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Supplementary Table S1. List of Mett]3 siRNA used in the study.

Name

Sequences, 5’-3’

uuAuuuGGGuGAAGACAAATST
UUuGUCUUCACCcAAAUAATST

AcuucAGAcGAAuuAucAATsT
UUGAuAAUUCGUCUGAAGUTST

uGuuGAAAAAuuucGcucuTsT
AGAGCGAAAUUUUUCAACATST

ccAAGGAAcAAuccAuuGuTsT
AcAAUGGAUUGUUCCUUGGTST

GGAAcAAuccAuuGuuGAATsT
UUCAACAAUGGAUUGUUCCTSsT

uGAAcGGGuAGAuUGAAAuuTsT
AAUUUcCAUCUACCCGUUCATST

control

cuuAcGcuGAGuAcuucGATsT
UCGAAGUACUcAGCGUAAGTST

Upper case — ribonucleotide, lower case — 2’-O-methylribonucleotide, s -phosphothioate group.

Supplementary Table S2. List of primers used in the study.

Name Forward, 5’-3’

Reverse, 5’-3’

475 (5'-ETS)
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TCGCTGGAGAGGTTGGGCCT

TCGGACGCGCGAGAGAACAGCA
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A’ GTGTCAGGCGTTCTCGTCTCC AGCGAGAAGGACGGTCCCGTIT

A’-A0 GGTTTGCGCGAGCGTCGGCT CAAACCGCCTCGAACCCCACAC

A0 GGCTCGTCGCCTACTGTG CCAACCCGCTGGGAACG

A0-Al GTGTTTTCCTGGTGGCCCGGC GTITCGGTCCCAGGCGGGG

Al GCCGCGCTCTACCTTACCTACCT GCGAGCGACCAAAGGAACCATAACTG

18S GGGGCCCGAAGCGTTTACTTTG CAAGAATTTCACCTCTAGCGGCGC

5.85 ACTCGGCTCGTGCGTC GCGACGCTCAGACAGG

285 AGAGGTAAACGGGTGGGGTC GGGGTCGGGAGGAACGG

U8 ATCCTTACCTGTTCCTCCTCC GGGTGTTGCAAGTCCTGA

UTP4 GTCCCTGTGACATCTAACAGCAGT GCCTCCAGATATCAGCGCTGTT

UTP14 GCACCAAAACAGTGGGAAATGGG TCTTCCTCACTCTCAGAGGCTACC

UTP24 GAATCTGTGCAGGGGGAAGCATATT CTCTCCTCCTTTCCCAGGCATTGTA

MTREX GTITTTGGTGCATCTCCTGTCTGC GATGCCGTCAGGAAAACGTTTCTG

XRN2 CAGTGAACCTGAGCCAGAGGAT GACTGCACAACTTTCCGACGGA

NCL CCAGCCATCCAAAACTCTGT TAACTATCCTTGCCCGAACG

GAPDH TGCACCACCAACTGCTITAGC GGCATGGACTGTGGTCATGAG

B-Actin AGAGCTACGAGCTGCCTGAC AGCACTGTGTTGGCGTACAG

FBL CCACACAAATACCGCATGCTCATC GTCAATGCAGTTGGCCITAATGGA

METTL3 CGGAACCAGCAAAGGAGCCAGCCAAG GTAGTATTTAATAGCTCTAGGATC

Upper case—2’-deoxynucleotide.
Supplementary Table S3. List of FISH probes used in the study.
FISH probe Sequence, 5’-3’
475 agacgagaacgccugacacgcacggcac-sCy3
A’-A0 cgcuagagaaggcuuuucuc-sCy3
18S accagacuugcccuccaaug-sCy3
Lower case —2’-O-methylribonucleotide, sCy3 —sulfo-Cyanine 3 dye.
Supplementary Table S4. List of probes for T4 RNA ligation assay used in the study.

Position L probe, 5’-3’ R probe, 5’-3’
A5 p-CAGCTCTATGGGCAGTCGGTGAT CCATCTCATCCCTGCGTGTC AGAGGACAGCGTgu
A80 p-CACCGGTAGGCCATCTATGGGCAGTCGGTGAT CCATCTCATCCCTGCGTGTC CGGCTAGCCGGgu
A196 p-CAGAGACCCGGACTCTATGGGCAGTCGGTGAT CCATCTCATCCCTGCGTGTC GCCGCCCCCGGgu
A2577 p-CCAATGCAAAAACTCTATGGGCAGTCGGTGAT CCATCTCATCCCTGCGTGTCCTTAACTCAAAgu
A2488 p-ATATTTAAGGCTCTATGGGCAGTCGGTGAT CCATCTCATCCCTGCGTGTCAACTAAGCTAcu

Upper case—2'-deoxynucleotide, lower case —ribonucleotide, p—phosphate group.
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Figure S1. A. Determination of the Mettl3 siRNA efficacy by RT-qPCR (* p <0.05, ** p <0.01). 1-6 are
the numbers of siRNA from Suppl. table 1. B. Determination the efficacy of the Mettl3 protein

inhibition by Western-blot. C. Schematic representation of the human pre-rRNA processing with the

cleavage sites.
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Figure S2. A. Gel electrophoresis of PCR analysis (18, 20 and 24 cycles of PCR) of T4 RNA ligase
assay for the known m6A and A positions in Malatl RNA. B. Control of the quality of the cell
fractions separation by RT-qPCR snoRNAs and mRNA Gapdh measurement. RT-qPCR analysis of
the A’ (C.) and A0 (D.) cleavage efficacy in cells with Mettl3 KD using siRNA-3 and siRNA-4 (* p <

0.05).
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Figure S3. A. FISH analysis of mature rRNAs and U2 snRNA in control and Mettl3 KD cells. DNA is
stained with DAPI, rRNA with Cy3-labeled probes. B. Polysome profiling for control and Mettl3 KD
cells.
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Figure S4. Analysis of Mettl3-dependent m6A residues (highlighted in yellow) in UTP14 and
nucleolin mRNA by MeT-DB V2.0 browser 31. .
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RNA4SSNS at chr22 KI270733vl random:122273-135645 - (NR_046235)
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RNA45SN5 at chrUn

---gtccgagegteccgact---cee-ggtgccggecegggtecggqt---ctekg--agecacce-qqq
---gtccgaccgteccqact---ccc-ggtgctageceqggqgtetgggt---ctetg--acecacca-aqq
---gtccgagegteccqgact---ccc-ggtgecggecegggtecgqggt---ctetg--acccacceqqqq
——— gagcgtcecgact -ggtgcecggeccgggtecgggt---ctetg--acecacct-gqq
---atccgagegteccaget---cecc-ggtgecgecttgggtecggqgt---ctetg--acecacct-gqq
---atccgagegteccaget---cece-ggtgecgecttgggtecgqgt---ctetg--acecacct-gqq
---atgcgagegtectgact---cecc-ggtgecgecttgggtecgggt---ctetg--acecacct-qqq
---atccgagegtectqact---cct-ggtgecgecttggttecgggt---ctetg--acccaccc-qqq
---atccgagegtectgact---cct-ggtgecgecttggttecgggt---ctetg--acecacce-qqq
tctatctgagtgtcctgget---ccctggtgetg gtag ggtctcctctg--acccacce-ttg

ggactccaggtggcccgggt---cgc-ggtgtegeect ccggt---ctcecggcacccgagg-gag

GL000220v1:105424-118780 ~ (NR_046235)

Human
Chimp
Gibbon
Rhesus

ggtgccggecegggtecgggt---ctctgacccaccecggggg----
ggtgctagccecgggtetgggt---ctectgacccaccaagggg----
ggtgccggececgggtecgggt---ctetgacecacctggggg----
ggtgccgecttgggtccaggt---ctectgacccatctggggg----

Crab-eating macaque ggtgccgccttgggtcegggt---ctctgacccacctggggg----

Baboon

Marmoset

Dog

Proboscis monkey

ggtgccaccttgggtccaggt---ctccaacccacctggggg----
ggtgctgcccgtageccaggtetectetgacecaccettgtg----
ggtgtcgcect-----ccggt---ctcecgg--cacccgagggagqq
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Figure S5. Multiple sequence alignment of 5'-ETS parts with highlighted m6A nucleotide (yellow)
and DRACH sequence (green) in different species.
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