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ination of Ag+ in the presence of
Cd2+, Hg2+ and Cu2+ based on their different
interactions with gold nanoclusters†

Rentian Guan, Lixia Tao, Yingying Hu, Cong Zhang, Yongping Wang, Min Hong
and Qiaoli Yue *

In this work, a fluorescence method was developed for selective detection of Ag+ in the presence of Cd2+,

Hg2+, and Cu2+ based on gold nanoclusters (AuNCs). That is, bovine serum albumin (BSA) templated AuNCs

with double emission peaks were synthesized using BSA as a protective agent. AuNCs with uniform

distribution and average size between 2.0 and 2.2 nm were synthesized using a green and simple

method, and showed bright orange-red fluorescence under ultraviolet light. AuNCs have two emission

peaks at 450 nm and 630 nm with an excitation wavelength of 365 nm. Under alkaline conditions, Cd2+

can combine with the surface sulfhydryl groups of BSA–AuNCs to form Cd–S bonds, which cause

AuNCs to aggregate, resulting in an increase in fluorescence intensity at 630 nm. Conversely, due to the

d10–d10 metal affinity interaction, the addition of Hg2+ can reduce the fluorescence peak at 630 nm. Ag+

was reduced to Ag0 by gold nuclei in AuNCs, forming a stable hybrid Au@ AgNCs species with blue-

shifted and enhanced fluorescence. Finally, the paramagnetic behavior of Cu2+ combined with BSA

causes the excited electrons of the gold cluster to lose their energy via ISC, eventually leading to

simultaneous quenching of the two emission peaks. The results show that the limit of detection (LOD) of

Ag+, Hg2+, Cd2+ and Cu2+ is 1.19 mM, 3.39 mM, 1.83 mM and 5.95 mM, respectively.
Introduction

Metal nanoclusters (NCs), have been of great interest in nano-
medicine for their use in biosensors,1,2 bioimaging2–4 and
therapeutics.5–7 Their ultra-small size (<2 nm) is ideal for drug
delivery because it combines the advantages of low toxicity, high
renal clearance and long blood circulation time.5,6,8 Metal NCs
consist of a few to about 100 atoms (usually gold (Au) or silver
(Ag)) and differ from nanoparticles in that they exhibit
molecular-like properties.9–11 They have long-lived uorescence
in the infrared or near-infrared region and are excited by two
light groups, which makes them very suitable for in vitro and in
vivo imaging. Fluorescent metal (Au, Ag) nanoclusters (NCs)
have become one of the most important nanomaterials, and
have been widely used in sensing, biomarkers and biological
imaging due to their excellent optical properties.12–14

Metal nanoclusters are very reactive in nature and tend to
agglomerate without a protective base, and NCs are usually
synthesized in solution by a fairly simple method using small
organic molecules or polymers or biological templates.9,15

Proteins are used as templates and reducers to construct stable
rsity, Liaocheng 252059, China. E-mail:

tion (ESI) available. See DOI:

f Chemistry 2020
and biocompatible metal nanoclusters.16 Because the amines,
carboxyls, and sulydryl groups in proteins can act as effective
stabilizers for nanoparticles, proteins will play an important
role in guiding the synthesis of functional nanomaterials under
mild conditions.17 BSA was selected for its biocompatibility,
water solubility, affordability, and ubiquity in self-assembly,
imaging, and sensor applications.18–20 In addition, each BSA
molecule has 28 cysteine and 20 tyrosine residues, resulting in
greater capping and reduction capacity,21,22 gold nano-
clusters,18,23 silver nanoclusters,24 copper nanoclusters,17,21

gold–silver bimetallic nanoclusters,22 cerium–gold bimetallic
nanoclusters,25 and copper–zinc bimetallic nanoclusters26 have
been synthesized with BSA. In a paradigm-shiing work, Xie
et al.18 designed the rst AuNCs for stable synthesis using BSA
as a protein template. In recent years, the use of biological
protein macromolecules (BSA,18,24 lysozyme27 and lactoferrin28)
as stabilizers and reductants under alkaline conditions has
been more popular.

Ag is widely used in jewelry, coins, medical, imaging, elec-
trical and electronic equipment due to its excellent physical and
chemical properties.29,30 However, due to improper treatment of
silver-containing products, Ag+ pollution has become a major
environmental problem.30 In addition, Ag+ has adverse effects
on immune system, nervous system and digestive system.31 In
animal experiments, silver seemed to be distributed in all
organs of the organisms studied, and the highest levels were
RSC Adv., 2020, 10, 33299–33306 | 33299
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View Article Online
observed in the intestine and stomach.28 Therefore, it is of great
signicance to construct a simple and rapid method with high
sensitivity and selectivity to detect these metal ions.

Various methods have been used to detect Ag+, including
inductively coupled plasma mass spectrometry (ICP-MS),31,32

atomic absorption spectroscopy (AAS),33 and inductively
coupled plasma emission spectroscopy (ICP-OES),34 and these
methods can be used well in lab. In the past few years, several
optical sensors based on small organic molecules (uorophores
or chromophores),35 biomolecules (proteins,36 antibodies,37

oligonucleotides,38 and DNA enzymes39) and various polymer40

and inorganic41–45 materials have been developed for the
detection of heavy metal ions. In addition, it will be attractive to
develop a label-free approach with improved features such as
cost, speed, simplicity, sensitivity, selectivity, compatibility with
water based environments, and miniaturization.46

The focus of our work is to construct a novel approach to
detect Ag+ by using BSA as a template to synthesize AuNCs with
double emission peaks. At the same time, it also has different
response signals to Hg2+, Cd2+ and Cu2+. The experimental
results show that the proposed method has a good sensitivity
and selectivity for Ag+ detection in the presence of Hg2+, Cd2+

and Cu2+.
Experimental
Materials and reagents

BSA was purchased from Sigma-Aldrich (St. Louis, MO, U.S.A.).
The metal salts were ordered from Aladdin Reagent Co., Ltd.
(Shanghai, China, http://www.aladdin-e.com). There were
NaOH, FeCl3, CuCl2, HgCl2, Ho(NO3)3$5H2O, AgNO3, ZnCl2,
Mn(CH3COO)2, MgCl2, CrCl3, Ce(NO3)3$6H2O, La(NO3)3$6H2O,
Dy(NO3)3$6H2O, TbCl3$6H2O, HAuCl4$3H2O, NaCl, CdCl2,
CaCl2 and KCl. All chemicals from commercial sources were of
analytical grade and used directly without further purication if
no special instructions. All solutions were prepared and diluted
by ultrapure water from Milli-Q water puried system.
Scheme 1 Schematic diagram of AuNCs for detecting metal ions.
Instruments

Fluorescence spectra and intensity were obtained on an F-7000
spectrophotometer (Hitachi, Japan, https://www.hitachi-
hightech.com). Absorption spectral measurements were
carried out on a UV-750 ultraviolet spectrophotometer (Perkin-
Elmer, USA, http://yeepart.com). Transmission electron micro-
scope (TEM) images were performed on a JEM 2100 electron
microscope (JEOL Ltd., Japan, https://www.jeol.co.jp). TEM
worked with an acceleration voltage at 200 kV, and a carbon-
coated copper grid was used for sample suspension. X-ray
photoelectron spectroscopy (XPS) measurements were under-
taken with a K-Alpha spectrometer (Thermo Scientic Ltd., USA,
http://www.thermosher.com). Circular dichroism spectral
measurements were carried out on J-810 CD circular dichroism
(Jasco, Japan, http://www.jasco.co.jp). In addition to this, there
are ZF-6 three-purpose ultraviolet analyzer (Jintan Shenglan
Instrument Manufacturing Co., Ltd., China, https://
www.czshenglan.com/), ultracentrifuge (Hitachi, Japan,
33300 | RSC Adv., 2020, 10, 33299–33306
https://www.hitachi-hightech.com), DZ-2A vacuum drying oven
(Tianjin Taisite Instrument Co., Ltd., http://www.taisite.cn/
en_product-11.html), DF-101S collector type constant tempera-
ture heating magnetic stirrer, 12 kDa dialysis bag and ordinary
carbon lm copper mesh.

Synthesis of gold nanoclusters

Fluorescent BSA–AuNCs synthesized through BSA-mediated
reduction of HAuCl4 were based on a modication of a previ-
ously reported method.18 Wash all glassware used for the
experiment with aqua regia. 30 mL BSA solution with
a concentration of 50 mgmL�1 was prepared in deionized water
at room temperature (25 �C). To the solution was added 30 mL
of HAuCl4 (10 mM) under magnetic stirring. Aer two minutes,
1.0 M NaOH solution (5 mL) was added. The temperature was
gradually raised to 60 �C, and the reaction was allowed to
proceed under vigorous stirring 3 hours. The golden yellow
solution gradually turned into a brown solution indicating the
formation of red uorescent AuNCs. Aer cooling to room
temperature, the resulting AuNCs were dialyzed for 48 hours
(water exchange every 12 hours) in a dialysis membrane having
a molecular weight cut off of 12 kDa for purication. The as
prepared BSA–AuNCs were stored at 4 �C for further use.

Detection procedure

Detection of metal ions was performed in aqueous solution at
room temperature. First, standard stock solutions of Ag+, Hg2+,
Cd2+, Cu2+ with different concentrations were prepared by dis-
solving metal ions in deionized water. Subsequently, freshly
prepared aliquots of AuNCs were added to 1.5 mL micro-
centrifuge tube and diluted twice. Then, different concentra-
tions of different metal ion (Ag+, Hg2+, Cd2+, Cu2+) solutions
were added and mixed solution in a vortex mixer. The uores-
cence spectra of the resulting solutions was recorded (Ex ¼ 360
nm). As can be seen from Scheme 1, AuNCs have dual emission
peaks at 450 nm and 630 nm, respectively. When Ag+ was added,
the peak at 450 nm remained unchanged, and the peak at
630 nm blue-shied. Aer Hg2+ was added, the peak at 450 nm
remained unchanged, and the uorescence intensity at 630 nm
gradually decreased with the increase of Hg2+. Aer adding
Cu2+, the uorescence intensity at the peak of 450 nm and
630 nm decreased gradually with the increase of Cu2+. Aer
This journal is © The Royal Society of Chemistry 2020
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Fig. 3 Ultraviolet absorption spectra of AuNCs and BSA.
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Cd2+ was added, the peak at 450 nm remained unchanged, and
the uorescence intensity at 630 nm increased with the increase
of Cd2+.

Results and discussion
Characterization of the AuNCs

The template synthesis process for AuNCs is shown in Scheme
1. As previously reported,18 AuNCs templated by BSA were
synthesized by a simple and environmentally friendly synthesis
approach. TEM image (Fig. 1) showed that the obtained BSA
functionalized AuNCs were monodisperse with an average size
of 2.1 � 0.38 nm and the size of 62% of the observed AuNCs
distributed from 2.0 to 2.2 nm. HR-TEM image shows a lattice
spacing of 2.33 �A (Fig. 1a, inset) that agrees well with the
Au(111) facet.47,48 As demonstrated in Fig. 2, XPS result for Au
4f7/2 can be deconvoluted into two components centered at Au0

(83.7 eV) and Au+ (87.7 eV), which is in good consistency with
the previously reported AuNCs.49 The circular dichroism spectra
were measured by a circular dichroism chromatograph. In the
far infrared region, the sample was analyzed in a well-cleaned
quartz cuvette with a path length of 1 cm. The wavelength
versus mdge values are plotted in Fig. S1.†

At the same time, we also studied the optical properties of
AuNCs and discussed the UV-vis absorption spectra and uo-
rescence spectra of AuNCs. As seem in Fig. S2,† AuNCs exhibit
bright red uorescence under the illumination of a 365 nm UV
lamp. The UV absorption is illustrated in Fig. 3. There is an
Fig. 1 TEM images (a) (inset, the HR-TEM images) and particle size
distribution diagram (b) of AuNCs.

Fig. 2 XPS pattern of AuNCs.

This journal is © The Royal Society of Chemistry 2020
absorption peak at 280 nm and a signicant absorption peak at
360 nm, which is the optimal excitation wavelength of the
uorescence (emission peak at 450 nm and 630 nm). Using
Rhodamine B as a reference, the relative quantum yield (QY) of
AuNCs was calculated to be 3.36%, as shown in Fig. S3.†

Optimization of conditions

The inuences of experimental conditions for metal ions assay
were investigated in detail. It was carried out on buffer
composition, ionic strength and pH for practical detection
applications. The ultrapure water is used as detection media.

Effect of buffer species

We investigated the different buffer systems (10 mM) for testing
the effects of metal ions, including NaH2PO4–Na2HPO4 solu-
tion, Tris–HCl solution, HEPES solution, NaAc–HAc solution
and Na2B2O7 solution. Five aliquots of freshly prepared AuNCs
were diluted twice with the above ve buffers and the uores-
cence intensity was measured, as shown in Fig. S4.† By contrast,
it is apparent from the gure that the HEPES buffer system has
the largest change in uorescence intensity, that is, the detec-
tion of metal ions in the HEPES buffer solution is the most
sensitive compared to the ve buffer systems. Therefore, the
optimal buffer solution for the detection of various metal ions
by AuNCs is the HEPES solution.

Effect of ionic strength

In this work, we used NaCl to adjust the ionic strength and
explore the effect of NaCl concentration on the uorescence
intensity of AuNCs. The effect of NaCl concentration on the
uorescence intensity of AuNCs was measured using different
concentrations of NaCl (including 0, 0.5, 1.0, 1.5 and 2.0 mM),
as seen in Fig. S5.† It can be inferred that for the AuNCs
products prepared by the experimental method, the uores-
cence intensity does not change much in different ionic
strength ranges, so it is concluded that the uorescence stability
of AuNCs is hardly affected by the ionic strength.

Effect of pH

The freshly prepared AuNCs were diluted twice with HEPES
buffer and the pH of the whole system was adjusted to 5.5, 6.0,
RSC Adv., 2020, 10, 33299–33306 | 33301
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Fig. 4 Specificity of AuNCs for metal ions at 570 nm (a) and 630 nm
(b).
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6.5, 7.0, 7.5, 8.0, 8.5, 9.5 and 10.0 by adding an appropriate
amount of NaOH or HCl. The uorescence intensity of BSA–
AuNCs at different pH values was measured, as shown in
Fig. S6.† It can be observed from the gure that the uorescence
intensity of BSA–AuNCs at 450 nm increases gradually with the
pH value, while the uorescence intensity remains stable at
630 nm. In addition, comparing the uorescence spectra of
AuNCs aer dialysis, it can be inferred that the pH of AuNCs
aer dialysis is weakly alkaline (pH 8 is measured aer pH
meter measurement) has no effect on metal ion detection.
Fluorescence lifetime detection

The uorescence lifetime of BSA–AuNCs in the absence of Ag+,
Hg2+, Cd2+, Cu2+ and the presence of four metal ions was
measured on an FL-TCSPC uorescence spectrophotometer
using the luminescence decay mode. The composite was excited
by a 360 nm xenon ash and an emission wavelength of 630 nm
and 570 nm, and then the uorescence decay was recorded, as
shown in Fig. S7 (Em ¼ 630 nm) and Fig. S8† (Em ¼ 570 nm).
Fig. 5 Fluorescence spectra of AuNCs with the increase of Ag+

concentration (a) and the linear response of fluorescence intensity of
AuNCs at 570 nm to Ag+ concentration (b).
Selectivity

Under optimal conditions, the selectivity of AuNCs was evalu-
ated by adding 300 mM metal ions (Ag+, Hg2+, Cd2+, Cu2+) and
detecting the response of AuNCs to other metal cations. A stock
solution of various metal ions studied was prepared from metal
salts. As illustrated in Fig. 4a, it can be observed that most of the
metal ions at high concentrations cause only negligible uo-
rescence changes at 570 nm: Cr3+, Mn2+, Zn2+, Dy3+, Ho+, La3+,
Tb3+, Ce3+, Ca2+, Na+, Mg2+, K+, and Fe3+ (5 times). The results
conrmed that the determination of Ag+ using the AuNCs
Table 1 Comparison of the results for Ag+ detection using different me

Method Material

Fluorometry and colorimetry Probe MNTPZ
Ratio uorescence Probe PPN
UV-vis spectral Probe PTB-1
Electrochemistry Fe3O4@Au nanoparticles and magnet

electrode
Colorimetry Colorimetric sensor (DAC-Tu)
Fluorometry and colorimetry Probe L
Colorimetry Paper-based colorimetric array test st
Fluorometry BSA–AuNCs

33302 | RSC Adv., 2020, 10, 33299–33306
cluster system has good selectivity. At 630 nm, AuNCs also
showed good selectivity in Hg2+, Cd2+and Cu2+ determination
(Fig. 4b).
Sensitivity for metal ions detection

Four metal ions of Cd2+, Ag+, Hg2+ and Cu2+ were determined
under the optimal conditions. The linear response of the uo-
rescence intensity to the concentration of Ag+ is shown in Fig. 5.
As the concentration of Ag+ increases gradually, the peak at
450 nm remains unchanged and at 630 nm is blue-shi to
570 nm (Fig. 5a). The linear response of the uorescence
intensity to the concentration of Cd2+, Hg2+ and Cu2+ are illus-
trated in Fig. S9.†When the concentration of Cd2+ increases, the
peak at 450 nm remains unchanged, and the uorescence
intensity at 630 nm increases (Fig. S9a†). When the concentra-
tion of Hg2+ increases gradually, the peak at 450 nm also
remains unchanged, and the uorescence intensity at 630 nm
decreases with the increase of Hg2+ (Fig. S9c†). When the
concentration of Cu2+ increases, both the peaks of 450 nm and
630 nm decrease (Fig. S9e†). As shown in Fig. 5b, the uores-
cence intensity of AuNCs shows a good linear response with Ag+

concentration in the range of 5–400 mM with LOD of 1.19 mM.
Meanwhile, the uorescence intensity of AuNCs and the
concentrations of Cd2+, Hg2+ and Cu2+ also showed a good
linear range of 10–100 mM (Fig. S9b†), 20–260 mM (Fig. S9d†),
and 20–250 mM (Fig. S9f†) with the LOD at 1.83 mM, 3.39 mM,
and 5.95 mM, respectively.

As shown in Table 1, the method in this paper was compared
with the methods reported in the literature to analyze perfor-
mance from material, linear range and detection limit. We
thods

Linear range (mM) LOD (mM) Ref.

0–100 1.36 50
5–90 0.86 51
1.2–24 3.67 52

ic 0.117–17.7 0.059 53

10–1 � 104 10 54
0–30 1.7 55

rip — 1.69 56
5–400 1.19 This work

This journal is © The Royal Society of Chemistry 2020
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Fig. 6 The effects of Cu2+, Hg2+ and Cd2+ (50 mM) on the detection of
Ag+ (a) and the linear response of fluorescence intensity of AuNCs at
570 nm to Ag+ concentration (b).

Table 2 The results of Ag+ detection in lake water samples

Sample Added mM Found mM Recovery% RSD%

Lake water 20 19.3 � 0.3 96.5 2.76
50 49.2 � 1.7 98.4 2.42
100 106.5 � 0.5 106.7 1.69
200 213.8 � 1.4 106.7 1.59
250 260.1 � 1.4 104.1 1.77
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found that the detection limit of this method was not the
lowest, but the synthesis of AuNCs in this paper was simple in
process, cheap in raw materials and convenient in operation.

In addition, we also detected the inuence of Cu2+, Hg2+ and
Cd2+ (50 mM) on the detection of Ag+. As shown in Fig. 6a, the
peak at 630 nm is still blue-shi with the increase of Ag+

concentration, and the peak intensity also increases gradually
in the presence of Cu2+, Hg2+ and Cd2+. The linearity for Ag+

detection in the mixture of Cu2+, Hg2+ and Cd2+ (50 mM) are
observed in Fig. 6b. It can be seen that Cu2+, Hg2+ and Cd2+ have
no obvious effect on the determination of Ag+.

Based on the linear relationship between the uorescence
intensity of AuNCs and Ag+ concentration, a uorometric
method was designed to detect Ag+ rapidly. The test of Ag+

detection was also carried out using solid substrate. Aer the
silica gel plates were pretreated with AuNCs, a series of Ag+

stock solutions prepared were dripped onto the plates in
sequence. Aer the silica gel plate was dry, ultraviolet lamp was
used to illuminate the silica gel plate at 365 nm, as shown in
Fig. 7. The uorescence intensity also increased gradually with
the increase of Ag+ concentration.
Analysis of real samples

Reliability of Ag+ detection for the application in real samples
was examined by recovery experiment using the standard
addition method (Table 2). Lake water samples were collected
from the articial lake on campus of Liaocheng University. The
recovery values range from 96.5% to 106.7% and the relative
standard deviations (RSD) are from 1.59% to 2.76%. The above
results reveal that the present uorescent method can be
applied to the analysis of Ag+ in real samples.
Fig. 7 Photographs of AuNCs in the presence of various concentra-
tions of Ag+ under the fluorescent lamp (a) and the ultraviolet lamp (b).

This journal is © The Royal Society of Chemistry 2020
Possible mechanism

The newly designed dual emission biosensor was mainly based
on the use of AuNCs as illustrated in Scheme 1.

As the concentration of Ag+ increases, the uorescence
emission of BSA–AuNCs decreases slightly rst, then blue shi
occurs and increases at 570 nm. Once the blue shi in the
emission spectrum occurs to 570 nm, even if the intensity
gradually increases with the concentration of Ag+, the emission
peak does not shi further (Fig. 5a). Our synthetic dual-emitting
AuNCs have a relatively small core size of BSA–AuNCs. There-
fore, a similar response mechanism was proposed, The added
Ag+ were reduced to Ag0 by gold nuclei in AuNCs, forming
a stable Au@AgNCs hybrid species with blue-shied and uo-
rescence enhancement, which deposited on the AuNCs surface
inside the BSA, which remove surface defects of AuNCs and
signicantly increase AuNCs uorescence intensity.57–59

It has been reported that Cd2+ can form Cd–SH complexes on
AuNCs surface due to its interaction with sulydryl groups
under alkaline conditions.60,61 Therefore, in the presence of
Cd2+, the mechanism of AuNCs system uorescence enhance-
ment was hypothesized to be due to the formation of complexes
between Cd2+ and BSA, which reduced the distance between
AuNCs and resulted in aggregation and increased uorescence
intensity.62

It can be clearly observed from Fig. S9c† that with the
gradual increase of Hg2+ concentration, the uorescence
intensity of double-emitting BSA–AuNCs does not change much
at 450 nm, but the uorescence intensity decreases sharply at
630 nm. Therefore, the most likely explanation for the
quenching of BSA–AuNCs uorescence, in the presence of Hg2+,
is based on the d10–d10 metal affinity interaction between Au+

and Hg2+ (Au+–Hg2+).46,63,64

It is a well-known fact that paramagnetic ions quench uo-
rescence by promoting ISC, thereby reducing uorescence
intensity. Therefore, the paramagnetic behavior of the combi-
nation of Cu2+ and BSA causes the excited electrons of the Au
cluster to lose its energy as an ISC, resulting in quenching of
uorescence. With the increase of Cu2+ concentration, the
uorescence peaks at 450 nm and 630 nm are quenched
(Fig. S9e†), conrming that quenching is achieved by Cu2+

binding to BSA rather than by free metal ions.46
Conclusions

In this work, we used BSA as a protective agent to synthesize
gold nanoclusters with dual emission peaks (450 nm, 630 nm),
RSC Adv., 2020, 10, 33299–33306 | 33303
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which can generate four different responses to four different
metal ions, and can construct biosensing. When Cd2+ was
added, the peak at 450 nm remained unchanged, and the
uorescence intensity at 630 nm peak increased with the
increase of Cd2+. Aer addition of Ag+, the peak at 450 nm
remained unchanged, and the peak at 630 nm blue-shied.
Aer adding Hg2+, the peak at 450 nm remained unchanged,
and the uorescence intensity at 630 nm peak decreased with
the increase of Hg2+. Aer Cu2+ addition, the uorescence
intensity at the 450 nm and 630 nm peaks decreased with the
increase of Cu2+. The method has good selectivity and only
responds to four metal ions of Cd2+, Ag+, Hg2+ and Cu2+. This
method is a viable tool for detecting metal ions and is of great
signicance for the research of biosensors.
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