Supplemental figure 1. 
A) Table of patient characteristics of pediatric T-ALL samples (total n=180). Samples from time of diagnosis are subdivided based on the clinical characterization of CNS infiltration, into CNS1 (n=115), CNS2 (n=37) or CNS3 (n=10). Samples taken at relapse were subdivided by site of relapse; CNS (n=13) or BM (n=5).  
B) Distribution of all genes in CNS3 (n=10) compared to CNS1 (n=115) samples, defined by if the L2FC is above or below 0, as well as all significantly expressed genes (2.2%, p<0.05).  Distribution of all significantly expressed genes (n=429), with 74% upregulated genes (L2FC>0) and 26% downregulated (L2FC<0). Significance calculated by two-tailed unpaired students t-test. 
C) Distribution of all genes in CNS relapse (n=13) compared to CNS1 (n=115) samples, defined by if the L2FC is above or below 0, as well as all significantly expressed genes (2.2%, p<0.05).  Distribution of all significantly expressed genes (n=444), with 85% upregulated genes (L2FC>0) and 15% downregulated (L2FC<0). Significance calculated by two-tailed unpaired students t-test. 
D) Common differentially expressed genes (p<0.05, total of 66 genes) in CNS3 (n=10) and CNS relapse (n=13) compared to CNS1 (n=115). Data displayed as L2FC. Significance calculated by two-tailed unpaired students t-test. 
E) Expression of HINT2 and HEPACAM displayed as TPM in CNS3 (n=10) compared to CNS1 (n=115) samples. Significance calculated by two-tailed unpaired students t-test (*p<0.05, **p<0.01).
F) Expression of HINT2 and HEPACAM displayed as TPM in CNS relapse (n=13) compared to CNS1 (n=115) samples. Significance calculated by two-tailed unpaired students t-test (*p<0.05, **p<0.01).

Supplemental figure 2. 
A) ORA of differentially expressed genes (p<0.05, L2FC>2) in CNS3 (n=10) compared to CNS1 (n=115) samples, using GO gene sets, showing biological processes (BP), cellular component (CC) and molecular function (MF). Significance displayed as adjusted p-value. 
B) ORA of differentially expressed genes (p<0.05, L2FC>2) in CNS relapse (n=13) compared to CNS1 (n=115) samples, using gene ontology gene sets, showing biological processes (BP), cellular component (CC) and molecular function (MF). Significance displayed as adjusted p-value. 
C) Expression of ADAP1, RAP1A, RAP1B and SKAP2 displayed as TPM in CNS3 (n=10) compared to CNS1 (n=115) samples (upper graphs) and in CNS relapse (n=13) compared to CNS1 (n=115) samples (lower graphs). Significance calculated by two-tailed unpaired students t-test (*p<0.05).
D) Distribution of SKAP1 correlations with other genes in CNS3 (n=10) samples, with an R value above 0.6 or below -0.6. Correlation was calculated using Pearson correlation coefficients, two-tailed with 95% confidence interval.
E) Distribution of SKAP1 correlations with other genes in CNS relapse (n=13) samples, with an R value above 0.6 or below -0.6. Correlation was calculated using Pearson correlation coefficients, two-tailed with 95% confidence interval.

Supplemental figure 3. 
A) Expression of SKAP2, ADAP1, RAP1A and RAP1B in normal HSPCs (n=5) compared to CNS1 samples (n=115). Significance calculated by multiple two-tailed, unpaired student's t-test with Holm-Šídák correction for multiple comparisons, displayed as adjusted p-value (*p<0.05). 
B) Expression of SKAP2, ADAP1, RAP1A and RAP1B in normal HSPCs (n=5) compared to CNS3 samples (n=10). Significance calculated by multiple two-tailed, unpaired student's t-test with Holm-Šídák correction for multiple comparisons, displayed as adjusted p-value (*p<0.05). 
C) Expression of SKAP2, ADAP1, RAP1A and RAP1B in normal HSPCs (n=5) compared to CNS relapse samples (n=13). Significance calculated by multiple two-tailed, unpaired student's t-test with Holm-Šídák correction for multiple comparisons, displayed as adjusted p-value (*p<0.05). 
D) Expression of ICAM1 and VCAN in LICs (CD34+, n=3) and blast cells (CD34-, n=3) from primary pediatric T-ALL patients (matched samples) compared to normal HSPCs (n=3). Data displayed as relative expression compared to housekeeping gene (HPRT). Significance calculated by one-way ANOVA comparing each group to HSPCs, displayed as adjusted p-value, with Dunnett’s correction. (**p<0.01, ***p<0.001).

Supplemental figure 4. 
A) Representative brightfield microscopy images of the T-ALL cell lines SUP-T1, KARPAS45, CCL-119 and MOLT16. Images were acquired using a 4× objective.
B) Lentiviral knockdown of SKAP1 compared to scramble control in T-ALL cell lines SUP-T1, KARPAS45, CCL-119 and MOLT16. Data displayed as fold change compared to the scramble control (two replicates per cell line).  

Supplemental figure 5. 
A) Expression of LFA1, ADAP1, ICAM2 and NFATC1 in T-ALL cell lines SUP-T1, KARPAS45, CCL-119 and MOLT16 grown in HMC co-culture (adhered and non-adhered) compared to T-ALL cells grown alone in suspension. Results displayed as fold change of T-ALL cells (displayed as biological replicates, n=4 per condition) in co-culture compared to their respective control in suspension. Significance was calculated using ordinary one-way ANOVA with multiple comparisons compared to suspension, using Dunnett correction.
B) Expression of ICAM1 and SKAP1 in T-ALL cell lines SUP-T1, KARPAS45, CCL-119 and MOLT16 grown in HMC co-culture (displayed as biological replicates, n=4 per condition) compared to T-ALL cells grown alone in suspension after exposure to 2uM MTX. Results displayed as fold change of T-ALL cells in co-culture compared to their respective control in suspension. Significance calculated by two-tailed unpaired students t-test.
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