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Figure S1. Effect of 3-MA on LC3B lipidation in cultured cortical neuron under OGD and OGDR 

conditions. (A–C) Confocal microscopy analysis of immunofluorescence staining of LC3B in cortical 

neurons under OGD and OGDR conditions. (OR). Cortical neurons were subjected to 3h OGD and 24 h 

oxygen and glucose resupply (OR) in the absence or presence of 5 mM 3-MA. Cells were fixed and 

immunocytochemistry was performed with an LC3B antibody and DAPI to stain the nucleus, as described 

in Material and Methods. Merge images correspond to control (A), OR (B) and OR+3-MA (C). Note that in 

the OR condition (B) increases the neuronal cell death and the labelling with LC3B in the surviving cells is 

higher than in control cells. The treatment with 3-MA (C) increases the number of apoptotic cells, as 

shown by the increase of nucleus fragmentation (*) and presence of apoptotic bodies (arrows).  Scale bar: 

(A–C) 25 m. A’ and B’ merge images correspond to magnifications of A and B and indicate the presence 



of bigger dots of LC3B labelling in neurones under OR conditions, corresponding to autophagosome 

formation. Scale bar: (A’,B’) 100 m. (D) Quantification of confocal microscopy images of 

immunofluorescence staining. Quantification was performed by counting of double labelled cells with 

respect to the total number of cells in the field as determined by DAPI staining. Data are expressed as 

mean ± SEM. Statistical analysis was done by Student t-test. 30 ± 15 cells per image were analyzed; n = 8 

images from 2 different cultures, per each condition.  

 

 

Figure S2. Effects of Phytoestrogens on Beclin 1 (Becn1) (A) and BNIP3 (B) mRNA expression in cultured 

cortical neuron under OGD and OGDR conditions. RT-qPCRs were performed in extracts of cortical 

neurons exposed to 3 h OGD (O) and 24 h oxygen and glucose resupply (OR) in the absence or presence of 

1 M genistein (Gen), biochanina (BioA) and 17--estradiol (BE) at indicated times during OGDR. Data are 

means ± SEM of three experiments, each one performed in triplicate in different cultures. Statistics 

compare the effect of phytoestrogens over the OR condition alone at the indicated times. (**) p < 0.01 (one-

way ANOVA test followed by Holm−Sidak’s post-hoc test).  


