and 25 °C for MSNs-PDEAEMA, MSNs-PDEAEMA-SH, and MSNs-PDEAEMA-POEGMEA.

When MSNs-PDEAEMA, MSNs-PDEAEMA-SH, and MSNs-PDEAEMA-POEGMEA
became fully protonated in acidic media, the zeta potential was positively charged, whereas
the zeta potential became close to zero when the brushes were deprotonated, as shown
in Figure 5B. However, the zeta potential of MSNs-PDEAEMA-POEGMEA exhibited a
lower value in acidic media with ca. 30 mV, compared to 42 mV for MSNs-PDEAEMA
and MSNs-PDEAEMA-SH. At pH 9, the zeta potential of all examined nanosystems was
ca. 8 mV, due to the deprotonation process of tertiary amines present in the polymer chains.

The RhB dye-loading capacity in the synthesized nanomaterials (MSNs-PDEAEMA,
MSNs-PDEAEMA-SH, and MSNs-PDEAEMA-POEGMEA) was determined using Equation (1).
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The loading capacity was found to be similar, ca. 74%, for all selected samples. FTIR tech-
nique was used to confirm the successful RhB dye-loaded into the system. Two peaks were
observed at ~1400 and ~1570 cm ™!, pointed to C-C stretches of the aromatic ring in the
dye’s molecule (data not shown).

The released amount of the RhB dye was examined from the selected samples in buffer
solutions at different pH values (5, 6.5, 7.4, and 8). For CTAB free MSNs, the dye release
was noticed to be the same at different pH values. The dye release behavior was found
to be similar for the three-polymer shell coated MSNs, in both basic and acidic media,
as shown in Figure 6. The cumulative dye released from all examined samples reached 60%
after ca. 8 h, when the nanosystems were exposed to a solution of pH 5 and 6.5. Such fast
dye release could be referred to the protonation process of the tertiary amine presented in
PDEAEMA segments. However, in basic media, almost 22% of the loaded dye was released
within ca. 12 h from both MSNs-PDEAEMA and MSNs-PDEAEMA-SH, as presented in
Figure 6A,B. A notable difference was observed in the release profile of the dye loaded
in MSNs-PDEAEMA-POEGMEA in basic media. The dye was released from MSNs—
PDEAEMA-POEGMEA with an accelerated drug release of ca. 15% after 15 h (Figure 6C).
These results indicated that POEGMEA molecules capped with MSNs-PDEAEMA could
hinder the dye release.
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Figure 6. Dye release profiles of RhB loaded in (A) CTAB free MSNs, (B) MSNs-PDEAEMA,
(C) MSNs-PDEAEMA-SH, and (D) MSNs-PDEAEMA-POEGMEA, at different pH and 37 °C.

Cytotoxicity assay showed that all three fabricated nanoparticles (MSNs-PDEAEMA,
MSNs-PDEAEMA-SH, and MSNs-PDEAEMA-POEGMEA) were non-toxic to the hMSCs,
as shown in Figure 7. The cytotoxicity assay of MSNs-PDEAEMA at all three concentrations
were statistically the same, even after 48 h of incubation; however, there is some slight
increase in cell proliferation, but it is statistically insignificant. MSNs-PDEAEMA-SH
was not toxic to cells, although there was some statistically significant increase in cell
proliferation for the 50 pg/mL after 24 h of incubation. After 48 h, both 50 and 100 pug/mL
showed a substantial increase in cell proliferation but with no toxicity. MSNs-PDEAEMA-—
POEGMEA was non-toxic at all three concentrations after both 24 and 48 h of incubation.
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However, after 48 h there was an increase in cell proliferation. All these positive results
certify that the designed fabricated nanosystem exhibits an excellent biocompatibility that
has the potential to be utilized as carriers for anti-cancer drugs delivery.

(A) BMSNs-PDEAEMA 10 pg/mL ®) MSNs-PDEAEMA ~POEGMEA 10 pg/mL
@ MSNs-PDEAEMA 50 ug/mL I MSNs-PDEAEMA ~POEGMEA 50 pug/mL
B MSNs-PDEAEMA 100 pg/mL B MSNs-PDEAEMA-POEGMEA 100 pg/mL

160

Cell Proliferation (%)
Cell Proliferation (%)

4
24 hours 48 hours 24 hours 48 hours

(©)

i MSNs-PDEAEMA —SH 10 pg/mL
20 . I MSNs-PDEAEMA-SH 50 pg/mL
0 — B MSNs-PDEAEMA-SH 100 pg/mL

Cell Proliferation (%)

24 hours 48 hours

Figure 7. Cell viability of human bone marrow-derived mesenchymal stem cells (hMSCs) after
exposure to the selected nanosystems. Cells were exposed for 24 h and 48 h to 10, 50, and 100
pg/mL of: (A) MSNs-PDEAEMA, (B) MSNs-PDEAEMA-POEGMEA, and (C) MSNs-PDEAEMA-
SH. Astride indicate the level of significance as follows: * P > 0.05, ** P > 0.01.

4. Conclusions

In this paper, pH-responsive brush-modified particles have been obtained by growing
PDEAEMA brushes on ca. 250 nm MSNs via surface-initiated ARGET ATRP technique.
Halogens at the end of polymer chains were successfully derivatized to primary amines,
which has elaborated strategies that allow modification of these brushes with molecules.
POEGMEA have reacted successfully with thiol via thiol-Michael addition. XPS con-
firmed the successful attachment of POEGMEA molecules when the peak intensity of
C-O increased, resulting from the presence of additional C—O bonds in the POEGMEA.
The encapsulation efficiency of Rh B was found to be ca. 74% for all selected samples. The
dye release profiles illustrated that the high release rate (ca. 60%) occurred when brushes
are protonated at low pH, compared to the release rate in basic media (ca. 20%). MSNs—
PDEAEMA, MSNs-PDEAEMA-SH, and MSNs-PDEAEMA-POEGMEA were found to
be non-toxic to hMSC. Nevertheless, the results showed an increase in cell proliferation
in some instances, without being statistically significant, except in the case of MSNs—
PDEAEMA-POEGMEA at 50 ug/mL after both 24 and 48 h of incubation. This finding may
indicate a potential role where cell proliferation is desirable, as in wound healing cases.
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