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MATERIALS AND METHODS

Western blotting To confirm the expression of pcDNA3.1 (+)-HSP27 wild type and S135F construct, NSC-34 cells (3×105 cells/well) and HEK 293 cells (2×105 cells/well) were seeded on 6 well plate for 24 hrs. Cloned genes were transfected into HEK 293 and NSC-34 cells for 24 hrs. Expression of the HSP27 protein was detected with anti-HSP27 Antibody and donkey anti-goat secondary antibody (Santa Cruz Biotechnology, Santa Cruz, CA, USA).

Genotyping of HSP27 transgenic mice Genomic DNA of transgenic mice was extracted at postnatal day 21. Genotyping of HSP27 transgenic mice were carried out using Extract-N-AmpTM Tissue PCR Kit (Sigma-Aldrich, St. Louis, MO) according to vender’s protocol with the following primer set: CMV-HSP27-F, 5’-GACGTCAATGGGAGTTTGTTTT-3’; and CMV-HSP27-R, 5’-GAGATGTAGCCATGCTCGTCCT-3’. 
