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Figure S1. Treatment of BMCs with high-dose H148G variant α-toxin decreases 

mature erythroblasts. A total of 5 × 106 bone marrow cells were cultured for 24 hours 

in the presence of the indicated concentration of α-toxin (Wild-type) or a variant 

α-toxin (H148G), and flow cytometry analysis was performed using a Guava easyCyte. 

The absolute number of CD71+TER119- (A), CD71+TER119+ (B), and CD71-TER119+ 

cells (C) per culture well was determined. 
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One-way ANOVA was employed to assess statistical significance. Values are 

mean ± standard deviation. *P < 0.05; **P < 0.01; ***P < 0.001; n.s., not significant. 

  



 

 

 

 

 

Figure S2. Phosphorylation of signaling molecules already known to be activated 

by α-toxin. K562 cells were cultured in the presence of 30 μM hemin. Simultaneously, 

the cells were treated with 100 ng/ml α-toxin (Wild-type) or a variant α-toxin, H148G 

(H148G) for 3 days. Whole cell extracts from the cells were analyzed by 

immunoblotting with phospho-specific antibodies against PI3K (P-PI3K), PLCγ1 

(P-PLCγ1), NF-κB (P-NFκB), ERK 1/2 (P-ERK1/2) or p38 MAPK (P-p38), or a 

specific antibody against β-actin (β-actin).  
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Supplementary Methods 

 

Reagents. Phospho-specific antibodies against PI3K, PLCγ1, NF-κB, ERK 1/2, and p38 

MAPK were from Cell Signaling Technology. An antibody against β-actin was 

purchased from Santa Cruz Biotechnology. 

 

Immunoblotting analysis. Immunoblotting analysis was performed as previously 

described with some modifications55. Briefly, cells were lysed in RIPA buffer (Nacalai 

Tesque). The protein concentrations of the samples were determined using a BCA 

protein assay kit (Nacalai Tesque). Samples were applied to 10% polyacrylamide gels 

containing SDS, subjected to electrophoresis, and transferred to a polyvinylidene 

difluoride membrane (PVDF, Immobilon P; Millipore). The membrane was blocked 

with Blocking One-P (Nacalai Tesque), and the proteins were then immunoblotted with 

each antibody. 
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