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Figure S1. Pearson’s correlation coefficient between nextPARS scores of NRUs within small or

larger NORAD fragments.



0.20

°®
¢ °®
o °
0.15 L
- °
@ [ 4
<
S 010
)
£
(=)
>
® °
0.05 e
0.00
500 1000 1500 2000
Lnegth (nt)
Figure S2.

Structural stability at different temperatures (average of nextPARS score) for previously
performed nextPARS experiments of 11 RNAs molecules with variable size. Our results did not
detect any statistically significant correlation between stability and sequence length, Pearson
correlation coefficient 0.4428 (p-value 0.1725510616)
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Figure S3. The Secondary structure of NRU#2 as predicted with RNAfold (A) in comparison
with the two conformations predicted using Rsample combined with nextPARS data (B).
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NRU#1 : 63 --GC-TG-C--T---CTCA-AC--TCCAC-CCCAACCTTTTAAT- - - - - AGAAAACATTTGT-CAC- - - - - - AT-CTAGCCC----TTCTAGATGGA- - AA-GAGGTTGCCGACGT - -ATGA- - - - - - - TA-------
NRU#2 : 78 --TATTC-CTC---ACTAC-TG--TGTAT-AT-AG-TTGACAAT-GCTAAG--CTTTTTTGA-AAT----- - GT-CTCTTCT----TTTTAGATGTT- -CT-GAAGTG-CCTG-AT--ATGT------------ i---
NRU#3 : 8l --TC-TG-TG-T---ATAT-AG--TGTAC-AT-AA-AGGACAGA-C-G-AGTCCTAATTG-ACAAC---- - - AT-CTAGTCT- - --TTCTGGATGTT- - AAAGAGGTTGCCAGTGT - -ATGA - - - - -=----------
NRU#4 : 81 --T---C-AA-G--ACTGC-TG--TATAC-AT-AG-TAGACAAA-T-TAACTCCTTACTTGA-AAC----- - AT-CTAGTCT- - - -ATCTAGATGTT- - TA- GAAGTGCCCGATGT - -ATGT - - - - ------------
NRU#5 : 82 ---C-TC-TG-T---ATAT-AG--TATAT-AT-AA-TGGACAAA-T---AGTCCTAATTTTTCAAC- - -- - - AT-CTAGTCT- - - - - - CTAGATGTT- - AAAGAGGTTGCCAGTGT - -ATGA- - - - - - - CAA------
NRU#6 : 79 --T---T-AA-C--AGTGC-TG--TGTAT-GT-GG-TGGACAAG-T-TA-------- TATGR -R2M- - - - - - AT-CTAGTCT- - --TTCTAGATATT- - TG-GAAGTGCTTGATGT - -ATTT- - - - - - - AAA-AGTGG
NRU#7 : 82 ---C-TG-TA-T---ATAT-TG--TATAT-AT-AA-CGGACAAA-T-T-AGTCCCGATTTTATAAT- - -- - - AT-CTAGTCT------ CTAGATATT- - AAAGAGGTTGCCAATGT - -ATGA- - - - - - - C-A------
NRU#8 : 83 --T---C-AA-C--CCTAC-TG--TGTAT-AT-AG-CGGACAAACT- TAAGTCCTTATTTGA-AAC---- - - AT-CTAGTCT- - - -TTCTAGATGTT- - TA- GAAGTGCACAAAGT - -ATGT - - - - ------------
NRU#9 : 73 --GC-TG-TG-T---ATAT-AG--TGTAT-AT-AAGCGGACATA-G-G-AGTCCTAATTT----AC----- - GT-CTAGTCG- --------- ATGTT- - AAAAAGGTTGCCAGTAT- -ATGA- - - - - - - CAAAAGTA -
NRU#10 : 80 ATT---C-AA-T--GCTAC-TG--TGTAT-AT-AA-TGGAAAAC-T- TAAGTCCAG-TTTGA-AAC---- - - AT-CTAGTCT- - - - TTCTAGGTERT - - TA- AAAGTGTACAACGG-CCT-G- - --------------
NRU#10a : 61 ---A-AG-T--T--G-CAG-TG--AGCCA-AG-AT-CGCACCAC-T-GCACTCCAGCCTGGC-GACA----GAG-CGAGGCTCCGTTTCAAAAAA- -~ - - A-AAAGTGCACAATGT--AGG-----------------
NRU#10b : 65 - AA------ TAT-TG--TGTAT-T- -AA-AGGATAA---- - - - GTCTTAA-TGC- - - - TCAAAGTAT - GTTAAA- - - - - - AATAGATGTAGTAAATCAGTC- CCTTTGTGAATGTCCTTTTGT - - - - - - - -
NRU#11 : 73 --T--TT--AGTAARAGTGCCTG--TGTTC-AT-TG-TGGACAAA-G-TTAT---TATTTTGC-AAC---- - - AT-CTAAGCT- ---TTACGAATGGG:-------- GTG-ACAACTT--ATGAT------ - AAAAA- - -
NRU#12 : 59 --TA-TGCAT-C----TCT-TGGCTGTACTAT-AA--GAACACA-T-T-AATTC-AA-TGGA-AATACACT -TTGCTAATAT- - - - - TTTA-ATGGT- - ATAGATCTE - - - - - - -~--=----- GCTAATGA- - - - - - - -
cons H 75 *

*

BAD AVG GOOD

* --CTG-GAGATGAC-TTTTGGAAATGGAGTTGTTAAGACGGCCTCT-G--GAAGC-G

NRU#1 : 85 CATAG-GAAAT-AT-TTTTGGGGG-GGAATGGCCAAATC-ACCTGTTGA-GTAA--T

NRU#2 : 83 -ATAG-GAAAT-GC-TTTTGGAAATTGAATTGTGAAGCC-ACCTTT-GT-GAACA-G

NRU#4 : 85 -TCTG-TAAAG-AC-TTTTGCCATERGGAATTINEENNEREINCC - AT@TCT - AA - GCATT - A

NRU#5 : 82 --T-G-C--l{G- - - - - TTTGGAAGTGGAATTGTTGAACC-ACCTGG-GA-GGTGG-G

NRU# 6 : 86 -GGAG-TGGTTG-C-ATTTGGGAATGGAATTGTTAAAA---CTTGATGCTTAGGA-G

NRU#10a : 79 GATAG-GA--TA-CATCTTGGACATGGAATTGTTAAGCC-ACCTCT-GA-GCAGT-G

NRU#11 : 83 -ACTCATA--TAGC-TTTGGGATTTTGAATTGGTAAATA-TTCATG--A-TGTGTGA

Pos5097 : 81

cons : 83 S I

Figure S4. Multiple sequence alignments (A) of the core of the NRUs and (B) of a motif located at ~50 nt downstream of the end of
some NRUs.
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Figure S5. (A) The consensus secondary structure ofNRUs cores, derived by using a multiple
MSA alignment to derive a from the eight NRUs that have a clear conserved long stem-loop
hairpin (NRU#1, NRU#3-8 and NRU#10) with the addition of the two newly identified NRUs
(NRU#10a and NRU#10b). (B) The same consensus secondary structure from the core of the
NRUs, without the two newly identified NRUs.



