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Supplementary Figure 1. (a) Dot plot reporting the level of statistical significance of the differential

DSCAM-AS1 expression analyses between groups of ER-negative BC patients separated with respect

to specific clinical data. The size of the dot is proportional to the significance of the results while the

color code represents the log2FC of expression. ER, Estrogen Receptor; Pos, positive; Neg, negative;

PR, Progesterone Receptor. (b) Kaplan-Meier curves representing the Overall Survival (OS) of BC

patients based on the median level of DSCAM-AS1 expression. P-value by log-rank test.
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Supplementary Figure 2. (a) Expression levels of DSCAM-ASI and (b) viability measure by Crystal
Violet Assay in SK-BR-3 cells upon transection of DSCAM-ASI-targeting or control LNA. Error bars
represent the standard deviation of three biological replicates. Significance from T-test: **, p-value <

0.01; **, p-value < 0.001.



2 R =0.81,
p= 2.2e-16
E s
T H
= Y
) *
0w
3 0
=} e’ -
8]
b . L]
_1 ‘ e
r;j L] I ] ]
[=]
-
oy
-a -2 -1 0 1 2
Log2FC (siRNA-ERa)
(b) (c)
Gene count Gene count
0 5 10 15 15 10 5 O

cytokine-mediated signaling pathway I _—_—
sterol bicsynthetic process IEEEE——
activation of immune reponse
apoptotic signaling pathway S ————
regulation of immune reponse process IE———— -Log10(P)

response to inorganic substance IE——— 2.5
cellular ketone metbolic process I 5.0
isoprenoid metabolic process m——
organic acid metabolic process IE———— 7.5
rnuclecside bisphosphate metabolic process I 10.0
response to virus I 12.5

carbohydrate transport

organic hydroxy compound catabolic process s

organophosphate ester transport

primary alcohol metabolic process

regulation of circadian rythm .
cholesterol biosynthetic process mm
mitochondrial depolarization
positive regulation of cell-matrix adhesion
regulation of viral entry into host cell s

e Ccllular response to growth factor stimulus
s blood vissel development
s embryo development ending in birth or egg hatching
s [ositive regulation of neuron projection development

-Log10(P) regulation of GTPase activity
regulation of MAP kinase activity
ubiguitin-dependent protein catabolic process
regulation of myeloid cell differentiation
regulation of nuclear divison
androgen receptor signaling pathway
stress-activated MAPK cascade
heparin sulfate protecglycan metabolic process
placenta development
response to reactive oxygen species
cellular response to UV
gland morphogenesis
maintenance of protein location
mmm negative regulation of FGFR signaling pathway

peptidyl-threcnine modification
o receptor localization to synapse

EE RS

Supplementary Figure 3. (a) The scatter plot shows the log2 fold change of DE genes between this
study and those obtained upon ERa silencing (siERa) [1]. Dark red and green dots represent genes
upregulated in this study while downregulated in the siER experiment, and those downregulated in
this study and upregulated in the siERa experiment, respectively. Blue and red dots represent those
genes downregulated or upregulated in both studies, respectively. (b) GO terms enriched for genes
upregulated in this study and downregulated in the siERa experiment. (¢) GO terms enriched for

genes downregulated in this study while upregulated in the siERa experiment.


https://paperpile.com/c/3WjiKQ/azoU

(a)

s cam-as1-205 D DS AN-AS1-201 ' I
o FAM1EEA-201 § @ | () BASPL-201
5 MAGIL-201 [&] ..
O
[
[
o -
] [
I DSCAM-AS1-204 | QPRT-202
> [
= © . SLAHZ gl
'}'é‘ (=T ID5-201 1 1'p
A ] o LA-C-201
o 105 206 ' SLODAL4-201
QO FAMEIA-202
‘é. o o]
T o o
—
o
o -

-2 -1 0 1 2
Log2FC (LNA-DSCAM-AS 1/LNA-CTRL)

(<)

Gene count

0 10 20 30
meitotic cell cycle phase transition I

celll merphogenesis involved in differentiation mEE——————————
translation IEE————
organelle fission M.
cell division m———
regulation of cellular response to stress EEEE——————
regulation of cell adhesion N -Log 10(F)
embryo development ending in birth pesssssssm 2
tissue morphogenesis p———— 8
DNA repair psss—
regulation of protein complex assembly ———
cell-substrate adhesion ET———
positive regulation of catabolic process
viral transcription IE—————
meiotic nclear division p—
cytokinesis "
response to ionizing radiation p—
regulation of extrinsic apoptotic pathway peses
ciliary basal body-plasma membrane docking s
positive regulation of cell maturation

(b)

parent genes

of DE isoforms

DE genes

(gene level analysis)

(d)
Gene count

50 40 30 20 10 0
I =l activation involved in immune response
I Cclllar protein catabolic process
I s poptotic signalling pathway
I =sponse to type Iinterferon
s e0ulation of cell adhesion
s =0 ulation of innate immune response
-0gl0iF) I SUT0 phagy
I I =sponse to interferon-gamma
2 s =0ulation of immune system process
s 2 cohol metabolic process
N e sicle organization
. -kzppab kinase/NF-Kappal signaling
mmm CMH class I antigen processing/presentation
e cellular response to unfolded protein
mmmm regulation of type Tinterferon production
W cellular response to virus
mm endogenous peptife antigen processinfig
B response to interferon-alpha
mm "egulation of viral entry into host cell

M regulation of ribonucelase activity

Supplementary Figure 4. (a) Volcano plot showing the log2FC of gene expression and the statistical

significance of the differential expression (DE) analysis at isoform level performed between MCF-7

cells transfected with control or DSCAM-ASI-targeting LNA GapmeRs. In red are reported the

up-regulated isoforms while in blue the down-regulated ones. (b) Venn diagram showing the overlap

between DE genes and parent genes of DE isoforms. (c-d) Enriched GO biological processes related to

parent genes of downregulated and upregulated isoforms, respectively.
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Supplementary Figure 5. Cross-linking ImmunoPrecipitation (CLIP) of hnRNPL in MCF-7 cells

shows evidence for physical interaction with DSCAM-AS]1 transcripts, considering separately the

nuclear and the cytoplasmic isoforms. ERa, GAPDH and 185 were used as the negative control. Error

bars represent the standard error of three biological replicates. Significance from T-test (DSCAM-AS1

versus 18S enrichment): *, p-value < 0.05.
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Supplementary Figure 6: The list of RBPs predicted to have an enrichment of their binding motifs in

the 3'UTR lengthening events upon DSCAM-ASI silencing. The enrichment is shown for a selected

region upstream and downstream of proximal (a) and distal (b) APA sites, respectively. Significance:

z-score > 1.96.
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Supplementary Figure 7. Left. Representative image of Western blot analysis of hnRNPL protein,
GAPDH: loading control. Right. The histogram shows the protein level of hnRNPL in MCF-7 cells
transfected with DSCAM-ASI or control LNA. hnRNPL values are relative to GAPDH. Error bars

represent the standard error of three biological replicates.
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