Azoramide protects iPSC-derived dopaminergic neurons with PLA2G6 D331Y mutation through restoring ER function and CREB signaling 
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Supplementary Figure Legends:
Suppl. Fig 1. Characterization of FPD PLA2G6 D331Y mutant iPSC.  (A) Immunostaining of PLA2G6wt/wt and PLA2G6D331Y/D331Y iPSCs for Nanog, Sox2, and Oct4. (B) Karyotype analysis of PLA2G6 D331Y iPSCs. (C) Genotype analysis showed that there was one homozygous mutation in exon 7 of PLA2G6 gene: C.991G >t (the coding region no.991 nucleotide was mutated from G to T), leading to amino acid change p.d331y (amino acid no. 331 was mutated from aspartic acid to tyrosine), which was a missense mutation. (D) Terotoma analysis of PLA2G6 D331Y iPSCs. Scale bar: 100 µm for A and 250 µm for D.

Suppl. Fig 2. No obvious ER stress and mitochondrial dysfunction were observed in non-dopaminergic neurons with PLA2G6 mutant (A) Immunostaing showing non-dopaminergic neurons were MAP2-positive but TH-negative. (B-C): Western blotting demonstrates that no elevated expresion levels of UPR and mitochondria related proteins in non-dopaminergic neurons were found between the PLA2G6 mutant group and the control group except that the expresion level of Chop was significanlty increased in PLA2G6 mutant neurons. (D) Mitochondrial membrane potential was determined by JC-1 staining. (E) Intracellular ROS levels were measured by the probe CellROX® Green Reagent and flow cytometry. Data are represented as mean ± SEM. All experiments were replicated in triplicate independently. **p < 0.01, ***p < 0.005. Scale bar: 20 µm.
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Suppl. Fig 3. Azoramide protects PLA2G6 mutant dopaminergic neurons after culture of 30 days. (A-B) Immunostaining shows that the percentage of the cells expressing TH, Nurr1, and Girk was significantly decreased in PLA2G6 mutant group compared to the control group. (C) Schematic diagram of drug treatment. (D-E) Western blotting demonstrated that azoramide significantly decreased the cleaved level of caspase 3 and the ratio of Bax/Bcl2 and enhanced the expression of CREB in PLA2G6 mutant neurons. Meanwhile, azoramide significantly suppressed the expression of UPR proteins, elevated the expression level of mfn1, and inhibited the expression levels of DRP1 and Fis1 in PLA2G6 mutant neurons. Data are represented as mean ± SEM. All experiments were replicated in triplicate independently.  **p < 0.01, ***p < 0.005. Scale bar: 20 µm.

