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Figure S3. Colocalization of　PolyUb-FC with aggresomes and recognition of PolyUb-FC by SQSTM1/p62. (A) Colocalization of PolyUb-FC puncta with aggresomes. HEK 293T cells were transfected with PolyUb(K63)-FC and PolyUb(WT)-FC vectors. After 20 h, aggresomes in the cells were stained. Images were acquired using an FV10i confocal laser microscope every 3 min. Scale bars: 10 μm. Poly Ub-FC (green). Data are representative of 2 independent experiments. (B) Recognition of K33-linked polyubiquitination by SQSTM1/p62 in MEFs. MEFs were electroporated with PolyUb-FC vectors and the AsRED-SQSTM1/p62 plasmid. After 22 h, images were acquired using an FV10i confocal laser microscope. Scale bars: 20 μm. Data are representative of 2 independent experiments. (C) Recruitment of MYC-K33Ub to FLAG-SQSTM1/p62 and FLAG-SQSTM1/p62∆UBA. HEK 293T cells were cotransfected with MYC-K33Ub and FLAG-SQSTM1/p62∆UBA. After 20 h, cells were lysed and protein extracts were immunoprecipitated (IP) with FLAG antibody and immunoblotted (IB) for the indicated proteins. Data are representative of 2 independent experiments. 
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