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Figure S1. 1H NMR (A), mass spectrum (B), and HPLC purity (C) analysis of compound 2.  
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Figure S2. Measurement of intracellular ROS using DCFH-DA. Oxidative stress was induced in 

SH-SY-5Y cells by exposure to 500 M concentration of H2O2 (500 μM) for 90 min. Treatment 
with compound 2 was initiated 30 min prior to H2O2 exposure and continued during the 90 min 
peroxide exposure period. Increase in DCF fluorescence was used as a measure of intracellular 
ROS content. The data are presented as the mean ± SEM of two independent experiments (*** 
p < 0.005, **** p < 0.001). 

 
 
 

 

Figure S3. Glutathione peroxidase enzymatic assay using ψ-GSH as a cofactor. Measurement 
of glutathione peroxidase activity was performed using the purified enzyme in the presence of ψ-
GSH or GSH as cofactors. In this coupled enzymatic assay, consumption of NADPH by 
glutathione reductase to reduce oxidized ψ-GSH or GSH was measured. Levels of NADPH 
measured as absorbance at 340 nm are plotted against time and used as an indicator of 
enzymatic activity. 



  

Figure S4. Conversion of γ-Glu-Cys and compound 2 to GSH or ψ-GSH (1), respectively, after 
incubation in brain homogenates. Compounds γ-Glu-Cys and 2 were incubated (final 

concentration 1 mM) at 37 C for 2 hours and the levels of respective tripeptides formed were 
measured by LC-MS/MS analysis. Comparable formation of GSH and ψ-GSH were detected from 
respective tripeptides. Data are means ± SEM of two independent experiments.   
 
 
 



 
 
 
Figure S5. Changes in body weights of mice treated in studies related to sections 3.6 (A) and 3.8 
(B). Except for the compound 2 (500 mg/kg, i.p.) group, none of the treatment groups showed any 
significant reduction in body weights. 
 
 
 
 

 
 
 
 
 

 


