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Figure S1. 1H-NMR spectrum of H2L in DMSO-d6 with the atom labelling scheme and 

respective peak assignments.

Figure S2. Electronic absorption spectra acquired within 24 h in PBS at room temperature 

measured for a) Complex 1, [1] = 25 M and 2.5% DMSO, b) complex 4, [4] = 40 M 

and 2.5% DMSO and c) complex 5, [5] = 47 M and 5% DMSO.
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Figure S3. Electronic absorption spectra acquired within 24 h in DMSO at room 
temperature measured for a) complex 2, [2] = 65 µM, b) complex 3, [3] = 25 µM 

Figure S4. Clonogenic assay. Effect of complex 2 on MG-63 cell proliferation. Cells 

were incubated in Dulbecco’s modified Eagle’s medium (DMEM) alone (control), or with 

different concentrations (0.25 to 2.0 µM) of complex 2. The results are expressed as 

surviving fraction as the percentage of the basal level and represent the mean ± the 

standard error of the mean (SEM) (n =18). ** = p-value < 0.001 *** = p-value < 0.0005 

differences between control and treatment.



Figure S5. Synergy studies on MG-63. A) Complex 2 and cisplatin. B) Complex 2 and 

sorafenib, expressed in terms of cell viability.

Figure S6. Fluorescence emission spectra (in arbitrary units) of EB (A) and DAPI (B) 

bound to CT-DNA in the untreated condition and in the presence of complex 2 (0.5–80 

μM). The excitation wavelengths were 510 nm and 358 nm for EB and DAPI, 

respectively. The arrow indicates the decrease in fluorescence intensity of EB (A) and 

DAPI (B) bound CT-DNA with increasing concentration of complex 2. The 

concentrations of EB, DAPI, and calf thymus DNA were 1 μM, 1 μM, and 10 μM, 

respectively.



Figure S7. A) Plot of normalized fluorescence versus increasing concentration of 

complex 2. B) Intercalative and grove DNA binding mode percentages of 2. 

Figure S8. Genotoxicity of complex 2 on MG-63 cancer cells evaluated by the Comet 

assay at different concentrations.



Figure S9. Induction of ROS generation by complex 2 on the MG-63 cells at 24 h. ROS 

production in the cells was evaluated through the oxidation of DHR123 to rhodamine 123 

(by spectrofluorometry), and was normalized to micromole of rhodamine 123 per liter per 

milligram of protein (percentage of the basal value). The results represent the mean ± 

SEM (n = 12). The asterisk stands for the difference with respect to the control (p < 0.01).



Figure S10. Apoptosis dot plot of MG-63 cells treated with complex 2 (1.0 and 2.0 µM), 

sorafenib (7.5 and 10.0 µM) and combination of 2 and sorafenib (1.0 + 7.5 and 2.0 + 10.0 

µM), obtained by flow cytometry.



Figure S11. MG-63 spheroids cytotoxicity assay. Spheroids were treated with A) 

complex 2 (1.0 - 25 µM) B) sorafenib (5.0 - 200 µM) and C) combination of 2 and 

sorafenib (1.0-7.5/ 5.0-37.5 µM)


