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Fig. S11. Confocal fluorescence images of benzoyl peroxide in living HeLa cells.
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S1. Experimental procedures for cytotoxicity measurement of Cou-BPO

 Cytotoxicity of Cou-BPO was evaluated by Cell Counting Kit-8 (CCK-8) analysis in L929 cells. 

5×103 cells/well were seeded in a 96-well plate (Corning) and incubated for 24 h at 37°C with 5% 

CO2. Cells were washed with Dulbecco's modified Eagle's medium (DMEM), and then incubated 

with Cou-BPO (2.5, 5, 10, 15 and 25 μM) for 24 h. Finally, they were washed three times with 

serum-free DMEM, then 100 μL serum-free DMEM containing 10% CCK-8 were added to each well 

and incubated for 1 h. The absorbance was measured at 450 nm on a plate reader. Cell viability rate 

was calculated according to the equation:

Cell viability rate =
𝐴 ‒ 𝐴0
𝐴𝑆 ‒ 𝐴0

× 100%

Where A is the absorbance of the experimental group, As is the absorbance of the control group 

(DMSO was used as the control), and A0 is the absorbance of the blank group (no cells).

S2. Experimental procedures for fluorescence imaging of BPO in living cells

L929 cells (normal cell) were cultured in DMEM with 10% fetal bovine serum (FBS) and 

penicillin (100 units/mL)-streptomycin (100 units/mL) liquid (Invitrogen Corp., Carlsbad, CA) under 

5% CO2 at 37°C. The cells were seeded in uncoated 35 mm diameter glass-bottomed dishes and 

incubated for 24 h. Then the cells were incubated with Cou-BPO (10 μM) for 30 min, washed three 

times with 0.1 M PBS and mounted onto the microscope stage. For imaging of BPO, the above Cou-

BPO treated cells were incubated with different concentrations of Cou-BPO (0, 25, 50, 100 μM) for 

30 min and then used for confocal laser-scanning microscopy measurement. Fluorescence images 

were captured by a Nikon A1 confocal lasers canning microscope.


