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Figure S1. Ectopic expression of miR-331-5p in TC transfected cells. g-RT-PCR was performed
to analyze the expression level of miR-331-5p in the mass population obtained from TPC-1 (A) and
CALG62 (B) stably transfected with a plasmid expressing the precursor of miR-331-5p or with miRNA
scrambled control (miR-Null). C. Expression level of miR-331-5p in 8505C cells after 48 hours of
transient transfection with the above-mentioned plasmids. Each q-RT-PCR was performed in
triplicates in three different RNA preparations obtained from the same mass population (A-B) or from
three independent transient transfections (C). The data are presented as mean = SEM. *, p <0.05; **,
p <0.01; *** p<0.001.
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Figure S2. Silencing of miR-331-5p in TC transfected cells. Expression level of miR-331-5p was
measured by q-RT-PCR in 8505C cells (A) stably transfected with plasmid inhibiting miR-331-5p
(Anti miR-331-5p) and with miRNA inhibitor scrambled control plasmid (Anti miR-Null), in TPC-1
(B) and in CAL62 (C) cells transiently transfected with the above-mentioned plasmids for 48 hours.
Each q-RT-PCR was performed in triplicates in three different RNA preparations obtained from the
same mass population (A) or from RNA of three independent transient transfections (B-C). The data
are presented as mean + SEM. *, p <0.05; ** p <0.01.
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Figure S3. Effects of the miR-331-5p modulation on the proliferation of TC stably transfected
cells. A. Stably transfected cells were plated (0 h) and counted at different time points. B. Cell
proliferation was also assessed by MTS assay. MTS solution was added to each well, at the indicated
time points, and the optical density (O.D.) was read at 490 nm. All experiments were performed three
time in triplicates and results are reported as mean = SEM.
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Figure S4. Effects of the miR-331-5p modulation on the proliferation of TC transiently
transfected cells. At the end of wound closure assay, TPC-1 (A), CAL62 (B) and 8505C (C) cells
transiently transfected with the indicated plasmids were collected by trypsinization and counted using
TC10 automated cell counter. All experiments were performed three time and results are reported as
mean + SEM.
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Figure S5. Silencing of miR-331-5p affects the invasive phenotype of 8505C cell line. The
invasive capability of 8505C cells was analyzed in vitro by plating the cells on the Matrigel Matrix-
coated permeable supports (8.0 um pore diameter). After the incubation time, cells were colored in
crystal violet and quantified by eluting the colorant and the spectrophotometric lecture (O.D. 550
nm). Data, shown as percentage, represent the mean = SEM. ** p <0.01.
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Figure S6. The miR-331-5p binding site on 3’UTR of BID mRNA predicted by online tools. The
details and the secondary structure of the miR-331-5p and BID RNA-duplex predicted by miRWalk
(A) on 27 December 2023 and by RNAhybrid (B) on 11 January 2024. C. Hybrid diagram for a
binding non-canonical site between hsa-miR-331-5p and BID predicted by STarMir on 11 January

2024.



Supplementary Table

Table S1: List of proteins differentially expressed in CAL62/miR-331-5p versus CAL62/miR-Null
identified by label-free proteomic screening.
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