Additional information

Immunofluorescence

For the immunofluorescence study of GFAP, every fifth brain section was taken from the
region between bregma -1.70 mm and bregma -2.30 mm; this was performed for each brain
[1]. Brain sections were briefly rinsed in PBS buffer. Next, the sections were incubated with a
goat anti-GFAP antibody (1:1000 dilution) overnight at 4 °C in the presence of 1% triton X-
100 and 1% BSA. After rinsing in PBS buffer, the sections were then incubated with a Alexa
594 chicken anti-goat IgG (1:500 dilution) for 70 min at room temperature. Then, the sections
were incubated with 4’,6-diamidine-2'-phenylindole dihydrochloride (DAPI) staining solution
(2:5000 dilution) for 20 min at room temperature. Stained sections were mounted on gelatin-
coated slides and coverslipped using fluorescent mounting medium. The images were
photographed using a fluorescence microscope (BX51, Olympus, Japan). The number of
GFAP-positive cells in the DG of mouse hippocampus was quantified according to

stereological counting and they were analyzed with Image J software [2].
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