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1. 1H NMR, 13C NMR, and MS spectrum obtained for ACC 

1H NMR of ACC 

 

 

 

Figure S1. The above is the whole spectrum of 1H NMR and the below is the partial spectrum. 

 

 

 
 

 

 

 

 

 

 

 

 



13C NMR of ACC 

 

 

 

Figure S2. The above is the whole spectrum of 13C NMR and the below is the partial spectrum.  

 

ESI mass spectra of ACC 

 

Figure S3. ESI mass spectra of ACC 



2. pH analysis 
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Figure S4. Fluorescence intensity recorded for chemosensor ACC (10 μM) at various pH 

values in the absence or presence of 3 equiv. Cu2+ (λex = 370 nm, λem = 491 nm). 

 

3. MTT analysis 

0 1 2 3 4 5 6 7

0

20

40

60

80

100

 

 

 

C
el

l 
V

ia
b

il
it

y
 1

0
0
%

Control DMSO 3.91 7.81 15.6 31.2 62.5 125

 

Figure S5. MTT assay of QLBA on HeLa cells (with ACC 3.91, 7.81, 15.6, 31.2, 62.5, 125 

µM) for 48 h (DMSO denotes: Only 0.5% DMSO). 

 

 

 



4. Calculation of the limit of detection 

    The limit of detection (LOD) was calculated based on the fluorescence titration according 

to the following equation (Eq. S1) [1,2], where “k” is the standard deviation of the blank solution 

and “s” is the slope of the calibration curve in Figure S6. To determine “s”, the emission 

intensity of ACC in HEPES buffer (pH 7.2) without any metal ions was measured 10 times, 

respectively. 

s
LOD k3                              (Eq. S1) 

 

5. Calculation of the association constant 

    The association constant (Ka) of ACC-Cu2+ was obtained from nonlinear curve fitting of 

the fluorescence titration data according to the Benesie-Hildebrand equation (Eq.S2) [3-4], where 

F0, F, Fmin are the fluorescence intensity of ACC in the absence of Cu2+, at a certain 

concentration of Cu2+ cation, and the minimum fluorescence intensity of ACC-Cu2+ in the linear 

range, [M] is the Cu2+ concentration, and n is the binding stoichiometry. 

             log[(F0-F)/(F-Fmin)] = n log[M] + log Ka                 (Eq.S2) 
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