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QH}H@ )\Q@ 3T3 fibroblasts are engineered to stably express four-repeat tau protein. These cells have high endogenous
. - . levels of GSK3 that is able to phosphorylate tau protein constitutively. This phospho;xlation is inhibited by

LiCl. After treatment with different compounds, cultures are washed twice with 5 m

MgCl2-PBS. Extracts for

Western blot analysis are(ﬁrepared by homogenizing cells in ice-cold extraction buffer consisting of 20 mM

HEPES, pH 7.4, 100 mM Na

, 10 mM NaF, 1% Triton X-100, 1 mM sodium orthovanadate, 10 mM EDTA, and

protease inhibitors (2 mM phenylmethylsulfonyl fluoride, 10 1 g/mlaprotinin, 10 1 g/ml leuge tin, and 10
Y

u g/mlpepstatin). The samples are homogenized at 4 °C, and protein content is determined

radford

method. Total protein (25 1 g)is electrophoresed on 10% SDS-PAGE gel and transferred to a nitrocellulose
membrane. The experiments are performed using the following primary antibodies: tau Ser(P)-396, 1:1000;
Tau5, 1:1000; and anti-GSK3 B, 1:1000. The filters are incubated with the antibody at 4 °C overnight in 5%
nonfat dried milk. A secondary antibody (1:5000), followed by ECL detection reagents are used for
immunodetection. Quantitation of immunoreactivity is performed by densitometric scanning.(Only for

Reference)
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AZD1080 s a selective, orally active, brain permeable GSK3 inhibitor.
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Powder:-20°Cfor 3 years | In solvent:-80°C for 2 years

For technical support and original validation data for this product please contact
T:027-87531629 E: Proteintech-CN@ptglab.com W: ptgcn.com
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