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[bookmark: _GoBack]Supplementary Figure 5. Comparison of cell-free caspase-3 activation by horse, human and R. arrhizus cyt c. Caspase-3 activation was followed at 405 nm and normalized to the horse cyt c signal. rRA represents the recombinant cyt c from R. arrhizus, while RA extract is the 10x extract solution from R. arrhizus culture as detailed below (Aqueous extract of R. arrhizus), and AspII is the negative control L-asparaginase II. Each column represents the mean of independent measurements, with error bars representing the standard deviation. The initial incubation to activate caspase was performed with samples at 1.5 µM final concentration, except for the RA extract in which final concentration was 2x. The caspase-3 reaction was performed in 2 mM final substrate concentration (Sigma Caspase 3 Colorimetric Assay Kit); there were no statistically significant differences found between the signals of L-asparaginase II, recombinant R. arrhizus cyt c and its culture extract.  

Aqueous extract of R. arrhizus 

A 10 ml overnight starter culture of R. arrhizus  FGSC-9543 (obtained from-Fungal genetics Stock Center, University of Missouri, Kansas City) grown in potato dextrose broth  was used to inoculated  500 ml of potato dextrose broth  and incubated for 24 h (25°C, 200 rpm) [1]. After incubation, fungi culture pellet was collected by centrifugation at 4°C and 7000 g for 30 min. Pellets were suspended in water and stirred for 1 hour at 45°C. The solution was then centrifuged at 4°C at 3000 g for 1 h, and the supernatant filtered [1]. The clear supernatant was concentrated using 3000 Da AMICON Ultrafiltration device until 10 times its original concentration. The concentrated (10x) R. arrhizus solution was tested in the caspase-3 activation assay.     
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