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1. Comparisons about some work for the detection of Cys.

Table S1. A comparison table about some representative reported work for the detection of Cys.

Time for Time for .
Detection
Solvent Cell naked-eye o
Probe . o Limit Reference
(pH=7.4) experiment | recognition
. (uM)
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o
o O
A L PBS 5 600 1
li i’cﬂyf
Y TS EtOH-PBS
B Cl ¢ 30 600 0.121 2
O (218, vIv)
",
) i % | PBS-DMSO
C QN/° 20 6000 3
@ %o (6/4, viv)
»
4
O > DMSO-PBS
D "‘ o 15 300 0.2 4
o4 _ (1/4, viv)
N \/@’070(\/
E | IO HEPES 10 2400 7.62 5
O (e}
Reference:

1. C.Chen, L. Zhou, X. Huang and W. Liu, J. Mater. Chem. B, 2017, 5, 5892-5897.

2.  H.Wang, G. Zhou, H. Gai and X. Chen. Chem. Commun., 2012, 10, 2739-2741.

3. X.Zhang, Y. Hang, W. Qu, Y. Yan, P. and J. Hua, RSC. Adv., 2016, 6, 20014-20020.

4. Y. Liu, D. Yu, S. Ding, Q. Xiao, J. Guo and G. Feng, ACS Appl. Mater. Inter., 2014, 6,

17543-17550.

5. Lim, S.-Y.; Yoon, D.-H.; Ha, D.Y.; Ahn, J.M.; Kim, D.l.; Kown, H.; Ha, H.-J.; Kim, H.-J.

Sens. Actuators B, 2013, 188, 111-116.




2. General information.

The commercially available chemicals were used without further purification. All
of solvents used in experiments were analytical-reagent grade. *H and *C NMR
spectra were measured on the Bruker ADVANCE 11l 400 MHz, JEOL JNM-ECS M
Hz using TMS as an internal standard. Mass spectra were determined on a Bruker
esquire 6000 spectrometer. UV-vis spectra were performed on an Agilent Carry 5000
UV-Vis-NIR spectrophotometer. Fluorescence spectra were recorded on a Hitachi
F-7000 spectrophotometer equipped with quartz cuvettes of 1 cm path length. All pH
measurements were made with a pH-10C digital pH meter.

Various stock solutions (10.0 mM) of the perchlorate salts of Na'", K, Mg2+, Ca®’,
Cu*, Zn*, POs, H,PO,, COs™, SO,>, CI” and Br; Cys, Hey, GSH, Glu, Gly,
Cys-Cys, Cit, Asp, The, Phe, Pro, Asn, Leu, Gln, Ile, Thr, Lys, Orn, Arg, Val, Met,
Ala and His in deionized water were prepared. Stock solutions of J-L1 (10.0 mM)
were also prepared in DMSO. Test solutions were prepared by placing 2.0 uL of the
probe stock solution into a test tube, and then diluting to 2.0 mL with HEPES buffer
solution, followed by the addition of an appropriate aliquot of each metal ion or
amino acid’s stock solution. For all measurements, fluorescence spectra were obtained
by excitation at 365 nm. Fluorescence quantum yields were determined in solution,
using quinine sulfate (@ = 0.546 in 0.05 M H,SO,) as a standard.

The HelLa cells were grown in DMEM (Dulbecco’s Modified Eagle’s Medium)
supplemented with 10% FBS (fetal bovine serum), 2 mM of glutamine, penicillin
(100 units/mL), and streptomycin (100 units/mL) under an atmosphere of 5% CO, and
95% air at 37 <C. These cells were then seeded in a 12-well plate at a density of 1.0 <
10* cells per well in culture media. Before the experiments, they were immediately
rinsed with HEPES buffer (pH = 6.8), and then were treated with J-L1 (10.0 xM) in
culture media for 2 min at 37 <C in a humidified incubator. For the control experiment,
the HeLa cells were treated with 50.0 uM of N-ethylmaleimide (NEM) in culture
media for 30 min at 37 T in a humidified incubator. After washing with HEPES
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buffer (pH = 6.8), the cells were further incubated with J-L1 (10.0 «M) in culture
media for 2 min. The bright field and fluorescence images were acquired with Floid

cell imaging station (Life Technology).
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3. The synthetic route of probe J-L1.
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Figure S1. The synthesis of probe J-L1.
The compound 1 was synthesized according to a known procedure.® Firstly

compound 1 (0.33 mmol, 118.8 mg) was dissolved in CH,Cl, (10 mL) under argon,
followed by the addition of dry triethylamine (0.5 mmol, 69 uL) dropwise. The
reaction mixture was then stirred for 5 min at room temperature and cooled to 0°C by
ice-bath. Acryloyl chloride (2.0 mmol, 160 «L) was added dropwise, and the resulting
mixture turned to be turbid. When the reaction mixture turned back to transparent,
stirring was continued for 10 h at room temperature. The mixture was quenched by
water (10 mL), then extracted by CH,CI, (15>3 mL). The combined organic phase
was collected. The white solid powder of J-L1 (31.4 mg, 23.1%) was obtained via
column chromatography and vacuum drying. The probe J-L1 had almost no
fluorescence emission, and its fluorescence quantum yield was determined in solution,
using quinine sulphate (& = 0.001 in 0.05 M H,SO,) as a standard.” m.p.: 80.4-82.0
<. 'H NMR (DMSO-dg, 400 MHz): § = 11.88 (s, 1H), 10.62 (s, 1H), 8.05 (d, J = 6.4
Hz, 1H), 7.78 (dd, J = 20.0, 6.8 Hz, 2H), 7.47 (s, 1H), 7.38 (d, J = 6.8 Hz, 1H), 7.00
(d, J = 8.4 Hz, 2H), 6.90 (d, J = 8.4 Hz, 1H), 6.74 (d, J = 9.2 Hz, 1H), 6.56 (d, J =
17.2 Hz, 1H), 6.45 6.38 (m, 1H), 6.18 (d, J = 9.6 Hz, 1H) ppm. *C NMR (CDCls,
100 MHz): ¢ = 192.1, 167.9, 163.5, 162.8, 151.9, 151.2, 150.9, 149.5, 135.9, 134.5,
132.6, 129.3, 128.2, 126.3, 125.3, 124.3, 122.9, 117.5, 115.6, 113.2, 109.4, 108.3,
107.8, 80.2 ppm. ESI-MS: m/z 415.1 [M + H]". HRMS (ESI): calcd. for Co4H150; [M
+ H]" 415.0812; found: 415.0808.
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4.'H, **C NMR and ESI-MS copies of probe J-L1.
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Figure S2. *H NMR spectrum (400 MHz, DMSO-ds) of probe J-L1.
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Figure S3. 3C NMR spectrum (100 MHz, CDCls) of probe J-L1.
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Figure S4. ESI-MS spectrum of probe J-L1.
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Figure S5. HRMS spectrum of probe J-L1.
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5. The selection of solvents for probe J-L1 detecting Cys.
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Figure S6. The fluorescence emission of probe J-L1 (10.0 «M) and its response to

Cys (10.0 uM) in different solvents. Aex = 365 NM.
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6. Stabilities of the probe J-L.1 and mixture J-L1 + Cys.
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Figure S7. Spot chart of fluorescent intensity changes at 543 nm (J-L1) and 525 nm
(J-L1 + Cys) over time (pH = 6.8).
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7. The influence of different pH values on the recognition of biological thiols.
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Figure S8. The fluorescence emission intensity at 543 nm of probe J-L1 (10.0 «M)
and the fluorescence emission intensity at 525 nm of J-L1+Cys, J-L1+Hcy and

J-L1+GSH in different pH conditions. Aex = 365 nm.
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8. The fluorescent changes of J-L1 responses to biothiols.
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Figure S9. The fluorescent changes of J-L1 (10.0 uM) responses to mercaptoamino
acids (120.0 uM) within 60 min (pH = 7.4). (a) Cys; (b) Hcy; (c) GSH; (d) Spot chart

of fluorescent intensity changes at 525 nm (Aex = 365 nm).
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Figure S10. The fluorescent changes of J-L1 (10.0 uM) responses to mercaptoamino

acids (120.0 uM) within 60 min. (a) Cys; (b) Hcy; (¢c) GSH; (d) Spot chart of

fluorescent intensity changes at 525 nm (Aex = 365 nm). Inset: the fluorescence images

of various mixture (1: J-L1; 2: J-L1 + Cys; 3: J-L1 + Hcy; 4: J-L1 + GSH).
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Figure S11. The fluorescent changes of J-L1 (10.0 uM) responses to mercaptoamino
acids (120.0 uM) within 30 min (pH = 6.8). (a) Cys; (b) Hey; (c) GSH; (d) Spot chart

of fluorescent intensity changes at 525 nm (Aex = 485 nm).
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9. The changes of UV-vis spectrum.
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Figure S12. The changes of UV-vis spectra of (a) J-L1 + Cys; (b) J-L1 + Hcy (c)
J-L1 + GSH over time and (d) dot plot at 485nm.
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10. The naked-eye rapid detection of Cys under visible light and UV light.
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Figure S13. Naked-eye photos of J-L1 (10.0 uM) responses to 120.0 uM various

biomercaptan molecules (1: blank; 2: Cys; 3: Hcy; 4: GSH): (a)(b) Under UV light at
365 nm; (c) Under visible light.
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11. The kinetic study for the reaction of probe J-L1 and Cys.

Equation y=a+bx
0-0 T u Weight No Weighting
Residual Sum 0.09135
of Squares
fr— Pearson'sr  -0.98715
ja! Adj. R-Squar | 0.96808
It -005 T Value Standard Erro
E n Intercept | 0.07708 0.10937
m B Slope -0.14876 0.01204
=
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1
e
<
g -1.54
j ——
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Figure S14. Pseudo first-order kinetic plots of the reaction of probe J-L1 (10.0 M)

with Cys (120.0 uM) in HEPES buffer (10.0 mM, pH=6.8), Aex = 365 nm, Aem = 525

nm.

The result of the analysis as follows:

Ln[(Fmax—Fo)/(Fmax)] = —k’t

Where Fnax and F; are the maximum value obtained after the reaction was completed
and the fluorescence intensity at 540 nm at time t. k’ is the pseudo-first-order rate

constant.

Therefore, the apparent pseudo-first-order rate constant k’ was 0.0248 s ™.
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12. Determination of the detection limit of J-L1 to Cys.

— -
. 90 Equation y=a+b*
: Weight No Weighting
. Residual Sum | 4.16373
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Figure S15. Plot of the intensity at 525 nm for a mixture of probe J-L1 (10.0 M) and
Cys in HEPES (10.0 mM, pH=6.8) solution in the range 0 — 10.0 uM, Aex = 365 Nm,
Aem = 525 nm.
The fluorescence detection limit of probe J-L1 toward Cys was examined from the
titration spectra of probe J-L1 with Cys. The below equation was used for the plot
that determined the LOD.
The result of the analysis as follows:
Linear Equation: Y= 34.53227 + 4.59736 %X
¢ = ||@ 6
N ¥-1 =0.0946 (N=20); S=4.597 %10 K=3;

LOD =K x6/S=6.17 x10® M = 0.0617 uM

Where N, S, Fo and F_o are the number of replicates for the measurements, slope,
fluorescence intensity and mean of fluorescence intensity of the blank solution of

probe J-L1, respectively.
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13. Competition experiments of J-L1 responses to Cys.
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Figure S16. Fluorescence intensity of probe J-L1 responses to various amino acids
(120.0 uM) and further with 120.0 uM Cys. From 1 to 22: Hcy, GSH, Glu, Gly,
Cys-Cys, Cit, Asp, The, Phe, Pro, Asn, Leu, GlIn, lle, Thr, Lys, Orn, Arg, Val, Met, Ala,

His. All spectra were recorded after 60 min.
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14. ESI-MS spectrum of J-L1 responses to Cys.
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Figure S17. ESI-MS spectrum of J-L.1 responses to Cys.
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15. Optimized structures and computed total energies of probe J-L1 and

compound 2.

B3LYP/6-31g(d,p) geom=connectivity, E= —1449.5434545 a.u.
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O O O O O o O 0 O O O O O o o O

Multiplicity = 1

-1.498546373
-1.366271838
-0.224275685
0.796354206
0.627352248
-0.511873845
2.05317185
2.988657234
2.69006382
1.553980224
4.20452328
5.076939966
4.776811192
3.583195499
1.764915657
2.263197743
2.891532502

1.233258864
-0.160716843
-0.702854914
0.097165839
1.481974972
2.060673401
-0.518101777
0.539373029
1.886164842
2.36243945
0.169096497
1.132742334
2.476212611
2.911489501
-1.635405667
-2.831448038
-2.57200198

Figure S18. Optimized structure of probe J-L1.

1.339854841
1.303958683
0.731684818
0.195870767
0.261464455
0.824692871
-0.384992572
-0.938525718
-0.817714405
-0.23154291
-1.551593888
-2.069226445
-1.963211373
-1.288460169
-1.380469162
-0.881460089
0.434660879

S24



Ir r r r r T T T T T T I T I O O O O O O O O O o o o o o

2.757832178
1.116393446
0.987525778
1.493458081
2.141308776
3.436148425
5.640196159
-4.762910878
-6.079355772
-2.562633361
-3.856559766
-4.184183213
3.354232134
2.331044227
-2.142284267
-0.114109908
-0.611046748
4.454334441
5.989569201
0.721282481
0.485284872
1.376171991
2.540969217
5.130103632
-4.306138897
-6.761125499
-6.497938196
4.141303786

-1.232142193
-1.595157629
-2.792097168
-3.999397888
-4.032311301
-3.338317335
3.406771471
2.321621781
2.102043342
1.882879633
1.446592045
0.499285953
4.264508157
4.847114536
-0.798075908
-1.781963289
3.138681988
-0.881419396
0.845669437
-0.666208069
-2.789696106
-4.912153938
-4.951374921
4.046571798
3.132297034
2.730479485
1.279746377
4.989589984

0.70171327
-2.611552366
-3.320338358
-2.812656857
-1.579100337
1.19002349
-2.488949338
2.581088209
2.580593909
1.955666829
1.800271033
1.123986247
-1.059932787
-0.526163927
1.703282439
0.701890048
0.861841011
-1.640540797
-2.579443119
-3.010992011
-4.283270128
-3.388575154
-1.162698756
-3.009312493
3.139059908
3.143647842
2.008450839
-1.317579228

S25



Figure S19. Optimized structure of compound 2.
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16. The cytotoxicity of probe J-L.1 on living HeLa cells.
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Figure S20. The cytotoxicity of probe J-L1 in living HelLa cells for 12 h: 0 uM, 5.0

uM, 20.0 uM and 40.0 uM.
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17. The fluorescent response of J-L.1 (10.0 M) to several common ions (10.0 uM)

in cell.
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Figure S21. The fluorescent response of J-L1 (10.0 M) to several common ions in
cell. (@) From 1 to 6: Ca?*, Na*, K*, Mg?*, Cu?* and Zn?*; (b) From 1 to 6: PO,
H,PO4, COs*, SO4*, CI” and Br™ (hex = 365 nm).
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