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1 Supplemental Materials and Methods

1.1 Western blotting

Proteins extracted from primary cortical neuron cultures 24 h after OGD were used for
western blotting experiments, as previously described (Zhang et al., 2021). In brief, nuclear
proteins were extracted with kits (BioVision, USA) according to the instructions and total
proteins were extracted with RIPA buffer (Biosharp, China). Proteins were separated in 10%
SDS‒PAGE gels (Boster, China) and transferred to polyvinylidene difluoride membranes
(Millipore, USA). Then, the membranes were blocked in 5% nonfat milk for 1 h at room
temperature and incubated overnight at 4 ℃ with the following primary antibodies: anti-Nrf2
(ABclonal Cat# A1244, RRID:AB_2759282), anti-Keap1 (Cell Signaling Technology Cat#
8047, RRID:AB_10860776), anti-Histone H3 (Abcam Cat# ab1791, RRID:AB_302613), and
anti-β-actin (Cell Signaling Technology Cat# 4970, RRID:AB_2223172). After that, the
membranes were incubated with HRP-labeled secondary antibody (biosharp Cat# BL003A,
RRID:AB_2827666) for 1 h at room temperature. Finally, the visualization of the protein
bands was performed using chemiluminescence (ECL, Beyotime, China) and a bioanalytical
imaging system (Azure Biosystems, USA). Band density was analyzed using Quantity One
4.6.1 software (Quantity One 1-D Analysis Software, RRID:SCR_014280). The number of
cell cultures was 3 in each group.
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2 Supplementary Figures

Supplementary Figure S-1. Effects of EA on the nuclear transcription of Nrf2 following OGD/R. S-
1A. Representative western blot bands of nuclear Nrf2 and Histone H3. S-1B. Quantitation of S-1A.
Data are presented as the means ± SEM, n=3. ##P < 0.01 vs. the OGD/R group.
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Supplementary Figure S-2. Effects of EA on the expression level of Keap1 following OGD/R. S-
2A. Representative western blot bands of Keap1 and β-actin. S-2B. Quantitation of S-2A. Data are
presented as the means ± SEM, n=3. #P < 0.05 vs. the OGD/R group.
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