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,In many clinical situations, medication
doses are oversized as a result of im-
paired drug absorption or tissue unspeci-

fic delivery.1,2 This fact becomes a critical
issue in the field of oncology, where the
ratio of risk-benefit associated with che-
motherapeutic agents is frequently un-
manageable. The development of nano- and
microparticles as drug delivery systems has
emerged as one of the most groundbreak-
ing biomedical applications. Advances as-
sociated with nanosystem preparation in
theworld of nanomedicine have challenged
the scientists to develop smart functional
materials able to address unmet drug re-
lease conditions.3-6

A special concern with regards to drug
delivery systems deals with the design of
carriers capable of selectively releasing their
payloads at target sites in the body. Mag-
netic nanoparticles represent a promising
alternative for active drug targeting since
they can be concentrated and held in posi-
tion by means of an external field.7 More-
over, their superparamagnetic behavior
provides multifunctional effects such as
controlled heating capability under an alter-
nating magnetic field, which is suitable for
hyperthermic treatment of cancer8-11 as
well as tumor-specific delivery of nano-
particles.12 Additionally, they can be used
in bioseparation applications, diagnosis as
enhancing contrast agents in magnetic re-
sonance imaging, cell separation, and de-
toxification of biological fluids.13-16

In addition to targeting performance, a
selective and safe drug delivery device
woulddisplay a stimuli-responsivebehavior,17

which should be tailored for on-demand
dosing. The design of stimuli-responsive
biomaterials where an external stimulus
(e.g., changes in pH, temperature, magnetic
field, etc.) results in a change of properties
and causes a controlled drug release remai-
ns a challenge. A proper nanodevice for on-
demand drug delivery requires switchability,

so that it is repeatedly activated after reach-
ing the targeted cells or tissues.
Mesoporous silica materials18 show at-

tractive features, such as biocompatibility,19

stable mesoporous structures, large surface
areas, and tunable pore sizes and volumes,
making them ideal for controlled delivery of
drugs20-23 or even proteins.24-26 Previous
reports on functionalmesoporous silica nano-
materials describe several moieties that
could serve as gating devices, triggering the
release of guest molecules by different ex-
ternal stimuli suchas chemicals,27-31 pH,32-34

temperature,35 redox reactions,36-38 enzy-
mes,39 and photoirradiation.40-46 Magnetic
mesoporous silica has also been organically
modified47 to provide both a hostingmatrix
for the therapeutic cargo and a means for
controlling further release.
In other respects, superparamagnetic nano-

crystals covalently linked to a nucleic acid
strand have been reported to capture ex-
ternal electromagnetic energy and break
the hydrogen bonding patternwith its com-
plementary strand.48 Furthermore, the use
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ABSTRACT Mesoporous silica nanoparticles can be modified to perform on-demand stimuli-

responsive dosing of therapeutic molecules. The silica network was loaded with iron oxide

superparamagnetic nanocrystals, providing the potential to perform targeting and magnetic

resonance imaging. Single-stranded DNA was immobilized onto the material surface. The

complementary DNA sequence was then attached to magnetic nanoparticles. The present work

demonstrates that DNA/magnetic nanoparticle conjugates are able to cap the pores of the magnetic

silica particles upon hybridization of both DNA strands. Progressive double-stranded DNA melting as

a result of temperature increase gave rise to uncapping and the subsequent release of a mesopore-

filled model drug, fluorescein. The reversibility of DNA linkage results in an “on-off” release

mechanism. Moreover, the magnetic component of the whole system allows reaching hyperthermic

temperatures (42-47 �C) under an alternating magnetic field. This feature leaves open the

possibility of a remotely triggered drug delivery. Furthermore, due to its capacity to increase the

temperature of the surrounding media, this multifunctional device could play an important role in

the development of advanced drug delivery systems for thermochemotherapy against cancer.
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of a nucleic acid duplex as a heat labile and reversible
system incorporates the additional feature of tempera-
ture tunability through changes in chain length, varia-
tions in G/C content, or even the size and surface
density of oligonucleotides attached to the nano-
crystals.49 In this text, we describe the integration
of superparamagnetic nanoparticles with a magnetic
mesoporous silica network through thermosensitive
oligonucleotide linkage. As a result, the natural ability
of DNAmolecules to reversibly hybridize is applied as a
gatekeeping mechanism for drug dosing.
In our system, oligonucleotide-modified mesopor-

ous silica, encapsulating iron oxide superparamagnetic
nanoparticles, is loaded with fluorescein and subse-
quently capped with magnetic nanocrystals functio-
nalized with the complementary strand (Scheme 1).
DNA duplex was selected to display a melting tem-
perature of 47 �C, which corresponds to the upper limit
of therapeutic magnetic hyperthermia. In this way, we
assess the potential of this device to combine anti-
cancer thermotherapy with triggered drug release
under a single remotely controlled stimulus, which is
the alternating magnetic field. Such synergistic effect
represents a promising approach in combined treat-
ments against solid tumors.

RESULTS AND DISCUSSION
Oligonucleotide Anchorage on Mesoporous Silica. Spherical

γ-Fe2O3 (maghemite) nanoparticles were initially pre-
pared according to a previously reported method.50

The ferrofluid so-obtained was composed of magnetic
nanoparticles with an average diameter of 5 nm, as
estimated from transmission electron microscopy (TEM)
images.51 A panoramic view of the colloid after drying
is shown in Figure 1a.

After that, the magnetic nuclei were reacted with
aminopropyltriethoxysilane (APTES).52 The resulting
amino-functionalized nanoparticles were divided into
two batches. One of them was employed to build the

capping system as described below. The second batch
was added into the synthesis of the cetyltrimethylam-
monium bromide (CTAB)-templated mesoporous silica
matrix, which is produced following a method de-
scribed elsewhere.53 Aminopropyl groups on the sur-
face of the iron oxide cores cause a displacement in the
isoelectric point of the bare maghemite colloid (data
not shown). It is hypothesized that this effect gives rise
to an enhanced interaction between the magnetic
nanoparticles and the surfactant-silica hybrid meso-
structure, as a result of the reduction in the density of
negative electric charges at basic pH. Thus, the incor-
poration of the iron oxide into the silica matrix is
facilitated. This method provides an effective means
of integrating the as-synthesized magnetic cores into
the mesoporous network.

Once the surfactant is removed, magnetic meso-
porous particles (MMP) of 100 nm average hydrody-
namic size, as measured by dynamic light scattering
(DLS), are obtained.Nitrogen sorption isotherm (Figure 2a)
of the composite material, displaying a character-
istic adsorption step in the 0.2-0.4 relative pressure
range, can be classified as type IV according to IUPAC.
The absence of a hysteresis loop is characteristic of
mesoporous systems with cylindrical pores open at
both ends. The surface area of the particles is 776 m2

3
g-1, with a narrow pore size distribution centered at
2.5 nm, as shown in the inset. Figure 1b and Figure 3
display TEM and SEM observations, respectively, of
mesoporous silica aggregates. In the former, the mag-
netic nuclei can be distinguishedwith a darker contrast
in the micrograph.

Scheme 1. Reversible magnetic nanogates drive drug
release from magnetic mesoporous silica particles through
DNA hybridization/dehybridization.

Figure 1. TEM micrographs of (a) γ-Fe2O3 magnetic
nanoparticles, (b) magnetic mesoporous silica particles,
(c) silica nanoparticles capped through DNA/magnetic
nanoparticle gates, and (d) EDX analysis of the sample in (c).
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In order to provide a suitable surface for oligonu-
cleotide attachment onto the magnetic silica particles,
two different strategies were tested. The first approach
required a thiol-functionalized surface, which was ob-
tained through the reaction with mercaptopropyl-
triethoxysilane. In the second one, the material was
reacted with APTES to get an aminated surface. Vibrat-
ing sample magnetometry of bare and functionalized
particles demonstrates that superparamagnetism,
characteristic of the incorporated magnetic cores,51 is
preserved in the process of encapsulation and chemi-
cal modification (Figure 4). None of these samples
exhibit hysteresis in their magnetization curves. The
saturation magnetization values, ranging from 28 to
35 emu 3 g

-1, are consistent with a 45-56%wt content
of maghemite in the particles.

The oligonucleotide sequence (50-thiolC6-TTATC-
GCTGATTCAA) to be anchored to the mesoporous

network surface was selected to present a melting
temperature of 47 �C. This temperature coincides with
the upper limit of cancer hyperthermia temperature
range, as stated above. For the DNA grafting onto the
thiol-modified particles, a disulfide bridge was formed
with the 15 bp oligonucleotide via a thiol/disulfide
exchange reaction under basic conditions.54 This
method presents the advantage of its simplicity, but
the total amount of grafted DNA, indirectly calculated
by UV-vis spectroscopy measurements of free DNA
remaining in the reaction media, was disappointing
(5%). In our second approach, a sulfo-SMCC cross-
linker55 was first linked to the aminated mesoporous
silica surface, followed by reaction with the 50-thiol-
modified oligonucleotide (Scheme 2). The average
amount of anchored DNA in this case was 60%. Given
that a higher degree of functionalization would lead to
amore efficientmesopore capping, the latter approach
was followed.

Figure 2. N2 adsorption isotherms of (a) magnetic mesoporous particles (MMP), (b) amine-functionalized MMP, and
(c) capped amine-functionalized MMP. Inset: corresponding pore size distributions.

Figure 3. SEM micrograph of magnetic mesoporous silica
particles (MMP).

Figure 4. Vibrating sample magnetometry measurements
of (a) nonfunctionalized, (b) thiol-functionalized, and (c)
amine-functionalizedmagnetic mesoporous silica particles.
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The functionalization step in the mesoporous matrix
is expected to affect the textural properties.23 In our
case, a slight reduction in surface area (674 m2

3 g
-1),

as well as pore volume (from 0.67 cm3
3 g

-1, in the case
of MMP, to 0.56 cm3

3 g
-1) and mesopore diameter

(2.3 nm), was found after functionalizing with amine
groups. In spite of this decrease in the adsorption
capacity, the nitrogen sorption isotherm of these
amino-modified particles is essentially similar to that
of MMP (Figure 2b).

Thermosensitive Behavior of the Oligonucleotides Immobi-
lized onto Silica Particles. With the aim to determine the
performance of the oligonucleotides attached to the
mesoporous silica surface in response to changes in
temperature, the complementary oligonucleotides
labeled with a fluorescent probe ([Flc]TTGAATCAGC-
GATAA) were hybridized with the particles. A certain
amount of the conjugated material was placed in an
incubator shaker at different temperature set points,
until the level of fluorescence in the supernatant remai-
ned constant, as measured by spectrofluorimetry.
Figure 5 shows the maximum amount of fluorescein-
tagged oligonucleotide released at each temperature,
indicating the degree of DNA melting. As previously
mentioned, the oligonucleotide chain length and the
G/C proportion in the composition, among some other
parameters, would define the temperature profile.

In order to assess the on-off behavior of the sys-
tem, after maintaining the temperature for 15 min, the
particles were cooled to room temperature (20 �C). In-
terestingly, everytime the thermal stimuluswas removed,

the fluorescein-labeled oligonucleotides were retained
again within themesoporous silica, and fluorescein de-
tection in the supernatant was close to zero (Figure 6).
This fact ensures a reversible mechanism through DNA
rehybridization.

Complementary Oligonucleotides/Iron Oxide Nanoparticle
Assembly for Mesopore Gating. The other batch of the
amino-functionalized magnetic nuclei was conjugated
with the complementary 50-thiol-modified oligonu-
cleotide (50-thiolC6-TTGAATCAGCGATAA) through the
sulfo-SMCC cross-linker. After that, a dispersion of these
nanoparticles was added to oligonucleotide-conjugated
MMP to allow for DNA hybridization. TEM observations
aided by energy-dispersive X-ray spectroscopy (EDX)
of hybridized particles (MMP-Fe complex) show that
the characteristic contrast ofmesoporous silica is indis-
tinguishable in this sample, and only aggregates of
magnetic nuclei are displayed (Figure 1c). However,
punctual EDX analysis indicates overlapping Si and Fe
element detection (Figure 1d), from which an effective
coupling between iron oxide cores and silica particles
could be inferred.

DLS measurements helped to determine both the
proper amount of maghemite nanoparticles and their
corresponding surface density of oligonucleotides to
obtain uniform MMP-Fe complexes, while avoiding
aggregation betweenmesoporous silica particles. Figure 7
displays the monomodal distribution of MMP-Fe com-
plex (Figure 7a), centered on 200 nm hydrodynamic
diameter, which is consistent with the presence of

Scheme 2. Synthetic strategy for DNA grafting onto the surface of mesoporous silica.

Figure 5. Temperature-dependent release of fluorescein-
tagged oligonucleotide from the surface of DNA-conjugated
MMP. Data have been normalized to the maximum level of
fluorescein released in the experiment.

Figure 6. Fluorescein-labeled oligonucleotide release pro-
file from mesoporous silica particles as a function of time-
temperature in a dehybridization/rehybridization
sequence. Data have been normalized to the maximum
level of fluorescein released in the experiment.
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uniform self-assembled aggregates of oligonucleotide-
modified magnetic nuclei attached to the surface of
the mesoporous silica particles. A more irregular pro-
file indicating the presence of unspecific aggregates is
found when amino-modified MMP and iron oxide
nanoparticles are just mixed, without DNA linking
between both species (Figure 7b).

The ability of the oligonucleotide-conjugated mag-
netic nanocrystals to integrate with the mesoporous
network and block the pore entrance is assessed by
nitrogen sorption porosimetry. The isotherm corre-
sponding to the MMP-Fe complex (Figure 2c) shows
a drastic reduction in the adsorption properties. Values
of surface area (23 m2

3 g
-1) and pore volume (0.036

cm3
3 g

-1) are in accordance with severe pore blocking
in the structure. For comparison purposes, textural
analysis of the mixture of equal amounts of amino-
modified MMP and iron oxide nanoparticles was also
performed (Supporting Information). Mesoporous fea-
tures (SBET = 402m2

3 g
-1, pore volume = 0.32 cm3

3 g
-1,

pore diameter = 2.4 nm) found in this sample suggest
no assembly of both materials in the absence of oligo-
nucleotide linkage.

In order to test the stimuli-responsive behavior of
the MMP-Fe complex, fluorescein was employed as an
easily traceable drug model in release experiments.
The mesoporous particles were loaded with fluores-
cein prior to complementary oligonucleotide hybridi-
zation. Drug release was monitored with increasing
temperatures along the time of assay, measuring the
total amount of fluorescein accumulated in the super-
natant. The mixture of fluorescein-loaded amino-mod-
ified MMP and iron oxide nanoparticles was used as
control. As presented in Figure 8a, on the one hand, the
fluorescein release profile from the capped system
follows an exponential behavior, which is tempera-
ture-dependent, and resembles that obtained in the
previously referred experiments with fluorescein-
labeled oligonucleotides (Figures 5 and 6). This fact

suggests the 15 bp double helix uncapping as the drug
delivery triggering mechanism. On the other hand, the
control shows a typical release pattern associated with
mesoporous matrices without capping,23 irrespective
of increasing temperatures (Figure 8b), where the drug
is just diffused to the outer media.

The presence of magnetic species both inside the
mesoporous network and on the surface of the MMP-
Fe complex ensures the potential of the material to
reach hyperthermia temperature range by using little
amounts of the sample. In our experimental hyperther-
mic setup,56 the fluorescein-loaded particles were ex-
posed to an alternating magnetic field of 24 kA 3m

-1

and 100 kHz inside a thermostatic chamber at 37 �C.
The particles are able to heat the environment to
hyperthermia level after several minutes under the
influence of the magnetic field (Figure 9), which is
maintained until temperature stabilization of the med-
ium (47 �C). When this time had elapsed, fluorescein
released was in the same range as the amount liber-
ated under the previously assayed thermal stimulus.

Figure 7. Hydrodynamic size distribution profiles of (a)
capped mesoporous particles, and (b) a mixture of meso-
porous silica particles with the magnetic caps without DNA
linkage.

Figure 8. Fluorescein-loaded capped mesoporous delivery
pattern (a), in comparison with the uncapped material (b).
Data have been normalized to the maximum level of
fluorescein released in the experiment.

Figure 9. Hyperthermia assay on capped magnetic meso-
porous silica under an alternating magnetic field of
24 kA 3m

-1 and 100 kHz.
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Eventually, the suitability of the DNA/magnetic
nanoparticle conjugates to act as reversible gatekee-
pers for the mesoporous silica particles was examined.
For this purpose, a certain amount of fluorescein-
loaded MMP-Fe complex was placed in an incubation
shaker with increasing temperatures and 40 min hold-
ing time at each point (Figure 10). Measurements of the

total amount of fluorescein accumulated in the super-
natant were acquired both once the set point was
reached and after the holding time. The staircase
profile of this release curve shows that fluorescein
delivery is triggered when the temperature rises, while
it is slowed on temperature stabilization. This “on-off”
behavior reveals the MMP-Fe complex as a potential
on-demand drug delivery system.

CONCLUSION

A stimuli-responsive controlled release material
based on superparamagnetic mesoporous silica parti-
cles is presented. Iron oxide nanoparticles are sug-
gested as caps for the porous matrix through a double
helix DNA strand self-assembly. Guest molecules, such
as fluorescein, can be encapsulated and further re-
leased under direct heating or the influence of an
alternating magnetic field. The device combines the
potential to perform“on-off” drug release with the
capacity to increase the temperature of the surround-
ing media. Therefore, we envision that this material
could play an important role in the development of
advanced drug delivery systems for thermoche-
motherapy against cancer.

METHODS
Preparation of the Ferrofluid. The co-precipitation of Fe(II)

(42.5 mL of 1.5 M HCl, 7.83 g of FeCl2 3 4H2O) and Fe(III) (875 mL,
21.51 g of FeCl3 3 6H2O) chlorides (molar ratio 1:2) with ammonia
(75 mL, 30% wt) at pH 9.5 was carried out according to the
Massart method,50,57 yielding nanometric magnetite (Fe3O4).
Following dispersion in 2MHNO3, the particles were oxidized to
maghemite (γ-Fe2O3) by the addition of iron nitrate (150 mL,
20.41 g of Fe(NO3)3 3 9H2O) and heating at 90 �C for 30min. After
that, the product was washed with acetone several times and
finally dispersed in water/HNO3 to a concentration of 103 mg 3
mL-1. The ferrofluid so-obtained was composed of magnetic
nanoparticles with an average hydrodynamic diameter of 8 nm
at pH 2.5, as measured by dynamic light scattering. The slight
discrepancy between this result and the size estimated by TEM
observations could be explained by the contribution of surface-
bound water to the hydrodynamic diameter.58 The isoelectric
point of the resulting ferrofluid occurs at neutral pH (pH 7.1), as
derived from ζ-potential results. Magnetic measurements from
this ferrofluid are characteristic of a superparamagnetic materi-
al since no hysteresis loop is displayed in the magnetization
curve, and saturation magnetization is equal to 58 emu 3 g

-1

(62 emu 3 g
-1 for the dry powdered nanoparticles). BET surface

area of the dry powdered sample measured by nitrogen
adsorption analysis was 140 m2

3 g
-1.

Coating with Aminopropyltriethoxysilane (APTES). Aminopropyl
groups were grafted onto γ-Fe2O3 nanoparticles following the
well-known St€ober method.59 In a typical synthesis, 22.8 mL of
the ferrofluid was dispersed in 64 mL of deionized water with
10 drops of ammonia. After homogenizing, 242 mL of absolute
ethanol and 16 mL of ammonia were added, and the mixture
was exposed to sonication. APTES (12.85 μL) was dropped
20 min later, and sonication was then continued for 4 h. Finally,
ammonia and ethanol were removed under reduced pressure.

Functionalized Magnetic Nanoparticles Encapsulation into Mesoporous
Silica. APTES-modified maghemite nanoparticles were incorpo-

rated into mesoporous silica matrices employing a cationic
surfactant, cetyltrimethylammonium bromide (CTAB), as structure-
directing agent in basic pH conditions. This procedure is
presented in the literature as the modified St€ober method.53 In
our experiment, 1.94 g of CTAB was dissolved in EtOH/NH4OH/
H2O (molar ratio 1:0.8:2.5) with 24 mL of functionalized ferro-
fluid. The mixture was stirred for 15 min before tetraethylortho-
silicate (4 mL) was added. After 2 h of additional vigorous
stirring, the precipitate was centrifuged and washed with
deionized water. In order to remove the template, the dried
powder was heated to 425 at 5 �C min-1 in air and calcined
for 3 h.

Chemical Modification of Mesoporous Silica Surface. A certain
amount of template-free mesoporous material was degassed
under vacuum at 90 �C for 72 h. Then, 100 mg was reacted with
1.34 mmol APTES in toluene. The whole reacting system toge-
ther with the mesoporous material was purged with N2 gas
before the addition of APTES, so inert atmosphere was achieved
within the system. Reactions were performed under reflux
conditions for 16 h, and the products were filtered and washed
with toluene. Amine-functionalizedmagneticmesoporous silica
was dried under vacuum at 90 �C for 72 h.

Oligonucleotide Immobilization. Dithio-DL-threitol (DTT), 0.1 M in
170 mM PBS buffer (pH 8.0), was used to ensure full reactivity of
thiol-modified oligonucleotides. Before immobilization, all oli-
gonucleotides (20 nmol) were suspended in 100 μL of DTT
solution for 2 h. G-25 Sephadex columns (GE Healthcare) were
then used for purifying the reduced thiolated products.

DNA coupling to amine-functionalized material was carried
out by means of sulfosuccinimidyl 4-N-maleimidomethyl cyclo-
hexane-1-carboxylate (sulfo-SMCC) as a cross-linker. Particles
(10 mg) were first reacted with sulfo-SMCC for 2 h in 0.1 M PBS
buffer, 0.2 M NaCl, pH 7.2. After removing the supernatant and
washing to remove excess cross-linker, DNA was added and
reacted overnight. The sequence attached to γ-Fe2O3-loaded
mesoporous silica particles was 50-thiolC6-TTATCGCTGATTCAA,

Figure 10. Temperature-responsive release curve of
DNA/magnetic nanoparticle capped complex (MMP-Fe
complex).
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and the complementary sequence (50-thiolC6-TTGAATCAG-
CGATAA) was conjugated to functionalized magnetic nanopar-
ticles. The melting temperature for these oligonucleotides is
47.3 �C, according to the manufacturer (Sigma). The DNA-
immobilized nanoparticles were then washed three times in
10 mM Tris-HCl, 150 mM NaCl, and 0.05% Tween 20 buffer
(pH 7.5). The amount of attached DNA was estimated by
subtracting DNA accumulated in the supernatant and washing
solutions from total DNA, measured by UV-vis spectrometry.
The level of DNA functionalization per particle was purposely
lowered in aminopropyl-grafted magnetic nanoparticles to
avoid MMP aggregation. Finally, DNA conjugates were dis-
persed in a buffer of 20 mM Tris-HCl, 37.5 mM MgCl2 (pH 8.0)
for subsequent hybridization.

DNA Hybridization. As a proof of concept for the reversible
hybridization/dehybridization mechanism of the selected DNA
sequence, the complementary oligonucleotide described above,
tagged with a fluorescein probe ([Flc]TTGAATCAGCGATAA), was
hybridized with DNA-conjugated MMP. Both species were
mixed in an orbital shaker at 120 rpm for 1 h.

In the case of the system with the gating mechanism, pore
loading was performed during the DNA hybridization process.
DNA-tagged magnetic nanoparticles were assembled in the
sameway after loading theMMPmatrices with 1.2M fluorescein
in the hybridization buffer for 3 h. The product, denoted as
MMP-Fe complex, was intensively washed to remove physi-
sorbed fluorescein.

Fluorescein Release Assays. In order to investigate the release
kinetics of fluorescein-labeled MMP and fluorescein-loaded
MMP-Fe complex, as a function of both temperature and time,
10 mg of the material was redispersed in 2 mL of 0.1 M PBS, pH
7.2. Temperature changes were produced in an Infors-HT
Ecotron incubator shaker. The alternating magnetic field at
24 kA 3m

-1 and 100 kHz was applied within a thermostatic
chamber at 37 �C by means of a Celes AC function generator.
Variations of temperatureweremonitored by Luxtron fluoroptic
probes inside and outside the liquid.
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