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Online Supplementary Table S1. Analysis of TWIST2 promoter methylation
using pyrosequencing.
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*Methylation levels at individual CpG sites as defined by pyrosequencing analysis. Boxes
oofored red indlcata mathylaﬁon levels of 50% or greater, wheras blue is <50%.

were d d as hylated by either COBRA or pyrosequencing when
the ma]urlty of sites exmbdtad methylahcn levels of 50% or greater.
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Online Supplementary Figure S1. TWIST2 methylation is increased in relapse samples from patients with ALL. (A) Paired
diagnostic and relapse samples (n=22) were analyzed for TWIST2 methylation using pyrosequencing. Methylation levels in
the paired diagnostic samples were found to be high (average 67%), however the paired relapse samples exhibited a fur-
ther significant increase in methylation (average 74%, P=0.02, paired t-test). (B) Increased TWIST2 methylation was
restricted to samples exhibiting lower TWIST2 methylation at diagnosis. Results of TWIST2 methylation analysis using
pyrosequencing are shown for paired samples in which the diagnostic samples had a methylation level of below 70%
(n=10). In these cases there was a far more pronounced increase in TWIST2 methylation in the paired relapse samples
(P=0.0007, paired t-test).
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Online Supplementary Figure S2. TWIST2 expression results in increased sensitivity to
chemotherapeutic agents. Nalm6 cells stably transfected with the pIRES-EGFP vector
(Vector column) alone or the TWIST2-expressing vector (TWIST2 column) were treated
with the indicated dose of either etoposide or daunorubicin and assayed 24 h later
for apoptosis (annexin V staining) by flow cytometry. The percentage of annexin V pos-
itive cells (cells in box P2) is indicated in each plot. Annexin V-positive cells appear
lower down on plots following daunorubicin treatment due to the compensation
required to account for autofluorescence of this drug.




