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Supplementary Figure S1. A) The expression levels of miR-224 in A375, A375-BIR melanoma cells,
measured by qRT-PCR. B) The expression levels of miR-181a, -181b and miR-22a in A375, melanoma
cells, treated with 5nM Actinomycin D (ACTD) and vehicle control (DMSO), measured by qRT-PCR.
The miRNA expression levels were normalized to the internal control U6. **p < 0.001; ns, not
significatively. C) The expression levels of miR-181a, -181b in A375 and A375-BIR melanoma cells
transfected with mimic and CTR; D) The expression levels of miR-181a, -181b in A375 and A375-BIR



melanoma cells transfected with miR18la/b sponge (181KD) and pcDNA3.1-GFP used as empty
vector CTR; E) Effect of miRNA-181a and b forced expression or inhibition on CASP-9 activation in
A375-181KD cells. The determination of CASP-9 activity was carried out by using Caspase-Glo® 9
assay. Data are expressed in fold change relative to vehicle control +/-SD of three independent assays
with 3 replicates each one. ***P<0.001, and *P<0.01 versus vehicle control; ns, not significative; F-G)
M14 (F) and M14-BIR (G) cells transiently transfected with 40 nM of the miR-181a and -181b mimic
or inhibitor or the appropriate controls were treated with 200nM dabrafenib and assayed for
proliferation by the MTT assay. Data are expressed in terms of percentage of cell viability as
compared to untransfected cells. Each value represents the arithmetic mean of three independent
experiments performed with triplicate samples. **P<0.001; *P<0.01.
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Supplementary Figure S2. A-B) Box-and-whisker diagrams of miRN A-181a (A) and -181b (B) levels
in melanoma patients before the start of therapy (pre-treatment), after treatment (post-treatment)
and in normal skin sample. The horizontal bar within each box indicates the median. Data were
analysed by non-parametric Wilcoxon matched-pairs signed-rank test. *P<0.001; *P<0.01; ns = not
significative.
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Supplementary Figure S3. A-B-C) GO term enrichment analysis of DE miRNA-181a and
-181b-predicted target genes between A375 and A375-BIR. Bar plots shows the distribution of GO
Biological Process Gene set (A), GO Cellular Component (B), Molecular Function (C) ranked by gene
number.
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Supplemental Table S1. Differentially expressed miRNA181a/b-target genes between A375 and
A375-BIR cell lines.

. Representative

Gene Name EnsemblGeneID  logFC Pvalue FDR regulation PmiRN A
LIMCH1 ENSG00000064042  -4.892335943 1.75631E-68 3.45889E-66 DOWN hsa-miR-181a-5p
HS3ST3A1 ENSG00000153976  -6.778414602 2.14351E-66 3.89672E-64 DOWN hsa-miR-181a-5p
PAWR ENSG00000177425  -2.208172689 7.96001E-50 8.00406E-48 DOWN hsa-miR-181a-5p
COL5A1 ENSG00000130635  -8.506989947 4.05663E-40 2.8557E-38 DOWN hsa-miR-181a-5p
BMPR2 ENSG00000204217  -2.765427956 6.76237E-33 3.37975E-31 DOWN hsa-miR-181a-5p
LBR ENSG00000143815  -2.041225474 2.04311E-28 7.56134E-27 DOWN hsa-miR-181b-5p
CCNG1 ENSG00000113328  -2.336311377 7.0267E-26 2.25714E-24 DOWN hsa-miR-181b-5p
MPP5 ENSG00000072415  -1.645318721 9.4931E-25 2.80436E-23 DOWN hsa-miR-181a-5p
CNKSR2 ENSG00000149970  -4.302359101 1.9331E-23 5.25975E-22 DOWN hsa-miR-181b-5p
SLC16A7 ENSG00000118596  -1.630638997 6.97174E-23 1.79089E-21 DOWN hsa-miR-181a-5p
TMOISF3 ENSG00000077147  -1.271388243 2.14836E-22 5.34442E-21 DOWN hsa-miR-181a-5p
ONECUT2 ENSG00000119547 -4.59577696 1.56087E-21 3.67304E-20 DOWN hsa-miR-181a-5p
HMGB2 ENSG00000164104  -1.505499462 1.00485E-19 2.07531E-18 DOWN hsa-miR-181a-5p
SCD ENSG00000099194  -1.793560571 1.3231E-17 2.30401E-16 DOWN hsa-miR-181a-5p
FIGN ENSG00000182263  -2.376542174 1.22154E-16 1.98702E-15 DOWN hsa-miR-181a-5p
TSC22D2 ENSG00000196428  -1.827370225 1.94851E-16 3.11442E-15 DOWN hsa-miR-181a-5p
TFAM ENSGO00000108064  -1.229275427 9.74288E-16 1.4814E-14 DOWN hsa-miR-181b-5p
LIN28B ENSG00000187772  -5.442900493 6.6211E-15 9.1736E-14 DOWN hsa-miR-181a-5p
EXT1 ENSG00000182197  -1.602788385 1.26763E-14 1.71326E-13 DOWN hsa-miR-181a-5p
ZNF33B ENSG00000196693  -2.046951807 3.55692E-13 4.27321E-12 DOWN hsa-miR-181a-5p
GHITM ENSG00000165678  -1.199822632 4.80712E-13 5.69658E-12 DOWN hsa-miR-181a-5p
SRSF7 ENSG00000115875  -1.190101567 6.26E-13 7.3135E-12 DOWN hsa-miR-181a-5p
VCAN ENSG00000038427  -1.305481435 6.3963E-13 7.46023E-12 DOWN hsa-miR-181a-5p
PCNP ENSGO00000081154  -1.124780814 1.16704E-12 1.32598E-11 DOWN hsa-miR-181a-5p
OGT ENSG00000147162  -1.818760551 2.69423E-12 2.92843E-11 DOWN hsa-miR-181a-5p
GNAQ ENSG00000156052  -1.048377924 5.39888E-12 5.71059E-11 DOWN hsa-miR-181a-5p
NEK?7 ENSG00000151414  -1.645883549 1.40919E-11 1.41888E-10 DOWN hsa-miR-181a-5p
ARL5A ENSG00000162980  -1.165455656 2.63661E-10 2.3005E-09 DOWN hsa-miR-181a-5p
CREBZF ENSG00000137504  -1.068320616 3.29854E-10 2.84355E-09 DOWN hsa-miR-181a-5p
PHF3 ENSG00000118482  -0.914596443 1.29688E-09 1.044E-08 DOWN hsa-miR-181a-5p
SLITRK1 ENSG00000178235  -6.336558584 2.22561E-09 1.73835E-08 DOWN hsa-miR-181b-5p
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ENSG00000168610
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0.451031614
0.926371266

0.019288654
0.019312397

0.042426832 UuP
0.042450834 UP

hsa-miR-181b-5p
hsa-miR-181a-5p

Supplemental Table S2. Functional annotation of target genes negatively regulated by miRNA 181a/b

in melanoma.

Enrichment Genes in

Functional Category FDR list Genes
. . . CCNK ANKRD13C UBP1 SS18L1 ZFP36L1 TFAM
Regulation of biosynthetic process 0.017090142 11 ZNF791 PAWR ARID2 ATG7 TMF1
. . . CCNK ANKRD13C UBP1 SS18L1 ZFP36L1 TFAM
Regulation of macromolecule biosynthetic process  0.017090142 11 ZNF791 PAWR ARID2 ATGY TMFL
Regulation of cellular macromolecule biosynthetic 0.026311351 10 CCNK UBP1 SS18L1 ZFP36L1 TFAM ZNF791
process ' PAWR ARID2 ATG7 TMF1
. . CCNK UBP1 SS18L1 ZFP36L1 TFAM LRRC32
Regulation of gene expression 0.026311351 10 TMF1 ZNF791 PAWR ARID?2
Regulation of nucleobase-containing compound 0026311351 10 CCNK UBP1 S518L1 ZFP36L1 TFAM ZNF791
metabolic process ' PAWR ARID2 ATG7 TMF1
. . . CCNK UBP1 SS18L1 ZFP36L1 TFAM ZNF791
Regulation of cellular biosynthetic process 0.026311351 10 PAWR ARID?2 ATG7 TMF1
- . CCNK UBP1 S518L1 TFAM ZNF791 PAWR
Nucleic acid-templated transcription 0.026311351 9 ZEP361.1 ARID2 TMEL
. S . CCNK UBP1 SS18L1 TFAM ZNF791 PAWR
Regulation of nucleic acid-templated transcription ~ 0.026311351 9 ZEP3611 ARID2 TMEL
. CCNK UBP1SS18L1 TFAM ZNF791 PAWR
Transcription, DNA-templated 0.026311351 9 ZEP36L1 ARID2 TMFL
. o CCNK UBP1 SS18L1 TFAM ZNF791 PAWR
Regulation of transcription, DNA-templated 0.026311351 9 ZEP3611 ARID2 TMEL
. . . CCNK UBP1 SS18L1 TFAM ZNF791 PAWR
Regulation of RNA biosynthetic process 0.026311351 9 ZFP36L1 ARID2 TMFL
o NAA50 ATG7 ARID2 TFAM TMF1 PDCD6IP
Organelle organization 0.026311351 9 SS1811 ATL3 PAWR
. . CCNK UBP1 SS18L1 TFAM ZNF791 PAWR
RNA biosynthetic process 0.026311351 9 ZEP361.1 ARID2 TMEL
. . CCNK UBP1 S518L1 ZFP36L1 TFAM ZNF791
Regulation of RNA metabolic process 0.027906381 9 PAWR ARID2 TMF1
o CCNK UBP1 SS18L1 ZNF791 PAWR ZFP36L1
Transcription by RNA polymerase 11 0.026311351 8 ARID2 TMF1
Regulation of transcription by RNA polymerase II ~ 0.039387625 7 CCNKUBPL 8818]“1?1\]527 91 PAWR ZFP36L1
. SLC16A7 ARL5A LRRC32 TMF1 PDCD6IP
Organic substance transport 0.041746665 7 ZEP36L1 ATGY
Apoptotic process 0.039387625 6 PAWR ANKRD13C§¥I(§; PDCD6IP ZFP36L1
Programmed cell death 0.042301013 6 PAWR ANKRDBCE?(S; PDCD6IP ZEP36L1
Regulation of apoptotic process 0.049169362 5 PAWR ANKRD13C TMF1 ZFP36L1 ATG7
Endomembrane system organization 0.041746665 3 TMF1 ATL3 PDCD6IP
Regulation of lymphocyte activation 0.044943472 3 LRRC32 PAWR ZFP36L1
T cell activation 0.049545583 3 LRRC32 PAWR ZFP36L1
Regulation of cellular response to oxidative stress ~ 0.026311351 2 PAWR ATG7
Regulation of oxidative stress-induced cell death 0.026311351 2 PAWR ATG7
Cell death in response to oxidative stress 0.026311351 2 PAWR ATG7
Negative regulation of T cell proliferation 0.026311351 2 LRRC32 PAWR
Regulation of response to oxidative stress 0.027906381 2 PAWR ATG7
Negative regulation of mononuclear cell proliferation 0.030401294 2 LRRC32 PAWR
Negative regulation of lymphocyte proliferation 0.030401294 2 LRRC32 PAWR
Negative regulation of leukocyte proliferation 0.031684653 2 LRRC32 PAWR
RegNetwork:RFX6 0.000458977 2 CCNKSS18L1
ZNF791 ZFP36L1 UBP1 TMF1 TFAM PDCD6IP
RegNetwork:GABPA 0.005380083 9 NAA50 ATG7 ARID2
RegNetwork:E2F4 0.012531471 5 ZFP36L1 TFAM SS18L1 NAA50 ATL3
RegNetwork:SMARCA4 0.005595281 2 ARID2 TMF1
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