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Supplementary Figure 1. Glycogen synthase kinase-3beta (GSK3β) expression in adult 

mouse brain. Immunofluorescent histochemistry performed using GSK3β antibody to 

examine GSK3β expressing cells in adult mouse brain. (A-C) GSK3β immunostaining displays 

robust labeling in the cingulate gyrus (cg), indusium griseum (IG), caudate putamen (CPu) and 

primary somatosensory cortex (S1 cortex), while there is no staining in the corpus callosum 

(CC) and external capsule (ec). (C) Neuronal cytoplasm and the segment of the apical dendrites 

is strongly immunolabeled in S1 cortex (arrows). White dashed box indicate magnified image. 

Scale bars: 50 μm in low magnification images and 10 μm in high magnification images. 

 

Methods 



 

Tissue preparation Animals were anesthetized by intraperitoneal injection of 1.6 μl of Zoletil 

and 0.05 μl of xylazine (Rompun, Bayer) per gram of body weight and transcardially perfused 

with 4% paraformaldehyde in PBS. Brains were removed and postfixed 4 h at 4℃. The brains 

were cryoprotected in 30% sucrose-PBS solution for 2 days. Brains were then frozen and 10 

µm thick consecutive coronal sections on gelatin coated slide were obtained on a Cryotome 

(Leica CM 1900, Germany). 

 

Glycogen synthase kinase-3beta (GSK3β) immunofluorescent histochemistry The 10 µm 

sections were pre-treated with 10 mM citrate buffer (pH6.0) at 95°C for 10 min, and blocked 

with a blocking solution (3% bovine serum albumin, and 0.3% Triton X-100 in PBS, pH 7.4) 

for 1 h at room temperature. Tissue sections were incubated overnight at 4°C with a-GSK3β 

(1:100; Cell Signaling, #9832). After rinsing in PBST (0.3% triton X-100 in PBS), the double-

stained sections were incubated at room temperature for 1 h with Alexa Fluor 488 anti-mouse 

(donkey IgG) (1:200; Life Technologies, A-150105). After rinsing in PBST, counterstain with 

DAPI and the sections were mounted in Vectashield (Vector Laboratories) to prevent fading of 

the immunofluorescence stain. Sections were examined on a confocal laser scanning system, 

(LSM 700, Zeiss, Berlin, Germany). 

 

 

 

 

 


