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Table S1. Summary of patients’ characteristics

Unique Del(17p)

Patient and/or

Number TP53

(UPN) Sex IGHV | mutation Therapy

UPNO1 m M N off-therapy
UPNO02 f M Y off-therapy
UPNO3 m UM Y off-therapy
UPNO04 f UM Y off-therapy
UPNO05 m UM N off-therapy
UPNO7 f M/UM N off-therapy
UPNO08 f M N* off-therapy
UPNO09 m UM N off-therapy
UPN10 f UM Y off-therapy
UPN12 m M N off-therapy
UPN13 m M N* off-therapy
UPN14 m UM Y off-therapy
UPN15 m UM N off-therapy
UPN16 m UM N off-therapy
UPN17 m UM N off-therapy
UPN18 m M Y off-therapy
UPN19 m M N off-therapy
UPN20 m M N* off-therapy
UPN21 m UM N off-therapy
UPN22 f na Y off-therapy
UPN23 m UM N off-therapy
UPN24 m na N off-therapy
UPN25 m UM N off-therapy
UPN26 m M Y off-therapy
UPN27 m UM N* off-therapy
UPN28 f M Y off-therapy
UPN29 m UM N off-therapy
UPNB30 m UM N off-therapy
UPN31 m UM N off-therapy
UPN32 m UM Y off-therapy
UPN33 f na na off-therapy
UPN34 m M N off-therapy
UPNB35 m na Y off-therapy
UPNB36 m UM N off-therapy
UPN37 m UM N off-therapy
UPNB38 m UM N off-therapy
UPN39 f M N off-therapy
UPN40 m M N off-therapy
UPN41 m UM N off-therapy
UPN42 f UM N off-therapy
UPN43 f na Y off-therapy
UPN44 m M N* off-therapy
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UPN95 m na N* off-therapy
UPNY%6 f UM N off-therapy
UPN97 m UM Y off-therapy
UPNO98 m na na off-therapy
UPN99 m M N off-therapy
UPN100 m M N* off-therapy
UPN101 f M N off-therapy
UPN102 m UM N off-therapy
UPN103 m na N* off-therapy
UPN104 f M N* off-therapy
UPN105 f UM N off-therapy
UPNO06 m UM N idelalisib
UPN11 f M N idelalisib
UPN70 f M N idelalisib
UPN76 f UM Y idelalisib
UPNBS86 m UM Y idelalisib

Abbreviations: UPN, unique patient number; m, male; f, female; IGHV, immunoglobulin heavy chain variable
region; M, mutated; UM, unmutated; na, not available; * Del(17p) is not present as assessed by fluorescence in
situ hybridization, data on TP53 mutation is not available.



Figure S1
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Figure S1. The CXCL12/CXCR4 axis plays a central role in the SC-mediated triggering of HIF-1a
regulatory pathways. Primary CLL cells were cultured for 6 hours in presence of M2-10B4 SC or CXCL12. In
selected conditions, the CXCR4 antagonist AMD3100 was added. Both SC and CXCL12 induced an increase
in the amount of GTP-bound RAS (RAS-GTP) and of the active phosphorylated form of ERK1-2 (pERK1-2)
(A), and in the phosphorylation and activity of AKT (B,C). Accordingly, CLL cells cultured with SC or CXCL12
displayed an increase in the cytosolic and nuclear amount of HIF-1a (D), and in HIF-1a activity (E). The
addition of the CXCR4 antagonist AMD3100 abrogated the inducing effects mediated both by SC and CXCL12
at all levels, except for pERK1-2 when CLL cells were exposed to SC. In (A,B,D) a representative blot (with
relative Unique Patient Number, UPN) together with the corresponding cumulative band intensity data of 4
independent experiments is shown. Box and whiskers plots represent median values, 25%-75% percentiles,
and minimum and maximum values for each group. In (C,E) bar graphs represent mean results and SEM (n =
4). Vertical lines have been inserted to indicate repositioned gel lanes. **** p<0.0001, *** p<0.001, ** p<0.01 and
*p<0.05. Please find the whole western blot in the supplementary file 1.
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Figure S2. The exposure of CLL cells to AMD3100 does not reduce tumor cell viability. Primary CLL cells
were cultured for 6 hours in presence of M2-10B4 SC or CXCL12. In selected conditions, the CXCR4 antagonist
AMD3100 was added. There is no significant difference in the viability of CLL cells cultured in different
conditions. Box and whiskers plots represent median values, 25%-75% percentiles, and minimum and
maximum values for each group (n =4).
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Figure S3. The CXCL12/CXCR4 axis plays a central role in the SC-mediated triggering of HIF-1a
regulatory pathways. Primary CLL cells were cultured for 30 minutes in presence of M2-10B4 SC or CXCL12.
In selected conditions, the CXCR4 antagonist AMD3100 was added. Both SC and CXCL12 induced an increase
in the amount of GTP-bound RAS (RAS-GTP) and of the active phosphorylated form of ERK1-2 (pERK1-2)
(A). By contrast, the phosphorylation and activity of AKT was not significantly modulated by the
microenvironmental stimuli, at this early timepoint (B-C). CLL cells cultured with SC or CXCL12 displayed
an increase in the cytosolic and nuclear amount of HIF-1a (D), and in HIF-1a activity (E). The addition of the
CXCR4 antagonist AMD3100 abrogated the upregulation induced by SC and CXCL12 on RAS, ERK1-2 and
HIF-1a. In (A,B,D) a representative blot (with relative Unique Patient Number, UPN) together with the
corresponding cumulative band intensity data of 5 independent experiments is shown. Box and whiskers plots
represent median values, 25%-75% percentiles, and minimum and maximum values for each group. In (C,E)
bar graphs represent mean results and SEM (n = 5). Vertical lines have been inserted to indicate repositioned
gel lanes. **** p<0.0001, *** p<0.001, ** p<0.01 and *p<0.05. Please find the whole western blot in the
supplementary file 1.
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Figure S4
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Figure S4. Increasing concentrations of idelalisib or BAY87-2243 determine a progressive reduction of
HIF-1a levels in SC. M2-10B4 SC were cultured for 48 hours in the presence of increasing concentration of
idelalisib (Ide, 0.01 uM, 0.1 uM, 0.5 uM, 1 pM or 10 uM) (A), or BAY87-2243 (BAY, 0.001 puM, 0.01 uM, 0.1 uM,
0.5 pM or 1 pM) (B). WB analyses of HIF-1a protein expression for 1 representative experiment out of 2 and
the corresponding cumulative band intensity data are shown. Please find the whole western blot in the
supplementary file 1.
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