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DATA SUPPLEMENTS

I. Supplementary Info, Tables and Figures

CONSORT diagram for the trial population.
Table S1) Confirmed prognostic variables included in the non-penalized Cox model
for OS (S1A) and PFS (S1B) which serve as “reference model” for the comparison
with penalized models including prognostic GEP variables. Data is based on 337
cases of the CLL8 cohort with existing gene expression data.
Table S2) Shown are the results of the application of a SCAD penalized Cox model
including only gene expression data. S2A) Gene expression signature containing
prognostic GEP variables which were selected in the penalized Cox model for OS
and S2B) GEP variables selected in the penalized Cox model for PFS. Data is based
on 337 cases of the CLL8 cohort with existing gene expression data.
Table S3) Shown are the results for the “equally penalized model” on all variables
from the reference model and gene expression data for OS (S3A) and PFS (S3B).
Due to the fact that we now include additional variables in the regression model a
different result is expected if one or more variables from the reference model would
remain after penalization. This is the case here. Interestingly, the differences
between Tables S2 and Tables S3 are small, suggesting that the selected gene
expression variables add considerable prognostic information to the one using the
reference model alone. Besides genes shown in the Table S3B a transcript
previously annotated as LOC100510059 was selected. Respective cDNA shows high
sequence homology to the HLA class II histocompatibility antigen, DQ(3) alpha chain
precursor. Spearman`s rank correlation for LOC100510059 and other transcripts
represented on the array did not identify significantly correlated transcripts, therefore
cross-hybridization of the LOC100510059 transcript to other probes is highly unlikely.
Table S4) A) Association of LDOC1 log2 expression levels <6 vs. >6 with categorical
and B) continuous prognostic variables. C) Association of L3MBTL4 log2 expression
levels <7 vs. >7 with categorical and D) continuous prognostic variables.
Figure S1) Kaplan-Meier estimates for the lowest, the median, and the highest
observed values of the prognostic variable combinations illustrating OS (left) and
PFS (right) with regard to the “reference model” (confirmed prognostic variables only)
and the “equally penalized model” (confirmed prognostic variables and GEP equally
penalized). Here, analyses were focused on patient subgroups with A) age <60 years
and B) treated with FCR.
Figure S2) Comparison of prediction error curves for OS based on the prognostic
gene expression signatures established on two independent cohorts. The blue curve
represents the prediction error curve of the prognostic gene expression signature
established on 337 cases of the CLL8 trial (Table S2) which is here validated on the
independent cohort. The red curve represents the prognostic gene signature
established on the dataset of the validation cohort which was reported in the original
publication. The Kaplan-Meier based prediction was used as reference (black curve).
Figure S3) Distribution for log2 expression of RGS1, LDOC1 and L3MBTL4 for the
population of 337 cases from the CLL8 cohort with existing gene expression data.
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Figure S1A) Age <60 years OS and PFS
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Figure S1B) FCR OS and PFS
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Supplementary experimental information:
RNA isolation, quality assessment and GEP on Exon ST 1.0 Arrays: The experiment
was conducted according to the manufacturer’s protocol. In brief, 250 ng RNA per
sample were amplified, transcribed to cDNA, fragmented and subsequently labeled
with Biotin. Array hybridization was performed at 45°C for 16-18h in the Affymetrix
GeneChip® Hybridization Oven 640, arrays were subsequently washed in the
Fluidics Station 450 and scanned on the GeneChip scanner 3000 7G.
Expression data has been stored in GEO with an assigned analysis ID, raw data files
include sort-status (S1 for CD19 sorted) and digit code of the registry (GSE126595).
Data (n=149) of the validation cohort has been deposited previously (GSE22762) as
described in the original publication22.

