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Extensive modifications have been made to the synthesis protocol
for porous silica particles to improve the shape, size and yield per-
centage, but problems associated with improvement in biodegrad-
ability and decrease in chances to induce side effects still remain a
concern. To circumvent these limitations, a facile modification
strategy has been employed through in situ carbonization of
porous silica particles. Herein, carbon particles were integrated
within porous silica core—shell particles (Si-P-CNPs) during the
synthesis process and found to preserve the ordered structural
morphology. Curcumin was used as a model drug for loading in
prepared Si-P-CNPs whereas lung cancer cells were used as a
model system to study the in vitro fate. These Si-P-CNPs showed
improved drug loading, drug effectivity, biodegradability and
avoidance of interaction with transforming growth factor g1 (TGF-
p1) indicating the possibility of reducing the chances of lung
fibrosis and thereby enhancing the safety profile over conventional
porous silica particles.

Porous silica materials receive significant attention due to
their large surface area, high pore diameter, facile methods of
synthesis, possibility for easy surface modification, tunable
biocompatibility, and economical production.’ Such qualities
make these materials suited for different research and appli-
cation domains such as drug delivery, impurity extraction, cat-
alysis, sensing etc."”> The production of silica particles in
various forms, sizes, and volumes has been achieved by using
different synthetic methodologies.® Among the many available
methods, the mono-dispersity, spherical form, and diameter
of the particle can be controlled using the Stéber method.*”
On the other hand, mesoporous nanomaterials with a high
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surface area, defined channels, and pore structures are gener-
ally generated either by a liquid templating method or by
using inorganic precursors as well as surfactants in specific
formulations.® " Here, a modified synthesis protocol has been
used to prepare carbonized porous silica particles (Si-P-CNPs),
using a combination of nanocarbon with other precursors in a
one pot synthesis method. It was found that the prepared Si-
P-CNPs could show complete biodegradation after completion
of their role delivering the loaded drug. Further, these carbo-
nized particles were also found to avoid interaction with trans-
forming growth factor 1 (TGF-p1) to a significant extent in
comparison with non carbonized porous particles and there-
fore would be capable of reducing the chances of lung fibrosis.
The possibility of inducing fibrosis is otherwise a major draw-
back of silica based particulate systems. Furthermore, the
efficiencies of newly synthesized Si-P-CNPs were verified and
compared with other control systems, namely carbonized non-
porous silica particles (Si-NP-CNPs), non-porous silica particles
(Si-NPs) and porous silica (Si-Ps) core-shell particles.

In order to make spherical Si-NP and Si-P core-shell par-
ticles, a synthesis protocol from the report of Dong et al. was
taken into consideration."” Cetyltrimethylammonium bromide
(CTAB), n-tridecane, and non-porous particles (d = ~800 nm)
previously synthesized by a Stober procedure were treated with
the addition of ammonium hydroxide, containing ammonium
fluoride, at 90 °C while being stirred at 240-280 rpm."® For the
synthesis of Si-P-CNPs, a suspension of carbon nanoparticles
(CNPs), which was already prepared using a previously estab-
lished protocol,"*"® was added during the synthesis of silica
nonporous structures. Similar reaction conditions were used
to those generally used for synthesis of a nonporous silica core
covered with a silica shell, with MCM-41 (Mobil Composition
of Matter-41) type mesopores on the surface.”'®"” By using
these reaction conditions, considering that variation in reac-
tion time can be utilized to modify the relative core-shell
sizes, multiple variations were included to optimize the syn-
thesis conditions. Additionally, Si-NP-CNP particles were also
synthesized for better comparison of various physiochemical
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properties. All of the synthesized materials were characterized
for shape, size, morphology, porosity, optical properties, cell
interaction, safety and biodegradability status. The process by
which nonporous spherical particles transform into spherical
silica core shell particles has been well discussed elsewhere.'?
In brief, the negatively charged surface of the silica particles
adsorbs micelles containing the cationic surfactant CTAB. A
negatively charged silica species is dissolved from the particle
surface in a templated dissolution process. The particle is typi-
cally wrapped in a shell with wormhole-like pores as shown in
the results. It is significant that the use of NH,F as an etching
agent caused many of the Si-OH groups on the the silica core
surface to be replaced by SiF. As a result, the shell of the
spherical dense core is coated with SiF features after the dis-
solution process, which diminishes the surface’s negative
charge. The measurement of hydrodynamic diameter through
the dynamic light scattering technique showed that the Si-P
particles were of ~1056 + 88 nm in size with a zeta potential of
—36 + 1 mV whereas Si-P-CNPs were of size 750 + 86 nm with
an average zeta potential of —20 + 1 mV. The incorporated
CNPs were of ~270 + 21 nm in diameter and zeta potential of
—5 + 1 mV. The hydrodynamic diameters of the Si-NPs and Si-
NP-CNPs were around 756 + 221 nm and 870 + 239 nm,
respectively, with zeta potentials of around —52 + 1 mV and
—51 + 1 mV, respectively (Fig. S1A and S1B, ESI{). The
decreased zeta potential values for Si-Ps and Si-P-CNPs in com-
parison with Si-NPs and Si-NP-CNPs are presumably due to the
use of the cationic surfactant CTAB as a pore forming agent.
The X-ray diffraction (XRD) pattern showed a wide peak at 20
~22.3° with a d spacing of ~3.99 A in the case of Si-Ps, which
indicates the amorphous nature of the synthesized
particles.”®'® A similar type of XRD pattern was also observed
in the case of Si-P-CNPs without any significant alteration of
the position of the diffraction peak at 26 ~22.75° with a d
spacing of ~3.90 A (Fig. 1A). Si-NP and Si-NP-CNP particles
also showed broad diffraction peaks centered at 20 =~ 23.1° and
22.3° with d spacings of 3.85 A and 3.98 A, respectively
(Fig. S2A, ESIf). At the same time, the similar small angle XRD
patterns of Si-Ps and Si-P-CNPs with a small hump at 26 ~ 1.6°
signify the equivalent levels of orderedness of the pores
(Fig. S2B, ESIT)."* This study revealed the preservation of the
native ordered structures of Si-Ps even after incorporation of
CNPs. Fourier transform infrared spectroscopy (FTIR) was per-
formed to evaluate the impact of incorporation of nanosized
carbon particles on the chemical bonds responsible for
making the framework of the silica nanostructures. All charac-
teristic spectral features indicating Si-O bending vibration, Si-
O-Si stretching vibration and Si-OH stretching vibration were
observed in both Si-P and Si-P-CNP particles (Fig. 1B).
Intriguingly, we noticed the transmittance peak at 807 cm™*
and 1108 ecm™" implying Si-O bending vibration and Si-O-Si
stretching vibration in Si-Ps**?" were shifted to 801 cm™" and
1088 cm™" in the case of Si-P-CNPs. This shifting of vibrational
bands to lower wavenumber in Si-P-CNPs probably indicates
the weakening of two important chemical bonds Si-O and Si-
O-Si in the silica nanostructures which might suggest some
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Fig. 1 Characterization of silica particles for orderedness, surface func-
tionality, porosity and drug loading efficiency. (A) XRD spectra of Si-Ps
and Si-P-CNPs; (B) FTIR spectra of Si-Ps and Si-P-CNPs where blue
arrows are indicating some of the characteristic absorption peaks at
different wavenumbers; (C) N, adsorption/desorption isotherms of Si-
NP, Si-P and Si-P-CNP particles; (D) FTIR spectra of cur and Si-
P-CNP-Cur with the allocation of some characteristic absorption peaks
at different wavenumbers.

biological benefits including better degradability. No shift of
the transmittance peak was observed for the Si-H,O flexion at
1637 cm™'; however, the broad transmittance peak at
3445 cm™" attributed to Si-OH stretching vibration in Si-P was
shifted to higher wavelength in Si-P-CNP.

Furthermore, the quantitative measurement of the porous
shells of Si-Ps and Si-P-CNPs was carried out by measuring
nitrogen adsorption-desorption isotherms. The adsorption-
desorption behavior could also be associated with the
efficiency of these particles to act as therapeutic carriers.
These Si-P and Si-P-CNP particles could demonstrate nitrogen
adsorption and desorption isotherms in a reversible trend that
shows a classic type IV isotherm hysteresis (Fig. 1C).>>* As
shown by the Si-Ps, the well-arranged MCM-41 type of hexag-
onal mesopores might be present as indicated by the distinc-
tive H1 loop, whereas Si-NPs don’t show any hysteresis or loop
due to their nonporous nature. The BJH method shows that a
higher average pore size (Table 1) that varied from 0.2 to 3 nm
exists, while the specific surface area of Si-Ps was around
228 m* g~'. Interestingly, Si-P-CNPs show a specific surface
area of ~1864 m*> g~ which is much higher than that of Si-P
particles.

Table 1 Pore size distribution and specific surface area obtained by
nitrogen physisorption of Si-NPs, Si-Ps and Si-P-CNPs

Sample Surface area Total pore volume Pore diameter
name (m*>g™) (em® g™ (nm)

Si-NPs 13.986 0.01 0.2

Si-Ps 228.358 0.3 3

Si-P-CNPs 1864.930 0.4 1.8

This journal is © The Royal Society of Chemistry 2024
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The therapeutic drug carrying capacities of Si-P and Si-
P-CNP particles were investigated by measuring their loading
efficiency of curcumin as a model drug. Curcumin is a natu-
rally derived polyphenol that shows potential anticancer
activity by interfering in nuclear factor kappa B (NF-kB) signal-
ing, and eventually induction of apoptosis etc.>** But, its
inadequate aqueous solubility reduces its bioavailability to be
used as a potent drug for cancer treatment.>® It was observed
that Si-Ps and Si-P-CNPs could load around 21.6 + 4.8 and 63.2
+ 14.4% of curcumin, respectively. A higher loading percentage
of drug by carbon enhanced porous silica particles, Si-P-CNPs,
was observed compared to Si-Ps, despite the pore size being
smaller in the case of Si-P-CNPs i.e., ~1.8 nm compared to
3.0 nm for Si-Ps. This indicates that drugs are probably loaded
in the pores of the Si-P-CNPs by some additional mode of
loading. The existence of an additional mode could be because
of the presence of more low volume pores present on the Si-
P-CNP surface which translates into more pores to load drug
molecules and added to this, >°Si NMR spectroscopic investi-
gations revealed an additional level of interaction of curcumin
in the Si-P-CNP pores in comparison to the Si-P ones.
Spectroscopic study on curcumin loaded Si-P-CNPs (Si-
P-CNP-Cur) and curcumin loaded Si-Ps (Si-P-Cur) showed the
presence of Q* (Si(Osi);0H) and Q* (Si(Osi),) species®” (Fig. S3,
ESIf). The peak position of Q* species in Si-P-Cur at
~—112.5 ppm was shifted to ~—115.5 ppm in Si-P-CNP-Cur,
while the Q® species was found to be in the same position
(~—101.89) in both Si-P-Cur and Si-P-CNP-Cur. The broad spec-
tral appearance of Q* and Q* species was also noticeable in Si-
P-CNP-Cur compared to Si-P-Cur. This suggested an additional
level of interaction of curcumin in Si-P-CNP pores in compari-
son to that in Si-P ones. On performing drug release studies, it
was found that Si-P-CNPs could release a higher amount of
drug at the 72 h time point whereas Si-Ps were releasing the
drug at the earlier time point of 24 h (Fig. S4, ESI}). This
points to sustained release of drug from Si-P-CNPs compared
to Si-Ps which also supports the difference in the mode of
drug loading in Si-P-CNPs compared to Si-Ps. Probably, the
presence of carbon in Si-P-CNPs provides better interaction
with curcumin in the pores which requires a longer time to
allow the release of the drug.

Despite the excellent therapeutic benefits of curcumin, its
proper clinical translation is limited because of its low bio-
availability, short half-life, low aqueous solubility etc. To cir-
cumvent these issues various types of engineered nano-formu-
lations including mesoporous silica particles have been devel-
oped for the improvement of its cellular internalization and
suspendability in physiological buffer*®?° etc. It has been pre-
viously reported that folic acid conjugated mesoporous silica
particles increased curcumin levels in plasma as well as in
tumor tissue.>® Based on these previously established reports
we believe that curcumin loaded Si-P-CNP particles will also be
helpful to improve the problems associated with bioavailability
by improving the aqueous suspendability. Further the sus-
tained release of curcumin from Si-P-CNP particles will help in
slowly reaching the therapeutic concentration inside cells

This journal is © The Royal Society of Chemistry 2024
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while preventing its unnecessary and premature loss.’® The
sustained release of curcumin from mesoporous silica par-
ticles under physiological conditions has also previously been
reported.’” As the half-life of curcumin drug is around 6-7 h,
it becomes more important to release a smaller amount at
different time points rather than releasing it at once, wherein
most of it would get biotransformed into degraded metabolites
in turn reducing the therapeutic efficiency of the formulation.
But it would be possible to present a better assessment of bio-
availability, half-life and biotransformation of curcumin
released from Si-P-CNPs after extensive in vivo study.*” Analysis
of the FTIR spectrum of curcumin (Cur) showed the presence
of transmittance peaks at 1429 cm ™" and 1457 cm™ " attributed
to the stretching vibration of the aromatic benzene ring of cur-
cumin®® which also appeared in Si-P-CNP-Cur at wavenumbers
of 1406 cm™" and 1455 cm™". Further, the transmittance peak
at 3512 cm™, generally corresponding to the ~OH stretching
vibration of curcumin, reduces significantly in Si-P-CNP-Cur,
probably due to successful entrapment of curcumin in the Si-
P-CNP particles (Fig. 1D).**

The anhydrous morphology of the synthesized Si-P, Si-NP
and Si-P-CNP particles was visualized by transmission electron
microscopy (TEM). Analysis of TEM images showed that Si-P
particles were of 1.673 + 1 pm in diameter with 161.2 + 3 nm
porous shell thickness. Representative TEM images of Si-Ps
(Fig. 2A and B) confirmed the presence of highly organized
porous shells which could be a result of the use of CTAB as a
pore-forming agent during the reaction.’® Although Si-P-CNP
particles also showed similarly organized porous shells
(Fig. 2C), a significant reduction in anhydrous diameter was

(A

200 nm

200 nm

Fig. 2 Transmission electron microscopy images of (A) Si-Ps, (B)
magnified portion of the porous shell of an Si-P, (C) an Si-P-CNP and (D)
an Si-NP.
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noticed in comparison to Si-P particles. Si-P-CNPs were of 687
+ 28 nm in size with 84.5 + 2 nm porous shell thickness. As
expected, no shell structure was observed in Si-NP particles
which were of 760.6 + 17 nm in diameter (Fig. 2D). These
surface pores are a distinguishing property of these particles.
According to the MCM-41 materials pattern, the new particles
Si-Ps and Si-P-CNPs have hexagonally arranged shells with
tunnels that have layer thicknesses of 161.2 + 3 nm and 84.5 +
2 nm, respectively, around the dense particles. The thickness
of the shell could be influenced by reaction time, much like in
the case of Si-Ps and Si-P-CNPs.

The incorporation of CNPs inside the core of Si-P particles
was verified by confocal microscopy-based investigation. The
autofluorescent nature of CNPs***” makes Si-P-CNP particles
traceable under a confocal microscope. To accurately visualize
the location of CNPs, negatively charged Si-P-CNP particles
were loaded with another cationic dye rhodamine 6G.*® The
appearance of bright red fluorescence on the shell of the Si-P
particles indicates the successful loading of rhodamine 6G
(Fig. 3A), which was not visible on the non-porous silica
surface (Fig. 3B). CNPs are known to emit in the green region
upon excitation with a 488 nm wavelength laser’®*° as evident
in Fig. 3C. The presence of an orange color on Si-P-CNP par-
ticles (Fig. 3D) denotes the co-localization of red and green
color fluorescence which were contributed by rhodamine 6G
and incorporated CNPs, respectively (Fig. S5, ESIT). This study
confirms the successful incorporation of CNPs inside the Si-
P-CNP particles. Cellular internalization of Si-P-CNP-Cur par-
ticles was evaluated by flow cytometry based investigations.
Vero kidney epithelial cells were taken as a healthy control
whereas A549 lung epithelial cells were used as cancer cells for
this investigation. It was evident that Si-P-CNP-Cur treated
A549 cells showed a significant shift in fluorescence intensity

Rhodamine

Rhodamine / CNP

Fig. 3 Confocal microscopy images of (A) rnodamine loaded Si-P par-
ticles, (B) Si-NP particles, (C) CNPs and (D) rhodamine loaded Si-P-CNP
particles. Scale bar (A-D) = 20 um.
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in comparison with Si-P-CNP-Cur treated Vero cells. This inves-
tigation revealed more internalization of Si-P-CNP-Cur par-
ticles in cancer cells with respect to the healthy control
(Fig. 4A). Probably, a highly receptive nature of cancer cells
toward silica particles makes the particles get delivered into
high percentage of cancer cells (area under the curve) with
high numbers of silica particles per cancer cell compare to
normal Vero cells (fluorescence intensity).*' A cell viability
assay using thiazolyl blue tetrazolium bromide (MTT) was per-
formed to investigate the functional efficacy of the curcumin
loaded Si-P-Cur and Si-P-CNP-Cur.

It was noticeable that the respective amount of vehicle, e.g.,
Si-P (5.4 pg ml™") and Si-P-CNP (20 pg ml ™), which was finally
used for cell viability studies with loaded curcumin, didn’t
show any significant cell death in either of the cell lines
(Fig. 4B). A 25 pM concentration of curcumin loaded in Si-
P-CNP-Cur particles could inhibit the cell viability by ~40% for
A549 cancer cells within 48 h of application which was very
similar to treatment with curcumin dissolved in DMSO
(Fig. 4C). No significant cell death was observed in Vero cells
treated with either the same amount of curcumin loaded Si-
P-CNP-Cur particles or curcumin dissolved in DMSO (Fig. 4D).
Probably, this distinguishability might have occurred due to
the intrinsic properties of curcumin along with differential
delivery of curcumin into cancer cells over normal cells.**™*?

The interacting ability of Si-P-CNP particles with mucus of
the respiratory tract was evaluated in a simulated nasal mucus
(SNM) which was prepared using a previously reported compo-
sition.”* The SNM was further mixed with 20 pM rhodamine
6G and incubated with 20 pg Si-P-CNP particles. It was
observed that the extent of SNM adsorption increased gradu-
ally with the increment of number of times of application of
Si-P-CNP particles (Fig. 4E) and reached up to ~74% after 4
cycles of application. This study revealed the possible capa-
bility of these particles to entrap excessively produced and
accumulated airway mucus which otherwise confers a detri-
mental effect on airway obstruction and lung function in
several disease conditions.*>™ It is believed that this mucus
entrapment ability of Si-P-CNP particles will further be able to
reduce the use of drugs for inhibiting hypersecretion of mucus
like mucolytics in different disease conditions including
chronic obstructive pulmonary diseases (COPD), cystic fibrosis,
asthma etc.,"®*® although, just based on this experiment, it is
hard to comment on the permeation behavior of the syn-
thesized particles through the mucus layer of the respiratory
tract before performing an in vivo experiment in an animal
model.

The safety profile of the Si-P-CNP particles for use in the
treatment of lung complications was investigated through mul-
tiple experiments including an interaction study with macro-
phages (RAW 264.7 cells), a biodegradation study in simulated
body fluid (SBF), and silicosis induction assay. Previously mul-
tiple research groups have reported the ability of silica nano-
particles to interact with macrophage cells.*>*® A scanning
electron microscopy (SEM) based study was performed to find
the interaction ability of Si-P-CNPs with RAW 264.7 cells.

This journal is © The Royal Society of Chemistry 2024
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Fig. 4 Cellular interaction and biological fate of silica particles. (A) Flow cytometry analysis of the green subset from A549 and Vero cells treated
with Si-P-CNP-Cur with respect to their untreated control (y-axis 0—40, a.u.). (B) Cell viability assay of Si-P-CNP and Si-P treated A549 and Vero
cells. Cell viability assay of Cur, Si-P-CNP-Cur and Si-P-Cur treated (C) A549 cells and (D) Vero cells. (E) Mucus adsorption assay using Si-P-CNP

particles.

Intriguingly Si-P-CNP particles were found to be attached to
the surface of macrophages (Fig. 5A and Fig. S6, ESIf). The
measurement of cell viability dictated the cytocompatibility of
both Si-P-CNP-Cur and Si-P-CNP particles (Fig. 5B and C). This
study revealed the possibility of phagocytosis of Si-P-CNP par-
ticles by macrophages without creating any toxicity. One of the
most reported side-effects of silica-based materials during bio-
logical applications is the induction of silicosis. In this situ-
ation, there is the formation of nodules in the lung, massive
inflammation and lung fibrosis,”"*> but, various fabrication
and porosity make silica-based
materials desirable for biological applications. Thus, a silica-
based biomaterial with other beneficial properties but without
significant onset of silicosis would be a great achievement. It
was hypothesized that the produced carbonaceous silica
porous material might show such a property. To assess this, a

induction possibilities

silicosis induction assay was performed in A549 cells by the
application of Si-P-CNP and Si-P particles incubated with TGF-
f1, named Si-P-CNP-TGF-f1 and Si-P-TGF-pf1, respectively.
TGF-p1 is considered an important contributary factor for epi-

This journal is © The Royal Society of Chemistry 2024

thelial-mesenchymal transition which is one of the major
steps in lung fibrosis.’"**> Flow cytometry-based analysis
using an antibody against p-Smad2/3, a downstream mediator
of the TGF-p signaling pathway,’®® demonstrated that Si-
P-CNP-TGF-f1 and Si-P-CNP treated cells showed no shift in
fluorescence intensity with respect to the untreated control.
Cells treated with Si-P-TGF-f1 and Si-Ps gave a shift in fluo-
rescence intensity to some extent. This indicates the possibility
of induction of lung fibrosis which didn’t exist in the case of
Si-P-CNP-TGF-f1 treatment (Fig. 5D and E). Cells treated with
TGF-pf1 alone also showed a shift in fluorescence intensity
indicating the activation of the TGF-f1 signaling pathway
(Fig. S7, ESIf). The biological safety of produced biomaterials
generally depends on the properties of bioavailability and
biodegradation.

The biodegradability of Si-P-CNP particles was monitored
in SBF by measuring the hydrodynamic diameter at an interval
of 24 h for a total time span of 168 h and SEM based investi-
gations at 0 h and 168 h. It was observed that Si-P-CNP par-
ticles were of ~710 nm in diameter just after incubation in SBF

Nanoscale, 2024, 16, 8843-8850 | 8847
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which was similar to the hydrodynamic diameter measured in
aqueous medium. This revealed the stability of the Si-P-CNP
particles in SBF. Further the reduction of hydrodynamic dia-
meter to ~110 nm after 48 h of incubation was observed in SBF,
which indicated the degradation of the Si-P-CNP particles.
Thereafter a further increase in diameter from 72 h to 168 h was
noticeable, which was probably because of aggregation of
degraded Si-P-CNP particles (Fig. 6D). This type of aggregation
of degraded silica particles was also previously reported.*®
Further, to confirm the degradation process, a SEM based inves-
tigation was performed. It was found that Si-P-CNPs showed
complete degradation after 168 h of incubation in SBF in com-
parison with the image obtained at 0 h (Fig. 6E and F). On the
other hand, Si-P particles showed a substantial increment in
hydrodynamic diameter to ~2083 nm in SBF from ~989 nm
when studied in aqueous medium. This demonstrated the loss
of stability of Si-P particles in SBF. The maximum reduction of
the diameter (~1045 nm) was noticeable after 72 h of incubation
in SBF, which was increased to ~1293 nm after 168 h of incu-
bation (Fig. 6A). This is probably because of partial degradation
and aggregation of Si-P particles as observed in Si-P-CNP par-
ticles. SEM based investigations demonstrated a lesser extent of
reduction of Si-P particle diameter after 168 h of incubation in
SBF (Fig. 6B and C). This observation confirms the superior bio-
degradability of Si-P-CNP particles over Si-P particles.

Conclusions

In summary, this study describes the state of the art of preparing
carbonized porous silica particles to improve their biological
applications. Though porous silica particles have been utilized
for many years in multiple applications, issues with their biode-
gradability and triggering cellular signaling pathways through
forming protein coronas were a matter of concern for a long
time. The carbonized porous silica particles were found to have
multiple beneficial qualities like enhanced biodegradability after
releasing the payloads and non-interacting ability with fibrosis
inducing factors like TGF-f1 over unmodified porous silica par-
ticles. The developed nondestructive methodology of integrating
CNPs was effective enough to maintain an ordered structural
arrangement of the silica particles even after carbonization. We
believe this facile modification strategy of silica particles will
pave the way for a greater number of other applications in physio-
logical systems. Finally, this study also indicates the potential of
nanosized carbon particles to bring a combination of multiple
functional attributes to silica based porous particles.
Investigating the mechanism of CNPs interaction with different
silica species during synthesis will be of potential interest to gain
more insight for further development of the field.
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