
Supplemental Methods 

 

Effector cell separation and ADCC activity 

After informed consent on Memorial Sloan-Kettering Cancer Center Institutional Review 

Board approved protocols, peripheral blood mononuclear cells (PBMCs) from healthy donors 

were obtained by Ficoll density centrifugation. Monocytes/macrophages and NK cells were 

isolated from whole PBMCs via CD14+ or CD56+ bead selection, respectively. Validation of the 

correct effector cells populations was performed using flow cytometry (CD3- and CD14+ or 

CD56+). LDH release assays were performed against the BV173 cell line using a 10:1 (E:T) 

ratio for each of the three effector cell populations, including whole PBMCs as a control, for a 

total of 16 hours.  

 

HLA-A*02:01 transgenic mouse histopathology 

ESKM or isotype control mAb (100μg per animal) was injected into human HLA-

A*02:01 transgenic mice (Jackson Labs) on days 0 and 4. Mice were sacrificed on day 6 and 

whole organs were collected, fixed (4% paraformaldehyde), decalcified in EDTA where 

necessary (femurs only), embedded in paraffin, sectioned and stained with H&E. A histolo-

pathologic examination was conducted on major organs, HLA-A*02:01 positive tissues (spleen, 

bone and bone marrow, thymus) and possible WT1 positive target organs (including kidney) as 

well as heart, lung, and ileum.  

 



In vivo cell line growth and mouse model comparison  

For mouse strain comparison (Figure S2B), luciferase-expressing JMN cells (3.3x105) 

were injected into the intraperitoneal cavity of NOD.Cg-Prkdcscid Il2rgtm1Sug/JicTac (NOG) mice. 

On day 3, tumor engraftment was confirmed by bioluminescent luciferase imaging, signal was 

quantified with Living Image software (Xenogen), and mice were sorted into groups with similar 

average signal from the supine position. Mice were injected intraperitoneally with 100μg ESK1, 

ESKM or human isotype IgG1 antibody on day 3, followed by 50μg treatments on days 8 & 13, 

and followed by bioluminescent imaging. 

For in vivo tumor growth comparison (Figure S2C), luciferase-expressing BV173 (Ph+ 

ALL) or SET2 (AML) cells (3x106) were injected intravenously via tail vein into NOD.Cg-

PrkdcscidIl2rgtm1Wjl/SzJ mice (NSG) mice. Leukemia growth was followed by bioluminescent 

imaging and quantified with Living Image software (Xenogen). 


