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Identification of methylated nucleotides in miRNAs.
A. position of nucleotides identified as methylatable adenosine and cytosine in miR-125a-5p and miR-181c-3p.

B and C. This experiment was performed using the MTase-Glo Methyltransferase Assay Kit (Promega). ThemiRNA (2
uM) was incubated with i) 0.2 uM of DNMT3A/AGO4 complex (Active Motif, France) in a reaction buffer containing 20
mM Tris—HCI (pH 8.0), 50 mM NaCl, 1 mM EDTA, 1 mM DTT, 5% glycerol, 0.1 mg/ml bovine serum albumin (BSA) and 10
UM SAM at 37°C for 1 h; or ii) 0.5 pM of METTL3 / METTL14 complex (Active motif, France) in a reaction buffer
containing 50 mM Tris-HCl pH 8.6,0.02% Triton X-100, 2 mM MgCI2, 1 mM TCEP and 10 uM SAM at 21-23° for 1h. The
reaction was stopped by addition of 1 ul 0.5% trifluoroacetic acid (TFA). After 5 min of incubation with TFA, 5xMTase-
Glo Reagent was added, mixed well and incubated at room temperature for 30 min. Finally, MTase-Glo Detection was

added and luminescence were read after another 30 min incubation.
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Supplementary Figure S2

Impact of the mimic-miR-181c-5p and mimic-m6a-miR-181c-5p on
the expression of ISGF11. Briefly, 6 x 10° cells were seeded in each
well of 6-well plates. Transfection was performed using HiPerFect
Transfection Reagents (Qiagen#301705, France) and 10 ng miRNA.
For miR control, transfection control (HiPerfect Transfection Reagent
only) and an oligo (miScript Inhibitor Negative Control; Qiagen,
France) had been used. 48h after the transfection, cells are recovered
to perform miRNA and protein extractions as described in this
manuscript. Expression of miRNA-181c-5p was performed by RT-qPCR
and IGSF11 by ELISA, as described in this manuscript. Mimic m5C-
miR-181c-5p was methylated at cytosine in position 15.
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Supplementary Figure S3

Impact of Nivolumab on two other lung cancer cell lines: A549 and
H1650.

The Nivolumab impact on the adenosine methylation level and the
IGSF11 expression level was also investigated in two other lung
cancer cell lines: A549 and H1650.

RIP and ELISA indicated that the Nivolumab increased the adenosine
methylation level of miR-125a-5p and the ISGF11 expression level
(similarly to the observation made in H1975 cells).
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Supplementary Figure S4

Schematic representation of the in silico analysis performed with the RBPDB site to identify KHDRBS3 as binding to
miR-125a-5p.
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Supplementary Figure S5.

lllustration of the three independent co-immunoprecipitations performed.
The images shown in this figure are from western blot membrane revelations made with the ChemiDoc (Bio-Rad) in
“autoexposure” mode and the use of the ECL-Clarity kit (Bio-Rad).



miR-411-5p U a g8 U a g a € € g u a u a g c
D R A CH
Home  Browse/Search Browse/Search Bulk Search Proteins:
Genes Experiments Downloads Advanced

w trp

New! Read the RBPDB paper at Nucleic Acids Research

Browse by Domain

RNA § CCCH More
""} ~Homblogy, Fizr:;fer ,"‘ domains

Browse by Species

E

Homo 4 Mus ‘Drosophila 4 rhabd
% sap: us\ melanogast:e( elegal
Search the Database

Search genes: Envoyer Advanced
Predict Binding Sites from PWMs

Scan your sequen
UAGUAGACCG

4
Threshold (between 0 and 1): 0.5
The scan will return matches that are greater than X% of the maximum score for that PWM.
Envoyer

Bulk Downloads
Go to downloads page
Submit your data
Submit to RBPDB here.

Contact

We welcome comments, suggestions and any questions you might have. Please contact us with your feedback.

Sequence scan results
Your sequence:

1 UAGUAGACCG UAUAGCGUAC G

Score Relative Score RBP Name Start End Matching sequence Matrix ID Download PWM Download PFM
5.36340303 86% YTHDC1 15 20 GCGUAC 969_20167602 Download PWM Download PFM
2.57730567 53% RBM4 14 17  AGCG 1172_19561594 Download PWM Download PFM

Supplementary Figure S6

Schematic representation of the in silico analysis performed with the RBPDB site to identify KHDRBS3 as binding to

miR-125a-5p.
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Supplementary Figure S7

Screenshot of the use of the Harmonizome site.
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Supplementary Figure S8.

Schematic representation of the in silico analysis performed to identify the “m6A-binding proteins” having the
ability to bind miR-125a-5p according to the use of the RBPDB website.
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Supplementary Figure S9.

lllustration of the miRNA pull-down assay.
The images shown in this figure are from western blot membrane revelations made with the ChemiDoc (Bio-Rad) in
“autoexposure” mode and the use of the ECL-Clarity kit (Bio-Rad). #1, #2 and #3 represente the triplicate of

experiments.



IGSF11 (pg/ml)

3000

1500

p<0.:0|:001 I I

p<0.0001

p<0.0001

—
p=0.4892
—

IgG

Nivo

Pembro

Cempi

Supplementary Figure S10

Impact of Pembrolizumab and Cemiplimab on the IGSF11
expression.

The impact of Pembrolizumab (Pembro, 0.1 pg/ml) and
Cemiplimab (Cemip, 0.1 pug/ml) on IGSF11 expression level was
compared to the one of Nivolumab (Nivo) according with the
experimental design shown in Figure 1B. IgG antibody (0.1 mg/
ml) was used as control. Analysis of IGSF11 expression was
performed using ELISA (#LS-F65302, LSBio, US).
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Supplementary Figure S11

Impact of chemical and biological inhibition of METTL3 on the
adenosine methylation level of miR-125a-3p and ISGF11 expression.
H1975 cells were treated with Nivolumab as described in Figure 1B.
Then, UHZ1a (30mM, 48h, #HY-134673A, MedChemExpress, Europe)
and siRNA-METTL3 (50pmol, #sc-92172, Santa Cruz, France) were used
to chemically and biologically inhibit METTL3 in these cells. DMSO and
SiRNA-A (#sc94636, Santa Cruz, France) were used as control.
HIPerfect Transfection Reagent kit (#301705, Qiagen, France) were
used to perform siRNA transfection according with the manufacturer's
instructions. m6A-RIP and ELISA were then performed as already
described in this manuscript.



