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the high frequency of immature nRBC blocked in the late stage of differentiation that is 

observed in RARS.  

Taken together, these data demonstrate the importance of using healthy age-

matched controls to define disease-associated signaling and highlight the ability of 

SCNP to enhance MDS classification based upon functional biology.  These data also 

lay the groundwork for the application of SCNP to identify patients at high risk of 

progression from MDS to AML. Future studies on larger cohorts will examine EPO and 

GCSF pathways in conjunction with other modulators, such as DNA damaging agents, 

to ultimately inform therapeutic choice by matching signaling networks to the clinical 

response of MDS to agents such as EPO/GCSF, Lenalidomide, or Azacytidine as well 

as to further define and characterize the biology of MDS.    
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Supplemental Methods 

Establishment of Instrument Compensation Settings 

1. Add 50µl healthy donor whole blood to each tube labeled as Unstained, 
Alexa488, FITC, PE, Qdot605, PerCP, PacBlue, Alexa647, and Alexa700. 

2. Add 20µl of appropriate compensation cocktail to corresponding tube.  
3. Incubate 20 minutes at ambient temperature in the dark. 
4. Lyse samples by adding 1mL of BD Pharmlyse (prepare fresh with 18mL DI H2O 

and 2mL 10X stock BD Pharmlyse) and incubating 15 minutes at room 
temperature. 

5. Centrifuge 5 minutes at 400xg. 
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6. Decant tubes to ~100µl and gently rack rake to resuspend cell pellets. 
7. Add 2mL 1X PBS + 2% FBS to tubes and centrifuge 5 minutes at 400xg. 

8. Decant tubes to ~100µl and gently rack rake to resuspend cell pellets. 
9. Resuspend tubes in 1mL 1% PFA. 

10. Transfer 150µl of the unstained tube and compensation tubes to a 96-well plate. 

11. Place the plate on the instrument HTS (High Throughput Sampler) unit. 
12. Under the instrument setup folder click the 96-well plate icon titled 

“Compensation Plate”. 
13. Use appropriate settings for the HTS unit, “Parameter” and “Threshold” in the 

cytometer. Ensure that all compensation values are set to 0.0. 
14. After the plate has finished acquisition all the instrument setup files must be 

exported. 
15. In the FACSDiva “Browser” window, click “Instrument Setup” and chose export 

FBS files. 
16. Export the data for Winlist analysis and compensation determination. 

 
Aqua Compensation 

1. Prepare Aqua positive and Aqua negative cells for compensation setup. 
Peripheral blood mononuclear cells were used and split into two condictions:      
1) unstained cells (Aqua negative): cells were fixed/permeabilized in 
paraformaldehyde/methanol; 2) Aqua stained cells (Aqua positive): cells were 
fixed/permeabilized in paraformaldehyde/methanol, washed out of methanol in 
fluorescence-activated cell sorting buffer, and then Aqua stained in PBS. After 
Aqua staining, cells were quenched with RPMI 10% FBS, fixed with 
paraformaldehyde, and permeabilized with methonal. The two condictions were 
then mixed 1:1 and store at -80oC. 

2. Add 250µl fixed 1:1 Aqua positive: Aqua negative cells (~250,000 cells) to a tube. 
3. Wash cells by adding 2mL PBS + 2%FBS. 
4. Centrifuge tube 5 minutes at 400xg. 

5. Decant tube to ~100µl and gently rack rake to resuspend cell pellets. 
6. Resuspend cells in 1ml PBS + 2%FBS. 
7. In FACSDiva “Browser” window, select the “AquaComp” specimen in the 

“Instrument Setup” folder and ensure that the “AquaComp” tube is active. 
8. Place the Aqua comp tube on the instrument, acquire and record the data. 
9. Export the data for Winlist analysis and compensation determination. 
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