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Abstract: Zinc ion, one of the most important transition metal ions in living organisms, plays a crucial
role in the homeostasis of the organism. The disorder of zinc is associated with many major diseases.
It is highly desirable to develop selective and sensitive methods for the real-time detection of zinc
ions. In this work, double-emitting fluorescent carbon dots (CDs) are prepared by a solvothermal
method using glutathione, L-aspartic acid, and formamide as the raw materials. The carbon dots
specifically recognize zine ions and produce a decrease in fluorescence intensity at 684 nm and an
increase at 649 nm, leading to a ratiometric fluorescent sensor for zinc detection. Through surface
modification and spectral analysis, the surface groups including carboxyl, carbonyl, hydroxyl, and
amino groups, and C=N in heterocycles of CDs are revealed to synergistically coordinate Zn2+,
inducing the structural changes in the emission site. The CDs can afford a low limit of detection of
~5 nM for Zn2+ detection with good linearity in the range of 0.02–5 µM, showing good selectivity as
well. The results from real samples including fetal bovine serum, milk powder, and zinc gluconate
oral solution indicated the good applicability of the CDs in the determination of Zn2+.

Keywords: carbon dots; double-emitting; ratiometric fluorescent sensor; chelation; surface groups

1. Introduction

Zinc ion, as one of the most essential transition metal ions, plays a very important role
in many biological processes such as neural signaling, gene transcription and expression,
cell proliferation, and apoptosis [1–4]. In living organisms, zinc is mostly bound to proteins,
while a small amount of zinc is present in the divalent free state [5–7]. An imbalance of
zinc ion concentration is closely related to serious diseases, such as amyotrophic lateral
sclerosis, ischemic stroke, superficial skin diseases and diabetes [8–10]. Moreover, excess
zinc in the environment results in a decrease in soil fertility due to the decrease in microbial
activity induced by zinc.

To date, a variety of methods have been developed for the detection of zinc ions.
The traditional methods include atomic absorption spectroscopy, X-ray fluorescence, and
inductively coupled plasma mass spectrometry, all of which are limited in use due to high
cost and complicated operation, etc. [11–15]. The probe based on the fluorescent signal for
zinc ion detection has been an active topic due to its rapid response, simple operation, and
high sensitivity [16,17]. Fluorescence probes for analyzing Zn2+ have been constructed to
date based on different fluorophores, such as Schiff base [18], naphthalene [19], cyanine [20],
fluorescein [21], coumarin [22], pyrene [23], and quinoline [24]. Liu et al. synthesized a
series of naphthalene-2-pyridyl hydrazone compounds, which chelate with zinc ions,
leading to the enhancement of fluorescence emission. The limit of detection (LOD) for
zinc ions reached 0.17 µM [19]. Arghyadeep Bhattacharyya et al. [25] reported that the
DIDOP probe, a coumarin-based fluorescent probe for zinc ion detection, can redshift the
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fluorescence emission peak from 506 nm to 535 nm through charge transfer in the presence
of Zn2+. However, most fluorescent probes were limited by poor water solubility, low
sensitivity, and insufficient selectivity. Hence, it is of significance to construct a rapid, better
water solubility, high selectivity, and sensitive probe for the detection of Zn2+.

It is worth noting that carbon dots, as a new type of carbon nanomaterial, have the
advantages of simple synthesis, low cost, stable fluorescence, high biosafety, and easy
solubility in water, etc. [26–30], which has been widely used in analytical detection [31–33].

Herein, a novel kind of red emissive CDs was synthesized through the solvothermal
method using glutathione, L-aspartic acid, and formamide as sources. The synthesized CDs
are water soluble, well dispersed, and exhibited a red emission of 684 nm under excitation of
420 nm. When Zn2+ was added, the fluorescence of the CDs at 684 nm gradually decreased,
while the fluorescence intensity at 649 nm gradually increased. Therefore, the ratiometric
fluorescent probe with the ratio of fluorescence intensity at 649 nm to that of 689 nm was
constructed to evaluate the Zn2+ concentration (Scheme 1). Finally, the functional groups
(amino, carboxyl, hydroxyl, and carbonyl) on the surface of CDs were passivated separately
using chemical modification methods to study the mechanism of chelation between CDs
and Zn2+.
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Scheme 1. Mechanism illustration of the CDs for the detection of zinc ion.

2. Results and Discussion
2.1. Characterization of CDs

The carbon dots (CDs) were prepared by a hydrothermal method using glutathione,
L-aspartic acid, and formamide as the raw materials. The morphology and structure of
CDs were characterized by transmission electron microscopy (TEM), X-ray photoelec-
tron spectroscopy (XPS), nuclear magnetic resonance spectroscopy (NMR), Fourier in-
frared spectrometer (FT-IR), and Raman spectroscopy. As shown in the transmission
electron microscopy image (Figure 1A), the CDs exhibited good dispersibility with a size of
2.27± 0.41 nm (Figure S1). The crystalline spacing of CDs was 0.21 nm corresponding to the
(100) crystalline surface of graphitic carbon. In the 1H-NMR spectrum of CDs (Figure 1B),
the peaks in the range of 1.0–1.8 ppm were attributed to 1H of aliphatic hydrocarbons, and
the peaks in the range of 1.8–2.5 ppm could be ascribed to α-H of amino or carboxyl groups.
The peaks in the range of 3.5–3.8 ppm could be attributed to α-H of carbonyl and hydroxyl
groups, while the peaks at 5.5 ppm and 7.0–8.5 ppm indicated the presence of alkene and
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aromatic rings, respectively. The FT-IR spectrum of CDs is shown in Figure 1C. The wide
absorption band at 3000–3600 cm−1 was attributed to the O-H/N-H stretching vibration,
and the peak at 1670 cm−1 indicated C=O stretching vibration. The peaks at 1591 cm−1,
1402 cm−1, and 1200 cm−1 were attributed to C=C/C=N, C-N, and C-O, respectively. In
the XPS survey of CDs, the peaks at 167.8, 284.9, 400.0, and 532.1 represented the S 2p,
C 1s, N 1s, and O 1s, respectively, indicating that CDs were composed of C, N, O, and
S with molar ratios of 64.23%, 12.24%, 22.24%, and 1.28%, respectively (Figure 1D). The
high-resolution (HR) C 1s was fitted with four peaks (Figure 1E) at 284.8, 285.9, 286.6,
and 288.1 eV according to C=C/C-C, C-N, C=O, and O-C=N/C=O, respectively. The HR
N 1s was well fitted with three peaks at 398.9, 400.07, and 400.93 eV corresponding to
amino, C=N, and N=N, respectively (Figure S2). The above results illustrated that CDs
were covered with carboxyl, hydroxyl, amino, and carbonyl groups. The Raman spectrum
of CDs exhibited two peaks at 1350 cm−1 and 1590 cm−1 attributing to the D and G bands,
respectively, where the D band represented the disordered defect structure and the G band
represented the graphitic structure (Figure S3). The ratio of I(D)/I(G) was 0.958 (Figure S3),
suggesting a large portion of defects existed in CDs.
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Figure 1. Characterization of CDs. (A) The TEM image of CDs. Scale bar: 20 nm. The inset is the
HR-TEM image and lattice of the CDs. Scale bar: 2 nm. (B) 1H NMR spectrum of the CDs. (C) FT-IR
spectrum of the CDs. (D) The XPS results of the CDs. (E) High resolution of C 1s with identification
of peaks by curve fitting of the CDs. (F) The UV spectrum and the fluorescence emission spectrum of
CDs (10 µg/mL, ultrapure water).

The CDs exhibited a narrow emission peak at 684 nm with a peak width at half height of
28 nm and a shoulder peak at 649 nm, suggesting double emission sites on CDs (Figure 1F).
As shown in Figure 1F, The CDs had multiple absorption bands in the UV–Vis range. The
absorption band in the range of 200–300 nm can be ascribed to π → π* transition of the
aromatic ring of CDs, while the absorption bands at 350–450 nm and 550–750 nm can be
assigned to π→ π* and n→ π* transition of the aromatic π system containing C=N, C=O, and
C=S, respectively [27]. In addition, the zeta potential of CDs was−29.23± 1.01 mV, indicating
the stability of CDs under physiological conditions (Figure S4).
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2.2. The Properties of CDs

Next, the fluorescence responses of CDs toward light, pH, and temperature were
investigated. The fluorescence of CDs was relatively stable within 30 min under the contin-
uous excitation of an LED lamp with 800 W (Figure 2A), indicating the good photostability
of CDs. The fluorescence spectrum of CDs did not change significantly under the pH
ranging from 3.6 to 6.8 except for a slight change in intensity. However, when the pH
further increased, the fluorescence spectrum of CDs changed dramatically (Figure 2B).
The fluorescence intensity at 649 nm gradually increased with the maximum intensity at
pH 11, while that at 684 nm decreased (Figure 2B). The pH-sensitive fluorescence of CDs
was assumed to be the protonation/deprotonation and tautomerism between emission
site structures [34,35]. Moreover, when the temperature increased from 37 to 75 ◦C, the
fluorescence intensity of CDs at 684 nm decreased while the fluorescence intensity at 649 nm
increased (Figure 2C). This phenomenon is more likely to occur at high temperatures and
may be attributed to deprotonation, which is consistent with the pH-sensitive fluorescence
of CDs.
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Figure 2. Fluorescence characters of CDs. (A) Fluorescence spectra of the CDs under excitation at
420 nm after different irradiation times. (B) Fluorescence spectra of the CDs under excitation at
420 nm under different pH values. (C) Fluorescence spectra of the CDs under excitation at 420 nm
under different temperatures.

2.3. Colorimetric Fluorescence Detection of Zinc Ion

Firstly, we investigated the effects of a series of ions (Ag+, Zn2+, Cu2+, Ca2+, Mg2+,
Ni2+, Fe2+, Fe3+, Ce3+, Au3+) on the fluorescence of CDs under the excitation wavelength
of 420 nm (Figure S5A). The fluorescence emission at 684 nm of CDs could be quenched
by all of these metal ions except Zn2+. Interestingly, the fluorescence emission at 649 nm
was very sensitive to Zn2+. The enhancement factor was 13.3, much more than that of the
previous CDs [36]. The fluorescence quantum yield of the CDs was calculated to be 14.09%.
Upon addition of Zn2+, the CDs-Zn2+ complex exhibited reduced fluorescence quantum
yield (2.04%).

We also prepared several similar CDs by replacing L-aspartic acid with L-arginine,
L(+)-glutamic acid, or L-histidine, producing Arg-CDs, Glu-CDs, and His-CDs, respectively.
As shown in Figure S5, all of them displayed two emission peaks at 649 and 684 nm, and
the emission at 684 nm could be quenched by metal ions (except Zn2+) while the emission
at 649 nm was enhanced by Zn2+. However, the enhancement factors of Arg-CDs (1.99),
Glu-CDs (2.4), and His-CDs (1.95) were much smaller than that of the CDs, indicating that
raw materials determine the structure of the emission site of CDs. Considering the high
sensitivity of the CDs towards Zn2+, the CDs were used to detect Zn2+. Firstly, the selectivity
and anti-interference of the CDs towards Zn2+ were studied. As shown in Figure 3A, among
18 metal ions, only Zn2+ could enhance the fluorescence of CDs at 649 nm. Ni2+ and Cd2+
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ions are similar in structure to Zn2+ ions; therefore, common fluorescent probes cannot
distinguish between them. Here, Ni2+ and Cd2+ did not affect the fluorescence intensity
of CDs at 649 nm (Figure 3A), indicating the excellent selectivity of the CDs. Moreover,
the fluorescence intensity at 649 nm of the CDs did not change significantly when zinc
ions co-existed with other substances, proving the strong anti-interference ability of CDs
(Figure 3B). The stability of CDs-zinc complex was investigated by monitoring the changes
in fluorescence intensity against the time at room temperature. The fluorescent intensity of
the CDs-zinc complex kept stable at least 8 h at room temperature (Figure S10), indicating
its stability and accuracy in Zn2+ assay. It is essential to avoid the influence of heavy metals
including Cd2+, Pb2+and Ni2+. As the concentration of Zn2+ increased from 0.02 to 5 µM,
the emission peak of CDs at 649 nm increased while the emission peak at 684 nm gradually
decreased (Figure 3C). The ratio of fluorescence intensity at 649 and 684 nm (F649/F684)
was linearly related to zinc ions concentration in the range of 0.02–5 µM, and the limit of
detection (LOD) was 5.66 nM (Figure 3D). The conditional binding constant between the
CDs and Zn2+ was obtained as 5.671 × 105 M−1 by the Benesi–Hildebrand equation, which
indicates that the CDs possesses better binding ability and fluorescence response to Zn2+.
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Figure 3. Performance of the CDs for detection of zinc ions. (A) Fluorescence spectra of the CDs
(10 µg/mL, ultrapure water) upon addition of different metal ions (2 µM) with excitation at 420 nm.
(B) Fluorescence spectra of the CDs (10 µg/mL, ultrapure water) with excitation at 420 nm after zinc
ions (2 µM) and the indicated substrates (2 µM) were added. (C) Fluorescence spectra of the CDs
(10 µg/mL, ultrapure water) in the presence of zinc ions with different concentrations under excitation
at 420 nm. (D) The value of the ratio of fluorescence intensity at 649 nm to that at 684 nm (F649/F684)
of the CDs (10 µg/mL, ultrapure water) in the presence of zinc ions with different concentrations
(0–100 µM). The inset is the linearity of F649/F684 to zinc ion concentration.

The detection performances of this CDs-based probe, including LOD, linear range,
and detection time, were compared with other carbon dot-based probes and small molecule
probes. It is evident that the CDs can detect Zn2+ rapidly and exhibits high selectivity and
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sensitivity toward Zn2+. Moreover, the CDs also had the advantages of easy synthesis, low
cost, good water solubility, and high stability (Table 1).

Table 1. Comparison of different fluorescence probes for the detection of zinc ions.

Probe Linear Range Response Time LOD Ref.

DPA-P-DTC-QDs 0.9–16 µM 9 min 0.7 µM [37]
CdSe-ZnS QD 5–500 µM 3 min 2.4 µM [38]

CDs 250–600 µM Immediate detection 0.36 mM [32]
N-S CDs 0.01–1 µM 40 min 5.0 nM [36]

DCDs 2.5–50 µM 5 min 1.2 µM [4]
BIPP 0.1–1 µM Not mentioned 23.6 nM [39]
Probe 0–10 µM Less than 20 s 15.3 nM [9]
ZN-2 0–10 µM 20 min 0.74 µM [21]

L 0.16–10 µM Not mentioned 0.15 µM [40]
HL1 Not mentioned Not mentioned 0.14 µM [41]
CDs 0.02–5 µM Immediate detection 5.66 nM This study

CDs-SPI Ultrapure water Immediate detection 2.48 nM This study

We also evaluated the binding ability between CDs and zinc ions. Ethylenediaminete-
traacetic acid disodium salt dihydrate (EDTA) and citric acid monohydrate (CA) could
chelate with Zn2+ with high stability constants. We constructed a CDs-Zn2+ system, in
which the Zn2+ (final concentration of 20 µM) was saturated to CDs (final concentration of
10 µg/mL), producing a single emission peak at 649 nm. When the EDTA concentration
approached 20 µM, the fluorescence intensity at 649 nm of the CDs-Zn2+ system only
decreased by ~15% (Figure S6). Under the same condition, the fluorescence of CDs-Zn2+

did not change significantly in the presence of CA with a concentration of 20 µM. When
the EDTA/CA concentration reached 10 times that of Zn2+, i.e., 200 µM, the fluorescence
intensity at 649 nm of the CDs-Zn2+ system decreased by 37–40% (Figure S6). The above
results suggest that the chelating ability of CDs for Zn2+ was stronger than that of CA and
was comparable to that of EDTA.

2.4. Effect of Zinc Ions on the Structure of CDs

Understanding the structure-property relationship and mechanism of sensitive fluores-
cence of CDs towards metal ions could help rational design different carbon dots to realize
desirable sensors for metal ions detection. The UV–Vis absorption spectrum of CDs signifi-
cantly changed in the presence of Zn2+ (Figure S7). The absorption band at 350–450 nm
was enhanced while the absorption peak at 677 nm shifted to 640 nm, demonstrating the
formation of the ground-state complex (Figure S7). In addition, after combination with
Zn2+, the zeta potential of the CDs increased from −29.2 mV to −19.0 mV, indicating that
the CDs could chelate with multiple Zn2+ rather than multiple CDs being cross-linked
through Zn2+ (Figure S4). Fluorescence lifetime reflects the average time that fluorophore
stays excited state after being excited by a photon. It can be seen that with the concentration
of zinc ions increasing (0, 0.5, 1, 2 µM), the average fluorescence lifetimes of the CDs at
680 nm were 5.1–5.2 ns. However, the fluorescence lifetimes at 650 nm shortened from 4.8
to 3.5 ns (Table 2 and Figure S8), indicating that Zn2+ affected the deexcitation process of
the excited state of the emission site (650 nm). Generally, the lone pair electron of amine
nitrogen quenches the fluorescence of nearby fluorophores via electron transfer from N to
fluorophore*, and zinc ions can coordinate with N, thereby suppressing this quenching and
allowing fluorescence to be enhanced [38]. Hence, we speculated that the CDs have two
emission sites at 680 nm and 650 nm. The emission of 650 nm was quenched by lone pair
electrons of nearby functional groups, such as amine and phenolic hydroxyl groups, while
the emission site of 680 nm could transfer to that of 650 nm through deprotonation and
coordination with zinc ions.
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Table 2. Fluorescence lifetimes of CDs at 650 nm and 680 nm with increasing zinc ion concentration.

τ1 (ns) τ2 (ns) τ3 (ns) τave (ns)

CDs + 0 µM Zn2+-650 1.7899 (4.85%) 4.5394 (90.40%) 13.0837 (4.75%) 4.8119
CDs + 0.5 µM Zn2+-650 1.9599 (14.10%) 4.3687 (80.84%) 12.4657 (5.06%) 4.4388
CDs + 1 µM Zn2+-650 1.9775 (23.41%) 4.1601 (71.93%) 12.9282 (4.66%) 4.0577
CDs + 2 µM Zn2+-650 1.8694 (28.03%) 3.5503 (67.42%) 12.9373 (4.55%) 3.5063
CDs + 0 µM Zn2+-680 4.7963 (96.09%) 15.5196 (3.91%) 5.2156

CDs + 0.5 µM Zn2+-680 4.7806 (95.75%) 14.0733 (4.25%) 5.1755
CDs + 1 µM Zn2+-680 4.7104 (94.37%) 12.2045 (5.63%) 5.1323
CDs + 2 µM Zn2+-680 1.5277 (1.77%) 4.7273 (93.66) 14.4138 (4.57%) 5.1133

2.5. The Coordination between CDs and Zinc Ions

To further investigate and reveal the structure-property and fluorescence enhancement
mechanism, a series of surface modifications were performed. Firstly, the amino groups
were reacted with 4-sulfophenyl isothiocyanate sodium salt (SPI) to study whether the
substitution reaction of amino groups affects the coordination between CDs and Zn2+.
As shown in 1H-NMR of CDs-SPI (Figure 4A), the peaks in the range of 7.5–8.5 ppm
according to 1H in the benzene ring of SPI appeared, indicating that the amino groups of
CDs successfully reacted with SPI. As shown in FT-IR of CDs-SPI (Figure 4B), the stretching
vibration of unsaturated C-H at 3060 cm−1 increased, while the stretching vibration of
O-H/N-H shifted from 3147 to 3365 cm−1, indicating a decrease in N-H. The fluorescence
intensity at 649 nm was significantly enhanced by Zn2+ with a saturation concentration
of ~5 µM (Figure 4C), much lower than that of CDs (~20 µM), which should be attributed
to the steric hindrance of SPI molecular. When CDs-SPI was used to detect zinc ions, the
LOD was calculated be 2.48 nM. The F649/F684 of CDs-SPI toward Zn2+ has a good linear
relationship (Figure 4D) in the range of 0.02–2 µM. Therefore, it can be speculated that the
substitution reaction of amino groups did not affect the coordination effect between CDs
and Zn2+.

Molecules 2023, 28, x FOR PEER REVIEW 8 of 15 
 

 

 

Figure 4. Characterization of CDs-SPI. (A) 1H NMR spectrum of CDs-SPI. (B) FT-IR spectrum of 

CDs-SPI. (C) Fluorescence spectra change in CDs-SPI (10 μg/mL, ultrapure water) upon addition of 

different concentrations of zinc ions with excitation at 420 nm light. (D) F649/F684 of CDs-SPI (10 

μg/mL, ultrapure water) to zinc ions concentration (0–50 μM). The inset is the linearity of F649/F684 to 

zinc ions concentration. 

We used 1,3-propane sulfonate (PS) to passivate the amino, carboxyl, and hydroxyl 

groups on the surface of CDs [42]. The amino, carboxyl, and hydroxyl react with PS to 

produce secondary amine, ester, and ether, respectively, while ester is easily hydrolyzed 

under alkaline conditions [42,43]. By hydrolyzing the CDs-PS with NaOH, CDs with the 

hydroxyl and amino groups passivated could be obtained. After being modified by PS, 

the new peaks at 2.0, 3.0, and 4.4 ppm appeared in the 1H-NMR of CDs-PS corresponding 

to the 1H of β, α, γ of -SO3- and the decreased in that of CDs-PS-hy (Figure 5A). In the FT-

IR spectrum of CDs-PS (Figure 5B), the stretching vibration shifted from 1670 cm−1 to 1709 

cm−1, indicating the formation of an ester. Meanwhile, the characteristic absorption peaks 

of sulfonic acid groups appeared at 530, 604, and 1046 cm−1 in the FT-IR spectra of CDs-PS 

and decreased in that of CDs-PS-hy (Figure 5B). Of note, the fluorescence intensity at 649 

nm of CDs-PS was higher than that at 684 nm (Figure 5C), which might be due to the 

passivation of functional groups inhibiting the electron transfer between them and the 

emission site at 649 nm. It could also be seen that the response of CDs-PS toward zinc ions 

was much less sensitive than CDs. The linear range of CDs-PS towards Zn2+ was 0.1–1 μM 

and the LOD was 55.05 nM (Figure 5D). Taken together, considering the lesser effect of 

the substitution reaction of amino groups on the coordination between CDs and Zn2+, the 

carboxyl and hydroxyl groups mainly facilitate the coordination between CDs and Zn2+ 

and boost the detection of zinc ions. 

Figure 4. Characterization of CDs-SPI. (A) 1H NMR spectrum of CDs-SPI. (B) FT-IR spectrum of
CDs-SPI. (C) Fluorescence spectra change in CDs-SPI (10 µg/mL, ultrapure water) upon addition
of different concentrations of zinc ions with excitation at 420 nm light. (D) F649/F684 of CDs-SPI
(10 µg/mL, ultrapure water) to zinc ions concentration (0–50 µM). The inset is the linearity of
F649/F684 to zinc ions concentration.



Molecules 2023, 28, 7818 8 of 15

We used 1,3-propane sulfonate (PS) to passivate the amino, carboxyl, and hydroxyl
groups on the surface of CDs [42]. The amino, carboxyl, and hydroxyl react with PS to
produce secondary amine, ester, and ether, respectively, while ester is easily hydrolyzed
under alkaline conditions [42,43]. By hydrolyzing the CDs-PS with NaOH, CDs with the
hydroxyl and amino groups passivated could be obtained. After being modified by PS,
the new peaks at 2.0, 3.0, and 4.4 ppm appeared in the 1H-NMR of CDs-PS corresponding
to the 1H of β, α, γ of -SO3

- and the decreased in that of CDs-PS-hy (Figure 5A). In the
FT-IR spectrum of CDs-PS (Figure 5B), the stretching vibration shifted from 1670 cm−1 to
1709 cm−1, indicating the formation of an ester. Meanwhile, the characteristic absorption
peaks of sulfonic acid groups appeared at 530, 604, and 1046 cm−1 in the FT-IR spectra of
CDs-PS and decreased in that of CDs-PS-hy (Figure 5B). Of note, the fluorescence intensity
at 649 nm of CDs-PS was higher than that at 684 nm (Figure 5C), which might be due to
the passivation of functional groups inhibiting the electron transfer between them and the
emission site at 649 nm. It could also be seen that the response of CDs-PS toward zinc ions
was much less sensitive than CDs. The linear range of CDs-PS towards Zn2+ was 0.1–1 µM
and the LOD was 55.05 nM (Figure 5D). Taken together, considering the lesser effect of
the substitution reaction of amino groups on the coordination between CDs and Zn2+, the
carboxyl and hydroxyl groups mainly facilitate the coordination between CDs and Zn2+

and boost the detection of zinc ions.
After hydrolysis under 0.5 M NaOH solution, the carboxyl group was released. The

emission peak at 684 nm of CDs-PS-hy disappeared, leaving only the peak at 649 nm. The
fluorescence intensity of CDs-PS-hy was also significantly decreased compared to CDs and
CDs-PS, while CDs-PS-hy did not show a response to Zn2+ (Figure 5E). In previous work,
we found that a 0.5 M NaOH solution had an irreversible effect on the structure of CDs,
we treated CDs with the same hydrolytic process as a control, and the resulting sample
was named CDs-hy. The structural difference between CDs-hy and CDs-PS-hy was that
the hydroxyl and amino groups of CDs-PS-hy were passivated while that of CDs-hy were
not. The fluorescence intensity at 684 nm of CDs-hy was slightly higher than that at 649 nm
compared to CDs, this confirmed that the NaOH solution would affect the structure of
CDs (Figure 5F). Unlike CDs-PS-hy did not show a response to Zn2+, CDs-hy exhibited
a good linear relationship with Zn2+ concentration (0.1–1 µM) and achieved a LOD of
51.06 nM (Figure 5G). Therefore, the hydroxyl of CDs plays a crucial role in chelating with
Zn2+. Since the carboxyl group could coordinate with Zn2+, we tested the fluorescence
response of CDs to Zn2+ at different pH (Figure S9). When the pH values increased from
3.6 to 8.0, the fluorescence emission spectrum of CDs remained relatively stable. While
the fluorescence intensity at 649 nm of CDs increased significantly in the presence of Zn2+

(20 µM) and reached a plateau after pH 5.6 (Figure S9A,B). The pKa of the carboxyl group
is usually in the range of 4–5 [35], the same range as the fluorescence enhancement of CDs
in the presence of Zn2+, indicating that carboxyl groups of CDs also chelated with Zn2+.
We speculated that a variety of surface functional groups of the CDs can chelate with Zn2+

(Figure 5H), which would allow enhanced selectivity for Zn2+ over other metal ions such
as Ni2+.

Sodium borohydride is a common reductant that reduces C=O and C=N. As demon-
strated in 1H-NMR of CDs reduced by NaBH4 (CDs-NaBH4), a significant increase in the
peaks in the range of 0.8–1.5 ppm was observed, indicating that the C=O and C=N on the
surface of CDs were reduced to C-O and C-N, respectively (Figure 6A). Meanwhile, the
characteristic peaks of C=O at 1720 cm−1 and C=N at 1591 cm−1 in the FT-IR spectrum of
CDs-NaBH4 (Figure 6B) decreased significantly, confirming the successful passivation of
C=O and C=N. As a result, only the peak at 649 nm remained for CDs-NaBH4, and the
intensity was significantly lower than that of CDs (Figure 6C), suggesting that C=O and
C=N might be the emission site of CDs with a wavelength of 684 nm. There was no linear
relationship between F649/F684 and zinc ion concentration (Figure 6D). It is speculated that
the C=O, C=N, hydroxyl, and carboxyl groups on the surface of CDs chelate with Zn2+,
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decreased the electron transfer between these functional groups and the emission site of
649 nm of CDs, and then enhanced the fluorescence.
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Figure 5. Characterization of CDs-PS, CDs-PS-hy and CDs-hy. (A) The 1H NMR spectra of CDs-PS,
CDs-PS-hy, and CDs-hy. (B) The FT-IR spectra of CDs-PS, CDs-PS-hy, and CDs-hy. (C) Fluorescence
spectra change in CDs-PS (10 µg/mL, ultrapure water) upon addition of different concentrations of
zinc ions with excitation at 420 nm light. (D) F649/F684 of CDs-PS (10 µg/mL, ultrapure water) to
zinc ions concentration (0–5 µM). The inset is the linearity of F649/F684 to zinc ions concentration.
(E) Fluorescence spectra change in CDs-PS-hy (10 µg/mL, ultrapure water) upon addition of different
concentrations of zinc ions with excitation at 420 nm light. (F) Fluorescence spectra change in CDs-hy
(10 µg/mL, ultrapure water) upon addition of different concentrations of zinc ions with excitation
at 420 nm light. (G) F649/F684 of CDs-hy (10 µg/mL, ultrapure water) to zinc ions concentration
(0–5 µM). The inset is the linearity of F649/F684 to zinc ions concentration. (H) Expected high affinity
and selectivity for zinc ions.

2.6. Detection of Zinc Ions in Complex Real Samples

To evaluate the performance of CDs for Zn2+ detection in real samples, the determina-
tion of Zn2+ in milk powder, zinc gluconate oral solution, and fetal bovine serum was per-
formed. The zinc content in the milk powder measured by CDs was 2.67 ± 0.08 mg/100 g
milk powder, which is consist of the labeled content of 2.8 mg/100 g. In addition, a solution
with a zinc ions concentration of 0.5 µM was prepared according to the parameters on the
package of milk powder, and then Zn(NO3)2 was added to tune the Zn2+ concentrations to
0.5, 1.0, 2.0, 3.0, and 4.0 µM. In milk powder solution, as the concentration of Zn2+ increased,
the emission peak of CDs at 649 nm also enhanced while the emission peak at 684 nm grad-
ually decreased, which was similar that of to the ultrapure water detection environment
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(Figure 7A). The relationship between F649/F684 of CDs in milk powder solution and zinc
ions concentration is shown in Figure 7B. The slope of 0.9599 in milk powder solution was
close to that of 1.043 in ultrapure water, indicating that CDs can be applied to the detection
of zinc ions in complex environments.
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Figure 6. Characterization of CDs-NaBH4. (A) The 1H NMR spectrum of CDs-NaBH4. (B) The
FT-IR spectrum of CDs-NaBH4. (C) Fluorescence spectra change in CDs-NaBH4 (10 µg/mL, ultra-
pure water) upon addition of different concentrations of zinc ions with excitation at 420 nm light.
(D) F649/F684 of CDs-NaBH4 (10 µg/mL, ultrapure water) to zinc ions concentration (0–5 µM).
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Figure 7. The application of CDs in real samples. (A) Fluorescence spectra change in CDs (10 µg/mL,
1.2 mg/mL of milk powder solution) at 420 nm excitation upon addition of different concentrations
of zinc ions. (B) The linearity of F649/F684 of CDs (10 µg/mL, 1.2 mg/mL of milk powder solution) to
zinc ions concentration.

Different brands of zinc gluconate oral solution were nitrated, neutralized, and diluted
with ultrapure water. Then, the resultant samples were assayed separately with CDs. As
shown in Table 3, the quantities of these zinc gluconate oral solutions were determined
to be 0.49, 0.47, and 0.51 mg/mL, respectively, with the RSD (n = 3) values of 4.1–5.3%,
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which are consistent with the package calibration (0.5 mg/mL). Fetal bovine serum was
also nitrated and underwent rotary evaporation to remove the solvent, then diluted with
ultrapure water. For the one fetal bovine serum, the Zn2+ concentration were measured
by CDs and inductively coupled plasma mass spectrometry (ICP-MS). The results are
1.573 × 10−3 mg/mL and 1.561 × 10−3 mg/mL, respectively, indicating the accuracy of
CDs for Zn2+ detection.

Table 3. Measurement of Zn2+ in zinc gluconate oral liquids.

Sample Original (mg/mL) Measured (mg/mL) RSD% (n = 3)

1 0.5 0.49 4.1
2 0.5 0.47 4.6
3 0.5 0.51 5.3
4 1.561 × 10−3 (ICP-MS) 1.57 × 10−3 0.42

Note: 1: 999 zinc gluconate oral solution, 2: Dinggui zinc gluconate oral solution, 3: San jing zinc gluconate oral
solution, and 4: Fetal bovine serum from ExCell Bio (Shanghai, China).

3. Materials and Methods
3.1. Reagents, Materials and Instruments

For details, see the Supplementary Materials.

3.2. Synthesis
3.2.1. Synthesis of CDs

First, 1.2 g of glutathione and 1.2 g of L-aspartic acid were dissolved in 40 mL of
formamide in a Teflon-lined autoclave. The mixture was heated at 160 ◦C for 8 h. After
cooling to room temperature, the reaction mixture was dialyzed for 7–9 d, and further
filtered by 0.22 µm BIOSHARPP membrane filters. By freeze-drying the above solution, the
CDs powder was obtained.

3.2.2. Synthesis of CDs-SPI

An amount of 5 mg of CDs and 5 mg of 4-sulfophenyl isothiocyanate sodium salt
monohydrate were mixed with 7 mL of carbonation buffer (pH = 9). After reaction for 8 h
at 4 ◦C, the resulting mixture was dialyzed in ultrapure water for 3 d.

3.2.3. Synthesis of CDs-PS

A volume of 1 mL of CDs solution (5 mg/mL) and 1 g of 1,3-propane sultone (PS) were
mixed with 10 mL of 1, 4-dioxane. Then, 1 mL triethylamine was added to this mixture.
After stirring for 24 h at 40 ◦C, the mixture underwent rotary evaporation to remove the
organic solvent. The resultant mixture was dispersed in ultrapure water and dialyzed
in 0.1 M NaCl solution for 1 d to remove triethylamine salt through ion exchange. The
product was obtained by dialysis in ultrapure water for 3 d.

3.2.4. Synthesis of CDs-PS-hy

An amount of 5 mg of CDs-PS was dissolved in 10 mL NaOH (0.5 M). After stirring
for 24 h at 40 ◦C, the mixture was neutralized with hydrochloric acid (0.1 M). The produce
was obtained by dialysis in ultrapure water for 3 d.

3.2.5. Synthesis of CDs-hy

An amount of 5 mg of CDs was dissolved in 10 mL NaOH solution (0.5 M). After
stirring for 24 h at 40 ◦C. The mixture was neutralized with hydrochloric acid (0.1 M). The
resultant mixture was dialyzed in ultrapure water for 3 d.
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3.2.6. Synthesis of CDs-NaBH4

An amount of 5 mg of CDs was added to 10 mL of NaBH4 solution (0.5 M), and the
mixture was stirred for 24 h at room temperature. The resultant mixture was neutralized
with hydrochloric acid (0.1 M) and then dialyzed in ultrapure water for 3 d.

3.3. Effect of Metal Ions on the Fluorescence of CDs

A volume of 100 µL of CDs with a final concentration of 10 µg/mL and 100 µL of
different metal ions (Ag+, Zn2+, Cu2+, Ca2+, Mg2+, Ni2+, Fe2+, Fe3+, Ce3+, Au3+) with a
final concentration of 1 mM were mixed evenly. Then, the fluorescence spectra of mixtures
were recorded in the emission wavelength range from 600 nm to 800 nm at the excitation
wavelength of 420 nm. The procedure was duplicated three times.

3.4. Fluorescence Stability Test of CDs

The CDs solution (10 µg/mL) was handled with different illumination times (0, 2,
4, 6, 8, 10, 15, 20, 25, and 30 min), pH values (3.6, 4.8, 5.6, 6.8, 7.2, 8, 9, 10, 11 and 12) or
temperatures (37, 45, 60, and 75 ◦C). Then, the fluorescence spectra were recorded at the
excitation wavelength of 420 nm. The procedure was duplicated three times.

3.5. Detection of Zinc Ions by CDs

First, 100 µL of CDs with a final concentration of 10 µg/mL and 100 µL of zinc
ions with different concentrations were mixed and vortexed. The fluorescence spectra of
mixtures were recorded at the excitation wavelength of 420 nm, respectively. The limit of
detection (LOD) was calculated via the 3σ principle.

3.6. Detection of Zn2+ Levels in Samples

A amount of 1.2 mg milk powder was dissolved thoroughly in 1 mL ultrapure water.
Different concentrations of Zn2+ (0.5, 1, 2, 3, and 4 µM) were spiked into it. Then, the CDs
were added to analyze the Zn2+ concentration according to the above steps

Different brands of zinc gluconate oral solution (0.5 mL) were mixed with nitric acid
(3 mL) reacted at 140 ◦C for 4 h, and then neutralized with sodium hydroxide (0.1 M), then
volumized to 50 mL. The obtained mixture was diluted 40 times with ultrapure water. After
that, 10 µL of CDs solution (1 mg/mL) was added for the detection of Zn2+.

Fetal bovine serum (1 mL), nitric acid (1 mL), and hydrogen peroxide solution (0.5 mL)
were mixed and reacted at 120 ◦C for 30 min. The resultant mixture underwent rotary
evaporation to remove the solvent, and then was dispersed in 10 mL ultrapure, underwent
rotary evaporation to remove the solvent, repeated three times. The mixture was dispersed
in 10 mL ultrapure, and diluted 15 times with ultrapure water (1 mL). Finally, 10 µL of CDs
solution (1 mg/mL) was added for the detection of Zn2+. The procedure was duplicated
three times.

4. Conclusions

In conclusion, this work strategically synthesized novel red emissive CDs with su-
perior optical properties by a hydrothermal method using glutathione, L-aspartic acid,
and formamide as raw materials. The formed CDs displayed a high aqueous solubility
with a quantum yield value of 14.09%. Based on the chelation between CDs and Zn2+, the
CDs had been applied to detect Zn2+. The CDs exhibited high selectivity and sensitivity
toward Zn2+, and could rapidly chelate with Zn2+ to achieve a low LOD of 5 nM within
a broad linear range of 0.02–5 µM. And the CDs were also used for quantitative analysis
of Zn2+ in real samples, including milk powder, zinc gluconate oral solution, and fetal
bovine serum. Moreover, through surface modifications and spectral analysis, we revealed
that the amino, carboxyl, hydroxyl, and C=N/C=O on the surface of CDs chelate with
Zn2+, and inhibited the electron transfer between functional groups and the emission site
of the CDs, which enhanced the fluorescence intensity at 649 nm and decreased at 684 nm
due to the coordination. This work brings to light CDs with highly selective sensing for
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Zn2+, identifies the chelation-enhanced fluorescence mechanism of CDs, and realizes the
detection of Zn2+ in real samples.

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390/molecules28237818/s1, Figure S1. Characterization of CDs. The
particle size distribution of CDs. Figure S2. Characterization of CDs. High-resolution of N 1s with
identification of peaks by curve fitting of the CDs. Figure S3. Characterization of CDs. Roman
spectrum of CDs. Figure S4. Characterization of CDs. Zeta potential of CDs and CDs+Zn2+, CDs
(10 µg/mL, ultrapure water), Zn2+ (20 µM). Figure S5. Fluorescence response of different carbon dots
to metal ions. The fluorescence spectra change of (A) GSH-Asp-CDs. (B) GSH-His-CDs. (C) GSH-
Arg-CDs. (D) GSH-Glu-CDs (10 µg/mL, ultrapure water) upon addition of different metal ions (Ag+,
Zn2+, Cu2+, Ca2+, Mg2+, Ni2+, Fe2+, Fe3+, Ce3+, Au3+, all at 1 mM) with excitation at 420 nm light.
Figure S6. The binding ability between CDs and zinc ions. (A) Fluorescence spectra of CDs (10 µg/mL,
ultrapure water) under 420 nm excitation after adding different concentrations of EDTA and 20 µM
Zinc ions. (B) F649/F684 of CDs (10 µg/mL, ultrapure water) and 20 µM Zinc ions versus EDTA
concentration (10–1000 µM). (C) Fluorescence spectra of CDs (10 µg/mL, ultrapure water) under
420 nm excitation after adding different concentrations of CA and 20 µM Zinc ions. (D) F649/F684
of CDs (10 µg/mL, ultrapure water) and 20 µM Zinc ions versus CA concentration (10–1000 µM).
Figure S7. The absorption spectra of CDs. UV-Vis absorption spectra change of CDs (10 µg/mL,
ultrapure water) upon addition of different concentrations of zinc ions. Figure S8. The fluorescence
lifetimes of CDs. The fluorescence lifetimes of CDs (10 µg/mL, ultrapure water) at 650 nm and 680 nm
for different Zinc ions concentrations. (A) 0 µM Zn2+. (B) 0.5 µM Zn2+. (C) 1 µM Zn2+. (D) 2 µM
Zn2+. Figure S9. The fluorescence changes of CDs under different pH. (A) Fluorescence spectra of
CDs (10 µg/mL) under excitation at 420 nm light with different pH values. (B) Fluorescence spectra
of CDs (10 µg/mL) at different pH values with 20 µM Zinc ions under excitation at 420 nm light.
(C) F649/F684 of CDs (10 µg/mL) with different pH values (blue), F649/F684 of CDs (10 µg/mL)
at different pH values with 20 µM Zinc ions (red). Figure S10. The stability of CDs. The value of
the ratio of fluorescence intensity at 649 nm to that at 684 nm (F649/F684) of the CDs (10 µg/mL,
ultrapure water) in the presence of zinc ions against time. Figure S11. Benesi–Hildebrand plot of the
CDs with Zn2+.

Author Contributions: Conceptualization, M.Z. and C.X.; methodology, Z.J. and M.Y.; formal anal-
ysis, G.L., M.Y. and Z.J.; investigation, Z.J.; data curation, G.L.; writing—original draft, G.L. and
Z.J.; writing—review and editing, G.L., Z.J., M.Z. and C.X.; project administration, M.Z. and C.X.;
funding acquisition, M.Z. and C.X. All authors have read and agreed to the published version of
the manuscript.

Funding: This work was supported by the National Natural Science Foundation of China (82000523),
with grants from the Zhejiang Provincial Natural Science Foundation of China (LY20H180010).

Data Availability Statement: Data are available online or from the author.

Acknowledgments: We thank Zijun Ren at the Instrument Analysis Center of Xi’an Jiaotong Univer-
sity for assisting with TEM analysis.

Conflicts of Interest: The authors declare no conflict of interest.

Abbreviations

Zn2+, zinc ion; CDs, carbon dots; LOD, limit of detection; EDTA, ethylenediaminetetraacetic
acid disodium salt dihydrate; CA, citric acid monohydrate; SPI, 4-sulfophenyl isothiocyanate sodium
salt monohydrate; PS, 1,3-propane sultone; TEM, transmission electron microscopy; XPS, X-ray
photoelectron spectroscopy; NMR, nuclear magnetic resonance spectroscopy; FT-IR, Fourier infrared
spectrometer; UV–Vis, ultraviolet and visible spectrophotometry.

https://www.mdpi.com/article/10.3390/molecules28237818/s1
https://www.mdpi.com/article/10.3390/molecules28237818/s1


Molecules 2023, 28, 7818 14 of 15

References
1. Frederickson, C.J.; Koh, J.Y.; Bush, A.I. The neurobiology of zinc in health and disease. Nat. Rev. Neurosci. 2005, 6, 449–462.

[CrossRef]
2. Lu, Z.; Lu, Y.; Fan, W.; Fan, C.; Li, Y. Ultra-fast zinc ion detection in living cells and zebrafish by a light-up fluorescent probe.

Spectrochim. Acta Part A Mol. Biomol. Spectrosc. 2019, 206, 295–301. [CrossRef] [PubMed]
3. Berg, J.M.; Shi, Y.G. The galvanization of biology: A growing appreciation for the roles of zinc. Science 1996, 271, 1081–1085.

[CrossRef]
4. Wang, Y.; Lao, S.; Ding, W.; Zhang, Z.; Liu, S. A novel ratiometric fluorescent probe for detection of iron ions and zinc ions based

on dual-emission carbon dots. Sens. Actuators B Chem. 2019, 284, 186–192. [CrossRef]
5. Maret, W. Zinc biochemistry: From a single zinc enzyme to a key element of life. Adv. Nutr. 2013, 4, 82–91. [CrossRef] [PubMed]
6. Krezel, A.; Maret, W. The biological inorganic chemistry of zinc ions. Arch. Biochem. Biophys. 2016, 611, 3–19. [CrossRef] [PubMed]
7. Maret, W. Analyzing free zinc(II) ion concentrations in cell biology with fluorescent chelating molecules. Metallomics 2015, 7,

202–211. [CrossRef] [PubMed]
8. Shuttleworth, C.W.; Weiss, J.H. Zinc: New clues to diverse roles in brain ischemia. Trends Pharmacol. Sci. 2011, 32, 480–486.

[CrossRef]
9. Yan, L.Q.; Yang, H.; Li, J.; Zhou, C.P.; Li, L.; Wu, X.Z. A near infrared fluorescent probe for detection and bioimaging of zinc ions

and hypochloric acid. Anal. Chim. Acta 2022, 1206, 339750. [CrossRef]
10. Park, S.H.; Kwon, N.; Lee, J.H.; Yoon, J.; Shin, I. Synthetic ratiometric fluorescent probes for detection of ions. Chem. Soc. Rev.

2020, 49, 143–179. [CrossRef]
11. Choi, S.; Cui, C.; Luo, Y.; Kim, S.H.; Ko, J.K.; Huo, X.F.; Ma, J.J.; Fu, L.W.; Souza, R.F.; Korichneva, I.; et al. Selective inhibitory

effects of zinc on cell proliferation in esophageal squamous cell carcinoma through Orai1. FASEB J. 2018, 32, 404–416. [CrossRef]
12. Waheed, A.; Abdel-Azeim, S.; Ullah, N.; Oladepo, S.A. Design and synthesis of two new terbium and europium complex-based

luminescent probes for the selective detection of zinc ions. Luminescence 2020, 35, 1238–1247. [CrossRef] [PubMed]
13. Karmegam, M.V.; Karuppannan, S.; Christopher Leslee, D.B.; Subramanian, S.; Gandhi, S. Phenothiazine-rhodamine-based

colorimetric and fluorogenic ‘turn-on’ sensor for Zn2+ and bioimaging studies in live cells. Luminescence 2020, 35, 90–97. [CrossRef]
14. Kara, D.; Fisher, A.; Hill, S.J. Preconcentration and determination of trace elements with 2,6-diacetylpyridine functionalized

amberlite XAD-4 by flow injection and atomic spectroscopy. Analyst 2005, 130, 1518–1523. [CrossRef] [PubMed]
15. Hao, C.; Liu, S.; Liang, W.; Li, D.; Wang, L.L.; He, Y.Q. A regenerable fluorescent quantum dot based nanoprobe for zinc(II), and

the design of a molecular logic gate. Microchim. Acta 2015, 182, 2009–2017. [CrossRef]
16. Khan, S.A.; Alam, M.Z.; Mohasin, M.; Ahmad, S.; Salma, U.; Parveen, H.; Mukhtar, S.; Al-Anazi, M.; Alotaibi, F.A.;

Abdelaziz, M.A. Ultrasound-assisted synthesis of chalcone: A highly sensitive and selective fluorescent chemosensor for the
detection of Fe3+ in aqueous media. J. Fluoresc. 2023; Online ahead of print. [CrossRef]

17. Jiang, W.; Fu, Q.; Fan, H.; Wang, W. An NBD fluorophore-based sensitive and selective fluorescent probe for zinc ion. Chem.
Commun. 2008, 2, 259–261. [CrossRef] [PubMed]

18. Cui, S.; Qiu, S.; Lu, R.; Pu, S. A multi-functional fluorescent sensor for Zn2+ and HSO4
− based on a new diarylethene derivative.

Tetrahedron Lett. 2018, 59, 3365–3372. [CrossRef]
19. Liu, Y.; Li, Y.; Feng, Q.; Li, N.; Li, K.; Hou, H.; Zhang, B. ‘Turn-on’ fluorescent chemosensors based on naphthaldehyde-2-

pyridinehydrazone compounds for the detection of zinc ion in water at neutral pH. Luminescence 2018, 33, 29–33. [CrossRef]
20. Menéndez, G.O.; López, C.S.; Jares-Erijman, E.A.; Spagnuolo, C.C. A versatile near-infrared asymmetric tricarbocyanine for zinc

ion sensing in water. Photochem. Photobiol. 2013, 89, 1354–1361. [CrossRef]
21. Chen, X.; Xu, J.; Suo, F.; Yu, C.; Zhang, D.; Chen, J.; Wu, Q.; Jing, S.; Li, L.; Huang, W. A novel naphthofluorescein-based probe for

ultrasensitive point-of-care testing of zinc(II) ions and its bioimaging in living cells and zebrafishes. Spectrochim. Acta Part A Mol.
Biomol. Spectrosc. 2020, 229, 117949. [CrossRef] [PubMed]

22. Jonaghani, M.Z.; Zali-Boeini, H.; Moradi, H. A coumarin based highly sensitive fluorescent chemosensor for selective detection of
zinc ion. Spectrochim. Acta Part A Mol. Biomol. Spectrosc. 2019, 207, 16–22. [CrossRef] [PubMed]

23. Mehta, P.K.; Oh, E.T.; Park, H.J.; Lee, K.H. Ratiometric fluorescent probe based on symmetric peptidyl receptor with picomolar
affinity for Zn2+ in aqueous solution. Sens. Actuators B Chem. 2017, 245, 996–1003. [CrossRef]

24. Czaplinska, B.; Spaczynska, E.; Musiol, R. Quinoline fluorescent probes for zinc—From diagnostic to therapeutic molecules in
treating neurodegenerative diseases. Med. Chem. 2018, 14, 19–33. [CrossRef] [PubMed]

25. Bhattacharyya, A.; Makhal, S.C.; Guchhait, N. Evaluating the merit of a diethylamino coumarinderived thiosemicarbazone as an
intramolecular charge transfer probe: Efficient Zn(II) mediated emission swing from green to yellow. Photochem. Photobiol. Sci.
2020, 18, 2031–2041. [CrossRef]

26. Tian, X.T.; Yin, X.B. Carbon dots, unconventional preparation strategies, and applications beyond photoluminescence. Small 2019,
15, e1901803. [CrossRef] [PubMed]

27. Kang, Z.; Lee, S.T. Carbon dots: Advances in nanocarbon applications. Nanoscale 2019, 11, 19214–19224. [CrossRef]
28. Cui, L.; Ren, X.; Sun, M.; Liu, H.; Xia, L. Carbon dots: Synthesis, properties and applications. Nanomaterials 2021, 11, 3419.

[CrossRef]
29. Ge, G.; Li, L.; Wang, D.; Chen, M.; Zeng, Z.; Xiong, W.; Wu, X.; Guo, C. Carbon dots: Synthesis, properties and biomedical

applications. J. Mater. Chem. B 2021, 9, 6553–6575. [CrossRef]

https://doi.org/10.1038/nrn1671
https://doi.org/10.1016/j.saa.2018.08.025
https://www.ncbi.nlm.nih.gov/pubmed/30121474
https://doi.org/10.1126/science.271.5252.1081
https://doi.org/10.1016/j.snb.2018.12.139
https://doi.org/10.3945/an.112.003038
https://www.ncbi.nlm.nih.gov/pubmed/23319127
https://doi.org/10.1016/j.abb.2016.04.010
https://www.ncbi.nlm.nih.gov/pubmed/27117234
https://doi.org/10.1039/C4MT00230J
https://www.ncbi.nlm.nih.gov/pubmed/25362967
https://doi.org/10.1016/j.tips.2011.04.001
https://doi.org/10.1016/j.aca.2022.339750
https://doi.org/10.1039/C9CS00243J
https://doi.org/10.1096/fj.201700227RRR
https://doi.org/10.1002/bio.3883
https://www.ncbi.nlm.nih.gov/pubmed/32501608
https://doi.org/10.1002/bio.3701
https://doi.org/10.1039/b508841k
https://www.ncbi.nlm.nih.gov/pubmed/16222374
https://doi.org/10.1007/s00604-015-1543-3
https://doi.org/10.1007/s10895-023-03317-w
https://doi.org/10.1039/B712377A
https://www.ncbi.nlm.nih.gov/pubmed/18092106
https://doi.org/10.1016/j.tetlet.2018.07.057
https://doi.org/10.1002/bio.3368
https://doi.org/10.1111/php.12160
https://doi.org/10.1016/j.saa.2019.117949
https://www.ncbi.nlm.nih.gov/pubmed/31864152
https://doi.org/10.1016/j.saa.2018.08.061
https://www.ncbi.nlm.nih.gov/pubmed/30195181
https://doi.org/10.1016/j.snb.2017.01.154
https://doi.org/10.2174/1573406413666171002121817
https://www.ncbi.nlm.nih.gov/pubmed/28969572
https://doi.org/10.1039/c9pp00108e
https://doi.org/10.1002/smll.201901803
https://www.ncbi.nlm.nih.gov/pubmed/31240816
https://doi.org/10.1039/C9NR05647E
https://doi.org/10.3390/nano11123419
https://doi.org/10.1039/D1TB01077H


Molecules 2023, 28, 7818 15 of 15

30. Chen, B.B.; Liu, M.L.; Huang, C.Z. Recent advances of carbon dots in imaging-guided theranostics. TrAC Trends Anal. Chem. 2021,
134, 116116. [CrossRef]

31. Wu, H.; Pang, L.F.; Fu, M.J.; Guo, X.F.; Wang, H. Boron and nitrogen codoped carbon dots as fluorescence sensor for Fe3+ with
improved selectivity. J. Pharm. Biomed. Anal. 2020, 180, 113052. [CrossRef]

32. Bu, D.; Song, H.; Li, Z.; Wei, L.; Zhang, H.; Yu, M. Carbon-dot-based ratiometric fluorescent probe of intracellular zinc ion and
persulfate ion with low dark toxicity. Luminescence 2020, 35, 1319–1327. [CrossRef]

33. Lu, H.; Xu, S. CDs-MnO2-TPPS ternary system for ratiometric fluorescence detection of ascorbic acid and alkaline phosphatase.
ACS Omega 2021, 6, 16565–16572. [CrossRef]

34. Pan, L.; Sun, S.; Zhang, L.; Jiang, K.; Lin, H. Near-infrared emissive carbon dots for two-photon fluorescence bioimaging. Nanoscale
2016, 8, 17350–17356. [CrossRef] [PubMed]

35. Liu, C.; Yang, M.; Hu, J.; Bao, L.; Tang, B.; Wei, X.; Zhao, J.; Jin, Z.; Luo, Q.; Pang, D. Quantitatively switchable pH-sensitive
photoluminescence of carbon nanodots. J. Phys. Chem. Lett. 2021, 12, 2727–2735. [CrossRef] [PubMed]

36. Chen, S.Y.; Li, S.P.; Liu, X.F.; Shi, B.F.; Huang, Y.J.; Zhao, S.L. Nitrogen and sulfur co-doped carbon dot-based ratiometric
fluorescent probe for Zn2+ sensing and imaging in living cells. Microchim. Acta 2022, 189, 107. [CrossRef] [PubMed]

37. Xu, H.; Wang, Z.; Li, Y.; Ma, S.; Hu, P.; Zhong, X. A quantum dot-based “off-on” fluorescent probe for biological detection of zinc
ions. Analyst 2013, 138, 2181–2191. [CrossRef]

38. Ruedas-Rama, M.J.; Hall, E.A.H. Azamacrocycle activated quantum dot for zinc ion detection. Anal. Chem. 2008, 80, 8260–8268.
[CrossRef]

39. Enbanathan, S.; Munusamy, S.; Jothi, D.; Manojkumar, S.; Manickam, S.; Iyer, S.K. Zinc ion detection using a benzothiazole-based
highly selective fluorescence “turn-on” chemosensor and its real-time application. RSC Adv. 2022, 12, 27839–27845. [CrossRef]

40. Hosseini, M.; Vaezi, Z.; Ganjali, M.R.; Faridbod, F.; Abkenar, S.D.; Alizadeh, K.; Salavati-Niasari, M. Fluorescence “turn-on”
chemosensor for the selective detection of zinc ion based on Schiff-base derivative. Spectrochim. Acta Part A Mol. Biomol. Spectrosc.
2010, 75, 978–982. [CrossRef]

41. Ghorai, P.; Pal, K.; Karmakar, P.; Saha, A. The development of two fluorescent chemosensors for the selective detection of Zn2+ and
Al3+ ions in a quinoline platform by tuning the substituents in the receptor part: Elucidation of the structures of the metal-bound
chemosensors and biological studies. Dalton Trans. 2020, 49, 4758–4773. [CrossRef] [PubMed]

42. Liu, C.; Fan, W.B.; Cheng, W.X.; Gu, Y.P.; Chen, Y.M.; Zhou, W.H.; Yu, X.F.; Chen, M.M.; Zhu, M.R.; Fan, K.L.; et al. Red emissive
carbon dot superoxide dismutase nanozyme for bioimaging and ameliorating acute lung injury. Adv. Funct. Mater. 2023, 33,
2213856. [CrossRef]

43. Gao, W.H.; He, J.Y.; Chen, L.; Meng, X.Q.; Ma, Y.N.; Cheng, L.L.; Tu, K.S.; Gao, X.F.; Liu, C.; Zhang, M.Z.; et al. Deciphering the
catalytic mechanism of superoxide dismutase activity of carbon dot nanozyme. Nat. Commun. 2023, 14, 160. [CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

https://doi.org/10.1016/j.trac.2020.116116
https://doi.org/10.1016/j.jpba.2019.113052
https://doi.org/10.1002/bio.3894
https://doi.org/10.1021/acsomega.1c01828
https://doi.org/10.1039/C6NR05878G
https://www.ncbi.nlm.nih.gov/pubmed/27714173
https://doi.org/10.1021/acs.jpclett.1c00287
https://www.ncbi.nlm.nih.gov/pubmed/33705142
https://doi.org/10.1007/s00604-022-05188-7
https://www.ncbi.nlm.nih.gov/pubmed/35166943
https://doi.org/10.1039/c3an36742h
https://doi.org/10.1021/ac801396y
https://doi.org/10.1039/D2RA04874D
https://doi.org/10.1016/j.saa.2009.12.016
https://doi.org/10.1039/C9DT04902A
https://www.ncbi.nlm.nih.gov/pubmed/32211624
https://doi.org/10.1002/adfm.202213856
https://doi.org/10.1038/s41467-023-35828-2
https://www.ncbi.nlm.nih.gov/pubmed/36631476

	Introduction 
	Results and Discussion 
	Characterization of CDs 
	The Properties of CDs 
	Colorimetric Fluorescence Detection of Zinc Ion 
	Effect of Zinc Ions on the Structure of CDs 
	The Coordination between CDs and Zinc Ions 
	Detection of Zinc Ions in Complex Real Samples 

	Materials and Methods 
	Reagents, Materials and Instruments 
	Synthesis 
	Synthesis of CDs 
	Synthesis of CDs-SPI 
	Synthesis of CDs-PS 
	Synthesis of CDs-PS-hy 
	Synthesis of CDs-hy 
	Synthesis of CDs-NaBH4 

	Effect of Metal Ions on the Fluorescence of CDs 
	Fluorescence Stability Test of CDs 
	Detection of Zinc Ions by CDs 
	Detection of Zn2+ Levels in Samples 

	Conclusions 
	References

