
Supplemental Informa/on - Caspase 3 exhibits a yeast metacaspase 

proteostasis func/on that protects mitochondria from toxic TDP43 aggregates 

 

 

 

 

 

 

 
FIGURE S1: Western blot analysis of protein extract from BY4741 and hCasp3-GFP showing robust procaspase 3 protein expression following 
hydrogen peroxide treatment. The graph shows the quantification of the band intensity normalized to the control group. Values are mean ± 
SEM of three independent experiments with p-value < 0.05. 



 



 
FIGURE S2: (A) Colorimetry assay was performed to determine the Caspase 3 activity in BY4741 and hCasp3-TDP43 expressing strain with Gal 
induced expression of TDP43-RFP for 6hr and 22hr. The value represents three independent experiments and are shown as mean ± SEM with 
p-value < 0.05. (B) Caspase 3 activity assay in hCasp3-TDP43 expressing strain subjected to treatment with z-DEVD-FMK and PAC1. The values 
correspond to mean ± SEM with p-value < 0.05. (C) Spot assay to assess the viability of three yeast strains BY4741, DScMCA1 and hCasp3-GFP 
subjected to heat stress (30°C & 42°C). The arrow above the panel indicates a 5-fold serial dilution of plated cells starting from left to right (1:1, 
1:5, 1:25, 1:125). The colonies were counted and showed no difference in viability between the three yeast strains as indicated in the graph. 
The data represents three independent experiments and are shown as mean ± SEM with p-value < 0.05. (D) Protein aggregation observed in 
BY4741, DScMCA1 and hCasp3-GFP strain using filter trap assay. The graph shows fold difference in protein density normalized to the control 
BY4741. The values are represented as mean ± SEM with p-value < 0.05. (E) Volcano plot showing protein change in DMSO Vs. z-DEVD-FMK 
treated yeast cells. Protein differentially regulated with a p-value < 0.05 are shown in green. Grey represents proteins that were not found to 
differ significantly between z-DEVD-FMK treatment and DMSO control. The horizontal axis indicates log 2-fold change of protein abundance 
while the vertical axis shows -log 10 of the p-value. (F) Coverage of five TDP43 interacting proteins PHB1, PHB2, AFG3, YTA12 and YME1 
identified in the LC-MS/MS mass spectrometry analysis. 



 

 

 
FIGURE S3: Substrate based colorimetry assay was performed to assess the Caspase 3 activity in C2C12 cells differentiated for 2 days and 
subjected to z-DEVD-FMK and PAC1 treatment for 3hr, 6hr & 12hr. The data is represented as mean ± SEM with p-value < 0.05. 


