Antiproliferative and proapoptotic activities of anthocyanin and anthocyanidin extracts from blueberry fruits on B16-F10 melanoma cells
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Supporting method:
(1) Immunofluorescence Staining

To examine the expression of some of the major cell cycle regulators and apoptotic markers, The immunofluorescence staining was employed 1, 2
. Briefly, the B16-F10 cells were seeded on the coverslips in 6-well plates with a density of 2.0 × 105 cells per well, cultured for 24 h. Then the cells were treated with various concentrations of anthocyanin and anthocyanidin extracts (0, 200, 400 μg/mL), respectively. After incubation for 24 h, the cells were washed 3 three times with PBS and fixed with 4% (w/v) paraformaldehyde for 30 min at room temperature. Cells were washed with PBS 3 times, and then permeabilized with 0.1% Triton X-100 (Sigma-Aldrich) in PBS for 5 min, washed with PBS 3 times, followed by blocking with 10% normal goat serum for 20 min. Cells were incubated with primary antibodies (p53, caspase-3 and cyclin D1) overnight at 4 °C in order to assess the pathological and immunological changes in tumor cells. The cells were then incubated with FITC (green color) goat anti-rabbit immunoglobulin G (IgG) secondary antibody (ABClonal, Boston, USA) for 40 min at 37 °C. Subsequently, the cellular nuclei were stained with 1 mL of 0.2 μg/mL of 4',6-dia- midino-2-phenylindole (DAPI, blue color) ( Life Technologies, USA) for 10 min at 37 °C. The cells were washed 3 times with PBS and the immunofluorescence staining results were observed with a confocal laser scanning microscopy (CLSM) (LSM 780, Carl Zeiss, Jena, Germany). The fluorescence intensity was quantified and analyzed by ImageJ 1.84v software (Wayne Rasband, NIH, USA).
Supporting Figures:
[image: image1.emf]DAPI FITC Merged

0 μg/mL

200 μg/mL

400 μg/mL 

0 μg/mL

200 μg/mL

400 μg/mL 

(A) Anthocyanidins

(B) Anthocyanins


Fig. S1. Characteristic expression of cyclin D1 on B16-F10 cells induced by blueberry anthocyanidins (A) and anthocyanins (B). The fluorescence images were observed by CLSM after immunofluorescence staining. Green color indicates the expression of cyclin D1 in B16-F10 cells, and blue color indicates nuclear DAPI staining. White scale bars=20 μm. 
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Fig. S2. Fluorescence intensity ratio of cyclin D1 expression on B16-F10 cells induced by blueberry anthocyanidins and anthocyanins. The fluorescence images were observed by CLSM after immunofluorescence staining and the fluorescence intensity ratio was quantified and analyzed by ImageJ software. * indicates significant difference at p < 0.05.
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Fig. S3. Characteristic expression of caspase-3 on B16-F10 cells induced by blueberry anthocyanidins (A) and anthocyanins (B). The fluorescence images were observed by CLSM after immunofluorescence staining. Green color indicates the expression of caspase-3 in B16-F10 cells, and blue color indicates nuclear DAPI staining. White scale bars=20 μm.  
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Fig. S4. Fluorescence intensity ratio of caspase-3 expression on B16-F10 cells induced by blueberry anthocyanidins and anthocyanins. The fluorescence images were observed by CLSM after immunofluorescence staining and the fluorescence intensity ratio was quantified and analyzed by ImageJ software. * indicates significant difference at p < 0.05. 
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 Fig. S5. Characteristic expression of p53 on B16-F10 cells induced by blueberry anthocyanidins (A) and anthocyanins (B). The fluorescence images were observed by CLSM after immunofluorescence staining. Green color indicates the expression of p53 in B16-F10 cells, and blue color indicates nuclear DAPI staining. White scale bars=20 μm.
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Fig. S6. Fluorescence intensity ratio of p53 expression on B16-F10 cells induced by blueberry anthocyanidins and anthocyanins. The fluorescence images were observed by CLSM after immunofluorescence staining and the fluorescence intensity ratio was quantified and analyzed by ImageJ software. * indicates significant difference at p < 0.05.
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