
 

Supplementary Figure 1. Dot plots indicating the basal activation of (A) P-ERK1/2, (B) P-

STAT5, (C) P-p38 MAPK, and (D) cleaved caspase-3 in CD34+ MDS and normal cells. Normal 

controls and MDS cases stratified according to FAB/WHO classification are indicated along the X-

axis, while the Y-axis indicates MFI values for each studied protein. Abbreviations: 5q-, 5q- 

syndrome; RA, refractory anemia; RARS, RA with ringed sideroblasts; RAEB-1, RA with excess 

blasts-1; RAEB-2, RA with excess blasts-2; RCMD, refractory cytopenia with multilineage 

dysplasia; CMML-1, chronic myelomonocytic leukemia-1; CMML-2, chronic myelomonocytic 

leukemia-2; MPL/MDS, myeloproliferative disorders/myelodysplastic syndromes; N, normal 

controls. 

 

Supplemental Figure 2. Flow cytometric analysis of ERK1/2, STAT5, p38 MAPK, and caspase-3 

basal activation in one representative case (#18). The upper-left panel shows the scatter of MDS 

marrow cells (i). The CD45+ cells are shown in orange, the CD71+CD45- cells are indicated in 

violate, and the subpopulation of CD34+ cells are shown in blue. The other panels indicate isotypic 

controls (ii-vii-xii) and basal activation of P-ERK1/2 (iii-viii-xiii), P-STAT5 (iv-ix-xiv), P-p38 

MAPK, (v-x-xv) and cleaved caspase-3 (vi-xi-xvi) in MDS marrow cells. 

 

Supplemental Figure 3. Dot plot indicating basal activation of (A) P-ERK1/2, (B) P-STAT5, (C) 

P-p38 MAPK, and (D) cleaved caspase-3 in CD45+ MDS and normal cells. Normal cases and MDS 

cases stratified according to FAB/WHO classification are indicated along the X-axis, while the Y-

axis indicates MFI values for each studied protein. 

 

Supplemental Figure 4. Dot plot indicating basal activation of (A) P-ERK1/2, (B) P-STAT5, (C) 

P-p38 and (D) cleaved caspase-3 in CD71+CD45- MDS and normal cells. Normal controls and 

MDS cases stratified according to FAB/WHO classification are indicated along the X-axis while the 

Y-axis indicates MFI values for each studied protein. 

 

Supplemental Figure 5. Flow cytometric analysis of STAT5 activation after G-CSF and EPO 

stimulation. (A) STAT5 activation before and after G-CSF stimulation in CD34+ MDS cells from 

one representative case (#37). (B) STAT5 activation before and after EPO stimulation in CD71+ 

CD45- MDS cells from one representative case (#34). Scatter plot of MDS marrow cells (i), 

isotypic control and basal P-STAT5 (ii-iii), and isotypic control and P-STAT5 after stimulation 



with G-CSF and EPO, respectively (iv-v). The CD45+ cells are indicated in orange, the 

CD71+CD45- cells are shown in violet, and the CD34+ cells are indicated in blue. 

 

Supplemental Figure 6. Full-length immunoblots of (A) ERK1/2 activation before and after TPA 

treatment in Kasumi-1 cells and (B) ERK1/2 activation before and after TPA and EPO treatment in 

normal BMMC. (C) Original graphic indicating a correlation between the EPO response in vitro 

and in vivo. The graphic and the correlation, which was calculated by the non-parametric 

Spearman’s test, were obtained using StataCorp2003. 

 

 Supplemental Table 1. MFI values indicating basal activation of ERK1/2, STAT5, p38 MAPK, 

and caspase-3 in CD34+ cells. Differences in basal activation were compared by calculating the 

ratio the MFI of each sample divided by the MFI of the isotype. 

 

Supplemental Table 2. MFI values indicating basal activation of ERK1/2, STAT5, p38 MAPK, 

and caspase-3 in CD45+ cells. Differences in basal activation were compared by calculating the 

ratio of the MFI for each sample to the MFI of the isotype control. 

 

Supplemental Table 3. MFI values indicating basal activation of ERK1/2, STAT5, p38 MAPK, 

and caspase-3 in CD71+CD45- cells. Differences in basal activation were compared by calculating 

the ratio of the MFI of each sample divided by the MFI of the isotype control. 

 

Supplemental Table 4. MFI values indicating STAT5 and ERK1/2 activation following G-CSF 

stimulation in CD34+ cells. Changes in the phosphorylation of proteins following G-CSF 

stimulation were defined by calculating the ratio of the MFIs of stimulated versus unstimulated cell 

populations. 

 

Supplemental Table 5. MFI values indicating STAT5 activation following EPO stimulation in 

CD71+CD45- cells. Changes in STAT5 phosphorylation following EPO stimulation were defined 

by calculating the ratio of the MFIs of stimulated versus unstimulated cell populations. 

 

Supplemental Table 6. Correlation between EPO response in vitro and in the clinic. The EPO 

response in vitro was defined as an increase in STAT5 activation (MFI ratio ≥ 1.3), and a positive in 

vivo response was defined as a 2g/dl increase in Hb levels after 8 weeks of EPO treatment in 22 

non-transfused MDS patients. 


