No improvement in long-term survival over time for chronic lymphocytic leukemia patients in stereotyped subsets #1
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No improvement in long-term survival over time for chronic lymphocytic leukemia patients
in stereotyped subsets #1 and #2 treated with chemo(immuno)therapy

Supplementary material includes details regarding the evaluated cohort, the applied methodology as
well as Supplemental Tables 1-2 and Supplemental Figures 1-4.



Supplemental Table 1. Basic clinicobiological features of the evaluated cohort.

n=3504 n, %

Male 2411/3504, 69%
Age at treatment 63.9 (22-92) years
M-CLL 1286/3504, 37%
del(13q)* 528/953, 55%
Trisomy 12* 239/1201, 20%
del(11q)* 339/1613, 21%
del(17p)* 217/1857,12%
Subset #2* 166/3504, 5%
Subset #1* 110/3504, 3%

M-CLL: CLL carrying mutated IGHV genes, *According to the Déhner hierarchical model, * Assignment
to stereotyped subset #2, ¥ Assignment to stereotyped subset #1.



Supplemental Table 2. Distribution of cases included in the study in relation to the time of primary

treatment.

Time of primary treatment

1980-1990 | 1991-2000 | 2001-2005 | 2006-2014

84, 2% 623, 18% 1386, 39% 1411, 41%




Methods

PCR amplification of IGHV-IGHD-IGHJ rearrangements - Sequence analysis

PCR amplification and sequence analysis of IGHV-IGHD-IGHJ rearrangements were performed on
either genomic DNA (gDNA) or complementary DNA (cDNA), as previously described. PCR amplicons
were subjected to direct sequencing on both strands. Sequence data were analyzed using the IMGT®
databases and the IMGT/V-QUEST tool (http://www.imgt.org). Only productive rearrangements were
evaluated. Output data from IMGT/V-QUEST for all productive IGHV-IGHD-IGHJ rearrangements were
parsed, reorganized, and exported to a spreadsheet through the use of computer programming.
Information was extracted regarding IG gene repertoires, VH CDR3-IMGT length and amino acid
sequence and SHM; to identify and cluster stereotyped rearrangements, we used a purpose-built

bioinformatics method, as previously described (bat.infspire.org/arrest/)(1).

FISH analysis
Preparations for FISH analysis were counterstained with 4,6-diamidino-phenyl-indole (DAPI) using
probes for the 13g14, 13934, 11922, 17p13 regions and trisomy 12; a minimum of 200 interphase

nuclei were examined.



Supplemental Figure 1. Inferior overall survival for cases treated between 1980-2005 (blue line),
compared to cases treated between 2006-2014 (red line) independently of age at the time of

treatment (A, B) or gender (C, D).
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Supplemental Figure 2. Inferior overall survival for cases treated between 1980-2005 (blue line)
compared to cases treated between 2006-2014 (red line) for all M-CLL (A), and independently of the
presence of del(11q) (B), trisomy 12 (C) or del(13q) (D).
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Supplemental Figure 3. No improvement in overall survival over time for cases belonging to subset

#1 even after excluding del(17p) cases.
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Supplemental Figure 4. No impact of del(11q) (A) or del(13q) (B) on the overall survival of subset #2

cases.
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