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Schema of clinical trial drug dosing and patient specimen sampling schedule. Pediatric 

patients with relapsed/refractory ALL enrolled on the TACL2014-001 phase 1 clinical trial 

underwent baseline bone marrow aspiration/biopsy at study entry to determine level of bone 

marrow involvement. Consenting patients also provided peripheral blood specimens pre-

treatment (day 0) and post-treatment (days 3-5 and day 29) for pharmacodynamic (PD) assays 

of in vivo signaling inhibition by single-cell phosphoflow cytometry analyses. Patients were 

treated with cyclophosphamide (C) 440 mg/m2 and etoposide (E) 100 mg/m2 daily IV on days 

1-5 and with temsirolimus IV on days 1 and 8 at the cohort-specified dosing. Patients were 

assessed for dose-limiting toxicity (DLT) of the temsirolimus/cyclophosphamide/etoposide 

regimen through day 29 of cycle 1 and underwent repeat bone marrow aspiration/biopsy at 

end-cycle 1. Patients with at least partial response to the treatment regimen were permitted to 

receive a second cycle of therapy.
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Supplemental Figure 2

Summary data of temsirolimus-induced phosphosignaling inhibition in 

treated patients. Pre-treatment (basal) and post-treatment levels of PI3K/mTOR 

pathway phosphoproteins were measured as median fluorescence intensity (MFI) 

by single-cell phosphoflow cytometry in gated B-ALL or T-ALL cells in peripheral 

blood specimens from TACL 2014-001 patients. Phosphoprotein inhibition in 

peripheral blood ALL cells at Day 3-5 of therapy after the first dose of temsirolimus 

in comparison to basal phosphoprotein levels is shown for each patient treated at 

all dose levels (DL1, DL2, DL3, DL4) in this comprehensive summary display of 

individual dose level data shown in Figure 1. MFI data were normalized intra-

patient to pre-treatment levels of each phosphoprotein. Central horizontal lines 

depict mean phosphoprotein inhibition for inter-patient comparison. Solid symbols 

= patients with stable or progressive disease after cycle 1, black-ringed symbols = 

complete response. 


