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ABSTRACT: We propose and demonstrate a novel strategy to modify
the plasmonic interface by using a thin layer of halloysite nanotubes
(HNTs). The modified surface plasmon resonance (SPR) sensor
achieves a greatly improved sensitivity because the large surface area
and high refractive index of the HNTs layer significantly increase the
probing electric field intensity and hence the measurement sensitivity.
More significantly, the thickness of the HNTSs layer can be tailored by
spraying different concentrations of HNTs ethanol suspension. The
proposed sensors show significant superiority in terms of the highest
sensitivity (10431 nm/RIU) and the enhancement fold (5.6-folds) over
those reported previously. Additionally, the proposed approach is a
chemical-free and environment-friendly modification method for the
sensor interface, without additional chemical or biological amplification
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Reflected light

steps (no toxic solvents are used). These unique features make the proposed HNTs-SPR biosensor a simple, biocompatible, and
low-cost platform for the trace-level detection of biochemical species in a rapid, sensitive, and nondestructive manner.
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B INTRODUCTION

Surface plasmon resonance (SPR) is a sensitive optical technique
for biochemical detection via monitoring the changes of the
refractive index (RI) of the surrounding medium of the metallic
interface due to its strong evanescent field.”” In recent years, SPR
sensors have attracted great attention as one of the leading
optical sensing technologies because of their inherent advantages
such as real-time operation, label-free analysis, and high
sensitivity.”® However, the use of SPR sensors is currently
limited in the direct detection of small molecules, at ultralow
concentration of analytes, and in low-affinity interactions.””"' To
extend their usage, various methods have been proposed to
modify the plasmonic interface and hence to improve their
sensitivity, most of which are based on nanomaterials such as
metallic nanoparticles,n_’]3 magnetic nanoparticles,'* carbon-
based nanostructures,”> latex nanoparticles, and liposome
nanoparticles.'> It is worth noting that the effect of the
nanoparticle-modified interface to amplify the SPR signal can
be cate§7orized as follows: (i) increasing the probing electric
field;'" (ii) increasing the surface area;'”'® and (iii) the
combined effect from (i) and (ii)."”

The probing electric field near the metallic interface can be
increased by evaporating a nanomaterial layer with a relatively
higher RI than the matrix onto the top of the metallic thin
film.”*"** The added high-RI nanomaterials include TiO,, ZnO,
and silicon, which can induce a larger evanescent field and
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thereby increase the probing sensitivity. Alternatively, the
probing electric field can be increased by introducing noble
metallic nanoparticles to couple the localized SPR to the
propagating SPR.**~*” The greatly amplified local electric field
around the nanoparticles and their large surface area can enhance
the sensing ability. However, the success of this enhancement
depends largely on the material, structure, and size of the
nanoparticles.'”'” The challenge of synthesizing and size
controlling of such nanoparticles has limited their applications.
It has been recently demonstrated that SPR sensors decorated by
two-dimensional materials, such as graphene and tungsten
disulfide (WS,), could achieve a sensitivity enhancement. 832
This is probably due to the larger surface area of these materials
and the strong excited electric field enhancement because the
high mobility of carriers provided by both graphene and WS, has
led to a high charge transfer between the decorated material and
the metallic thin film, thus increasing the probing electric field.
Unfortunately, the inherent absorption of these materials in the
visible range will broaden the SPR dip, and the decoration suffers
from complicate and expensive synthesis procedures such as
chemical vapor deposition. An ideal candidate nanomaterial
desired for modifying the plasmonic interface will integrate the
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Figure 1. (a) Three-dimensional model of the structure of the proposed HNTs-SPR sensor; (b) enlarged view of the region marked by the square in (a).

merits mentioned above, namely, high R, large surface area, and
strong charge transfer to the metallic substrate film. Meanwhile,
some other features such as easy to synthesis or abundance and
its capability to boost the sensitivity are also of vital importance.

Halloysite nanotubes (HNTs), derived from natural mineral
deposits, represent a novel nanomaterial for various sensor
applications because of their excellent interface properties.
Chemically, HNTs are similar to kaolin with a formula of
AL (OH),Si,04-nH,0. HNTs have a distinctive morphology of a
hollow cylinder with inner diameter, outer diameter, and length
in the range of 10—20, 40—70, and 300—1500 nm,
respectively.’’ %> Several studies have focused on the
applications of HNTs as nanovectors for loading, storage, and
controlled release of objects, such as drugs,36 antibacterial,®” and
tumor cells.”® The excellent performance of HNTSs in various
fields is largely due to their versatile properties, such as a high
aspect ratio, high mechanical strength, high dispersion ability,
good biocompatibility, thermal stability, low cost, and
abundance.”***~*" For sensing applications, HNTs show a
relatively high RI of 1.550,* which is a benefit for the
enhancement of sensor sensitivity. In addition, the outer surface
of HNTs is negatively charged by about —25 mV, which makes it
easy to achieve a monodisperse state and leads to a strong charge
transfer when they contact positive substance such as a metal
substrate.”” Recent studies have also illustrated the good
biocompatibility of HNTs both in vitro and in vivo.”** For
example, HNTs can prompt wound healing and increase tumor
cell capture ability."”**** Additionally, HNTSs are proposed as
supports to generate plasmonic platforms with remotely
triggered heating capacity, by coating HNTs with gold
nanoparticles.*® Therefore, HNTs are expected to have good
potential for sensing, especially for optical sensing, because of
their large surface area, high RI, negatively charged surface, and
good biocompatibility.

In this study, we propose a novel strategy to modify the SPR
interface and demonstrate the SPR sensor with much improved
sensitivity. On the basis of the Kretschmann attenuated total
reflection structure, a 50 nm gold film is first coated on a S nm
buffer layer of chromium (acting as an adhesive) before a uniform
HNTs layer is sprayed. The HNTs-SPR sensor shows an
extremely high sensitivity of 10431 nm/RIU in the bulk
solutions, which is S5.6-folds when compared to that of the
conventional gold substrate. More importantly, the HNTs-SPR
sensor shows even higher sensitivity enhancement fold in the
bimolecular experiments than that in bulk solutions. To the best
of our knowledge, this is the first demonstration utilizing HNT's
for achieving higher measurement sensitivity in SPR sensors.
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B EXPERIMENTAL SECTION

Materials and Reagents. HNTs were purchased from Guangzhou
Runwo Materials Technology Co., Ltd, China. Ethylene glycol, ethanol,
phosphate buffer, and bovine serum albumin (BSA) solutions were
purchased from Aladdin (Shanghai, China). HNTs ethanol suspensions
with different concentrations were prepared by dispersing HNTs
powder in anhydrous ethanol via ultrasonic treatment (Scientz-1ID,
Ningbo Xingzhi Biotechnology Co., Ltd, China) for 30 min. Aqueous
solutions of ethylene glycol used to characterize the RI sensitivity of the
sensor were prepared in laboratory, in which the RI was tested by Abbe
refractometer (Edmund NT52-975, Edmund Optics Co., Ltd, China) at
a room temperature of 25 °C.

Instruments. The absorbance of the HNTs ethanol suspension was
determined using a spectrometer (AvaSpec-ULS2048XL, China) from
400 to 1100 nm. All SPR spectra were captured by the tungsten—
halogen light source (AvaLight-HAL-(S)-Mini, China) with a wave-
length ranging from 200 to 1160 nm and a spectrometer (AvaSpec-
ULS2048XL, China) with the integrate time being 3.6 ms. The surface
of SPR chips with and without HNTSs coating was examined by a
scanning electron microscopy (SEM) (Zeiss SteREO Discovery V20,
Germany) SEM machine at 5 kV. Before SEM observation, a layer of
gold was sputtered on the HNTSs coating. The atomic force microscopy
(AFM) observation of the different HNTs-SPR chips was performed
using a Nanoscope Illa controller (Veeco Instruments) in the tapping
mode under ambient conditions at a scanning rate of 1 line/s. Ultrapure
water from a Milli-Q water system was used to prepare the aqueous
solutions.

Modification of HNTs-SPR Chip. The SPR chips were made from
customized silica slides (Jiuyi Optics, Fuzhou, China). The slides were
first cleaned by immersing into an ultrasonic machine for 10 min to
remove any contaminants. A chromium adhesion layer (5 nm) and a
gold film (50 nm) were deposited via vacuum evaporation. After being
placed on a heating table of 80 °C for 2 min, the gold-coated slide surface
was sprayed with the desired concentration of HNTs ethanol
suspension for 10 s at a rate of 3 mL/s. To achieve a uniform HNTSs
coating, the cleaned gold-coated slides were fixed by tweezers, and the
spray gun (Iwata, WA-101) was placed perpendicularly to the glass slides
from a 7—10 cm distance and moved from top to bottom at a constant
speed. The nozzle diameter was 1.0 mm, and spraying air pressure was
0.29 MPa at a flow rate of 3 mL/s. The spraying time was set as 10 s. The
concentrations of the HNTSs ethanol solution were 1, 2.5, S, 7.5, and
10%. The sprayed HNTs layer acted as the medium for enhancing the
sensitivity of the sensor. Each sensor was carefully cleaned by a soft
brush and treated by an ultrasonic machine after measurement. The
cleaned one was again sprayed with another concentration of HNTSs
suspension before being tested with the same procedure.

SPR Apparatus. The experimental apparatus, shown in Figure 1a,
was a Kretschmann configuration SPR system whose cross section was
depicted in Figure 1b. The HNTs-SPR chip was mounted on top of the
prism with oil, which is applied for index matching. The SPR apparatus
was operated in a wavelength modulation manner. Light from a
tungsten—halogen light source was first polarized and then coupled into
the prism. The evanescent light excited the surface plasmon of the gold
film and formed a resonance dip in the reflected light, which was in turn
recorded by a spectrometer.
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Figure 2. (a) Photographs of HNTs ethanol solutions with different concentrations; (b) absorption spectra of the prepared HNTs ethanol solutions.
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Figure 3. SEM photographs of (a) gold film and (b) prepared HNTs-SPR sensor surface.
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Figure 4. (a) Three-dimensional AFM image of different concentrations of the HNTs-SPR sensor surface; (b) line scanning height profile of HNTs
coating with different concentrations; and (c) relationship between HNT's concentration and average thickness and roughness.

B RESULTS AND DISCUSSION

Characterization of HNTs Coating. A good dispersion
solution of HNTs in ethanol was achieved via ultrasonic
treatment (Figure 2a). It was observed that the color of the
dispersion solution transfers gradually from translucent to
opaque with an increasing HNTs concentration. All dispersions
are uniform and stable, which benefits for the following spray
coating. The absorption spectra of the different dispersions were
compared in Figure 2b. The spectrum of the ethanol sample was
taken as a reference, whose absorbance curve was a straight line.

5935

The absorption spectra of HNTs suggest that there is no
absorption band in the measured wavelength range from 400 to
1100 nm, whereas the extinctions increase with the HNTSs
concentration because of the increased scattering. A prior study
found that there was a linear relationship between the absorbance
value and the concentration of HNTS in aqueous dispersion.*’
The relatively flat absorption of HNT's excludes the interference
from inherent absorption when the HNTSs-SPR spectra were

analyzed as follows.
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Figure S. Transmittance spectra for the HNTs-SPR sensors coated with different HNTs solutions, with RI of the sensing medium changing from 1.333
to 1.355 RIU: (a) 0% HNTs; (b) 1% HNTs; (c) 2.5% HNTSs; (d) 5% HNTs; (e) 7.5% HNTSs; and (f) 10% HNTs.

Figure 3a,b shows the SEM morphologies of the surfaces of
SPR chips before and after HNT's deposition, respectively. The
surfaces are very uniform, as shown in Figure 3a, which indicates
the success of attachment of the gold film to the surface of slides.
Figure 3b suggests that the HNTs formed a compact but
disordered rough surface on the gold film. As mentioned above,
HNTs exhibit a high RI (1.550 RIU) compared to silica (1.458
RIU).*** Therefore, strong evanescent light along the interface
of the gold film can be easily coupled to the outer space. This
further enhances the interaction of light and surrounding
medium, which results in an enhanced sensitivity to the change
of the external environment. In addition, the HNTs with a high
aspect ratio of ~20 also contribute to the improvement of
sensitivity.49

AFM was further used to characterize the surface morphology,
thickness, and roughness of the attached HNTSs on the HNTs-
SPR sensor surface (Figure 4a). HNTs with a high aspect ratio
can be identified from these § X S ym? 3D images. It is observed
that the coating surface is very rough and the morphology of
disordered nanotubes close-packed on the substrate is consistent
with the previous SEM results. The height profile in Figure 4b
suggests that the thicknesses of all HNTs layers are in a normal
distribution. The average thicknesses are 292.3, 344.0, 459.2, and
566.9 nm for 1, 2.5, 5, and 7.5% HNTs, respectively. Figure 4c
suggests that there is a linear relationship between the HNTs
concentration and the thickness of HNTs layers. This can be
easily understood because the coating thickness is directly related
to the amount of materials deposited on the substrates.
Moreover, the root-mean-square roughness (Rq) for the HNTs
coating, which takes the measures of the height of the surface
profile Z(x), shows a rising tendency when the HNTs
concentration increases. The function R, is described as
follows:°

_ (Lt
R, = /Lfo 1Z2(x)ldx »

where Z(x) is the function that describes the surface profile
analyzed in terms of height (Z) and position (x) of the sample
over the evaluation length L. Specifically, R, of 1% HNTs is 83
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nm, whereas it is 129 nm for 7.5% HNTSs. The roughness of the
HNTs coating is much higher than that of the previously
reported HNTs coating (49 nm for 1% HNTs),”" which can be
explained by the different substrates and also by the different
dispersion states in different dispersion media. It should be noted
that R, of the HNTs layers is not presenting a good linear
relationship with HNT's concentration, especially at a relatively
high HNTSs concentration. This arises from the fact that R is
related to the surface topography of the HNTSs coating and
depends on the swept area and the scan size of the sample. R is
very sensitive to peaks and valleys, which are related to the
arrangement and the aggregation state of the nanotubes on
HNTs coating surfaces. This is most likely due to the merging of
nanoparticles when a greater amount of materials were deposited
on the surface. Actually, the increase of nanoparticle concen-
tration induces the saturation of R;, which is also found in other
systems. We have also measured the AFM images of 10% HNTs
coating. However, it was found that the nanotubes may be easily
peeled off from the substrates because of the unduly thick layers
of HNTs (estimated to be thicker than 650 nm) and the weak
binding forces. Therefore, no high-resolution AFM images of
10% HNTSs can be acquired.

HNTs-SPR Enhancement Efficiency. The performances of
the five HNTs-SPR sensors are compared to that of a
conventional (bare gold film) one. Figure S shows the
transmittance spectra for the SPR sensors, with the RI of
analytes changing from 1.333 to 1.355 RIU, which is within the
RI range of biofluids. It is obvious that all transmittance spectra
exhibit obvious SPR dips except for the sensor sprayed with 10%
HNTSs, and the dip red-shifts as the surrounding RI becomes
higher. When the HNT's concentration increases, as shown in
Figure Sa—e, the amount of the wavelength drift expands from
49.9 to 282.8 nm with the help of multiple advantages of HNTs;
the average width of SPR dips obviously extends from 110.2 to
150.2 nm because of the strong scattering caused by the large
amount of nanotubes on the gold film. However, the thickness of
the HNTs layer for the 10% HNTs coating is estimated to be
higher than 650 nm, which is too large for the evanescent light to
interact with the analyte. Therefore, the sensor does not exhibit
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any sensitivity. The spectra for n, = 1.333 RIU from 0-7.5%
HNTs-SPR spectra were picked out and compared in Figure 6a.
It is apparent that the resonance dips shift to a longer wavelength
as the concentration of HNTSs sprayed on the gold film at the
same Rl increases. Further analysis suggests a linear relationship
between the resonance wavelength and the HNT's concentration,
as shown in Figure 6b, which in turn corresponds to the thickness
of the HNTs layer. The fitting function is y = 0.28x + 603.7, and
the fitting coefficient R%is 0.88. According to this fitted line, one
can also estimate the thickness of the attached HNT's layer with
the resonant wavelength. The effective RI of the SPR sensor is
boosted by the introduction of the HNTs layer.

Additionally, all resonance wavelengths in Figure Sa—e and
their corresponding Rls were chosen for comparison in Figure
7a. It reveals that the resonance wavelengths for all thicknesses of
the HNTs layers shift to longer wavelengths when the RI of the
sensing medium increases. The sensitivity is the slope of the
linear fitting of experimental data,** and the regression equations
of the slope of each curve are 10431 nm/RIU for 7.5% HNTs,
5583 nm/RIU for 5% HNTSs, 3183 nm/RIU for 2.5% HNTs,
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2034 nm/RIU for 1% HNTs, and 1854 nm/RIU for the
conventional Au-film-based SPR chip. It is worth noting that the
resonance wavelengths are in a good linear relationship with the
HNT's concentration because all linearities are higher than 0.917.
An increasing trend of the sensitivity of the HNTs-SPR sensor is
shown in Figure 7b. The sensitivities of all HNTs-SPR sensors
are all higher than that of the control one. Because the sensor
modified with HNTs of 10% does not exhibit a useful resonance
spectrum, it is concluded that the highest enhancement is 5.6-
folds over the bare gold film chip, achieved at a concentration of
7.5% HNTs.

To further confirm the sensitivity enhancement of HNTs-SPR
sensors in biological experiments, the phosphate buffer and BSA
solutions (~1 mg/mL) were successively flowed through the
HNTs-SPR sensors modified with HNT' solutions of 2.5, 5, and
7.5% and a control SPR sensor without HNTs modification was
tested as well. The observed resonance wavelength shifts are 11,
21, and 78 nm for the control SPR and HNTs-SPR of 2.5 and 5%,
respectively. Because the resonance wavelength for HNTs-SPR-
7.5% in the BSA experiment falls in the range of 950—1000 nm,

DOI: 10.1021/acsami.7b16511
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Table 1. Comparison of the Sensing Performance Enhanced by Various NanoMaterials

plasmonic interface detection range (RIU) sensitivity enhanced fold theoretical/experimental references
Cu-TiO, 1.33—-1.37 ~3000 nm/RIU ~2.5 experimental 15
Au—Si 1.33—1.358 4110 nm/RIU experimental 14
Au—Si—WS, ~1.33 155.68 deg/RIU ~3 theoretical 26
Au—Si—graphene 2 theoretical 29
Au—graphene ~1.33 125 theoretical 28
Au—graphene 1.33—-1.36 5400 nm/RIU theoretical 24
Ag—graphene 1.33—-1.37 91.76 au/RIU 1.22 theoretical 25
plasmonic nanorod metamaterial 30000 nm/RIU experimental 20
Au—HNTs 1.333—1.355 10431 nm/RIU S.6 experimental this paper

the signal-to-noise ratio of the spectrometer is insufficient to
record high-quality spectral data. Compared to the control
sensor, the modification with HNTSs solutions of 2.5 and 5%
provides sensitivity enhancement by 1.9 and 7.1-folds,
respectively. This result shows that the modification of SPR
with HNTs could improve the sensitivity not only in the bulk
solutions but also in the biomolecular experiments. It can be
further found from Figure 8b that the enhancement folds
achieved in the BSA solutions are even greater than those in pure
RI solution under the same HNT's modification conditions. This
is attributed to the fact that the HNTs layer has a larger surface
area and accommodates much more BSA molecules than the
gold film.

Comparison. To further verify the SPR enhancement
efficiency from the HNTs, we summarize the comparison
among different plasmonic interfaces in Table 1, in terms of the
RI detection range of the analyte, sensitivity, enhancement fold,
and the data acquisition approach. The Rls for all measurements
are within 1.33—1.37 RIU in the published literature and the
present work. Both conventional materials such as titanium
dioxide and silicon and the new two-dimensional nanosheets
such as WS, and graphene show lower SPR sensitivity and
enhanced fold when compared to the present natural HNTs.
Therefore, it is concluded that the HNTs-SPR sensor possesses
significant superiority in terms of both sensitivity (10431 nm/
RIU) and enhancement (S.6-fold). The significant enhancement
is attributed to the fact that HNT's simultaneously possess high
R], large surface area, and negatively charged surface. First, the
HNTs layer possesses a relatively higher RI than the analyte
solution,”” which produces a stronger evanescent wave and thus
results in a higher sensitivity.”> Second, because of the
electronegativity of the HNT's, a mass of electrons are transferred
from the HNTSs to the gold film surface, leading to a strong
enhancement of the excited electric field in the sensing area.
Furthermore, the hollow and curled nanostructure of the HNT's
provides a better interaction between the sensing field and the
detected substance. The overlap of the excited electric field of
adjacent HNTSs confines a strong plasmon-mediated energy
inside the HNTs layer. The comprehensive effect of the three
factors mentioned above has boosted the sensitivity of the
HNTSs-SPR sensor to a relatively higher level than those affected
by any single factor. It is worth noting that the enhancing
technique presented in this paper takes the SPR sensor into a
new level of sensitivity with up to 10* nm/RIU in a wide RI range.
This may enable SPR detection to break the limit of small
molecules with a molecular weight less than 400 Da without any
chemical or biological amplification1."”
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B CONCLUSIONS

We have proposed and demonstrated a novel technique to
amplify the sensitivity of the SPR sensor by introducing natural
HNTs to modify the surface of gold substrates. Benefiting from
the excellent properties of the HNTs, such as a large surface area,
high RI, and negatively charged surface, the firmly attached
HNT: layer increases the intensity of the evanescent field and in
turn improves the sensitivity of the SPR sensor. The sensitivity of
the HNTs-SPR sensor increases with the HNTSs concentration
from 1 to 7.5%. The proposed sensors show significant
superiority in terms of the highest sensitivity (10431 nm/
RIU) and the enhancement fold (5.6-folds) over those reported
previously, for both conventional nanomaterial and two-
dimensional material. Furthermore, all HNTs-SPR sensors
exhibit good linearity (higher than 0.917) when the RI varies
within the range of biofluids. Providing the many excellent
interface properties of HNTS, the highly enhanced sensitivity of
the HNTs-SPR sensors, and the simple process without chemical
or biological amplification, the HNTs are expected to be a
promising candidate material to address the current challenges of
the SPR technique and act as a universal and highly sensitive
platform for label-free analysis of small molecules and ultralow
concentration of the analytes.
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