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1. Synthesis of Probe A5 

 

Scheme S1 Synthesis route of probe A5 

Fluorescein hydrazine was synthesized from fluorescein and hydrazine according to the 

literature. Fluorescein hydrazine (3.39 g, 9.78 mmol) and 4-Bromo-2-nitrobenzaldehyde, (1.50 g, 

6.52 mmol) were dissolved in 50 mL of ethanol, refluxed for 3 h, cooled to room temperature after 

the reaction. The precipitate was filtered out, washed several times with absolute ethanol, and the 

pale-yellow solid was obtained and placed in a dark place at 5 °C for use. 

 

Figure S1 1H NMR spectrum of compound A5 in d6-DMSO. 
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Figure S2 13C NMR spectrum of compound A5 in d6-DMSO. 

 

Figure S3 ESI-MS spectrum of A5 
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Figure S4 IR spectrum of A5 

 

Figure S5 IR spectrum of A5 and Cu2+ 
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Figure S6 The linear correlation between the maximum fluorescence intensity (525 nm) and the 

concentration of Cu2+; λex = 440 nm. 

3. MTT Assay 

3-(4,5-Dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT) assay. MCF-7 cells 

were seeded in 96-well plates at a density of 5000 cells/well. Plates were maintained at 37 oC in 

a 5% CO2/ 95% air incubator for 24 hours. Then, the culture medium in each well was replaced 

by fresh medium containing different concentrations of probe A5. After 24 hours treatment, 

into each well, 15µL MTT solutions (5 mg/mL in phosphate buffer solution) were added. After 

4 hours incubation at 37 oC, the absorbance of each wells at 490 nm was recorded by the Elx800 

Absorbance Microplate Reader. 

 
Table S1. The cell viability of different concentration of probe A5 

Sample 2.5 μM/L 5 μM/L 10 μM/L 20 μM/L 40 μM/L 

A5 98.7 91.0 90.7 82.0 73.3 

 

4. Visual Detection 
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Figure S7 (A) Pictures under ambient light. (B) Pictures under 365 UV lamp. 

  

Figure S8 Photographs of A5 and after Cu2+ was written on a test paper, (A) Pictures under ambient 

light. (B) Pictures under 365 UV lamp. 


