
Supplementary Figure Legends 

Suppl. Figure 1.  Apoptosis induction by ATO/EA in HL-60 and K562 cells determined using 

annexin V staining.  HL-60 cells were treated for 24 h with 2 µM ATO alone, 40 µM EA alone or 

the combinations; K562 were treated with the same drugs, but EA was increased to 80 µM. Apoptotic 

cells were quantified using annexin V-FITC staining and FACS analysis.  Con.-control.  

 

Suppl. Figure 2.  Silencing of XIAP, survivin, or Bcl-xL in K562 cells does not enhance 

apoptosis induced by the combination of ATO and EA.  (A, B and C) Induction of apoptosis by 

ATO/EA in K562 cells in which XIAP, survivin or Bcl-xL were knocked down.  K562 cells were 

transfected with XIAP siRNA (A), survivin siRNA (C), Bcl-xL siRNA (E) or control siRNA and after 

18 h treated with 2 µM ATO and 60 µM EA for 24 h.  Apoptotic cells were detected using FACS after 

staining with annexin V-FITC.  (B, D and F) Western blot analysis of the apoptotic proteins.  

K562 cells transfected with XIAP siRNA (B), survivin siRNA (D), Bcl-xL siRNA (F) or control siRNA 

were treated as in A, and levels of PARP, XIAP, survivin, Bcl-xL and β-actin were determined by 

Western blot analysis using specific antibodies for each protein. Con, control.  

 

Suppl. Figure 3.  (A) HP100-1 cells are more resistant to ATO/EA generation of ROS than 

HL-60 cells.  HL-60 and HP100-1 cells were treated with 2 µM ATO/40 µM EA for 6 h or with 50 

mM H2O2 for 1.5 h.  H2O2 levels were determined by DCFH-DA as described in Materials and 

Methods.  (B) Silencing of catalase sensitizes HP100-1 cells to ATO/EA-induced apoptosis.  

HP100-1 cells were transfected with control siRNA and catalase siRNA and after 18 h left untreated or 

were treated with 2 µM ATO/40 µM EA for an additional 24 h. The levels of catalase, PARP, 

caspase-3, -9, XIAP, survivin, Mcl-1 and β-actin were determined by Western blot analysis using 

specific antibodies.  (C) Antioxidant Trolox attenuates ATO/EA-induced apoptosis in HL-60 cells. 

HL-60 cells were pretreated with or without Trolox 200 μM for 4 h following with 2 µM ATO/40 µM 

EA for 24 h. Apoptotic cells were detected using FACS after staining with annexin V-FITC.  

 



Suppl. Figure 4. (A) Inhibition of JNK attenuated ATO/EA-induced apoptosis in K562 cells. 

K562 cells pretreated with 40 µM JNK inhibitor (SP600125) followed by treatment with ATO/EA for 

24 h. Apoptotic cells were quantified using annexin V-FITC staining by FACS analysis.  (B) Caspase 

inhibitor Z-VAD-FMK does not block ATO/EA-induced Mcl-1 reduction.  (C) Proteasome 

inhibitor MG132 blocks ATO/EA-induced Mcl-1 reduction.  K562 cells were pretreated with 50 

μM Z-VAD-FMK (B) or 0.2 μM MG132 (C) for 4 h following treatment with 2 µM ATO/60 µM EA 

for 24 h.  The protein levels of PARP, p-JNK, Mcl-1 and β-actin were determined by Western blot 

analysis using specific antibodies.  

 

Suppl. Figure 5.  Knock-down of catalase sensitizes K562 cells to ATO/EA-induced apoptosis.  

K562 cells were transfected with catalase siRNA or control siRNA and after 18 h treated with 2 µM 

ATO/60 µM EA for 24 h.  Apoptotic cells were detected with annexin V-FITC (A).  The protein 

levels of catalase, PARP, caspase-3, -9, p-JNK, Mcl-1 and β-actin were determined in cell lysates by 

Western blot analysis using specific antibodies (B).  

 

Suppl. Figure 6.  (A) EA, but not EA-GS, decreases the levels of intracellular glutathione in 

Jurkat cells.  Jurkat cells were treated with 1 µM ATO, 15 µM EA, 15 μM EA-GS for 6 h.  The 

intracellular levels of GSH were determined as described in Materials and methods.  (B) EA, but not 

EA-GS, in combination with ATO induces apoptosis in Raji cells.  Raji and Jurkat cells were 

treated with 1 µM ATO, 15 µM EA, 15 μM EA-GS for 24 h and the apoptotic cells were detected with 

annexin V-FITC staining.  

 

Suppl. Figure 7.  Apoptosis induction by ATO/EA in several AML cell lines and normal CD34+ 

cells.  (A) Induction of apoptosis by ATO/EA in four AML cell lines. Cells were treated for 24 h 

with 2 µM ATO plus 10 µM or 60 μM EA. (B) GSTP1-1 protein levels in 5 AML cell lines. (C) 

Induction of apoptosis by ATO/EA in normal CD34+ cells. Normal CD34+ cells were isolated from 

2 batches of cord blood and treated with 2 µM ATO plus 10 µM EA for 24 h. Apoptotic cells were 

quantified using annexin V-FITC staining and FACS analysis. 


