Proteasome inhibitors block lkaros degradation by lenalidomide in multiple myeloma
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Figure 1 Supp.:

MTT assay of response of MM cell-lines to LEN (A). 14 myeloma cell-lines were treated with
indicated doses of LEN and cell viability was measured at day 6 after treatment by MTT. Data
were normalized to DMSO control. Figure (B) shows LEN resistant cell-lines, (C) and (D)
display MTT results obtained under same condition using THAL and POM respectively.
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Figure 2 Supp.:

This figure displays Ikaros degradation efficiency after 24 hour of drug treatment. It
correlates with response of multiple myeloma cells to LEN therapy using 24 hours drug
treatment. 14 myeloma cell-lines with different sensitivity to IMiDs were infected with
adenovirus expressing IKZF1-luciferase fusion proteins, after 24 hours, cells were treated
with vehicle (DMSO) or LEN for 24 hours. Cells were harvested, lysed and luciferase activities
were measured. Data generated from each cell-line were normalized to vehicle treated
control.
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Figure 3 Supp.: IKZF1 degradation in the LEN resistant cell-lines JJN3, EJM and MY5. No
reduction is seen in JJN3 to either THAL, LEN or POM whereas MY5 and EJM show IKZF1
reduction to LEN and POM treatment.
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Figure 4 Supp.: RNAseq analysis indicated that CRBN, IKZF1/3 and KPNA2 gene expression
tend to be more expressed in the sensitive vs. the resistant/intermediate sensitive cell-lines.
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Figure 5 Supp.: Bortezomib abrogates LEN induced IKZF1Luc abrogation in H929 (exposure
for 24 hours).
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Figure 6 Supp.: (A) MTT of combined LEN and BOR treatment demonstrates synergistic toxic
effects in both H929 and MM1.S cell-line. (B) Calcusyn analysis of combined LEN and BOR
treatment in H929 and 8226 cell-line (table). Highest synergy is observed when LEN is
administered 6 hours before BOR treatment.



Figure 7 Supp.: No significant influence on LEN-induced IKZF1 degradation by either LEN in
combination with DEX or the pan-HDAC inhibitor SAHA. However, SAHA was shown to
enhance both luciferase control and IKZF1-luciferase accumulation.



