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Methods
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Flow cytometry

MRI-based neuroimaging

Antibodies
Antibodies used

Gene expression data used in Fig. S5a were downloaded from GEO [https://www.ncbi.nlm.nih.gov/geo] (accession number GSE54380). Gene expression data used
in Fig. S6a were downloaded from GEO (accession number GSE123751).

RNAseq gene expression data used in Fig. S10b were downloaded from the supplementary information of the Liu et al. (table S5).

Survival data used in Fig. 2g and S4b were obtained from the Genomics of Drug Sensitivity in Cancer project [https://www.cancerrxgene.org], dataset GDSC1.

Data used in Fig. S9a-b were downloaded from the supplementary material of Klaeger et al. (tables S2 and S6).

Source data are provided with this paper. There are no restrictions on data availability.

2-10 biological replicates were chosen based on the user's experience, in order to obtain sufficient downstream statistical power. No
statistical method to calculate sample size was used.

Two out of 31 in-vivo samples (PDTALL19_aN1_AT_B and PDTALL11_aN1_4) were considered outliers and excluded from the statistical
analysis of the proteomics data.

For in-vitro proteomics experiments, biologically independent replicates were carried out by harvesting cells on different days (different
passage number).

For in-vivo proteomics experiments, biologically independent replicates were represented by different mice.

Downstream sample preparation was always carried out in parallel.

Allocation of cell wells / cell flasks / mice to experimental or control groups was random.

Randomization in sample acquisition was not carried out to reduce the chances of human error. All samples from one replicate were analyzed
first and then the next replicate.

Blinding was not carried out, as human participants were not involved in the study. Double blinding would not have been possible to carry out,
as the user performing the experiment was the same person acquiring and analyzing the data.

Cleaved Notch1 (Val1744), Cell Signaling Cat#4147

Phospho-S6 Ribosomal Protein (Ser235/236), Cell Signaling Cat#4858

S6 Ribosomal Protein, Santa Cruz Biotechnology Cat#74459

Phospho-PKC# (Thr505), Cell Signaling Cat#9374

Phospho-PKC#/$ (Ser643/676), Cell Signaling Cat#9376

Phospho PKC# (Ser299), Abcam Cat#133456

PKC#, Cell Signaling Cat#9616

PTEN, Cell Signaling Cat#9188

Phospho-Akt (Ser473), Cell Signaling Cat#4060
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Validation

Eukaryotic cell lines
Policy information about cell lines

Cell line source(s)

Authentication

Mycoplasma contamination

Commonly misidentified lines
(See ICLAC register)

Animals and other organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research

Laboratory animals

Wild animals

Field-collected samples

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Flow Cytometry

Plots

Confirm that:

The axis labels state the marker and fluorochrome used (e.g. CD4-FITC).

The axis scales are clearly visible. Include numbers along axes only for bottom left plot of group (a 'group' is an analysis of identical markers).

All plots are contour plots with outliers or pseudocolor plots.

A numerical value for number of cells or percentage (with statistics) is provided.

Methodology

Sample preparation

Phospho-Akt (Thr 308), Cell Signaling Cat#4056

Akt, Cell Signaling Cat#9272

c-Myc, Cell Signaling Cat#5605

"-Tubulin, Sigma Aldrich Cat#5326

Vinculin, Sigma Aldrich Cat#V9264

!-Actin, Santa Cruz Biotechnology Cat#47778

Cleaved caspase-3, Cell Signaling Cat#9664

Cleaved PARP, Cell Signaling Cat#5625

Anti-rabbit HRP conjugated secondary antibody, Jackson Immunoresearch 111-036-045

Anti-mouse HRP conjugated secondary antibody, Jackson Immunoresearch 115-036-062

All antibodies used were commercial and validated by supplier.

Western blotting: all antibodies used showed a specific band at the expected MW according to the protein marker.

Flow cytometry: all antibodies were validated by staining the cells with the isotype control antibody.

Cell cycle analysis: unstained cells were used as negative control.

The human cell lines JURKAT (Clone E6-1) and MOLT-3 were purchased from ATCC. The human cell

lines DND-41, HPB-ALL, ALL-SIL and PEER were purchased from DSMZ.

Cell lines were authenticated by STR profiling using the ATCC authentication service according to manufacturers' instructions.

All cell lines tested negative for mycoplasma contamination, evaluated using the EZ PCR Mycoplasma detection Kit (Biological
Industries).

No commonly misidentified cell lines were used in the study.

6-8 weeks old female NOD/SCID (NOD.CB17-Prkdcscid/NCrCrl) mice, purchased from Charles River Laboratories (Wilmington, MA,
USA).

No wild animals were used in the study.

No field collected samples were used in the study.

Procedures involving animals conformed current laws and policies (EEC Council Directive 86/609, OJ L 358, 12/12 1987) and were
authorized by the Italian Ministry of Health (894/2016-PR).

Flow cytometry analysis of T-ALL PDX cells

Leukemic cells were collected from peripheral blood, spleen and BM of control and treated mice. Fluorescein isothiocyanate-
labeled mAb against CD5 and phycoerythrin-Cy5-labeled mAb against CD7 (Coulter) were used for the detection of T-ALL cells
in mouse samples. Samples were analyzed on the BD FACSCelesta flow cytometer. BD FACSDiva software was used for data
acquisition and analysis.

Cell cycle analysis

1-2 x 10^6 cells were stained with the ghost dye violet 450 (Tonbo Biosciences), then fixed and permeabilized by using the
Foxp3/Transcription Factor Staining Buffer Set (eBioscience), according to the manufacturer's instructions. DNA was stained
by using a solution of 7-Aminoactinomycin D (7-AAD; Sigma-Aldrich), Ribonuclease A from bovine pancreas (Sigma-Aldrich)
and PBS (Gibco). Cells were analyzed on a LSR Fortessa (BD Biosciences) flow cytometer; raw data were acquired through the




