Evidence of novel miR-34a-based therapeutic approaches for multiple myeloma treatment
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Supplementary Figure 1S. MiR-34a levels after enforced expression. Analysis of miR-34a
levels by gRT-PCR in RPMI 8226 cell line after transfection with miRNA Negative Control (miR-
NC) or miR-34a, as described in “Methods”. Each experiment was repeated at least three times and
data are shown as mean * standard deviation (SD). * p <0.05; ** p <0.01; *** p <0.001.
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Supplementary Figure 2S. Analysis of caspase activation in RPMI 8226 cells with miR-34a
enforced expression after treatment with anti-cancer agents. Western blotting analysis of RPMI
8226 cells transfected with miR-34a or miR-NC and treated with ySI, Sirtinol and ZOL, as
described in “Methods”. Full length and cleaved caspases come from the same blot as a result of
exposures at different times.
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Supplementary Figure 3S. Modulation of apoptosis and autophagy compared to
antiproliferative effect mediated by y-secretase inhibitor in combination with miR-34a. RPMI
8226 cells were transfected with miR-34a or miR-NC and treated with ySI for 48h, as described in
“Methods”. Caspase-8 Inhibitor Z-IETD-FMK (81) was added at the same time of miR-34a
transfection, as described in “Methods”. To evaluate the viability, cells were collected and analysed
by trypan blue assay. FACS analyses were performed as described in “Methods”. The histogram
shows the percentage of viable, apoptotic and autophagic cells compared to untreated cells (CTR)
set equal to 100. Each experiment was repeated at least three times and data are shown as mean +

standard deviation (SD).* p < 0.05; ** p <0.01; *** p <0.001.
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Supplementary Figure 4S. Morphological changes induced by ZOL in RPMI 8226 cell line.
RPMI 8226 cells were transfected with miR-34a or miR-NC and the following day treated with
ZOL as described in “Methods”. After 48h from treatment, cells were observed with a phase
contrast microscope. (a) untreated cells; (b) cells transfected with miR-34a; (c) cells treated with
ZOL; (d) cells transfected with miR-34a and treated with ZOL.



