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Simultaneous detection and differentiation of biomolecules is of significance in biological research. Biothiols
such as cysteine (Cys), homocysteine (Hcy), and glutathione (GSH) play an important role in regulating the vital
functions of living organisms. However, existing methods for simultaneous detection and differentiation of Cys,
Hcy, and GSH are still challenging because of their similarity in structure and chemical properties. Herein we
report a probe that simultaneously detects and discriminates between mixtures of Cys, Hcy and GSH using '°F

nuclear magnetic resonance (NMR). This '°F NMR probe responds rapidly to biothiols through the Michael
addition reaction and subsequent intramolecular cyclization reaction allowing differentiation between Cys, Hcy
and GSH through °F NMR chemical shift. We demonstrate that this °F NMR probe is a powerful method for

analysis of complex mixtures.

1. Introduction

Simultaneous detection and differentiation of biologically important
molecules are vital in clinical diagnosis. Biothiols, such as cysteine
(Cys), homocysteine (Hcy) and glutathione (GSH), are widely existing
intracellular biomolecules, which have been documented as playing
significant roles in many physiological and pathological processes [1].
Cys and Hcy have been regarded as risk factors for several health
problems. For example, elevated levels of Cys could lead to neuro-
toxicity, and the deficiency in Cys associate with the syndromes of skin
lesions, liver damage, lethargy, hair depigmentation, and weakness [2].
GSH, the most abundant intracellular biothiol, serves as an essential
endogenous antioxidant for maintaining redox homeostasis, in-
tracellular signal transduction and gene regulation through the equili-
brium of free thiols and oxidized disulfides [3]. The aberrant level of
GSH have also been documented to correlate with several diseases, such
as liver damage, leucocyte loss, psoriasis, cancer, and HIV infection [4].

Over the past few decades, the usage of high performance liquid
chromatography, [5,6] capillary electrophoresis, [7,8] voltammetry,
[9,10] flow injection, [11,12] mass spectrometry identification,
[13-15] '?°Xe Nuclear magnetic resonance (NMR) [16,17] and fluor-
escence [18-20] have been applied for the development of biothiol

* Corresponding author.
E-mail address: xinzhou@wipm.ac.cn (X. Zhou).

https://doi.org/10.1016/j.talanta.2018.03.039

Received 7 October 2017; Received in revised form 2 March 2018; Accepted 14 March 2018

Available online 15 March 2018
0039-9140/ © 2018 Elsevier B.V. All rights reserved.

sensing. Among them, fluorescence probes based on thiol-selective re-
actions, including the Michael addition reaction, cyclization reaction,
cleavage reaction of sulfonamide, sulfonate esters, selenium-nitrogen
bonds, and disulfide bonds by thiol, nucleophilic substitution reaction,
and others have become a popular approach for biothiol detection in
living cells [21-33]. Some impressive fluorescence probes have been
successfully developed to discriminate biothiols using different emis-
sion channels. However, fluorescent probes that can fully and si-
multaneously discriminate these three sulfhydryl-containing amino
acids are quite rare owing to the existence of similarities in structures
and reaction activities. In this context, the development of a probe for
biothiols detection, especially simultaneous discrimination one thiol
species from another in mixtures is of highly practical value but more
challenging in biological studies.

Nuclear magnetic resonance spectroscopy is a versatile tool widely
used for studying the information of precise structures and dynamic
reaction events. Sensors based on the proton NMR have been developed
that employ modulation of relaxation rates or chemical shifts upon
binding [34-43]. Although promising, such water proton based sensors
often subject to the lack of chemical selectivity or narrow chemical shift
range. On the other hand, '°F NMR spectroscopy has emerged as a
promising approach, as not only it holds the advantages of high
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Scheme 1. Illustration of '°F NMR probe 1 simultaneously differentiation of Cys, Hey and GSH.

sensitivity in NMR spectroscopy (83% relative to 'H), 100% natural
abundance, no background interference in human cells and tissues, but
also the broad chemical shift range is typically an order of magnitude
greater than that of proton NMR spectroscopy [44,45]. Such advantages
have been successfully used for in vitro and in vivo detection and
imaging of biological species of interest [46-58]. Recently, '°F NMR
has been applied in the detection and discrimination of complex mix-
tures. For example, Timothy Swager and coworkers designed a Tung-
sten Calix [4] arene Imido to differentiate the complex mixtures of
neutral organic compounds using '°F NMR in 2013 [59]. They further
reported two palladium complexes for simultaneous sensing of multiple
amines, neutral and anionic species without separation [60,61].
Therefore, '°F NMR probes now constitute a promising strategy for
differentiation of complex mixtures.

Herein, we report a reaction-based '°F NMR probe for simultaneous
detection and differentiation between mixtures of Cys, Hcy, and GSH.
The working hypothesis here is subtle differences in Cys, Hcy and GSH
could be differentiated by chemical shift upon reaction with '°F NMR
probe, producing observable °F signal changes (Scheme 1). To achieve
this concept, we chose the acrylate group as a reaction site that is highly
specific for response to biothiols [22-26]. More importantly, the acry-
late group has been reported to be able to discriminate Cys from Hcy
and GSH by different reaction rates in the conjugate addition and
subsequently intramolecular cyclization reaction process, leading to
preclude the interference of other species. In this manner, a fluorine
atom functionalized at the ortho-position of acrylate group was in-
troduced as the NMR signal moiety. Furthermore, 2-(3-cyano-4,5,5-
trimethylfuran-2(5H)-ylidene)-malononitrile was also introduced as an
optical signal output group.

2. Experimental section
2.1. Materials and instruments

Starting materials were purchased from commercial suppliers and
used as received. NMR spectra were acquired on a Bruker AMX-500
NMR spectrometer at room temperature. The coupling constants (J
values) are reported in hertz. Chemical shifts (§) are given in parts per
million (ppm) relative to internal TMS (0 ppm for 'H) or DMSO-dg
(39.5ppm for 13C). High-resolution mass spectrometry (HR MS-ESI)
spectra were obtained on an Agilent technologies 6530 Accurate-Mass
QTOF spectrometer coupled to an Agilent HPLC 1200 series. Uv-vis
absorption spectra were recorded on an Evolution 220 spectro-
photometer. Fluorescence spectra were obtained by an Edinburgh
Instruments FS5 fluorescence spectrometer. pHs were measured by a
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Mettler Toledo SevenEasy pH meter. All solutions and buffers were
prepared with distilled water that passed through a Millipore-Q ultra-
purification system.

2.2. Synthesis and characterization of compound 2

To the solution of compound 3 [62,63] (288 mg, 1.45mmol) in
10mL of anhydrous ethanol in round flask, 3-fluoro-4-hydro-
xybenzaldehyde (210 mg, 1.50 mmol) and two drops of piperidine were
added. After refluxed with stirring for 5h, the reaction mixture was
cooled down to room temperature and the precipitate was filtered off,
washed with ethanol to give the desired compound 2 (67% yield). H
NMR (500 MHz, DMSO-d¢): 6 1.78 (6 H, s), 7.06 (1H, t, J = 8.5Hz),
7.09 (1H, d, J = 16.5Hz), 7.59 (1H, dd, J = 8.5Hz, 2.0 Hz), 7.86 (1H,
d,J = 16.5Hz), 7.91 (1H, dd, J = 12.5Hz, 2.0 Hz), 11.05 (1H, s). 13C
NMR (125 M Hz, DMSO-d¢): 6 177.7, 175.9, 152.7, 150.7, 150.1, 150.0,
147.5, 147.4, 128.6, 126.8, 126.8, 118.6, 118.6, 117.2, 117.1, 113.8,
113.3,112.5,111.5, 99.7, 98.1, 54.2, 25.6. HRMS (ESI): m/z calcd. For
C18H12FN3OoNat [M+Nal™ 344.0806, found 344.0810.

2.3. Synthesis and characterization of compound 1

To the solution of compound 2 (96 mg, 0.30 mmol) and triethyla-
mine (121 pL, 0.87mmol) in CH,Cl,, acryloyl chloride (70 pL,
0.86 mmol) was added with stirring at room temperature. After the
reaction completed, the mixture was concentrated under reduced
pressure. The crude product was redissolved in ethanol and crystallized
to give the desired probe 1 (77% yield). 1H NMR (500 M Hz, DMSO-dg):
8§ 1.80 (6H, s), 6.27 (1H, dd, J = 10.5Hz, 1.0Hz), 6.48 (1H, dd, J =
17.5Hz, 10.5Hz), 6.63 (1H, dd, J = 17.5Hz, 1.0Hz), 7.30 (1H, d, J =
16.5Hz), 7.52 (1H, t, J = 8.2Hz), 7. 82 (1H, dd, J = 8.5Hz, 1.5 Hz),
7.88 (1H, d,J = 16.5Hz), 8.12 (1H, dd, J = 11.5 Hz, 2.0 Hz). '*C NMR
(125 MHz, DMSO-dg): § 177.5, 175.0, 163.4, 155.2, 153.2, 145.2,
145.2, 140.4, 140.3, 135.8, 134.7, 134.7, 127.4, 127.3, 126.8, 125.4,
117.4, 117.2, 117.0, 113.1, 112.2, 111.1, 101.0, 100.0, 55.4, 25.5.
HRMS (ESD): m/z caled. For Cy;H;4sFN3OsNa™ [M+Na]™ 398.0911,
found 398.0920.

2.4. Absorption, fluorescence and °F NMR spectra studies

Probe 1 was dissolved into Acetonitrile (HPLC grade) to prepare the
stock solution with a concentration of 1.0 mM. Stock solutions of ana-
lytes including Cys, Hcy, GSH, Na,S,03, Threonine, Serine, Leucine,
Sodium erythorbate, K;SOg, Glutamine, Tyrosine, Lysine, Glycine,
Methionine, Aspartic acid, Tryptophan, Pyroglutamic acid,



S. Yang et al.

Talanta 184 (2018) 513-519

OH
0% o
NC\ o/ A F
-4
ne” T )l X \
_ 5 -
NC
3 piperidine ~ CI/”\/ -
\_-CN -
* ethanol, reflux 7g\'/ NEt,, DCM \\CN
F
N on =
oHc—/ H—oH NC N
_ NC
2 1

Scheme 2. Synthesis of the probe 1.

Phenylalanine, phenylglycine were prepared in a certain concentration
using distilled water. After diluted to the desired concentration, probe 1
was added various other analytes. The resulting solution was well-
mixed and prepared for the spectra measurement at 25 °C. For '°F NMR
spectra, unless stated otherwise, all the '°F NMR spectra were processed
with the line broadening of 10 Hz.

3. Result and discussion
3.1. Probe synthesis

The synthetic route for probe 1 is outlined in Scheme 2. As depicted,
probe 1 was easily synthesized in two steps with good yield. Briefly, it
can be obtained simply by the reaction of acryloyl chloride with com-
pound 2 under basic conditions at room temperature. The structure of
probe 1 was fully characterized by 'H NMR, '*C NMR, and HRMS as
shown in the Supporting Information (SI). Compound 2 can be obtained
by the condensation of 2-(3-cyano-4,5,5- trimethylfuran-2(5H)-yli-
dene)-malononitrile and 3-fluoro-4-hydroxybenzaldehyde according to
the literature method [62,63]

3.2. Absorption and fluorescence detection of biothiols

With probe 1 in hand, the initial experiments explored the sensing
potential for biothiols by optical method. Probe 1 (10 uM) shows a
light-yellow color in 20 mM HEPES (HEPES = 2-[4-(2-hydroxyethyl)-1-
piperazinyl]-ethanesulfonic acid, pH = 7.4) buffer solution with 30%
acetonitrile and 5% D0 as cosolvent. When 10 equiv. of Cys was added
to probe 1, the color of this solution changed rapidly to colorless and
afterwards progressively turned to purple, which can be easily dis-
tinguished by naked eye (Fig. S1).

Based on the above results, more details on the response of probe 1
for biothiols were investigated on Uv-vis and fluorescence spectro-
meters. Probe 1 (10 uM) exhibits a moderately strong maximum ab-
sorption peak centered at 398 nm. After addition of 10 equiv. of Cys,
the absorption peak at 398 nm decreased rapidly together with the
appearance of a new peak at 340 nm. Concomitantly, another strong
band centered at 587 nm emerged and increased gradually until it
reached a plateau in about 90 min (Fig. 1a). The fluorescence intensity
of probe 1 was found to be weak (Fig. 1b). After addition of 10 equiv. of
Cys, this intensity of probe 1 at 615 nm gradually increased with time
until it reached emission saturation in about 90 min. Additionally, the
scanning kinetics studies of fluorescence indicated that probe 1 is rea-
sonably stable under the test conditions, and further verified that re-
action of probe 1 with 10 equiv. Cys completed within 90 min (Fig. S2).

In the case of GSH and Hcy, although the absorption peak at 398 nm
decreased rapidly and simultaneously a new peak around 340 nm ap-
peared after addition, the absorption intensity at 587 nm did not dis-
play the same significant enhancement as that of Cys (Fig. S3). Similar
results were also observed by using the fluorescence method. Upon
addition, Hcy and GSH displayed enhancement in fluorescence
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intensity at 615 nm but not as significant as Cys (Fig. S4). On the other
hand, scanning kinetics studies further revealed that the reaction of
probe 1 with Cys is faster than Hcy and GSH. The according apparent
rate constant of probe 1 with 10 equiv. Cys is 0.049 min~*, which is
over 10 times larger than that of Hey (k = 0.0046 min~') and GSH
(k = 0.0023 min ') (Fig. S5).

Furthermore, selectivity was investigated by Uv-vis absorption and
fluorescence (Fig. S6). In both Uv-vis absorption and fluorescence
spectra, Cys induced the most significant absorption and fluorescence
intensity change. However, other test species including Na,S,0s3,
Threonine, Serine, Leucine, Sodium erythorbate, K,SOg, Glutamine,
Tyrosine, Lysine, Glycine, Methionine, Aspartic acid, Tryptophan,
Pyroglutamic acid, Phenylalanine, Phenylglycine show almost no sig-
nificant change.

All these results obtained by absorption and fluorescence methods
suggest that probe 1 shows a specific response towards biothiols and
can discriminate Cys from Hcy and GSH. It implies that probe 1 can be
used as a potential colorimetric and fluorescence probe for Cys.
However, it is inadequate to distinguish Hcy and GSH, and also the
mixture of Cys, Hey and GSH (Fig. S7). Therefore, new methods need to
be developed for biothiols detection and Cys, Hcy and GSH simulta-
neous discrimination.

3.3. "°F NMR study of probe 1 towards biothiols

The '°F NMR spectrum of probe 1 (200 uM) shows one resonance at
8 = — 127.6 ppm under the test conditions (Fig. 2). Notably, upon
addition of 5 equiv. of Cys, the resonance at § = — 127.6 ppm dis-
appeared within 5min and three new signals at § = — 128.0 ppm,
—128.3ppm and — 135.4ppm were observed simultaneously. The
results indicate that probe 1 was consumed completely within a few
minutes and finally yielded a new product displaying the '°F NMR
signal at — 135.4 ppm via the intermediates of signals at — 128.0 ppm
and — 128.3 ppm. The resonances at — 128.0 and — 128.3 ppm could
be attributed to probe 1 undergoing the initial reaction of conjugate
addition to acrylates of Cys to produce the intermediates, and the latter
signal of — 135.4 ppm could be attributed to compound 2 which was
produced by the subsequent intramolecular cyclization reaction. By
recording the '°F NMR spectra as a function of time, it was observed
that the signals at § = — 128.0 ppm and — 128.3 ppm decreased ra-
pidly with concomitant growth of the signal at § = — 135.4 ppm until it
reached a saturation point. Obviously, '°F chemical shift gives rise to
the final up-field change of 7.8ppm (from — 127.6ppm to
— 135.4 ppm) after the addition of Cys. A similar result was also ob-
served upon addition of 3 equiv. of Cys (Fig. S8a). Furthermore, the
signal at § = — 135.4 ppm was still observed if lower concentrations of
Cys (1 equivalent) were added, but the signal at § = — 127.6 ppm de-
creased much slower compared with the addition of 5 or 3 equivalent
Cys (Fig. S8b).

Interestingly, differences were observed upon addition of Hcy and
GSH. After the addition of 5 equivalents Hcy and GSH, the chemical
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Fig. 1. Time-dependent (a) Uv-vis spectra and (b) fluorescence spectra changes of probe 1 (10 uM) upon addition of 10 equiv. of Cys. The spectra were collected from 0 to 90 min and
conducted in HEPES buffer solution (pH 7.4, 20 mM) with 30% acetonitrile and 5% D,O at 25 °C.

l 0 min
W/WW%MM
MMWWMW/WJ%WMJ\WM
Www
WWWWMWW

-127

-128 -129 -130 -131 -132

S/ppm

Fig. 2. '°F NMR spectra (high field) change of probe 1 (200 uM) upon addition of 5 equiv.
of Cys. Each spectrum was measured in HEPES buffer solution (pH 7.4, 20 mM) with 30%
acetonitrile and 5% D,O at 25 °C by 24 scans.
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shift of probe 1 at § = — 127.6 ppm disappeared quickly. However,
new chemical shifts at — 128.5ppm, — 128.3ppm for Hcy and
— 128.4ppm, — 128.1 ppm for GSH were observed (Fig. S9). Im-
portantly, the signal at § = — 135.4 ppm was not observed even after
90 min by '°F NMR under the test conditions, which is the significant
difference with that of Cys. Additionally, higher concentrations of Hcy
and GSH were investigated by time-dependent '°F NMR spectra. For
example, similar results were obtained when 10 and 20 equiv. of Hcy
(Fig. S10) and GSH (Fig. S11) were added.

All the above results from '°F NMR clearly displayed that probe 1
responds fast to Cys, Hey and GSH and produces different '°F NMR
chemical shift signals (Table S1), suggesting biothiols initially involved
in the reaction of conjugate addition of sulfhydryl group to an a, [3-
unsaturated carbonyl moiety of probe 1. However, only Cys sig-
nificantly induced the appearance of signal § = — 135.4 ppm, which
indicate the subsequent intramolecular cyclization reaction. Thus, we
anticipated that the response of probe 1 toward biothiols involved in
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the chemical structure transformation caused by the reaction of initially
conjugate addition and subsequently intramolecular cyclization [22-
26]. The difference found in the cleavage of acryloyl group, which may
be reasoned by Hcy and GSH is efficient in the initial nucleophilic at-
tack but inefficient in the subsequent ester bond cleavage reaction due
to the different pK, value of Cys (pK,: 8.30), Hey (pK,: 8.87) and GSH
(pK.: 9.20) [64]

3.4. Proposed reaction mechanism

To shed light on the mechanism, we performed HPLC-UV analysis
coupled with High Resolution Mass Spectrometry (HRMS) experiments.
Under the test conditions, the HPLC spectrum of probe 1 displays a
signal at the retention time of 14.2min by monitoring the A, at
398 nm. Upon addition of 10 equivalents Cys, two new signals at re-
tention time of 1.8 min and 6.7 min were found in the HPLC spectrum
(Fig. S12). As time goes by, the signals at retention times of 14.2 min
and 1.8 min completely disappeared. Concomitantly, the signal in-
tensity at a retention time 6.7 min increased, which was confirmed as
the predicted compound 2 by comparison with the authenticated
sample. The above result indicates that the signals at retention times of
1.8 min and 6.7 min could be attributed to the intermediate and pro-
duct 2, respectively. Furthermore, HRMS analysis of these three signals
shows the corresponding peaks at m/z = 497.1288, 322.0986 and
376.1095, which are consistent with the molecular weight of the ex-
pected [1-Cys+H™'] intermediate (caled 497.1289), compound
[2+H™"] (caled 322.0986) and probe [1+ H*] (caled 376.1092) (Fig.
S13). In the experiments of probe 1 with Hcy and GSH, the same HPLC
peak at 6.7 min and its corresponding HRMS result were also observed
(Fig. S14). The results reveled compound 2 was produced by the re-
action of probe 1 with Hcy and GSH. However, this signal was not
observed when using *°F NMR to monitor the reaction process of probe
1 with Hey and GSH under test conditions. The reason could be the
different sensitivity of '°F NMR, HPLC and HRMS. Additionally, the
HPLC peaks at 2.2 min for Hcy and 1.7 min for GSH could be attributed
to the intermediates [1-Hcy] and [1-GSH], respectively, which also
were verified by HRMS analysis (Fig. S15). These results show that the
reactions of probe 1 with Cys, Hcy and GSH were thiol-addition reac-
tions with subsequent intramolecular cyclization, but the reactions of
probe 1 with Hcy and GSH is much slower than that of Cys. Based on
these studies, we hypothesized the reaction mechanism of probe 1 with
Cys was illustrated in Scheme 3.

3.5. Selectivity and sensitivity studies of probe 1

The selectivity of probe 1 towards Cys, Hcy and GSH has also been
investigated with various other species (Fig. 3). As shown in Fig. 3, it
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Fig. 3. '°F NMR spectra of probe 1 (200 uM) in the presence of various analytes (the
concentration of Cys, Hcy and GSH were 1000 uM, the rest analytes were 2000 uM). Each
spectrum was obtained by 24 scans in HEPES buffer solution (pH 7.4, 20 mM) with 30%
acetonitrile and 5% D,0 at 25 °C.

was found that only the Cys, Hey and GSH induced the significant *°F
chemical shift change of probe 1, whereas the other species such as
Na,S,03, vitamin C, K5S,0g, Asp, Thr, Trp, Lys, pyroglutamic, Glu, Gly,
Met, phenylglycine, phenylalanine and Leu caused no significant effect
of chemical shift change. The results showed probe 1 is highly selective
for biothiols over other test species.

To evaluate the sensitivity of probe 1 towards biothiols (Fig. S16),
the reaction of probe 1 with Cys at low concentration was performed.
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Under the test conditions, the peak at — 135.4 ppm was clearly shown
up after 4800 signal averages. The result revealed the probe 1 can react
with Cys at low concentrations, and also can be detected by '°F NMR.

3.6. Simultaneous detection

To demonstrate the ability of probe 1 to achieve simultaneous re-
solution of Cys, Hcy and GSH in a mixture, extraordinary experiment
was further carried out. The Cys, Hcy and GSH mixed solution was
added to the solution of probe 1 in 20 mM HEPES buffer solution with
30% acetonitrile and 5% D,0, and recorded by the °F NMR with time
course. As shown in the Fig. 4, the signal at — 127.6 ppm disappeared
quickly upon addition to the mixture. Concomitantly, the signals at
— 128.1 ppm (and — 128.4ppm), — 128.3ppm (and — 128.5ppm)

A\' 0 min
M}\ 7 min
M/\l 12 min

A 16 min

A
w 21 min
Y. 28 min A
M 38 min A
M 48 min A
YA 58 min N
Y\ W 68 min A
M 89 min A

M 105 min A

compound 2 /\

-127

-128 -129 -130 -131 -132

S/ppm

Fig. 4. '°F NMR chemical shift change of probe 1 (600 uM) upon addition of the mixture
of Cys (200 uM), Hcy (400 uM) and GSH (400 uM). Each spectrum was obtained by 24
scans in HEPES buffer solution (pH 7.4, 20 mM) with 30% acetonitrile and 5% D,O at
25°C.

-133 -134 -135 -136
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and — 135.4 ppm were all observed, which were assigned to the signals
of probe 1 with Hey, GSH and Cys, respectively. As time increased, a
similar process occurred with the signals at — 128.4ppm and
— 128.5 ppm decreasing gradually with concomitant ingrowth of the
signals at § = — 128.1 ppm, — 128.3 ppm and — 135.4 ppm.

Finally, we sought to explore the application of probe 1 for Cys, Hcy
and GSH detection in bovine serum containing solution. It is clear that
probe 1 is stable in the bovine serum containing solution during the test
(Fig. S17). After addition of individual or mixture of Cys, Hcy and GSH
solution, the '°F NMR spectra (Fig. S18 and S19) show the quite similar
changes as that observed in the above experiments. For example, upon
addition of the mixture of Cys, Hcy and GSH solution, the signal of
probe 1 at — 127.6 ppm disappeared quickly, while five new signals at
—128.1ppm, —128.3ppm, — 1284ppm, — 1285ppm and
— 135.4 ppm were observed. Among them, the intensity of signals at
— 128.4 ppm, — 128.5 ppm gradually declined and the rest increased
until reach the plateau. These results demonstrate that probe 1 has
extraordinary ability to simultaneously discriminate Cys, Hcy, and GSH
in mixed solutions, even in the presence of bovine serum. One ap-
pealing feature of this probe is its reaction resolving ability provided by
the reactive functional group of sulfhydryl, which increases its success
in resolving these challenging analytes. In contrast to other conven-
tional methods, this method is not only capable of discriminating Cys,
Hcey, and GSH, but also can resolve them in mixed solutions.

4. Conclusions

In summary, we have developed a new chemosensory platform
based on °F NMR spectroscopy by using thiols-specific reaction. The
reaction of probe 1 with biothiols produces distinct and precise '°F
NMR chemical shifts. This approach provides simple and robust dif-
ferentiation of biothiols that are not easily resolved by other methods.
The key to the success of this approach is the specific reaction of probe
with biothiols, and detected and differentiated by fluorine probes. We
expect the combination of the current strategy and diversified supra-
molecular scaffolds will produce a powerful sensing platform that ad-
dresses these structure similar biomolecules relevant to biological
chemistry.
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