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Legends for Supplementary Figures

Supp. Figure 1. Typical examples of tracRNAs induced by DDX17 and DDX5 depletion. A. Screenshot
from the Integrative Genome Viewer (IGV) browser showing the RNA-seq reads aligning to CTSD and
IFITM10 genes. The sequencing coverage of control (blue) and siDDX17/DDX5 (red) conditions shows
a reduction of the steady-state expression the CTSD gene, yet the number of reads spanning the
junction between exons of both genes is higher upon DDX17/DDX5 depletion. Most reads
characterising the CTSD-IFITM10 tracRNAs link the one-to-the-last exon of CTSD to the second exon of
IFITM10. B. Other IGV screenshots, in which only the sequencing coverage and splicing junctions are

shown. Control and siDDX17/DDX5 conditions are in red and blue, respectively.

Supp. Figure 2. A. Schematic representation of canonical mMRNAs and tracRNA, which indicates the
position of the primers designed to quantify their respective level (red arrows). B. Validation of the
expression of tracRNAs by RT-PCR. Expression of tracRNAs was monitored using primers spanning the
chimeric junction and compared to the expression of the parental gene. Controls for reverse
transcription (RNA in the RT) and PCR (no cDNA) are included. The asterisk on the GAPDH panel
indicates a non-specific PCR product (dimers of primers). C. RT-qPCR quantification of the steady-state
expression of canonical mRNAs corresponding to the tracRNAs validated in Fig. 1C. Two-tailed paired

t-test (* P-val<0.05 ; ** P-val<0.01). D. Western-blot showing the validation of DDX17 silencing.

Supp. Figure 3. The expression of the DDX5 gene is reduced in high risk neuroblastomas. A. Kaplan-
Meier curves showing the overall survival of neuroblastoma patients, separated in 2 groups of high
and low DDX5 expression (relative to the median value of the group). Left diagram: all patients (n=498).
Right diagram: stage 4 patients (n=183). The number of patients in each group and for each time point
is indicated below. B. Box plot of DDX5 expression relative to tumor stage (INSS classification). ANOVA
corrected for multiple comparisons with Tukey’s tests. Only the comparison between Stage 4 and other
stages is shown, the other comparisons were not significant. C. Box plot of DDX5 expression relative
to low/high risk classification. Two-tailed t-test. D. Box plot of DDX5 expression relative to amplified

(A) or non amplied (NA) MYCN status. Two-tailed t-test.

Supp. Figure 4. A. RT-gPCR quantification of the steady-state expression of canonical mRNAs
corresponding to the tracRNAs and readthrough transcripts analysed in Fig. 3B, upon MYCN
overexpression. Ratio paired t-test (*P-val<0.05 ; **P-val<0.01 ; ***P-val<0.001). B. RT-qPCR

guantification of the steady-state expression of canonical mMRNAs corresponding to the tracRNAs and



readthrough transcripts analysed in Fig. 3D, upon MYCN silencing. Unpaired Mann-Whitney test (*P-
val<0.05 ; **P-val<0.01).

Supp. Figure 5. ChIP-gPCR analysis (n=2) of dCas9-MYCN and dCas9-GFP binding near the 3’ end of
MAPK?7. ChIP data were normalised to their respective control (ChIP with IgG) and expressed as the

relative enrichment to a negative region (ADCK4 gene).

Legends for Supplementary Tables

Supp. Table 1. List of the 282 tracRNAs whose expression is changed upon siDDX17/DDX5 treatment,
identified by the Arriba pipeline. The 97 most significant tracRNAs have their p-value cell highlighted
in green. The last 2 columns report the tracRNAs identified by Shi et al in neuroblastoma tumours, with
their number of occurences and corresponding frequency. The ID of these tracRNAs is highlighted in
red, and the 25 most significant are in yellow characters. The second tab of the table compiles the
merged list of genes whose termination is affected by DDX17/DDX5 depletion, generating readthrough

transcription (our previous work, Terrone et al., 2022) and tracRNA formation (this study).

Supp. Table 2. List of primers and siRNAs used in this study.

Supp. Table 3. List of public ChIP-seq datasets used to analyse MYCN binding.
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Supp. Figure 1B

16 kh
220 028 kb 220 030 kb 220 032 ko 220 034 kb 220 036 kb 220038 kb 220 040 kp 220 082 kb
| I I I I I I I I I I I I I I I I
—— e e —— et A . e J I ‘ J‘ — lALl -

— N I~ U UYUUU Vvvvvvvv

joNEEEEweove TN RE T

e e VLV g Y

.
SLC23A3 CNPPD1

T4kb
156 E 156 B30 kb 136 860 kb 158 870 kb 156 880 kb 156 830 kb 156 300 kb

| | | | | | | | | | | | |
ML h “ l—u—“& . o o0a o omoe oo -....m F S ST S S

AAARUIAA T o T

0-300 I"
Y IR | D R | LI[“L_.LWMAMMW R N I VI T I 1IN |1 PRTSE P TRURT Y | TP O

NRTK1 PEAR1 LRRC71

18 asla [ ‘ ‘ H] 55‘0 Kb ‘
0-1000 ‘ ‘ ‘ L

MMA e Ya Yo Van¥iili

I M
A~ AA -

NDUFA13 YJEFN3 CiLP2
1 e &




Supp. Figure 1B
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Supp. Figure 1B
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Supp. Figure 2
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Supp. Figure 3
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Supp. Figure 4
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Supp. Figure 5
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Supp. Figure 5
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Supp. Figure 6
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