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ABSTRACT Novel organic and inorganic nanostructures for localized and

externally triggered delivery of therapeutic agents at a target site have received
immense attention over the past decade owing to their enormous potential in

loading
—

treating complex diseases such as cancer. Gold nanocages, a novel class of hollow

plasmonic nanostructures, have been recently demonstrated to serve as carriers for

the delivery of payload with external trigger such as light or ultrasound. In this
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article, we demonstrate that surface enhanced Raman spectroscopy (SERS) can be employed to noninvasively monitor the release of payload from these

hollow plasmonic nanostructures. The large enhancement of electromagnetic (EM) field at the interior surface of these nanostructures enables us to

monitor the controlled release of Raman-active cargo from nanocages. Considering that SERS can be excited and collected in near-infrared (NIR) therapeutic

window, this technique can serve as a powerful tool to monitor the drug release in vivo, providing additional control over externally triggered drug

administration.
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localized surface plasmon resonance

lasmonics involves the control and
confinement of light into dimensions
much smaller than the wavelength of
light.'® The dielectrically confined oscilla-
tion of the conduction electrons in metal
nanostructures with incident electromag-
netic field, often termed as localized surface
plasmon, renders attractive optical proper-
ties such as large absorption and scattering
cross sections and large enhancement
of electric field at the surface of these
nanostructures.” "% Such plasmonic nano-
structures are highly attractive for various
biomedical applications including biosens-
ing, bioimaging, photothermal therapy, and
targeted drug delivery.'' =%'
Nanostructures that enable targeted
and triggered release of payload (e.g., che-
motherapeutic drug) are ideal for adminis-
tering locoregional therapy. Different
classes of nanostructures including supra-
molecular assemblies, polymer capsules,
and hollow metal nanostructures are being
extensively investigated for such applica-
tions.”?~ %8 Gold nanocages (AUNCs), a novel
class of hollow plasmonic nanostructures,
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is an attractive platform for theranostic appli-
cations, thanks to their highly tunable loca-
lized surface plasmon resonance (LSPR) into
the near-infrared (NIR) where the endogen-
ous absorption coefficient of living tissue is
nearly two orders magnitude smaller com-
pared to that in the visible range.'”*° Owing
to their large scattering and absorption
cross sections, AUNCs have been employed
as contrast agents in optical coherence
tomography, photoacoustic imaging and
photothermal therapy.3°~32 More recently,
these hollow nanostructures have been de-
monstrated to be efficient carriers of che-
motherapeutic drugs for targeted and
triggered delivery, potentially enabling lo-
coregional therapy and avoiding systemic
toxicity of aggressive chemotherapeutic
drugs. Triggered delivery of contents is
achieved by heating AuNCs photothermally
or ultrasonically, which in turn causes a
phase change (solid—liquid or coil—globule)
of the “gate keepers” such as temperature
responsive polymers or biocompatible
phase-change materials, resulting in the
release of the contents.333*
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An extremely powerful addition to this attractive
drug delivery platform is the ability to remotely moni-
tor the “drug level” within AuNCs during externally
triggered drug administration. A noninvasive method
for real-time monitoring of the drug delivery from
these nanovehicles will provide additional handles
for more efficient and controlled drug administration.
Previous proof-of-concept demonstrations have relied
on monitoring the absorbance of dye (employed as a
model cargo) in the visible regime following its release
into the solution.>* However, considering the absence
of strong absorption band in the NIR for chemother-
apeutic drug molecules (e.g., doxorubicin), this method
cannot be used in vitro or in vivo.

Herein, we present a facile and versatile strategy for
monitoring the controlled release of payload from
AuNCs using surface enhanced Raman scattering
(SERS). In particular, we demonstrate that SERS, which
involves the dramatic enhancement of Raman scatter-
ing from molecules adsorbed on or in close proximity
to a nanostructured metal surface, can serve as a
noninvasive technique to monitor the release of
Raman-active molecules such as dyes and drugs (e.g.,
doxorubicin®>=®) from plasmonic nanocages.

RESULTS AND DISCUSSION

In this study, we employed a biocompatible phase-
change material (PCM), namely, 1-tetradecanol, as a
“gate keeper” to control the release of cargo in re-
sponse to an external stimulus, according to a recent
study (Figure 1)3* 1-Tetradecanol can reversibly
change the physical state between solid and liquid at
its melting point of 38—39 °C, which is slightly higher
than the normal human body temperature. Further-
more, 1-tetradecanol is suitable as PCM due to its wide
miscibility with many hydrophilic and hydrophobic
substances, good biocompatibility, and low toxicity.>**”
Encapsulated drugs are released along with melted
1-tetradecanol through diffusion after raising the local
temperature beyond its melting point by thermal or
ultrasonic means.

Synthesis and Characterization of AuNCs. Ag nanocubes
were synthesized by a reported sulfide-mediated poly-
ol synthesis method.3® The synthesis reaction was
quenched once the dipolar LSPR wavelength of the
nanocubes reached ~460 nm, which yielded nano-
cubes with an edge length of 65 & 5 nm (Figure 2A,B).
AuNCs were obtained by galvanic replacement of Ag
nanocubes with gold using HAuCl,* The AuNCs,
which exhibited a LSPR wavelength of ~820 nm, had
an outer edge length of 73 £ 5 nm and wall thickness
of ~6 nm (Figure 2C,D). TEM image clearly reveals the
hollow nanostructures with porous sidewalls and an
average pore size of about 4 nm. The as-prepared
AuNCs were concentrated in methanol after washing
with nanopure water and methanol.

Monitoring Cargo Loading into AuNCs. For demonstrat-
ing SERS-based monitoring of payload release from the
AuNCs, we employed nile red and doxorubicin (Dox) as
model cargo. After loading the cargo (1-tetradecanol +
nile red (or Dox)) into AuNCs, vis/NIR extinction spectra
revealed a red shift of ~20 nm in LSPR wavelength
compared to that of pristine AuUNCs in aqueous sus-
pension, which corresponds to an increase in the
refractive index of the medium in and/or around
the AuNCs (Figure 3A). Finite-difference time-domain
(FDTD) simulations were employed to confirm the
redshift in the LSPR of AuNCs upon cargo loading.
The calculated extinction spectra of AuNCs with 80 nm
edge length and 6 nm wall thickness exhibited two
distinct plasmon bands at 802 and 710 nm. Electric
vector orientations at different planes along the thick-
ness of the AuNC reveal that the band at 802 nm
corresponds to a strong dipolar resonance and the
band at 710 nm is associated with a relatively weak
quadrupolar resonance mode, which is in agreement
with previous reports describing optical properties of
spherical Au nanoshells (Figure S1, $2).3° Enhanced
electromagnetic field was observed at the corners
exterior to the AuNC and adjacent to the walls on the
interior surface (inset of Figure 3B). The calculated
extinction spectra showed a ~12 nm red shift after
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Figure 1. Scheme llustrating the loading of a gold nanocage (AuNC) with 1-tetradecanol and dye/drug followed by its release
with external trigger. A decrease in the SERS intensity of dye/drug during its release can be employed to directly monitor the

release process.
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Figure 2. (A) TEM image of Ag nanocubes employed as templates for the synthesis of AuNCs. (B) UV—vis extinction spectrum
of the aqueous suspension of Ag nanocubes (inset shows the histogram of the size distribution as measured from TEM
images). (C) TEM image of AuNCs (inset is a high magnification image revealing the pores on the surface of walls. Scale bar
corresponds to 50 nm). (D) Vis—NIR extinction spectrum of the aqueous suspension of AuNCs (inset shows the histogram of
the size distribution as measured from TEM images).
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Figure 3. (A) Extinction spectra of AuNCs before and after loading the AUNCs with 1-tetradecanol and nile red. (B) Absorption
spectra of AuNC obtained using FDTD simulation. The refractive index of 1-tetradecanol was assumed to be 1.44.

loading the AuNC with cargo (assuming the refractive shows the Raman spectra obtained from the individual
index of cargo to be that of bulk 1-tetradecanol). components including 1-tetradecanol, nile red, AUNCs
Experimentally observed LSPR shift following the load- and AuNCs loaded with a mixture of 1-tetradecanol
ing was slightly higher than that predicted by FDTD and nile red (Figure 4A). The most prominent bands in
simulation possibly due to the slight aggregation of the the SERS spectrum of AuNCs loaded with nile red are at
AuNCs during the loading process, which is known 591 and 1642 cm™', which correspond to the ring-
to cause a red shift in LSPR wavelength (Figure 3B).*° breathing and ethylenic-stretching vibrations of nile
The loading of AuNCs with the Raman-active cargo is red, respectively.*'*? SERS spectra were collected from
further confirmed by SERS spectra from AuNCs, which individual loaded AuNCs, sparsely distributed on a

revealed the Raman bands corresponding to the en- poly(2-vinyl pyridine) (P2VP)-modified silicon substrate
trapped molecules (discussed below). (Figure 4B and Figure $3).*** Individual AUNCs were
Releasing Nile Red from AuNCs by Heating. Following the identified using an optical microscope, coupled to

successful loading of the AuNCs with Raman-active a Raman spectrometer, under dark field illumination
cargo, we set out to demonstrate the SERS-based (Figure 4B). For each condition, SERS spectra were col-
monitoring of the cargo release from AuNCs. Figure 4A lected from nearly 20 AuNCs exhibiting similar scattering
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Figure 4. (A) Raman spectra of nile red and 1-tetradecanol in bulk form and AuNCs before and after loading with nile red. (B) Dark
field scattering image of AuNCs loaded with nile red sparsely adsorbed on a silicon substrate. (C) Raman spectra corresponding to the
marked AuNCs in panel B, which shows the remarkable spectral homogeneity of AUNCs exhibiting similar scattering intensity.
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Figure 5. (A) Raman spectra of AuNCs after different durations of exposure to 42 °C water. (B) Plot showing the Raman
intensity of nile red peak at 591 cm™' from AuNCs exposed to water at 42 °C and water at room temperature for different
durations. (C) Absorption spectra of nile red after exposure of AuNCs to 42 °C water for different durations. (D) Correlation of
cargo release calculated from absorbance of nile red and change in normalized Raman intensity with time.

intensity and the average spectrum was considered for
cargo release analysis. The SERS spectra obtained from
individual AuNCs with similar scattering intensity exhibited
remarkable spectral homogeneity both in terms of Raman
peak position and intensity (RSD < 15%) (Figure 4C). The
SERS enhancement factor (EF) for each AuNC at 591 cm™"

band was estimated to be ~2.7 x 10° assuming that
AuNCs were filled with 1-tetradecanol and nile red with
a weight ratio of 10:1 (see Supporting Information for
details). The large SERS enhancement of nanocage con-
tents spurs from the enhanced EM field adjacent to interior
walls of AuNCs (inset of Figure 3B and Figure S4).

ACNTAN TN
TIAN ET AL. VOL.7 = NO.5 = 4252-4260 = 2013 WQ@}NL_\iJ\) 4255

WWwWW.acsnano.org



|500 cps
114s

128s

feee AN
jees o |

1154 s

Intensity

Normalized Raman Intensity

o
N}
h

N

o
n

©

/

]/ﬂ/

o

o

N

560 580 600 620 640 660 680

Raman shift (cm™)

0 20 40 60 80 100 120 140 160
Laser exposure time (s)

Figure 6. Optical images of SKBR3 cells incubated with AuNCs loaded with nile red under (A) bright field and (B) dark field
illuminations. (C) SERS spectra of cells with loaded AuNCs, showing the release of nile red with time due to the photothermal heating
of the AuNCs. (D) Decrease in SERS intensity showing the release of nile red from AuNCs in cells with increasing laser exposure time.

To monitor the release of cargo from AuNCs, SERS
spectra were collected and averaged from individual
AuNCs after exposure to water at 42 °C for different
durations (Figure 5A). The intensity of SERS spectra
exhibited a monotonic decrease in intensity with long-
er exposure to elevated temperature suggesting the
progressive release of cargo from AuNCs (Figure 5B).
On the other hand, AuNCs exposed to water at room
temperature exhibited virtually no change in SERS
intensity, which indicated that the nile red encapsu-
lated by solid PCM inside AuNCs barely leaked into
surrounding medium at room temperature (23 °C)
(Figure 5B). The release of nile red was also probed
by collecting absorption spectra of the dye released
into water after exposure to 42 °C water for different
durations (Figure 5C). As expected, the absorption
intensity of nile red increased with increasing exposure
time to elevated temperature confirming the release
of nile red from AuNCs, which agreed with previous
reports.3*3* The release of payload from AuNCs, which
results in a decay of Raman intensity of payload can be
quantitatively calibrated by monitoring the concomitant
rise in the absorption intensity of the dye released into
solution (Figure 5D). A dramatic decrease in SERS inten-
sity and increase in absorption intensity was noted within
the first five minutes, which corresponds to a rapid
release of the payload during this time followed by a
much smaller rate subsequently. Notably, the release
rate was extremely small after around 20 min with only
a ~10% change in Raman intensity from 20 to 120 min.

Photothermal Release of Nile Red from AuNCs in Vitro. We
further demonstrate the feasibility of SERS-based

TIAN ET AL.

monitoring of the cargo release from AuNCs in vitro
using epithelial breast cancer cells (SKBR3). SKBR3 cells
seeded on poly(lysine) coated-silicon substrate were
incubated with AuNCs loaded with nile red for one
hour. Bright and dark field optical imaging of live cells
was employed to locate the live cells for subsequent
SERS measurements (Figure 6A,B). SERS spectra of
the cells incubated with AuNCs were acquired using
785 nm laser with a power of ~4 mW at the sample.
The rise in temperature at AuNCs' surface due to
photothermal (PT) effect has been systematically ex-
amined using SERS and it was concluded that the
surface temperature of AuNCs with LSPR wavelength
at ~790 nm could increase the temperature by 37 °C
under the excitation of 785 nm laser (laser power of
5.2 mW) under similar conditions.*> Thus, the Raman
laser induced heating of AuNCs is sufficient to melt
1-tetradecanol, which in turn results in the release of
the dye from AuNCs. We observed the decrease of SERS
intensity at 591 cm ™' with increasing laser exposure
time, showing the diffusion of nile red into the sur-
rounding medium from AuNCs due to photothermal
effect (Figure 6C,D). This sensitive dependence sug-
gests that SERS could be employed to monitor the
release of cargo from AuNCs in response to external
trigger such as light, heat or ultrasound.

Photothermal Release Dox from AuNGs. We also
demonstrate that the release of a routinely used
chemotherapeutic drug, namely, doxorubicin (Dox),*®
from AuNCs, can be monitored using SERS. Raman
spectrum collected from Dox in bulk form shows
several strong Raman bands, which is critical for
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Figure 7. (A) Raman spectrum of doxorubicin (Dox) powder (bulk). (B) SERS spectra of AuNCs loaded with Dox on a silicon
substrate. (C) SERS spectra of AuUNCs loaded with Dox showing progressive dye release with increased laser exposure time.
(D) Decay in SERS intensity of Dox-loaded AuNCs with increasing laser exposure time.

monitoring its release from AuNCs. The bands between
1200 and 1300 cm ™' correspond to in-plane bending
motions from C—0O, C—O—H, and C—H, respectively.
The bands at 1409, 1435, and 1575 cm™' can be
attributed to the skeletal ring vibrations of Dox, and
the 1640 cm™" band corresponds to the hydrogen
bonded C=0 stretching mode (Figure 7A).*”*® Raman
spectra were collected from Dox in bulk and loaded
AuNCs to confirm the encapsulation of Dox (Figure 7A,
B). The most prominent band at 446 cm ™', associated
with the C=0 in-plane deformation of Dox, was used
to monitor the release of Dox from AuNCs. The de-
crease of SERS intensity at 446 cm™' with increasing
exposure time to laser showed the control release of
Dox from AuNCs due to PT effect (Figure 7C,D).

While the results demonstrated here clearly show
that release process can be followed in situ using SERS,
it is not without limitation. One potential limitation in
translating these results to in vivo settings is the limited
penetration depth of NIR laser into diffuse human
tissue (typically few mm).*® However, we would like
to quickly mention some recent efforts such as spatially
offset SERS (SOSERS) and development of Raman
endoscopes that are focused on either enhancing the

EXPERIMENTAL SECTION

Materials. Ethylene glycol (lot. no K26B01) and sodium
sulfide (Na,S) were purchased from J. T. baker. Silver nitrate
(purity >99%), poly(vinyl pyrrolidone) (PVP, M,,~29000),

TIAN ET AL.

depth of SERS-based bioimaging or accessing tissues,
which are otherwise inaccessible with conventional
Raman spectrometers.>®~>? As these techniques ma-
ture, we believe that SERS will emerge as a power-
ful tool for molecular bioimaging and image-guided
therapy and the approach demonstrated here can
form a powerful tool for monitoring controlled and
externally triggered drug delivery.

CONCLUSIONS

In conclusion, we have demonstrated a simple, non-
invasive and effective method for monitoring controlled
release of cargo from AuNCs using SERS. The approach
demonstrated here does not add any complexity to the
design or fabrication of plasmonic AuNCs previously
demonstrated and requires no modification to the existing
loading and release procedures. Considering that SERS can
be excited and collected in NIR wavelength (e.g., 785 nm
laser employed in this study), the approach suggested
here can be potentially translated to in vivo settings. The
simple yet powerful ability to monitor the drug release
serves as a new tool for precise control over the drug
administration process hinting the care provider the
amount of drug released and left within the nanovehicles.

chloroauric acid (HAuCl,), nile red, 1-tetradecanol (97%), and
methanol were obtained from Sigma-Aldrich. Poly(2-vinyl
pyridine) (M,, = 200000 g/mol) was obtained from Scientific
Polymer Products. Doxorubicin (>99%) was purchased from LC
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Laboratories. All the chemicals have been used as received with no
further purification.

Synthesis of Silver Nanocubes. Prior to synthesis, all the glass-
ware was cleaned using aqua regia (3:1 volume ratio of 37%
hydrochloric acid and concentrated nitric acid). Silver nano-
cubes were synthesized using a sulfide-mediated method
developed by Xia group.3® Briefly, 80 uL of Na,S solution
(3 mM) in ethylene glycol was added to 6 mL of preheated
ethylene glycol in a disposable glass vial. After 8 min, 1.5 mL of
PVP (0.02 g/mL) in ethylene glycol was added to the above
mixture, immediately followed by the addition of 0.5 mL of
AgNO; (0.048 g/mL) in ethylene glycol. The reaction was
complete in 15 min with a dark ruddy-red meniscus in reaction
solution. The product was washed with acetone and water twice
by centrifugation, redispersed and stored in ethylene glycol
until use.

Synthesis of AuNGs. A total of 10 mL of aqueous PVP solution
(9 mM) was add to 1 mL of the above-mentioned silver
nanocubes solution. After bringing the suspension to a mild
boil for approximately 10 min, 1 mM HAuCl, was injected at a
rate of 0.5 mL/min under vigorous stirring until dark blue color
appeared. The product was washed with saturated solution of
NaCl to remove AgCl produced during the galvanic re-
placement reaction by centrifugation and redispersion in nano-
pure water (18.2 MQ-cm).

Loading AuNCs with Cargo. The loading process was in accor-
dance to a procedure previously reported with some modifica-
tions.3* As-synthesized AuNCs (2 mL) were centrifuged and
redispersed in 300 uL of methanol. Three milligrams of nile
red was added to 30 mg of 1-tetradecanol at 50 °C magnetically
stirred for 30 min. To this mixture, 300 uL of the above-
mentioned AuNCs in methanol was added at 90 °C. The above
mixture was stirred for 1 h, and then hot water was added to
extract the AuNCs loaded with 1-tetradecanol and dye. Imme-
diately, the extracted AuNCs were kept in an ice-bath for 1 min
followed by centrifugation and redispersion into water to
remove excess dye.

Adsorption of AuNCs Loaded with Nile Red on Silicon Surface. Silicon
substrates employed for adsorbing AuNCs were cleaned using
Piranha solution (3:1 concentrated sulfuric acid to 30% hydro-
gen peroxide solution) followed by thorough rinsing with
nanopure water (Caution: Piranha solution is extremely danger-
ous and proper care needs to be executed in handling and
disposal.) The silicon substrates were modified with poly(2-vinyl
pyridine) (P2VP) by exposing the substrates to 1% (w/v) P2VP
solution in ethanol for 1 h. Subsequently, the substrates were
rinsed in copious amount of ethanol to leave an ultrathin
(~1 nm) adsorbed P2VP layer. The P2VP-modified substrate
was exposed to AuNCs solution to enable their adsorption.
Finally, the substrate was rinsed with water to remove the
loosely bound AuNCs and the dye residue leaving behind a
sparsely dispersed AuNC on the surface.

SERS Measurements on Dye Release from Individual AuNGs. The
AuNCs loaded with 1-tetradecanol and dye adsorbed on silicon
surface were exposed to water in a scintillation vial, which was
placed in an oil bath set to 42 °C for different periods of time.
Following the incubation for a desired duration, the substrate
was cooled in ice-cold water followed by thorough rinsing with
nanopure water before drying with a stream of nitrogen. The
sparsely deposited AuNCs were identified using an optical
microscope under dark-field illumination to obtain SERS spectra
of individual AuNCs using a Renishaw InVia confocal Raman
spectrometer coupled to a Leica microscope with 50 x objective
(NA = 0.75). The excitation wavelength used was 785 nm with a
laser power of ~4 mW at the sample surface.

UV/Vis/NIR Measurements on Dye Release from the AuNCs by Heating.
The 1.5 mL centrifuge tubes containing AuNCs loaded with
1-tetradecanol and dye were placed in an oil bath set to 42 °C
and incubated for different periods of time. Following the
incubation for a desired duration, the solution was rapidly
cooled by immersing into an ice bath for 5 min, followed by
centrifugation at 13 000 rpm for 10 min. The absorption of the
supernatant was collected using UV—vis spectrometer.

Cell Culture. Human epithelial breast cancer cells (SKBR3)
were purchased from ATCC (Manassas, VA) and subcultured in
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Mc.Coy's 5A medium with 10% fetal bovine serum (FBS) and
antibiotics (100 xg/mL penicillin and 100 ug/mL streptomycin)
(Sigma, St. Louis, MO). Cells were grown in water jacket incu-
bator at 37 °C with 5% CO,-humidified atmosphere in 25 cm?
tissue culture flasks. Once the cells reached to 90% confluence,
they were washed with phosphate buffered saline (PBS), de-
tached with 1 mL of 0.25% trypsin-EDTA solution (Sigma), and
then redispersed in 10 mL of complete medium. Cells were
plated on poly(lysine)-coated silicon substrates placed in a flat-
bottom, 24-well plate (Fisher Scientific, Pittsburgh, PA) at a
density of 1 x 10 cells over 0.5 cm x 0.5 cm.

In Vitro Drug Payload Release Using SKBR3 Cells. Once the SKBR3
cells plated on silicon substrates reached 90% confluence, they
were rinsed twice with PBS and 0.5 mL of AuNCs loaded with
nile red in serum-free medium was added. Then, the cells were
incubated for 1 h at 37 °C enabling passive internalization.
After 1 h, the cells were washed three more times with PBS to
completely remove the free and weakly bound AuNCs. Finally,
SERS spectra were collected on the monolayer of live cells using
785 nm laser with 20 x objective (NA = 0.4).

Electromagnetic Simulations. The spatial distribution of the
electromagnetic field intensity around the nanostructures
was investigated using a three-dimensional finite-difference
time-domain (FDTD) method with commercial software (EM
Explorer). FDTD simulations are based on modeling electro-
magnetic waves behavior by exploiting the time and position
dependence of Maxwell's equations in rectangular 3D cells
of finite volume (Yee cells). The simulation domain size is
300 nm x 300 nm Xx 300 nm and contains one cubic shell
nanostructure with outer edge length of 80 nm and wall
thickness of 6 nm, which is very close with actual geometry of
the AuNCs observed with TEM. To obtain the extinction profile, a
wavelength scan (400—1100 nm) was performed using p-polar-
ized incident plane wave for illumination, and perfectly
matched layer (PML) absorbing boundary conditions were
applied in all directions. The electromagnetic field vector and
intensity distribution was acquired by performing a high resolu-
tion simulation (Yee cell size of 1 nm) at the extinction wave-
lengths of A = 710 and 814 nm, and incident excitation
wavelength of 1 = 785 nm, respectively. Refractive index table
of gold is used to set the optical parameters.>>

Instrumentation. Transmission electron microscopy (TEM) mi-
crographs were recorded on a JEOL JEM-2100F field emission
(FE) instrument. Samples were prepared by drying a drop of the
solution on a carbon-coated grid, which had been previously
made hydrophilic by glow discharge. SEM images were collected
using a JEOL JSM-7001 FLV field emission SEM at an accelerating
voltage of 15 kV. SERS spectra were collected using a Renishaw
inVia confocal Raman spectrometer mounted on a Leica micro-
scope in the range of 100—3200 cm™". UV—vis—NIR extinction
spectra were collected using a Shimadzu UV-1800 spectrometer.
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