
Supplemental Figure 1.  Confirmation of the dephosphorylation of KCC2 in response to H2O2 examined 

using alternative methods. 

A.   Autoradiographs of Western blots of tyrosine phosphorylated KCC2 incorporating 32P. 
32P labeled 

KCC2 decreased at 1 hr after treatment with H2O2 

B. Western blots showing expression levels of total KCC2 (bottom rows) and tyrosine-phosphorylated 

KCC2 (top rows) immunoprecipitated using a different phosphor-tryrosine antibody (PY20, Sigma) from 

that shown in the Results (4G10, Upstate).  One hr incubation with H2O2 (50 µM) markedly decreased 

tyrosine-phosphorylated KCC2 which was prevented by Na3VO4 (100 µM).  Neither treatment affected 

total KCC2 expression.. 

 

Supplemental Figure 2. Effects of tyrosine phosphatase inhibition on KCC2 expression. 

A. Western blots showing total KCC2 (top row) and β-actin (lower rows) expression levels before (cont) 

and after 3 hrs incubation with Na3VO4 (100 µM) and H2O2 (50 µM). B. Averaged optical density of 

total KCC2 expression levels in control conditions, and after 3 hrs incubation with Na3VO4 +H2O2, 

expressed relative to the control levels.  Column shows mean and SEM of data from 4 experiments.  

No change in KCC2 protein expression levels were observed.  N.S.=not significantly different from 

control. 

 

Supplemental Figure 3.  Confirmation of the phosphatase inhibition on relative tyrosine phosphorylation 

examined using other phosphatase inhibitors than NaVO4. 

A,B &C, Left, western blots showing expression levels of tyrosine-phosphorylated KCC2 (top rows) and 

total KCC2 (bottom rows) in control conditions, and at 1 hr after application of the other phosphatase 

inhibitor than Na3VO4; okadaic acid (10 µM) (A), C6H5AsO (10 µM)(B) and Na2MoO4 (300 µM). (C) 

with H2O2. Right, averaged optical density of the ratio of tyrosine-phosphorylated KCC2 relative to total 



KCC2 expression levels in membrane of cultured hippocampal neurons incubated in okadaic acid (10 

µM), C6H5AsO (10 µM) and Na2MoO4 (300 µM) with H2O2.  Ratios are expressed relative to that in 

control conditions prior to incubation with any test compounds. Twenty five µg of protein was added to 

each lane. The same sample was employed for analyzing both total KCC2 and tyrosine-phosphorylated 

KCC2 in each experiment. Columns show mean and SEM of data from 4 experiments. 

**=p<0.01,*=p<0.05 compared with control. Okadaic acid, a serine-threonine phosphatase inhibitor, fails 

to prevent a decrease in phosphorylated KCC2 with H2O2. 

 

Supplemental Figure 4. Role of other phosphatase inhibitors on the survival of cultured hippocampal 

neurons during H2O2 incubation. 

The effects of H2O2 (50 µM) incubation for 3 hrs on cell viability (control), without (control) and with 

Na2MoO4 (300 µM) and C6H5AsO (10 µM). Cell viability was assayed by trypan blue exclusion method. 

The averaged data derives from the measurements of over 200 cells, in 3 different cell cultures. * = 

p<0.05 compared to control.  

 

 


