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Fig. S1 UV-Visible absorption spectra of esculetin (50 uM) with Cu(Il) (5-100 uM) in pH 7 phosphate
buffer (10 mM). Inset shows ratiometric change in absorbance of Cu(Il) to Esculetin at 350 nm (a) and 389

nm (b).
Fig. S2 Jobs plot of esculetin (50 uM) with Cu(II) (50 uM) in pH 7 phosphate buffer (10 mM)

Fig. S3 plot of log[(F-F)/(Fax-F)] versus log[Cu(II)] for titration of Cu(Il) (10-50 uM) with esculetin (50
uM) in pH 7 phosphate buffer (10 mM). A, = 360 nm, E,/E,, Slit = 2.5 nm.

Fig. S4 Time course measurement of esculetin (50 uM) and Cu(II) (80 uM) with GSH (200 uM) in pH 7
phosphate buffer (10 mM). A, = 360 nm, A, = 466 nm, E,/E,, Slit=2.5 nm.

Fig. S5 HRMS spectra of esculetin (500 uM) and Cu(Il) (800 uM) in pH 7 phosphate buffer (10 mM). ‘Esc’
refers to Esculetin

Fig. S6 Cyclic voltamogramm of 800 uM Cu(II), 500 uM esculetin and mixture of the above two compounds in 0.1
M NaClO, used as supporting electrolyte.

Fig. S7 UV-Visible absorption spectra of esculetin (50 uM), Cu(Il) (80 uM) with GSH (10-200 uM) in pH
7 phosphate buffer (10 mM). Inset shows change in absorbance in presence of GSH at 350 nm (a) and 389
nm (b).

Fig. S8 UV-Visible absorption spectra esculetin (50 uM) in absence and presence of GSH (20-200 uM) in
pH 7 phosphate buffer (10 mM).

Fig. S9 Fluorescence spectra of esculetin (50 uM) in absence and presence of GSH (20-200 uM) in pH 7
phosphate buffer (10 mM). A, = 360 nm, E,/E, Slit=2.5 nm.

Fig. S10 HRMS spectra of GSH (3 mM) in pH 7 phosphate buffer (10 mM).

Fig. S11. Relative fluorescence ‘on/off’ cycles of Cu(ll)-esculetin by the subsequent addition of 200 uM of
GSH/NEM. Ay = 360 nm, A, = 466 nm, E,/E,, Slit =2.5 nm.

Fig. S12. Cell viability study of CHO cells by MTT assay in presence of 25 pM esculetin, 40 uM Copper
(IT) and mixture of 25 pM esculetin & 40 pM Copper (II) ion. The results are presented as mean = SD, n =
2. *p < 0.05 compared to control cells by T-test.
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Fig. S1 UV-Visible absorption spectra of esculetin (50 uM) with Cu(Il) (5-100 uM) in pH 7 phosphate

buffer (10 mM). Inset shows ratiometric change in absorbance of Cu(II) to Esculetin at 350 nm (a) and 389

nm (b).
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Fig. S2 Jobs plot of esculetin (50 uM) with Cu(II) (50 uM) in pH 7 phosphate buffer (10 mM).
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Fig. S3 plot of log[(F-F()/(Fumax-F)] versus log[Cu(II)] for titration of Cu(Il) (10-50 uM) with esculetin (50
pM) in pH 7 phosphate buffer (10 mM). A, = 360 nm, E,/E,, Slit =2.5 nm.
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Fig. S4 Time course measurement of esculetin (50 uM) and Cu(II) (80 uM) with GSH (200 uM) in pH 7
phosphate buffer (10 mM). A, = 360 nm, A, =466 nm, E,/E,, Slit=2.5 nm.



Acquisition Parameter
Source Type ESI lon Polarity Positve Set Nebulizer 0.3 Bar
Focus Active Set Capillary v Set Dry Healer 200 C
Scan Begin 50 m/z Sot End Plate Offsot -500 V Sot Dry Gas 4.0 Vmin
Scan End 1200 mvz Set Charging Voltage 2000 V Set Divert Valve ‘Wasto
Sot Corona 0 nA Set APCI Heater [
Intens 42§40 +MS, 1.5-1.7min #8996}
600
‘ [Cw(Esc):(H; 0),]+
432.7446 \Q 7277
.m 6951
400
a87.7
452.7622|456.7258
4207190 426.6900 442.7025 |
434.7466 4609398
200 444 941
415 420 425 430 435 440 445 450 455 460 mz

Fig. S5 HRMS spectra of esculetin (500 pM) and Cu(II) (800 uM) in pH 7 phosphate buffer (10 mM). ‘Esc’

refers to Esculetin
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Fig. S6 Cyclic voltamogramm of 800 uM Cu(II), 500 pM esculetin and mixture of the above two compounds in 0.1
M NaClO4 used as supporting electrolyte.
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Fig. S7 UV-Visible absorption spectra of esculetin (50 uM), Cu(Il) (80 uM) with GSH (10-200 uM) in pH
7 phosphate buffer (10 mM). Inset shows change in absorbance in presence of GSH at 350 nm (a) and 389
nm (b).
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Fig. S8 UV-Visible absorption spectra esculetin (50 uM) in absence and presence of GSH (20-200 uM) in
pH 7 phosphate buffer (10 mM).
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Fig. S9 Fluorescence spectra of esculetin (50 uM) in absence and presence of GSH (20-200 uM) in pH 7
phosphate buffer (10 mM). A = 360 nm, E,/E,, Slit = 2.5 nm.
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Fig. S10 HRMS spectra of GSH (3 mM) in pH 7 phosphate buffer (10 mM).
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Fig. S11. Relative fluorescence ‘on/off’ cycles of Cu(ll)-esculetin by the subsequent addition of 200 uM of
GSH/NEM. A = 360 nm, Aeyy = 466 nm, E,/E,, Slit=2.5 nm.
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Fig. S12. Cell viability study of CHO cells by MTT assay in presence of 25 pM esculetin, 40 uM Copper
(I1) and mixture of 25 uM esculetin & 40 uM Copper (1) ion. The results are presented as mean = SD, n =
2. *p < 0.05 compared to control cells by T-test.



