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Abstract: The design of efficient, biocompatible, and easily prepared vehicles for drug delivery is
a subject of great interest for medicine and pharmaceutical sciences. To achieve the above goals,
surface functionalization is critical. Here, we report a hybrid nanocarrier consisting of core–shell
silica nanospheres and the antioxidant caffeic acid linked to the surface, to evaluate their in vitro
antioxidant capacity, their capability to protect oxidation-sensitive compounds incorporated in
nanoparticles, and to study the interaction with bovine serum albumin protein. The results show that
the radical-scavenging activity of immobilized caffeic acid is attenuated in the silica nanospheres;
however, other antioxidant properties such as Fe2+-chelating activity and singlet oxygen quenching
are enhanced. In addition, caffeic acid is protected from binding to proteins by the nanoparticle,
suggesting that this nanosystem is more likely to maintain the antioxidant activity of caffeic acid
in biological media. Finally, the natural antioxidant barrier on the nanocarrier is able to delay the
degradation of a compound incorporated into this nanovehicle. Considering all findings, this work
proposes a suitable tool for pharmaceutical and cosmetic industries as an antioxidant nanocarrier for
oxidation-sensitive drugs.

Keywords: silica nanoparticles; core–shell; singlet oxygen; caffeic acid; polyphenols; nanocarrier;
antioxidant

1. Introduction

The design of efficient, biocompatible, and easily prepared vehicles for drug delivery is a subject of
great interest for medicine and the pharmaceutical sciences [1]. Since Vallet-Regí et al. [2] reported the
use of mesoporous silica nanoparticles (SNPs) as drug delivery systems, porous silica-based materials
were extensively studied [3–6], because they are inert, versatile, and mechanically stable materials. The
advance in these materials offers different types, shapes, and sizes depending on the desired purpose.
In particular, core–shell materials have attractive properties such as higher density or mechanical
durability [7,8], and they also serve as a template for the potential selective removal of the dense core
in order to obtain a nanocapsule system.
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Additionally, their surface can be easily functionalized in order to meet the needs of a
controlled-release agent, to enhance the stability of the nanoparticle, to make them more biocompatible,
and to improve their targeting capacity, among others [9–13]. To achieve the above goals, many
molecules [14–17], including natural antioxidant compounds [18,19], were used as surface modifiers.

Natural antioxidants, such as polyphenols, present in several plants and their products [20]
attracted great attention since they were related with many health benefits in the treatment of various
pathologies [21]. They were also used to improve the cosmetic properties of several formulations [22,23]
and delay the deterioration of products in the food industry [24]. Despite their attractive properties
and the wide scope of their potential applications, the use of natural antioxidants is often limited,
due to their high sensitivity to environmental factors such as light, oxygen, pH, and others [25–28].
In addition, it was reported that polyphenols interact with some proteins, reducing their antioxidant
activity [29]. To alleviate these problems, some authors used them co-condensed on silica particles [30]
or simply adsorbed [31]. However, the interactions between the antioxidant molecules themselves and
between the antioxidants and the silica surface can reduce their antioxidant activity, depending on the
moiety or molecular scaffold involved [30–34].

An alternative approach is the covalent grafting of antioxidants on the surface of silica materials.
Reports of such antioxidant materials indicate that the presence of antioxidants on the silica surface
reduces its toxicity [35] and improves the stability of the antioxidant, as well the hybrid material,
which can be reused after washing without affecting its antiradical properties [36]. These approaches
propose a promising biocompatible carrier; however, further evaluation of its antioxidant properties
is necessary. To our knowledge, no reports exist on (1) the ability of silica-bound antioxidants to
quench singlet oxygen, a non-radical reactive oxygen species [37], and (2) the ability of antioxidant
nanomaterials to protect incorporated drugs.

We set out to study whether immobilization of polyphenols onto silica nanoparticles could form a
barrier capable of protecting an incorporated drug from oxidative environments.

Therefore, the goals of this work were (1) to develop and characterize an antioxidant nanomaterial
based on the caffeic acid covalently linked onto a core–shell silica nanosphere, (2) to evaluate its in vitro
antioxidant capacity as an antiradical (2,2-diphenyl-1-picryl-hydrazyl (DPPH•)), metal-chelating (Fe2+)
agent, and a singlet oxygen quencher, and (3) as a proof of concept, to evaluate its ability to protect an
oxidation-sensitive molecule incorporated into the nanoparticles.

2. Materials and Methods

2.1. Materials

Caffeic acid (CA, ≥98%), N-hydroxysuccinimide (NHS, 98%), N-(3-dimethylaminopropyl)-
N′-ethylcarbodiimide hydrochloride (EDC, ≥98%), tetraethyl orthosilicate (TEOS, 98%),
(3-aminopropyl)triethoxysilane (APTES, ≥98%), hexadecyltrimethylammonium chloride
solution (CTAC, 25 wt.%), 3-Å molecular sieves, anhydrous dichloromethane (DCM, ≥99,8%),
5,6-diphenyl-3-(2-pyridyl)-1,2,4-triazine-4′,4′ ′-disulfonic acid sodium salt (ferrozine, ≥97%),
iron(II) chloride tetrahydrate (FeCl2·4H2O, 98%), 2,2-diphenyl-1-picryl-hydrazyl (DPPH•),
3-(triethoxysilil)propyl isocyanate (95%), 4,7,10-trioxa-1,13-tridecanediamine (97%), and rose bengal
(95%) were purchased from Sigma-Aldrich. Bovine serum albumin (BSA fraction V, ≥98%), ethanol
(HPLC grade), fuming hydrochloric acid (HCl, ACS reagent 37%), acetonitrile (HPLC grade), methanol
(HPLC grade), and triethylamine (TEA, ≥99%) were obtained from Merck. Ammonium hydroxide
(NH4OH, ACS reagent 28–30%) and tetrahydrofuran (THF, ≥99.8%) were purchased from J.T. Baker,
while 9,10-anthracenedipropionic acid disodium salt (ADPA) was purchased from AdipoGen
Chemodex (Buckingham, United Kingdom). Deionized water (Milli-Q, 18.2 MΩ·cm) was used in all
experiments in this study. All materials were used as received.
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2.2. Preparation of Mesoporous Core–Shell Silica Nanospheres (CSSNs)

CSSNs were obtained in two steps according to previously reported procedures with slight
modifications [38–40]. Firstly, in order to synthesize a solid core, ethanol (44 mL), deionized water
(3 mL), and ammonium hydroxide (1.3 mL) were added to a round-bottomed flask and stirred for
10 min. Later, TEOS (1.73 mL) was added to the mixture and allowed to react for 3 h under stirring
(850 rpm) at room temperature. The nanoparticles formed were collected by centrifugation (15,000× g),
washed with water and ethanol several times, and finally dried and stored until further use.

In the second step, 540 µL of 25 wt.% CTAC solution was dissolved in a mixture of 30 mL of
water, 30 mL of ethanol, and 550 µL of NH4OH; the mixture was then stirred for 5 min, and mixed
with 100 mg of solid-core nanoparticles suspended in 20 mL of water. Finally, 250 µL of TEOS was
added and left to react for 4 h at room temperature. The product was then washed with water and
ethanol, and treated with 60 mL of an acid ethanolic solution (1.2 M HCl final concentration) for 18 h
at 80 ◦C to remove the CTAC. This procedure was carried out twice to ensure complete removal of
CTAC. Finally, the product was washed with water and ethanol, and is herein called core–shell silica
nanospheres (CSSNs).

2.3. Preparation of Amino-Functionalized Core–Shell Silica Nanospheres (ACSSNs)

Firstly, 100 mg of the above-prepared CSSNs was suspended in 20 mL of ethanol at 40 ◦C, and
500 µL of APTES was added. The mixture was stirred for 12 h at 40 ◦C, and the modified nanoparticles
were then centrifuged and washed with ethanol. The resulting nanoparticles (ACSSNs) were dried
and stored until further use.

2.4. Conjugation of Caffeic Acid to Amino-Functionalized Core–Shell Silica Nanospheres (ACSSNs-CA)

Grafting of caffeic acid (CA) to ACSSNs was achieved by coupling its –COOH group to the –NH2

groups of ACSSNs using the EDC/NHS coupling agents. Briefly, 20 mg of CA, 42.6 mg of EDC, and
51.2 mg of NHS were dissolved in water, and the mixture was sonicated for 15 min. Then, the mixture
was added dropwise to a suspension of 100 mg of ACSSNs, and the reaction was allowed to proceed
under stirring for 6 h at room temperature. The resulting product was collected by centrifugation
and washed three times with ethanol to remove by-products and unreacted reagents. The resulting
nanoparticles (ACSSNs-CA) were dried and stored until further use.

2.5. Characterization

The hydrodynamic diameter of the nanoparticles suspended in ethanol was measured with
dynamic light scattering (DLS) at 25 ◦C, using a Malvern Zetasizer Nano ZS90 (Malvern, UK) with a
detection angle of 173◦ and an equilibration time of 120 s. Each measurement was performed three
times. The zeta potentials were obtained using the same equipment at 25 ◦C with the nanoparticles
suspended in 1 mM NaCl aqueous solution. For size analysis using scanning transmission electron
microscopy (STEM), the samples were dispersed in ethanol, before a 10-µL aliquot was deposited
onto a silicon grid, dried for 24 h, and then coated with gold. TEM images were taken on an FEITM

inspect F50 model microscope, with an accelerating voltage of 10.00 kV. Fourier-transform infrared
(FT-IR) spectra were obtained using an Interspec 200-X FT-IR spectrometer with 4-cm−1 resolution,
between in 4000 and 400 cm−1, and the final spectrum corresponds to an average of 16 scans. The
thermogravimetric analysis (TGA) was performed using a Netzsch TG 209 F1, under air flow of
20 mL·min−1 with a heating rate of 10 ◦C·min−1 in the range of 20–800 ◦C.

Determination of CA grafting onto nanoparticles was also quantified using a previously validated
HPLC indirect method. Chromatographic analysis was performed on an Agilent series 1100 (Agilent
Technologies, Baden-Württemberg, Germany) using a Hypersil ODS C18 (4.6 × 250 mm, 5-µm particle
size) column from Agilent. Gradient elution was performed using a mobile phase consisting of a
mixture of phase A (0.01% orthophosphoric acid solution, pH 4.2) and phase B (acetonitrile). Firstly,
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the starting mobile phase was 90% A and 10% B for 7 min; then, from 8 to 14 min, an isocratic elution
mixture of 70% A and 30% B was used, pumped at a flow rate of 1.0 mL/min. The sample injection
volume was 10 µL, the run time was 14 min, and the retention time was 12.3 min. A PDA detector was
set at 325 nm. The HPLC standard curve (y = (5.749 × 106)x + 22.28) was obtained by plotting the area
values vs. caffeic acid concentration, and was linear (R2 = 0.9994) within the range of 1.25 × 10−4 to
2.25 × 10−3 M in ethanol. Data were obtained from triplicate analysis.

2.6. Antioxidant Capacity Evaluation

2.6.1. DPPH• Radical Assay

The DPPH• radical assay was performed according to previously reported methods, with slight
modifications [41]. Briefly, 1 mL of a DPPH• 50 µM solution freshly prepared in methanol was mixed
in a 5-mL volumetric flask with solutions of CA, either free or nanoparticle-bound, reaching a final
concentration range of 10–100 µM. The samples were stirred in the dark for 20 min at 25 ◦C, then
centrifuged, and the supernatant was measured spectrophotometrically at 515 nm. A control using
CA-free nanoparticles under the same conditions was measured. The radical-scavenging activity (%
RSA) was calculated according to Equation (1).

%RSA =

(
A0 − A1

A0

)
× 100 (1)

where A0 is the control absorbance and A1 is the sample absorbance.

2.6.2. Measurements of Chelating Activity

The chelating capacities of the nanomaterials (ACSSNs-CA) and free CA were investigated based
on their ability to inhibit the formation of the Fe2+–ferrozine complex, expressed as a percentage (%) of
Fe2+-chelating activity, using the method described by Dinis et al. [42] and G. Berlier et al. [43]. In a
5-mL volumetric flask, different concentrations of nanomaterials or free CA (10−100 µM) were mixed
with 100 µL of FeCl2 (2 mM) and 200 µL of ferrozine (2 mM) in an ethanol/acetate buffer solution (15/85
v/v, pH 5.0) and stirred for 10 min, allowing the samples to reach equilibrium. After centrifugation, the
absorbance of the supernatant was measured at 562 nm. A control using CA-free nanoparticles under
the same conditions was measured. The chelating activity, expressed as a percentage, was calculated
according to Equation (2).

% Chelating activity =

(
A0 − A1

A0

)
× 100 (2)

where A0 is the absorbance of the solution containing only FeCl2 and ferrozine, and A1 is the absorption
of the sample containing either polyphenol or nanomaterials.

2.6.3. Singlet Oxygen Quenching

Direct detection of 1O2 near-infrared phosphorescence at 1275 nm was performed using a
customized PicoQuant Fluotime 200 lifetime system [44]. A diode-pumped pulsed Nd:YAG laser
(CryLas, FTSS355-Q, Berlin Germany) working at a 1-kHz repetition rate at 532 nm was used for
excitation. The time-resolved 1O2 emission data were fitted to Equation (3) [45] using GraphPad Prism
5 software.

S(t) = S0
τ∆

τ∆ − τT

(
e−

t
τ∆ − e−

t
τT

)
(3)

where S(t) is the 1O2 signal intensity at time t, S0 is an empirical parameter proportional to singlet
oxygen quantum yield, τ∆ is the 1O2 lifetime, and τT is the triplet-state lifetime [45]. The total
quenching rate constant (kq) for the deactivation of 1O2 by ACSSNs-CA or free CA dispersed in
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ethanol was obtained by measuring the first-order rate of singlet oxygen luminescence decay in
the presence and absence of a quencher, and using rose bengal (RB) electrostatically adsorbed onto
amino-functionalized silica nanoparticles as a sensitizer when the nanomaterial was evaluated. A
control using CA-free nanoparticles under the same conditions was measured. The kq values were
calculated from the slope of the Stern–Volmer plots, according to Equation (4).

τ−1 = τ−1
0 + kq[Q] (4)

where τ−1 and τ0
−1 are the singlet oxygen lifetimes in the presence and absence of a quencher (Q),

respectively [45].

2.7. Reaction of Singlet Oxygen with Anthracene Dipropionic Acid (ADPA)

ADPA was chosen as a target model for the evaluation of the protection conferred by the CA barrier
in the nanoparticles. To this end, a short-length silylated ADPA derivative and a long-chain linker (for
later attachment of CA) were prepared following the protocols reported by Bresolí-Obach et al. [46].
Both derivatives were then grafted onto CSSNs and, finally, CA was attached to the long-chain linker.

Briefly, 4 mg of ADPA, 14.8 mg of EDC, and 14.6 mg of NHS were dissolved in dry CH2Cl2 with
drops of THF as a co-solvent. The solution was stirred for 60 min in a cold bath and added dropwise
to a stirred solution of 4 µL of APTES solution in CH2Cl2. The reaction was left stirring at room
temperature overnight. The mixture was subsequently used without further purification. Similarly,
220 µL of 4,7,10-trioxa-1,13-tridecanediamine and 83 µL of 3-(triethoxysilyl)propyl isocyanate were
mixed in 2 mL of ethanol and allowed to react for 24 h at room temperature. The mixture was diluted
with 3 mL of ethanol and subsequently used without further purification.

Functionalization of the CSSNs with both silylated derivatives was achieved by adding dropwise
a mixture of 100 mg of CSSNs suspended in acetonitrile. The mixture was stirred for 24 h at room
temperature and then centrifuged and washed several times. A fraction of the nanoparticles were
further functionalized with CA using the same procedure as for ACSSNs-CA. The two series of
ADPA-containing nanoparticles were named nano-ADPA and nano-ADPA-CA, respectively.

Ethanolic solutions containing 3 µM ADPA (either as nano-ADPA or as nano-ADPA-CA) and
3 µM rose bengal (RB), the singlet oxygen photosensitizer, were irradiated at 524 nm, and the reaction
of ADPA with singlet oxygen was monitored recording the anthracene fluorescence intensity on a
Fluoromax-4 spectrofluorometer.

2.8. Interaction of the Antioxidant Nanomaterial with Bovine Serum Albumin (BSA)

Measurements were made on a Cary Eclipse fluorescence spectrophotometer (Agilent
Technologies, CA, USA) using a rectangular 1.0-cm path-length quartz cuvette. Emission spectra
of tryptophan were recorded in the range of 300–500 nm. The excitation wavelength was 280 nm, with
both slits fixed at 5 nm. The experiments were carried out following the methodology described by Li
et al., with slight modifications [47]. Although CA has a valley at the excitation wavelength (molar
absorptivity lower than 5000 M−1·cm−1), its concentration was nevertheless kept low (below 30 µM)
to minimize its absorption. Likewise, the tryptophan emission was monitored at 380 nm, where caffeic
acid does not absorb, to avoid inner filter effects.

Different sample aliquots (ACSSNs-CA or free CA) from stock solutions containing 1.34 mM CA
were mixed with 2.5 mL of BSA (4 µM) and diluted to 10.0 mL with 1 mM phosphate-buffered saline
(pH 7.4). The samples were kept at 25 ◦C for 15 min and the fluorescence intensity was recorded in
three independent experiments.

Fluorescence deactivation was estimated using the Stern–Volmer model, according to
Equation (5) [48].

F0

F
= 1 + kq,BSAτ0[Q] = 1 + KSV [Q] (5)
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where F0 and F are the fluorescence intensities at 380 nm in the absence and presence of the quencher,
respectively, kq,BSA is the bimolecular deactivation constant, τ0 is the lifetime of the fluorophore in
the absence of the quencher, KSV is the fluorescence Stern–Volmer constant, which is a measure of the
deactivation efficiency, and [Q] is the quencher concentration.

The binding constants and the binding sites, assuming a static deactivation mechanism, can be
estimated using the double-logarithm model, according to Equation (6).

log
F0 − F

F
= logKa + n log[Q] (6)

where Ka is the binding constant and n is the number of BSA binding sites.

2.9. Statistical Analysis

All results are expressed as means ± standard deviation (SD) of a least three experiments.
Significant differences (* p < 0.05; ** p < 0.001) were analyzed using a Student’s t-test (two
groups) or ANOVA (three or more groups) using GraphPad Prism software version 6.012 (La Jolla,
California, USA).

3. Results and Discussion

3.1. Core–Shell Silica Nanospheres

Hybrid nanocarriers with antioxidant properties, based on core–shell silica nanospheres and
the polyphenol CA, were obtained (Figure 1). A uniform 91-nm dense silica core was synthesized,
which was then coated with a mesoporous silica shell using CTAC. This material has the advantage
of being a template to potentially remove its core and obtain a nanocapsule with various functions.
Subsequently, the surfactant was removed and nanoparticles with a hydrodynamic diameter of 199.1
nm were obtained, which were denominated as core–shell silica nanospheres (CSSNs) (Figure 1a).
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Figure 1. (a) Scheme of the process to obtain amino-functionalized core–shell silica nanospheres
with immobilized caffeic acid (ACSSNs-CA). (b) TEM image of ACSSNs-CA. (c) ACSSNs-CA size
distribution obtained with dynamic light scattering (DLS) measurements.

The CSSNs were amino-functionalized with APTES (ACSSNs) and, later, the antioxidant caffeic
acid was immobilized onto the nanospheres. The coupling agent EDC was used to activate the –COOH
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group of caffeic acid and to form a further, more stable, intermediate in the presence of NHS that
facilitates the reaction with the –NH2 group on the amino-functionalized nanoparticle surface, forming
an amide bond. This synthesis route has the advantage that the EDC and NHS are easily manipulated,
are soluble in aqueous medium and in some organic solvents, and the by-products and excess reagents
can be easily removed [49,50]. The nanosystem obtained through the EDC/NHS coupling pathway
was designated as ACSSNPs-CA (Figure 1a).

The results showed an increment in the hydrodynamic diameter of CSSNs after
amino-functionalization (ACSSNs), from 199.1 nm to 224.5 nm. The change in the hydrodynamic
diameter would suggest the presence of the amino groups on the surface of the CSSNs, but was
mainly due to the slight agglomeration of the ACSSNs, as evidenced by the change in the value
of the polydispersity index (PdI). Nevertheless, the PdI of all the materials suggests remarkably
monodisperse samples.

On the other hand, a minor size change was observed between CSSNs (199.1 nm) and ACSSNs-CA
(205.7 nm), which corroborated that the functionalization and subsequent immobilization of caffeic
acid did not significantly change the size of the material. The DLS measurements were corroborated
by STEM. The ACSSNs-CA TEM image (Figure 1b) shows the spherical geometry of the nanomaterials,
where the dense core had an average diameter of 98.6± 11.8 nm and the shell had an average thickness
of 39.4 ± 6.6 nm. The whole nanosphere had an average diameter of 186.03 ± 14.6 nm. These results
are in concordance with the ACSSNs-CA DLS measurements (Figure 1c).

The zeta potential of CSSNs was −32 mV and changed to −3 mV when amino-functionalized,
which suggests the successful incorporation of the amino groups (–NH2) onto the surface of
the nanoparticles and corroborated the slight agglomeration of ACSSNs and the increase in the
hydrodynamic diameter. The variation in the zeta potential from −3 mV for ACSSNs to −22.6 mV
for ACSSNs-CA suggests a neutralization of the ionizable fraction of the nanoparticles and surface
modification due to CA. Table 1 summarizes the hydrodynamic diameter and the zeta potential values
for the obtained nanomaterials.

Table 1. Nanoparticle size and zeta potential. All values are expressed as means ± SD (n = 3).
DLS—dynamic light scattering; PdI—polydispersity index; CA—caffeic acid; TGA—thermogravimetric
analysis; CSSNs—core–shell silica nanospheres; ACSSNs—amino-functionalized core–shell silica
nanospheres; ACSSNs-CA—core–shell silica nanospheres with immobilized caffeic acid.

Nanoparticle Diameter by DLS
Measurement a (nm)

PdI Zeta Potential b

(mV)

mg CA/100 mg Nanoparticles

TGA HPLC

CSSNs 199.1 ± 49.5 0.08 ± 0.02 −32.0 ± 1.0 - -
ACSSNs 224.5 ± 59.1 0.13 ± 0.03 −3.0 ± 1.0 - -

ACSSNs-CA 205.7 ± 53.0 0.05 ± 0.03 −22.6 ± 0.2 11.77 12.50
a Determined at 25 ◦C in ethanol. b Determined at 25 ◦C in 1 mM NaCl aqueous solution.

Moreover, the presence of CA on ACSSNs was confirmed by FT-IR analysis (Figure 2), where
typical signals for CSSNs (black line) are 1200−1000 cm−1 due to the (≡Si–O–Si≡) groups and 3300
cm−1 corresponding to the stretching of the adsorbed water. The ACSSNs spectrum (blue line) showed
bands at 2982 cm−1 and 2940 cm−1, corresponding to (–CH2) in the APTES propyl chain, as well as
characteristic vibration bands of the free NH2 group at 1518 cm−1 [31], confirming the successful
incorporation of the amino groups onto surface. The ACSSNPs-CA spectrum (green line) showed
characteristic bands of amide-bond formation at 1634 cm−1 and 1554 cm−1 [36]. Furthermore, the
spectrum exhibited a characteristic band at 1496 cm−1, attributable to aromatic stretching (C=C), and
1448 cm−1, 1385 cm−1, and 1340 cm−1 peaks, corresponding to the OH/CO combination modes and
the aliphatic bending (–CH) of CA [43].
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Figure 2. Fourier-transform infrared (FT-IR) curves of (a) CSSNs (black line), (b) ACSSNs (blue line),
and (c) ACSSNs-CA (green line).

Additionally, the quantitation of CA on the surface of the nanospheres was obtained with TGA
and confirmed by HPLC analysis (Table 1).

TGA revealed that, for every 100 mg of nanosphere, 11.77 mg of CA was incorporated. This
value was corroborated using an indirect method. After the grafting reaction, the product was washed
several times, and the supernatant was filtered and measured using HPLC. The analysis revealed that,
for every 100 mg of nanosphere, 12.5 mg of CA was incorporated, and these results are consistent with
the TGA values (Table 1).

The CA-containing nanomaterial obtained via EDC/NHS coupling reactions showed a large
amount of CA per gram of product (694 µmol/g). In addition, its handling was simple and was carried
out in a few steps, which facilitated its optimization.

3.2. Antioxidant Capacity of Nanosystems

Antiradical capacity was measured using the DPPH• radical assay, which is a simple, fast. and
reproducible method used as a screening technique for the ability of compounds to scavenge free
radicals and also to compare their effectiveness with other studies [51,52]. The test is based on radical
DPPH• reduction to non-radical DPPH-H, resulting in a solution color change from deep purple to
yellow. Although different mechanisms proposed by other authors depend on factors such as molecule,
solvent, and medium structure, it is generally accepted that the reaction between phenols and DPPH•

proceeds through the “sequential proton-loss electron-transfer” mechanism [52].
In the case of CA, the scavenging activity was mainly provided by the catechol group present in

the molecule, and the stabilizing effect was provided by the benzene ring, the bridge with a double
bond, and the carboxyl group [53,54]. As shown in Figure 3, for ACSSNs-CA, a CA concentration
increase in the range of 15–97 µM led to an increase in the radical-scavenging activity, expressed
as %RSA. A comparison of the %RSA between CA and ACSSNs-CA showed that the antiradical
capacity was directly related to the %CA on the nanoparticle. The results showed an attenuation in
the scavenging activity in the nanoparticles when compared to free CA, which was expected due
to hindrance caused by the mesoporous nanoparticle surface, since it was involved in the diffusion
of the radical species and the interaction between DPPH• and the nanoparticles [36]. As expected,
the ACSSNs showed no effect against DPPH•. However, the data indicated that CA antioxidant
activity was not abolished because it maintained the necessary scaffold to carry out the mechanism;
this persistent great antioxidant effect was also reported by other authors [36,43,55].
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The capacity of the nanomaterials as metal chelators was studied, based on their ability to inhibit
the colored complex formation of Fe2+–ferrozine [42]. Figure 4 shows that as the concentration of
antioxidant nanomaterial increased, so did the chelating capacity, expressed as %Fe2+-chelating activity.
The chelating activity was much higher than that of free caffeic acid. Together with the results for the
ACSSNs, which showed a chelating activity between 10% and 20% [43], it can be proposed that the
activity was enhanced due to the presence of both new amide bonds and free –NH2 groups on the
nanoparticle surface, which were favorable conditions for complex formation with the metal through
interactions between the metal and the nitrogen in the amide bond, the amino nitrogen, and the amide
oxygen [56–58].Nanomaterials 2019, 9, 214 10 of 16 
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Nanomaterials 2019, 9, 214 10 of 16

The deactivation of 1O2 with polyphenols or other quenchers involves physical quenching
(deactivation) and/or chemical (reactivity) processes. The sum of the physical quenching (kQ) and
chemical reaction (kr) constants correspond to the total quenching rate constant (kq) [59]. The obtained
value of kq for ACSSNs-CA was 1.3× 106 M−1·s−1, indicating that the nanosystems were potent singlet
oxygen quenchers. Despite the kq value being lower than those of other molecular antioxidants [59]
and antioxidant nanosystems [31], our nanomaterial exhibited a superior quenching activity when
compared to free CA (kq = 4.6 × 105 M−1·s−1). The singlet oxygen quenching by CA is related
to the electron-donating properties of the catechol moiety. Indeed, a charge-transfer interaction
mechanism was proposed by Foley et al. [60]. Nevertheless, the increase in the quenching activity was
probably due to the contribution of nanoparticles themselves, as observed by other authors [61,62],
mainly as a result of (i) quenching by amino groups on the nanoparticle surface, (ii) quenching by
hydrogen-bonded water and silanol groups in the mesopores, and (iii) enhancement of these processes
by the increased wall-collision frequency in the silica mesoporous channels [63]. Singlet oxygen
deactivation by ACSSNs was determined as a control. The total quenching rate constant of ACSSNs
was two orders of magnitude lower than that of ACSSNs-CA, being negligible.

3.3. Protection of Nanoparticle-Bound Drugs

As a proof of concept that CA may act as an antioxidant barrier capable of delaying the degradation
of a compound incorporated in the nanoparticles, we studied the oxidation of nano-ADPA based on a
singlet oxygen generated by an exogenous photosensitizer.

ADPA was linked close to the surface of the nanoparticle, while CA was attached through a longer
linker to form a corona acting as a barrier against exogenously generated singlet oxygen (Figure 5).
Figure 6 shows the loss of ADPA fluorescence upon irradiation of the photosensitizer rose bengal for
both nano-ADPA and nano-ADPA-CA. The rate of nano-ADPA-CA photooxidation was, on average,
66% lower than that of nano-ADPA, which shows that the caffeic acid on the nanoparticle surface
could actually protect ADPA from singlet oxygen.Nanomaterials 2019, 9, 214 11 of 16 
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3.4. Interaction of the Antioxidant Nanomaterial with BSA

Fluorescence spectroscopy was used to study the ability of the model protein BSA to form
a complex with CA, which would affect its antioxidant capacity in biological milieu [29,64]. The
fluorescence intensity of the aromatic residues of BSA showed a significant decrease as free CA was
added (Figure 7). On the other hand, the ACSSNs showed a much lower effect, indicating little
interaction of BSA with the nanoparticle and its surface groups. In contrast, ACSSNs-CA quenched
the BSA fluorescence but the Stern–Volmer constant is 4.4-fold smaller than that of free CA (Figure 7),
indicative of the protection afforded by the nanoparticle. This observation was consistent with previous
reports from us on related nanosystems [46] and confirmed the adsorption of BSA onto the nanoparticle
surface forming a protein corona [65,66].Nanomaterials 2019, 9, 214 12 of 16 
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Table 2 shows the values of KSV. Assuming a typical value of τ0 = 5 ns [48], the values of kq,BSA

for both the interaction of CA with BSA and ACSSNs-CA with BSA were calculated as 4.6 × 1012

M−1·s−1 and 1.0 × 1012 M−1·s−1, respectively. These values were larger than the diffusion-controlled
limit (2 × 1010 M−1·s−1) [67], suggesting that static quenching was the predominant mechanism in
the interaction between BSA and free CA, as well as with CA immobilized in nanoparticles. It was
reported that electrostatic interactions, hydrogen bonds, and hydrophobic interactions are predominant
in the binding of caffeic acid to BSA [68]. In order to determine the binding parameters, the data
were adjusted to the double-logarithm model. Table 2 shows the values for KA and n. As expected,
the KA for ACSSNs-CA was lower than that for free CA, and n was ~1 and ~2 for free CA and
ACSSNs-CA, respectively.

Table 2. Quenching and union parameters of CA/bovine serum albumin (BSA) and ACSSNs-CA/BSA,
determined at 298 K. Data are presented as means ± SD (n = 3).

Compound KSV (× 103·M−1) kq,BSA (× 1012 M−1·s−1) KA (× 103·M−1) n

CA/BSA 22.9 ± 0.7 4.6 ± 0.1 28.6 ± 4.4 0.94 ± 0.06
ACSSNs-CA/BSA 5.2 ± 0.6 1.0 ± 0.5 6.0 ± 9.8 1.8 ± 0.4

4. Conclusions

A new hybrid nanocarrier with antioxidant properties was obtained, based on the polyphenol
caffeic acid covalently linked onto a core–shell silica nanosphere. An efficient synthetic route and a
stable nanosystem were obtained when bare nanoparticles (CSSNs) were firstly functionalized with
aminopropyl groups and then caffeic acid was attached through the action of coupling EDC/NHS
agents. The radical-scavenging activity of caffeic acid was attenuated in the nanoparticles; however,
other antioxidant properties such as Fe2+-chelating activity and singlet oxygen quenching were
enhanced. In addition, caffeic acid was protected from binding to proteins by the nanoparticle,
suggesting that this nanosystem is more likely to maintain the antioxidant activity of caffeic acid in
biological media. Finally, caffeic-acid-bound silica nanoparticles were able to delay the degradation
due to singlet oxygen of anthracene dipropionic acid incorporated into this nanovehicle. Considering
all findings, this work proposes a suitable tool for pharmaceutical and cosmetic industries, whereby
antioxidant nanocarriers may increase drug stability due to the protection conferred against oxidative
or degradative species.
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27. Bkowska, A.; Kucharska, A.Z.; Oszmiański, J. The effects of heating, UV irradiation, and storage on stability
of the anthocyanin–polyphenol copigment complex. Food Chem. 2003, 81, 349–355. [CrossRef]

28. Castañeda-Ovando, A.; de Lourdes Pacheco-Hernández, M.; Páez-Hernández, M.E.; Rodríguez, J.A.;
Galán-Vidal, C.A. Chemical studies of anthocyanins: A review. Food Chem. 2009, 113, 859–871.

29. Arts, M.J.T.J.; Haenen, G.R.M.M.; Voss, H.-P.; Bast, A. Masking of antioxidant capacity by the interaction of
flavonoids with protein. Food Chem. Toxicol. 2001, 39, 787–791. [CrossRef]

30. Tang, H.; Liu, P.; Lu, M.; Ding, Y.; Wang, F.; Gao, C.; Zhang, S.; Yang, M. Thermal-oxidative effect of a
co-condensed nanosilica-based antioxidant in polypropylene. Polymer 2017, 112, 369–376. [CrossRef]

31. Arriagada, F.; Correa, O.; Günther, G.; Nonell, S.; Mura, F.; Olea-Azar, C.; Morales, J. Morin Flavonoid
Adsorbed on Mesoporous Silica, a Novel Antioxidant Nanomaterial. PLOS ONE 2016, 11, e0164507.
[CrossRef] [PubMed]

32. Vergara-Castañeda, H.; Hernandez-Martinez, A.R.; Estevez, M.; Mendoza, S.; Luna-Barcenas, G.; Pool, H.
Quercetin conjugated silica particles as novel biofunctional hybrid materials for biological applications.
J. Colloid Interface Sci. 2016, 466, 44–55. [CrossRef] [PubMed]

33. Khan, M.A.; Wallace, W.T.; Islam, S.Z.; Nagpure, S.; Strzalka, J.; Littleton, J.M.; Rankin, S.E.; Knutson, B.L.
Adsorption and Recovery of Polyphenolic Flavonoids Using TiO2-Functionalized Mesoporous Silica
Nanoparticles. ACS Appl. Mater. Interfaces 2017, 9, 32114–32125. [CrossRef] [PubMed]

34. Schlipf, D.M.; Jones, C.A.; Armbruster, M.E.; Rushing, E.S.; Wooten, K.C.; Rankin, S.E.; Knutson, B.L.
Flavonoid adsorption and stability on titania-functionalized silica nanoparticles. Colloids Surf. A Physicochem.
Eng. Asp. 2015, 478, 15–21. [CrossRef]

35. Ebabe Elle, R.; Rahmani, S.; Lauret, C.; Morena, M.; Bidel, L.P.R.; Boulahtouf, A.; Balaguer, P.; Cristol, J.-P.;
Durand, J.-O.; Charnay, C.; et al. Functionalized Mesoporous Silica Nanoparticle with Antioxidants as a New
Carrier That Generates Lower Oxidative Stress Impact on Cells. Mol. Pharm. 2016, 13, 2647–2660. [CrossRef]
[PubMed]

36. Deligiannakis, Y.; Sotiriou, G.A.; Pratsinis, S.E. Antioxidant and Antiradical SiO2 Nanoparticles Covalently
Functionalized with Gallic Acid. ACS Appl. Mater. Interfaces 2012, 4, 6609–6617. [CrossRef] [PubMed]

37. Nonell, S.; Flors, C. (Eds.) Singlet Oxygen, Applications in Biosciences and Nanosciences; The Royal Society of
Chemistry: London, UK, 2016; Volume 1, ISBN 978-1-78262-038-9.

38. Stöber, W.; Fink, A.; Bohn, E. Controlled growth of monodisperse silica spheres in the micron size range.
J. Colloid Interface Sci. 1968, 26, 62–69. [CrossRef]

39. Ha, S.-W.; Camalier, C.E.; Beck, G.R., Jr.; Lee, J.-K. New method to prepare very stable and biocompatible
fluorescent silica nanoparticles. Chem. Commun. 2009, 0, 2881–2883. [CrossRef]

40. Chen, F.; Hong, H.; Shi, S.; Goel, S.; Valdovinos, H.F.; Hernandez, R.; Theuer, C.P.; Barnhart, T.E.; Cai, W.
Engineering of Hollow Mesoporous Silica Nanoparticles for Remarkably Enhanced Tumor Active Targeting
Efficacy. Sci. Rep. 2014, 4, 5080. [CrossRef]

41. Brand-Williams, W.; Cuvelier, M.E.; Berset, C. Use of a free radical method to evaluate antioxidant activity.
LWT - Food Sci. Technol. 1995, 28, 25–30. [CrossRef]

42. Dinis, T.C.P.; Madeira, V.M.C.; Almeida, L.M. Action of Phenolic Derivatives (Acetaminophen, Salicylate,
and 5-Aminosalicylate) as Inhibitors of Membrane Lipid Peroxidation and as Peroxyl Radical Scavengers.
Arch. Biochem. Biophys. 1994, 315, 161–169. [CrossRef] [PubMed]

43. Berlier, G.; Gastaldi, L.; Sapino, S.; Miletto, I.; Bottinelli, E.; Chirio, D.; Ugazio, E. MCM-41 as a useful vector
for rutin topical formulations: Synthesis, characterization and testing. Int. J. Pharm. 2013, 457, 177–186.
[CrossRef] [PubMed]

44. Jiménez-Banzo, A.; Ragàs, X.; Kapusta, P.; Nonell, S. Time-resolved methods in biophysics. 7. Photon
counting vs. analog time-resolved singlet oxygen phosphorescence detection. Photochem. Photobiol. Sci. 2008,
7, 1003–1010. [CrossRef] [PubMed]

45. Nonell, S.; Braslavsky, S.E. Time-resolved singlet oxygen detection. Methods Enzymol. 2000, 319, 37–49.
[PubMed]

http://dx.doi.org/10.1021/jp045121q
http://www.ncbi.nlm.nih.gov/pubmed/16838994
http://dx.doi.org/10.1021/jf00099a002
http://dx.doi.org/10.1016/S0308-8146(02)00429-6
http://dx.doi.org/10.1016/S0278-6915(01)00020-5
http://dx.doi.org/10.1016/j.polymer.2017.02.029
http://dx.doi.org/10.1371/journal.pone.0164507
http://www.ncbi.nlm.nih.gov/pubmed/27812111
http://dx.doi.org/10.1016/j.jcis.2015.12.011
http://www.ncbi.nlm.nih.gov/pubmed/26704475
http://dx.doi.org/10.1021/acsami.7b09510
http://www.ncbi.nlm.nih.gov/pubmed/28825464
http://dx.doi.org/10.1016/j.colsurfa.2015.03.039
http://dx.doi.org/10.1021/acs.molpharmaceut.6b00190
http://www.ncbi.nlm.nih.gov/pubmed/27367273
http://dx.doi.org/10.1021/am301751s
http://www.ncbi.nlm.nih.gov/pubmed/23121088
http://dx.doi.org/10.1016/0021-9797(68)90272-5
http://dx.doi.org/10.1039/b902195g
http://dx.doi.org/10.1038/srep05080
http://dx.doi.org/10.1016/S0023-6438(95)80008-5
http://dx.doi.org/10.1006/abbi.1994.1485
http://www.ncbi.nlm.nih.gov/pubmed/7979394
http://dx.doi.org/10.1016/j.ijpharm.2013.09.018
http://www.ncbi.nlm.nih.gov/pubmed/24076399
http://dx.doi.org/10.1039/b804333g
http://www.ncbi.nlm.nih.gov/pubmed/18754045
http://www.ncbi.nlm.nih.gov/pubmed/10907497


Nanomaterials 2019, 9, 214 15 of 16

46. Bresolí-Obach, R.; Nos, J.; Mora, M.; Sagristà, M.L.; Ruiz-González, R.; Nonell, S. Anthracene-based
fluorescent nanoprobes for singlet oxygen detection in biological media. Methods 2016, 109, 64–72. [CrossRef]
[PubMed]

47. Li, S.; Huang, K.; Zhong, M.; Guo, J.; Wang, W.; Zhu, R. Comparative studies on the interaction of caffeic
acid, chlorogenic acid and ferulic acid with bovine serum albumin. Spectrochim. Acta Part A Mol. Biomol.
Spectrosc. 2010, 77, 680–686. [CrossRef] [PubMed]

48. Lakowicz, J.R. Principles of Fluorescence Spectroscopy, 3rd ed.; Springer: Berlin/Heidelberg, Germany, 2006;
ISBN 978-0-387-31278-1.

49. Bartczak, D.; Kanaras, A.G. Preparation of Peptide-Functionalized Gold Nanoparticles Using One Pot
EDC/Sulfo-NHS Coupling. Langmuir 2011, 27, 10119–10123. [CrossRef]

50. Grabarek, Z.; Gergely, J. Zero-length crosslinking procedure with the use of active esters. Anal. Biochem.
1990, 185, 131–135. [CrossRef]

51. Mura, F.; Silva, T.; Castro, C.; Borges, F.; Zuñiga, M.C.; Morales, J.; Olea-Azar, C. New insights into the
antioxidant activity of hydroxycinnamic and hydroxybenzoic systems: spectroscopic, electrochemistry, and
cellular studies. Free Radic. Res. 2014, 48, 1473–1484. [CrossRef]

52. Gülçin, İ. Antioxidant activity of food constituents: an overview. Arch. Toxicol. 2012, 86, 345–391. [CrossRef]
53. Koroleva, O.; Torkova, A.; Nikolaev, I.; Khrameeva, E.; Fedorova, T.; Tsentalovich, M.; Amarowicz, R.

Evaluation of the Antiradical Properties of Phenolic Acids. Int. J. Mol. Sci. 2014, 15, 16351–16380. [CrossRef]
[PubMed]

54. Chen, Y.; Xiao, H.; Zheng, J.; Liang, G. Structure-Thermodynamics-Antioxidant Activity Relationships of
Selected Natural Phenolic Acids and Derivatives: An Experimental and Theoretical Evaluation. PLOS ONE
2015, 10, e0121276. [CrossRef] [PubMed]

55. Massaro, M.; Riela, S.; Guernelli, S.; Parisi, F.; Lazzara, G.; Baschieri, A.; Valgimigli, L.; Amorati, R. A
synergic nanoantioxidant based on covalently modified halloysite–trolox nanotubes with intra-lumen loaded
quercetin. J. Mater. Chem. B 2016, 4, 2229–2241. [CrossRef]

56. Fennema, O.R. Food Chemistry, 3rd ed.; Taylor & Francis: Didcot, UK; Abingdon, UK, 1996; ISBN
978-0-8493-8473-8.

57. Sigel, H.; Martin, R.B. Coordinating properties of the amide bond. Stability and structure of metal ion
complexes of peptides and related ligands. Chem. Rev. 1982, 82, 385–426. [CrossRef]

58. Rabin, B.R. The chelation of metal ions by dipeptides and related substances. Part 3.—The sites of
co-ordination. Trans. Faraday Soc. 1956, 52, 1130–1136. [CrossRef]

59. Morales, J.; Günther, G.; Zanocco, A.L.; Lemp, E. Singlet Oxygen Reactions with Flavonoids. A Theoretical –
Experimental Study. PLOS ONE 2012, 7, e40548. [CrossRef] [PubMed]

60. Foley, S.; Navaratnam, S.; McGarvey, D.J.; Land, E.J.; Truscott, T.G.; Rice-Evans, C.A. Singlet oxygen
quenching and the redox properties of hydroxycinnamic acids. Free Radical Biol. Med. 1999, 26, 1202–1208.
[CrossRef]

61. Iu, K.-K.; Kerry Thomas, J. Quenching of singlet molecular oxygen (1∆gO2) in silica gel-solvent
heterogeneous system II. A direct time-resolved study. J. Photochem. Photobiol. A Chem. 1993, 71, 55–60.
[CrossRef]

62. Young, R.H.; Martin, R.L.; Feriozi, D.; Brewer, D.; Kayser, R. ON THE MECHANISM OF QUENCHING OF
SINGLET OXYGEN BY AMINES-III. EVIDENCE FOR A CHARGE-TRANSFER-LIKE COMPLEX. Photochem.
Photobiol. 1973, 17, 233–244. [CrossRef]

63. Boix-Garriga, E.; Rodríguez-Amigo, B.; Planas, O.; Nonell, S. Chapter 2: Properties of Singlet Oxygen.
In Singlet Oxygen; The Royal Society of Chemistry: London, UK, 2016; pp. 23–46.

64. Rohn, S.; Rawel, H.M.; Kroll, J. Antioxidant Activity of Protein-Bound Quercetin. J. Agric. Food Chem. 2004,
52, 4725–4729. [CrossRef]

65. Peng, Q.; Mu, H. The potential of protein–nanomaterial interaction for advanced drug delivery. J. Controll.
Release 2016, 225, 121–132. [CrossRef] [PubMed]

66. Monopoli, M.P.; Åberg, C.; Salvati, A.; Dawson, K.A. Biomolecular coronas provide the biological identity of
nanosized materials. Nat. Nanotechnol. 2012, 7, 779–786. [CrossRef] [PubMed]

67. Papadopoulou, A.; Green, R.J.; Frazier, R.A. Interaction of Flavonoids with Bovine Serum Albumin:
A Fluorescence Quenching Study. J. Agric. Food Chem. 2005, 53, 158–163. [CrossRef] [PubMed]

http://dx.doi.org/10.1016/j.ymeth.2016.06.007
http://www.ncbi.nlm.nih.gov/pubmed/27302662
http://dx.doi.org/10.1016/j.saa.2010.04.026
http://www.ncbi.nlm.nih.gov/pubmed/20655275
http://dx.doi.org/10.1021/la2022177
http://dx.doi.org/10.1016/0003-2697(90)90267-D
http://dx.doi.org/10.3109/10715762.2014.965702
http://dx.doi.org/10.1007/s00204-011-0774-2
http://dx.doi.org/10.3390/ijms150916351
http://www.ncbi.nlm.nih.gov/pubmed/25229820
http://dx.doi.org/10.1371/journal.pone.0121276
http://www.ncbi.nlm.nih.gov/pubmed/25803685
http://dx.doi.org/10.1039/C6TB00126B
http://dx.doi.org/10.1021/cr00050a003
http://dx.doi.org/10.1039/TF9565201130
http://dx.doi.org/10.1371/journal.pone.0040548
http://www.ncbi.nlm.nih.gov/pubmed/22802966
http://dx.doi.org/10.1016/S0891-5849(98)00313-X
http://dx.doi.org/10.1016/1010-6030(93)87009-C
http://dx.doi.org/10.1111/j.1751-1097.1973.tb06352.x
http://dx.doi.org/10.1021/jf0496797
http://dx.doi.org/10.1016/j.jconrel.2016.01.041
http://www.ncbi.nlm.nih.gov/pubmed/26812004
http://dx.doi.org/10.1038/nnano.2012.207
http://www.ncbi.nlm.nih.gov/pubmed/23212421
http://dx.doi.org/10.1021/jf048693g
http://www.ncbi.nlm.nih.gov/pubmed/15631523


Nanomaterials 2019, 9, 214 16 of 16

68. Precupas, A.; Sandu, R.; Leonties, A.R.; Anghel, D.-F.; Popa, V.T. Complex interaction of caffeic acid with
bovine serum albumin: calorimetric, spectroscopic and molecular docking evidence. New J. Chem. 2017, 41,
15003–15015. [CrossRef]

© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1039/C7NJ03410E
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Materials 
	Preparation of Mesoporous Core–Shell Silica Nanospheres (CSSNs) 
	Preparation of Amino-Functionalized Core–Shell Silica Nanospheres (ACSSNs) 
	Conjugation of Caffeic Acid to Amino-Functionalized Core–Shell Silica Nanospheres (ACSSNs-CA) 
	Characterization 
	Antioxidant Capacity Evaluation 
	DPPH Radical Assay 
	Measurements of Chelating Activity 
	Singlet Oxygen Quenching 

	Reaction of Singlet Oxygen with Anthracene Dipropionic Acid (ADPA) 
	Interaction of the Antioxidant Nanomaterial with Bovine Serum Albumin (BSA) 
	Statistical Analysis 

	Results and Discussion 
	Core–Shell Silica Nanospheres 
	Antioxidant Capacity of Nanosystems 
	Protection of Nanoparticle-Bound Drugs 
	Interaction of the Antioxidant Nanomaterial with BSA 

	Conclusions 
	References

