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The active site accessibility and high loading of gold nanoparticles (AuNPs) are key factors affecting the
catalytic activity of supported AuNP-based catalysts. However, the preparation of supported AuNP-based
catalysts with highly accessible active sites still remains a challenge. Herein, sphere-on-sphere (SoS)
silica microspheres with a hierarchical structure, good dispersion and high surface density of thiol groups
(10 SH nm™2) are prepared and used as a platform for the growth of high-density AuNPs. The obtained
hierarchical Si@Au micro-/nanostructure consisting of 0.55 um SoS silica microspheres and 7.3 nm
AuNPs (SoS-0.55@Au-7.3) is found to show excellent peroxidase-mimicking activity (K,, = 0.033 mM and
Vipax = 34.6 x 1078 M s7Y) with merits of high stability and good reusability. Furthermore, the as-
obtained SoS-0.55@Au-7.3-based system can sensitively detect hydrogen peroxide (H,O,) with a low
detection limit of 1.6 pM and a wide linear range from 2.5 uM to 1.0 mM. The high catalytic activity,
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1. Introduction

Enzymes, with good substrate specificity and efficient catalytic
activities, have attracted great interest in biosensing, pharma-
ceutical processes and food industry application. However,
their practical applications are largely restricted owing to their
sensitivity to changes in environmental conditions and rela-
tively low stability. Under the impetus of these factors, artificial
enzymes are developed to mimic the complex properties of
natural enzymes. Due to their stability and cost-effectiveness,
artificial enzymes have become ideal substitutes for natural
enzymes and have promising applications in the fields of bio-
sensing, bionics and biomedicine."™*

During recent decades, various catalytic nanomaterials,
such as gold nanoparticles (AuNPs),>® cerium oxide nano-
particles,”® magnetic nanoparticles,”*® platinum nano-
materials,"»"* and metal-organic frameworks''* have been
discovered as candidates for high-efficiency artificial enzymes.
Among these, AuNPs have attracted tremendous research
interest due to their exceptional biocompatibility, controlled
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catalytic activity, and the accessibility of various
biofunctionalization."®” However, the catalytic activity of
AuNPs is susceptible since they easily aggregate when directly
introduced into the reaction system because of their large
specific surface area.’ In addition, the practical application of
AuNPs catalysts is seriously limited by the difficulty to separate
and recover them from the reaction solution.'® It is a prom-
ising strategy to improve the dispersibility and reusability of
bare AuNPs by anchoring AuNPs on supporting materials."®
Currently, the commonly used carriers for anchoring AuNPs
mainly include carbon,* silica,** and polymers.*?> Among them,
silica is an ideal carrier for anchoring AuNPs since its rich
silanols (Si-OH) can be facilely functionalized by other
chemical groups (e.g. -SH, -NH,).>*** Currently, mesoporous
silica has been developed to load high-content AuNPs for
improving their catalytic activity.>> However, there is a risk of
blockage and poor accessibility of Au active sites because
mesoporous silica pores have a typical tubular structure, which
seriously affects their catalytic activity.”® Recently, catalysts
with a hierarchical structure have attracted intense attention
due to their improved accessibility of active sites.>”** For
instance, Jiang and co-workers synthesized anatase TiO, hier-
archical nanostructured microspheres by a two-step process of
electrospray and hydrothermal method.** The hierarchical
structure not only increases the local concentration of active
sites on the material surface, but also facilitates the diffusion
of liquid-phase reactants and products, which effectively
improves the photocatalytic activity.**** Inspired by this,
constructing supported AuNPs-based catalysts with

RSC Adv, 2024, 14, 2697-2703 | 2697


http://crossmark.crossref.org/dialog/?doi=10.1039/d3ra07421h&domain=pdf&date_stamp=2024-01-15
http://orcid.org/0000-0002-0869-783X
https://doi.org/10.1039/d3ra07421h
http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d3ra07421h
https://pubs.rsc.org/en/journals/journal/RA
https://pubs.rsc.org/en/journals/journal/RA?issueid=RA014004

Open Access Article. Published on 16 January 2024. Downloaded on 6/15/2026 12:22:27 AM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

RSC Advances

a hierarchical structure and high loading might be an efficient
way to enhance the catalytic activity.

In this study, SoS silica microspheres with submicron-scale
are prepared by a simple one-pot method using (3-mercapto-
propyl) trimethoxysilane (MPTMS) as the silica precursor. The
SoS silica microspheres have a hierarchical structure, good
dispersion and high surface density of thiol groups (10 SH
nm~?), exhibiting a high loading capacity of AuNPs. The as-
obtained S0S-0.55@Au-7.3 composed of 0.55 um SoS silica
microspheres and 7.3 nm AuNPs shows excellent peroxidase-
mimicking activity, high stability and good reusability.
Furthermore, a S0S-0.55@Au-7.3-based colorimetric method
can be used for quantitatively detecting H,O, and exhibit a wide
concentration range from 2.5 pM to 1.0 mM with a very low
detection limit (1.6 pM). The results demonstrate that the
hierarchical Si@Au micro-/nanostructures shed light on the
potential effective utilization strategy of AuNPs in biosensing
and biomedical analysis.

2. Experimental section

2.1. Materials

All chemicals were used in the same manner as received and
were not further processed. Poly(vinyl alcohol) (PVA, 80% DA, 9-
10 kDa), (3-mercaptopropyl) trimethoxysilane (MPTMS, 95%),
ammonium hydroxide solution (28-30% NHj; basis), and cetyl-
trimethylammonium bromide (CTAB = 98%) were purchased
from Sigma-Aldrich. Sodium acetate, tetraethyl orthosilicate
(TEOS), sodium borohydride (NaBH,), Au(in) chloride hydrate
(HAuCl,), 5,5-dithiobis (2-nitrobenzoic acid) (DTNB>") and
3,3',5,5-tetramethylbenzidine (TMB) were purchased from
Adamas. Hydrogen peroxide (30%), methanol and ethanol
(analytical purity) were purchased from Chengdu Dingsheng
Times Company. Deionized (DI) water (>18.2 MQ cm) was used
for all experiments.

2.2. Preparation of SoS silica microspheres

SoS silica microspheres were produced using the previously
described approach with minor changes.** Briefly, 0.25 g of PVA
is rapidly dissolved in water (5 mL) by sonication. CTAB (0.2 g)
was added to the solution with magnetic stirring. After CTAB
was fully dissolved, methanol (8 mL) and ammonium hydroxide
(2 mL, 5.6%) were added to the solution in order. After the
mixed solution was stirred for 15 min, a certain amount of
MPTMS was dropped in slowly within 15 s. The reaction was
kept being stirred at ambient temperature for 24 h. After
centrifugation at 5000 rpm for 3 min and three washes using
ethanol and deionized water, the pure solid products were
collected. The obtained pure solid product was then put into
a vacuum drying oven for 12 h at 37 °C to finally obtain SoS
silica microspheres. In order to obtain dispersed SoS silica
microspheres, a series of SoS silica microspheres with different
sizes were synthesized by varying the reaction dose of MPTMS
with the other synthesis parameters unchanged, which were
named SoS-X, and X is the size of the SoS silica microsphere
(Table S17).
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To investigate the contribution of the structure and surface
thiol density of the silica microspheres to the loading of AuNPs,
smooth silica microspheres with low surface thiol density (SSM-
L) were synthesized using a post-grafting method*-** and
smooth silica microspheres with high surface thiol density
(SSM-H) were also synthesized using the one-pot synthesis
without CTAB (see details in ESIT).>

2.3. Immobilization of AuNPs on SoS silica microspheres

AuNPs-loaded SoS silica microspheres according to the previous
method reported in the literature.”® The synthesized So0S-0.55
silica microspheres (20 mg) were ultrasonically dispersed in
a certain amount of water (as shown in Table S3t) for 10 min.
After the solution was stirred for 15 min, 0.5 mL HAuCl, solu-
tion (0.1 M) was added and stirred continuously for 1 h.
Subsequently, cold NaBH, solution prepared freshly was quickly
added. After reaction for 1 h, the resulting solution was
centrifuged at 5000 rpm and washed three times using ethanol
and deionized water to remove the reaction residues. After
vacuum drying at 37 °C for 6 h, the obtained So0S-0.55@Au was
stored in an inert atmosphere. In order to optimize the loading
of AuNPs on the surface of S0S-0.55 silica microspheres, a series
of AuNPs loaded SoS-0.55 silica microspheres was synthesized
by adding various amount of HAuCl, and NaBH, (as shown in
Table S31) while other synthetic parameters remain unchanged.
The obtained product is named as SoS-0.55@Au-s, with s rep-
resenting the size of AuNPs loaded on the surface of S0S-0.55
silica microspheres.

3. Results and discussion

3.1. Preparation and characterization of SoS silica
microspheres

SoS silica microspheres were produced by a one-pot method
reported by the previous literature, during which PVA, CTAB,
NH; H,0, and MPTMS were respectively used as stabilizer,
structure guide, catalyst, and silica precursor (Scheme S17).**
The SEM image in Fig. 1a shows that the as-obtained SoS silica
microspheres are uniform in size (0.55 um, named So0S-0.55
silica microspheres). The SoS silica microspheres have hierar-
chical structures, which are composed of large spheres and
small spheres wrapped in an outer layer of large spheres. As
shown in Fig. 1b, the TEM image of SoS silica microspheres
shows good dispersion and rough surface structure. The
phenomenon further proves the hierarchical structures of the
SoS silica microspheres. The TEM elemental mappings and
energy dispersive X-ray spectroscopy (EDS) indicate uniform
distribution of Si, O, and S elements (Fig. 1c-f and S1}). As
shown in Fig. 1g, the FTIR spectrum of SoS silica microspheres
show the absorption bands at 3425 cm™ ' and 1630 cm™'
(vibrational band of Si-OH), 1128 cm ™ * (stretching mode of the
Si-O bond), 806 cm™" and 470 em™"' (vibrational mode of
Si0,).** The stretching vibration bands of C-H (2930 cm ™) and
S-H (2557 cm™ ') and the bands in the 1260-1200 cm ™" region
are characteristic vibrations of silicon-alkyl bonds, indicating
that the SoS silica microspheres are organic-inorganic hybrid

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Fig.1 (a) SEM and (b) TEM images of SoS-0.55 silica microspheres. (c)

DF STEM image and (d—f) TEM elemental mappings of SoS-0.55 silica
microspheres. (g) FTIR spectrum and (h) XPS spectra of SoS-0.55 silica
microspheres.

silica materials formed by PVA and MPTMS.***” These results
demonstrate that SoS silica microspheres with hierarchical
structures can be successfully obtained using a one-pot
synthesis from MPTMS.

To study how the concentration of MPTMS influences the
size and morphology of silica microspheres, different concen-
trations of MPTMS were used to prepare silica microspheres
(Table S1t). The SEM images (as shown in Fig. S21) show that
the as-obtained microspheres in each synthesis are uniform in
size (0.50, 0.55, 1.20, 2.30, and 5.50 um, respectively). The
results indicate that the size of microspheres is increased by
increasing the concentration of MPTMS. When the concentra-
tion of MPTMS is greater than 12.6 mM, the large spheres are
densely coated by the small spheres, which means that SoS-X (X
= 0.55, 1.20, 2.30, and 5.50 um) silica microspheres have hier-
archical structures. To obtain dispersed SoS silica micro-
spheres, the stability of SoS-X (X = 0.55, 1.20, 2.30, and 5.50 pm)
silica microspheres in aqueous solution was studied.’® A
remarkable decrease of the relative absorbance is observed for
the microspheres (X > 1 um), while the microspheres (X <1 um)
have no obvious change (Fig. S31). The results indicate that the
S0S-0.55 silica microsphere not only has a hierarchical struc-
ture, but also can maintain good dispersion in its aqueous
suspensions, which is important in mimicking enzyme-
catalyzed reactions in aqueous environments. Thus, the SoS-
0.55 silica microspheres will be used for further study.

The XPS spectra of S0S-0.55 silica microspheres in Fig. 1h
show the XPS peaks of O 1s (~530 €V), C 1s (~284 €V), S 2p
(~163 eV), Si 2s (~153 eV) and Si 2p (~101 eV).* The sulfur
content on the outer surface of S0S-0.55 silica microspheres by
XPS analysis is 6.05 wt%. In order to determine the number of

© 2024 The Author(s). Published by the Royal Society of Chemistry
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free thiol groups on the surface of microspheres, the spectro-
scopic method invented by Ellman was applied.** As shown in
Fig. S4,F the conversion of 5,5'-dithiobis (2-nitrobenzoic acid)
(DTNB?) to (2-nitro-5-thiobenzoic acid) dianion (NTB>~) can be
detected by UV-Vis spectroscopy due to the presence of thiols on
the surface of S0S-0.55 silica microspheres, and the absorbance
of NTB>~ at 412 nm directly correlates with the amount of free
thiols.*>** The Ellman test results show that the thiol group
density on the outer surface of SoS-0.55 silica microspheres is
151.6 umol g~'. N, adsorption-desorption isotherms of SoS-
0.55 silica microspheres showed type V isotherms (Fig. S5%).
Combined with the BET specific surface area test result (9.6 m>
¢ ') (Fig. S51), it is calculated that the average surface density of
thiol groups is 10 SH nm ™2, which is higher than the previously
reported values.******* The results exhibit that the S0S-0.55 silica
microspheres have a high surface density of thiol groups, which
is very favorable for the loading process of AuNPs.**"*¢

3.2. Synthesis and characterization of AuNPs-loaded SoS-
0.55 microspheres

S0S-0.55 silica microspheres have an open hierarchical struc-
ture and a high surface thiol group density, which makes them
ideal carriers for in situ loading of AuNPs. The hierarchical
structure of So0S-0.55 silica microspheres facilitates the easy
access of gold chloride ions to the carrier surface, and the high
surface thiol group density (10 SH nm™?) is more favorable for
the formation of S-Au covalent bonds between thiol groups and
gold chloride ions, which are then reduced in situ by NaBH,,
resulting in the formation of high-density AuNPs. As shown in
Fig. 2a and b, the TEM images show that the surface
morphology of So0S-0.55 silica microspheres does not change
significantly after loading AuNPs. The high-resolution TEM
image (Fig. 2¢) shows that AuNPs with a diameter of 7.3 nm
(determined by the measured size of 100 AuNPs as shown in
Fig. S61) are densely distributed on the microsphere surface
without fusing into larger particles. Fig. 2d shows the crystal
structure of AuNPs. The measured lattice spacing value of
0.23 nm are ascribed to Au(111) planes.*” These results
demonstrate the successful acquisition of AuNPs-loaded SoS-
0.55 silica microspheres (S0S-0.55@Au-7.3) with hierarchical
micro-/nanostructures. As shown in Fig. 2e-h, the DF-STEM
image and TEM elemental mappings of S0S-0.55@Au-7.3
show the uniform distribution of Si, S, and Au elements. The
EDS also confirms that the SoS-0.55@Au-7.3 is made up of Si, O,
S, C, and Au elements (Fig. S7t).

The UV-Vis spectroscopy, XPS and XRD were used to further
validate the structure of S0S-0.55@Au-7.3. As shown in Fig. S8,}
S0S-0.55@Au-7.3 has an UV-Vis absorption peak at 550 nm,
which is the characteristic plasma resonance band of silica
microsphere-supported AuNPs, indicating that SoS-0.55 silica
microspheres are loaded with AuNPs.** As shown in Fig. 2i, the
XRD spectrum has four strong diffraction peaks (26 = 38°, 45°,
65° and 78°), corresponding to the Bragg diffraction of the
crystal plane of AuNPs (110), (200), (220), and (311), respectively,
which also confirms the existence of AuNPs."> XPS spectral
peaks in Fig. 2j are Au 4f (83 eV), S 2p (163 eV), C 1s (284 eV), O
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Fig. 2 (a—d) TEM images of the SoS-0.55@Au-7.3 under different
magnifications. (e) DF STEM image and (f—h) TEM elemental mappings
of SoS-0.55@Au-7.3. () XRD pattern, and (j) XPS spectra of SoS-
0.55@Au-7.3.

1s (530 eV), Si 2s (153 eV) and Si 2p (101 eV), respectively.> The
presence of the Au 4f peaks also clearly indicates the successful
loading of AuNPs on S0S-0.55 silica microspheres. The Au
content on the outer surface of So0S-0.55@Au-7.3 by XPS
measurement is 14.50 wt%, which is comparable with the
previously reported values.*” The result indicates the advantage
of the high surface thiol density and the hierarchical structure
of S0S-0.55 silica microspheres for supporting AuNPs.

To evaluate the contribution of the surface thiol density and
hierarchical structure to the Au loading capacity of silica
microspheres, smooth silica microspheres with low surface
thiol density (SSM-L, 31.1 pmol g~ ') and smooth silica micro-
spheres with high surface thiol density (SSM-H, 144.9 pmol g ")
were prepared for comparison (see Fig. S4 and Experimental
section in ESIt). After loading AuNPs, the Au content of SSM-
L@Au-7.8 is measured to be 2.61 wt%, which is much lower
than that for SSM-H@Au-7.6 (11.28 wt%) (Fig. S9 and Table
S2t), suggesting that the content of loaded AuNPs is directly
connected with the density of thiol groups. Note that the surface
thiol density of SSM-H is approximately the same as that of SoS-
0.55 (151.6 pmol g~ ). However, the Au content of SSM-H@Au-
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7.6 (11.28 wt%) is lower than that of S0S-0.55@Au-7.3
(14.50 wt%) (Table S2t). It is expected that the hierarchical
structure of the S0S-0.55 silica microsphere may raise the local
concentration of thiol groups in reaction solution and enhance
reaction efficiency of thiol groups and gold chloride ions.*
Therefore, the high thiol density and hierarchical structure of
S0S-0.55 silica microspheres are two important factors to
improve the loading content of AuNPs.

3.3. Peroxidase activity of S0S-0.55@Au

To evaluate the peroxidase-like activity of SoS-0.55@Au, the
catalytic oxidation reaction of the 3,3,5,5"-tetramethylbenzidine
(TMB) substrate was carried out.” As shown in Fig. 3a and b,
S0S-0.55@Au-7.3 catalyzes TMB oxidation in the presence of
H,0, and the color of the solution changes from colorless to
blue, with the maximum absorbance at 652 nm, proving that
S0S-0.55@Au-7.3 has a peroxidase-like activity. Under the same
conditions, the So0S-0.55 silica microspheres is unable to cata-
lyze the conversion of TMB to the oxidized TMB (0xTMB),
indicating that the inherent catalytic activity of SoS-0.55@Au-
7.3 comes from AuNPs. Furthermore, by comparing the perox-
idase activities of SSM-L@Au-7.8, SSM-H@Au-7.6 and SoS-
0.55@Au-7.3 under the same conditions (Fig. 3b), it can be
found that SoS-0.55@Au-7.3 has the highest peroxidase activity.
These results suggest that the high Au loading and hierarchical
micro-/nanostructures of So0S-0.55@Au-7.3 is beneficial for
enhancing the peroxidase-like activity.

To further investigate the contribution of the Au loading of
S0S-0.55 silica microspheres on their enzymatic catalytic

a L o, D e
x
PSP SN
/
\ \
Avitiiat Enzym
O~ N >
/ 5
o oM o 400 500 600 700 800
Wavelength (nm)
¢ ; d 3 100
Q
08 S
[E 2 80
S06 =
8 560
S 04 8
g Q 40 .
kS 5
g 02 8 20
172] L | ]
<o : e = :
30 60 90 120 &
Time (s) 4
Fig. 3 (a) Schematic illustration of the oxidization of colorless TMB to

blue-colored oxTMB catalyzed by artificial enzyme in the presence of
H>O,. (b) The absorbance spectra and apparent color changes of the
oxTMB in various reaction systems: (i) TMB + H,O, (ii) TMB + H,O, +
So0S-0.55, (iii) TMB + H,O, + SSM-L@Au-7.8, (iv) TMB + H,O, + SSM-
H@AuU-7.6 and (v) TMB + H,0O, + So0S-0.55@Au-7.3 in 0.1 M sodium
acetate buffer (pH 4) at 35 °C. (c) The absorbance of the oxTMB at
652 nm as the function of time for the SoS-0.55 silica microsphere and
SoS-0.55@Au-s and (d) the relative activities corresponding to the
S0S-0.55 silica microsphere and SoS-0.55@Au-s. The absorbance for
So0S-0.55@Au-s to that for SoS-0.55@-7.3 was used to define the
relative activity.
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activity, different concentrations of HAuCl, were used to
synthesis S0S-0.55 silica microspheres with different Au
content. By varying the initial amount of HAuCl,, a series of SoS-
0.55@Au-s (s =2.1£0.1,3.5£0.1,7.3 £ 0.2 and 10.3 £ 0.1 nm)
were synthesized (Fig. S6 and Table S3t). Their Au loadings are
1.97, 8.06, 14.50, and 20.47 wt%, respectively, as measured by
XPS (Table S2+t). The results indicate that the Au loading of SoS-
0.55 silica microspheres increases with the increase of HAuCl,
concentration, indicating that So0S-0.55 silica microspheres
have a high loading capacity of AuNPs. The peroxidase-like
activity of So0S-0.55@Au-s was investigated by measuring the
increase of the absorbance at 652 nm using UV-Vis spectroscopy
after the reaction of the same amount of TMB and H,O0,. Fig. 3c
displays the absorbance of the oxTMB at 652 nm as a function of
time at the same mass concentration of SoS-0.55@Au-s. The
increase in the absorbance of the oxTMB over time indicates
that SoS-0.55@Au-s has an inherent peroxidase-like activity. As
shown in Fig. 3d, the relative activities of S0S-0.55, SoS-
0.55@Au-2.1, 3.5, 7.3 and 10.3 are 0, 0.15, 0.43, 1.00 and 0.89,
respectively, showing that the peroxidase-like activity of SoS-
0.55@Au-s gradually increases with the increase of the Au
loading from 1.97% to 14.50%, and the peroxidase-like activity
of S0S-0.55@Au-7.3 reaches the maximum when the Au loading
is 14.50%. The enzymatic activity of So0S-0.55@Au-10.3 is
significantly weakened though the highest gold loading is
reached. This is mainly because the surface-active sites of large-
sized Au nanoparticles are significantly reduced.?® These results
demonstrate that SoS-0.55@Au-7.3 loading a high content of
small AuNPs shows the highest activity.

To further investigate the high peroxidase-like activity of SoS-
0.55@Au-7.3, the initial rate method was used to study the
steady-state kinetics and determine the kinetic parameters.
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Fig. 4 (a) The absorption spectra corresponding to the oxTMB

generated by different concentrations of the SoS-0.55@Au-7.3. (b) The
absorbance of the oxTMB at 652 nm as a function of the concentration
of SoS-0.55@Au-7.3. (c) Steady-state kinetic assay of SoS-0.55@Au-
7.3. Experiments were performed in 0.1 M sodium acetate buffer (pH 4)
with 200 pg mL™! S0S-0.55@Au-7.3, 50 mM H,O, and varied
concentrations of TMB at 35 °C. (d) Lineweaver—Burk plot of the
inverse of the initial rate vs. the inverse of the substrate concentration
for estimating the kinetic parameters (K, and Vinax) of SoS-0.55@Au-
7.3 using TMB as the substrate.
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Fig. 4a and b shows the absorption spectra of the oxTMB
generated by different concentrations of S0S-0.55@Au-7.3. The
result indicates that the catalytic activity of So0S-0.55@Au-7.3
increases with increasing its concentration from 0 to 200 pg
mL " (Fig. S107). The increase of catalytic activity is not evident
when the concentration is greater than 200 ug mL ™", which may
be due to the poor dispersion of particles with the excessive
concentration.”® The Michaelis-Menten kinetics were verified
and monitored by varying the concentration of TMB at a SoS-
0.55@Au-7.3 concentration of 200 pg mL~". Fig. 4c, d and
S111 show the Michaelis-Menten steady-state dynamics plot
and the Lineweaver-Burk plot, respectively. For the peroxidase-
acting substrate TMB, So0S-0.55@Au-7.3 achieves a K, of
0.033 mM and a Vpqy Of 34.6 x 10~ M s~ ". Compared with the
native enzyme (HRP, 0.041 mM), the K, value of S0S-0.55@Au-
7.3 is significantly reduced, indicating that it has better
substrate affinity for TMB.** This is mainly due to the fact that
S0S-0.55@Au-7.3 has a high Au loading and hierarchical micro-/
nanostructure, which not only increases the local active site, but
also facilitates the special diffusion of substrates and products,
thereby promoting the catalytic performance.>® Furthermore,
the Vinax value of S0S-0.55@Au-7.3 (~8 times that of HRP, 4.3 X
10"® M s is significantly higher than those of the recently
reported artificial enzymes (Table S47).'*?%2¢515% This indicates
that SoS-0.55@Au-7.3 has a high enzymatic catalytic activity
with the help of the hierarchical micro-/nanostructures and the
high loading of AuNPs.

3.4. Stability of S0S-0.55@Au-7.3

The stability of SoS-0.55@Au-7.3 is of great significance for its
practical application.*® To study the effect of pH and tempera-
ture on the enzymatic activity, SoS-0.55@Au-7.3 was precondi-
tioned in buffers with different pH values and temperatures
before testing the catalytic activity. As shown in Fig. 5a, SoS-
0.55@Au-7.3 exhibits the highest peroxidase-like activity at pH
3. In neutral solution (pH 7), S0S-0.55@Au-7.3 maintains about
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Fig. 5 The effect of pH (a) and temperature (b) on the peroxidase-like
activity of SoS-0.55@Au-7.3. (c) The peroxidase-like activity of SoS-
0.55@Au-7.3 after being left for different number of days (d) reusability
assay of SoS-0.55@Au-7.3 in sodium acetate buffer (pH 4). The error
bars represent standard deviation (n = 3).
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42% of the peroxidase-like activity at pH 3. Furthermore, SoS-
0.55@Au-7.3 shows the highest peroxidase-like activity at 40 °©
C, and maintains 94% of the highest peroxidase-like activity at
physiological temperature of 37 °C (Fig. 5b). The results suggest
that S0S-0.55@Au-7.3 has a good enzyme activity over a wide pH
and temperature range. To further verify the storage stability,
the catalytic activity of S0S-0.55@Au-7.3 was tested after 31 days
storage. Fig. 5c shows that S0S-0.55@Au-7.3 retains 98% of its
original activity, indicating the long-time storage stability of
S0S-0.55@Au-7.3. Besides, S0S-0.55@Au-7.3 have a relatively
large size (about 0.55 um in diameter), so it is easy to separate
them from the reacting mixtures by centrifugation for reuse.
And the remanent catalytic activity of S0S-0.55@Au-7.3 keep
97% of initial activity after the 6th reacting cycles (Fig. 5d),
demonstrating that SoS-0.55@Au-7.3 has a good reusability.
These results demonstrate that S0S-0.55@Au-7.3 is an efficient,
stable and recyclable artificial enzyme, which is superior to
natural enzymes.

3.5. Detection of hydrogen peroxide

Hydrogen peroxide (H,O,), as one of the important reactive
oxygen species, is present in many biological processes. It tends
to accumulate within the mitochondria, which is intimately
related to many diseases, such as Parkinson's, Alzheimer's
diseases and cancer.”” In this study, based on the high peroxi-
dase activity and stability of SoS-0.55@Au-7.3, a spectrophoto-
metric detection of H,0, was carried out. As shown in Fig. 6a,
the absorbance of the oxXTMB at 652 nm gradually increases
with increasing H,0, concentration, suggesting that the cata-
lytic activity of So0S-0.55@Au-7.3 is H,0, concentration-
dependent. Fig. 6b exhibits a wide linear relationship between
the H,0, concentration (from 2.5 to 1000 uM) and the absor-
bance (correlation coefficient R* = 0.99705), and the detection
limit of H,0, is 1.6 uM (3a/s), which is lower than or compar-
ative with previously reported values (Table S51).°*** These
results imply that the S0S-0.55@Au-7.3 shows a highly sensitive
response towards the concentration change of H,0,.

4. Conclusions

In conclusion, SoS silica microspheres with the high surface
density of accessible thiol groups are successfully prepared by
a facile one-pot synthesis method in the presence of MPTMS
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and CTAB. The So0S-0.55 silica microspheres are capable of
loading high-density AuNPs with small size and have good
dispersibility. The obtained SoS-0.55@Au-7.3 has a hierarchical
micro-/nanostructure, which not only increases the local active
site, but also provides enhanced accessibility of the substrate.
The experimental results demonstrate that SoS-0.55@Au-7.3
exhibits the highest peroxidase-like activity. Furthermore, SoS-
0.55@Au-7.3 has good stability and can remain the relatively
high activity after multiple cycles of use. This study offers
a feasible approach to achieve the low-cost application of AuNP-
based high-efficiency artificial enzymes in biosensors, analytical
devices, and industrial catalysis.
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