Supplementary Information
Exploration of CCA-added RNAs revealed the expression of mitochondrial non-coding
RNAs regulated by CCA-adding enzyme

Supplementary figure legends
Figure S1. Sequences and secondary structures of identified CCA-RNAs (A) and NCCA-

RNAs (B).

Figure S2. A possible mechanism for the non-template addition of 3’-terminal nucleotides

of nccaR-1

Figure S3. Probes for northern blots of CCA-RNAs

Figure S4. Quantification of northern blots

Northern blots from TRNT1 knockdown experiments (A, from Fig. 5B) and cellular treatments

(B, from Fig. 6) were quantified and relative intensities are presented.
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Pawar et al. Figure S1
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Table S1. Identified sequences of CCA-RNAs and NCCA-RNAs

Mame |Uarian'.| % |aequenc& (red characiers are not encoded on the genome | ||_E|-|g1h [n'.]| Genome
CCA-RNAs
mascRNA 68.60 |GATGCTGGTGGET IGGCACTCCTGGT I TCCAGGACGGGGT ICAGATCOCTGCGGLGTCTCCA 81 Muc
ccalR-1 045 [CCTGATGAAGGCTACAAAGTAAGCGCAAGTACCCACGTAAAGACGTTAGGTCAAGGTGTAGCCCATGAGGTCCA T4 Mito
ccaR-2 .05 [CTGTGACTAGTATGT IGAGTCCTGTAAGTAGGAGAGTGATATT IGATCAGGAGAACGTGGTTACTAGCACAGACCA Fii} Mito
ccalR-3 3.18 |GGGATAACAGCGCAATCCTATTCTAGAGTCCATATCAACAATAGGGTT TACGACCTCGATGTT GGATCAGGACATCOCGICA 82 Mito
pcaR-4 176 |GCTTAGCCTAGCCACACCCCCACGGGAAACAGCAGTGATTAACCT TTAGCAATAAACGAAAGT TTAACTAAGCTCCA 7 Mito
ccalR-5 1.30 (AGTGACACATGTTTAACGGCCGCGGTACCCTAACCGTGCAAAGGTAGCATAATCACTICCA 81 Mito
ccaR-g 128 |GACGTCTTGCACTCATGAGCTGTCCCCACATTAGGC TTAAAAACAGATGCAATTCCCGGACGTCTCCA 88 Mito
ccalR-T 0.78 |[CTTGCTCAGCCTATATACCGCCATCTTCAGCAAACCCTGATGAAGGCTACAAAGTAAGCGCAAGTCCA a8 Mito
ccaR-B 048 [AATAGGGT ITACGACCTCGATGT IGGATCAGGACATCCCGATGGTGCAGCCGCTATTACCA 81 Mito
ccaR-o 0.34 [TAGGCCTACTCAGGTAAAAAATCAGTGCGAGCTTAGCGCTGTGATGAGTGTGCCTGOCCA 80 Mito
ccaR-10 0.25 |GTCCTACGTGATCTGAGT ICAGACCGGAGTAATCCAGGTCGGTTTCTATCTACTTCAAATTCCTCCCTGTACGAAAGGACACCA a4 Mito
ccalR-11 0.19 |GCTGTCTCTTACTTTTAACCAGTGAAATT GACCTGCCCGTGAAGAGGC GGGLATAACACAGCACCA il Mito
ccaR-12 0.08 TGGATCAGGACATCCCGATGGTGCAGCCGCTATTAAAGGTTCGT T TGT TCAACGATTAAAGTCCTACGTGATCTGACCA 70 Mito
ccaR-13 0.07 |GGCTTACTAGAAGTGTGAAAACGTAGGCTTGGATTAAGGCGACAGCGATTICTAGGATAGTCACCA lidi} Mito
coaR-14 0.03 |GATTAACCTTTAGCAATAAACGAAAGTT TAACTAAGCTATACTAACCCCAGGGTTGGTCACCA 83 Mito
NCCA-RNAs
nocaR-1 1 073 (TTTITGTTATGATGTCTGTGTGGAAAGCGGCTGTGCAGACATTCAAAAAAC CASAAAACCCA 81 Mito
2 0.19 (TTTITTGTTATGATGTCTGTGTGGAAAGCGGCTGTGCAGACAT TCAAALAALACCAAAALAACCCA 84 Mito
3 0.19 (TTTITGTTATGATGTCTGTGTGGAAAGCGGCTGTGCAGACATTCAAALAAC ARARACCCA a0 Mito
4 0.12 |TTTTTGTTATGATGTCTGTGTGGAAASCGGCTGTGCAGACATTCAAAAAATCAAAAAACCA a1 Mito
5 0.08 (TTTITGTTATGATGTCTGTGTGGAAAGCGGCTGTGCAGACATTCAATAAALAACCAAAAACCCA 84 Mito
a 0.08 |TTTTGTTATGATGTCTGTGTGGAAAGCGGCTGTGCAGACATTCAAAAAAAAAACAAAACCCA a2 Mito
7 0.08 (TTTITGTTATGATGTCTGTGT GRAAAGCGGCTGTGCAGACATTCAAAAAAACCAAAAACCCA a2 Mito
8 0.08 (TTTTGTTATGATGTCTGTGTGGAAAGCGGCTGTGCAGACATTCAAAAASAAACAAAACTCA 81 Mito
g 0.08 (TTTITTGTTATGATGTCTGTGTGGAMMGCGGCTGTGCAGACATTCAATTAAAAAAACCCA a0 Mito
10 | 007 |TTTTTGTTATGATGTCTSTGTGGAAAGCGGCTGTGCAGACATTCAAAAALACAASAAACCCA 81 Mito
11 | 006 |TTTTGTTATGATGTCTGTGT GGAAMAGCGGLTGTGCAGACATTCAATTGAAAACAAAACCCA 81 Mito
12 | 005 [TTTTTGTTATGATGTCTGTGTGGAAAGCGGCTGTGCAGACATTCAAAASLAACAAMATCCTA 80 Mito
13 | 005 |TTTTTGTTATGATGTCTGTGTGGAAAGCGGCTGTGCAGACATTCAALAAACCARAAACTA 80 Mito
14 | 005 [TTTTTGTTATGATGTCTGTGTGGAAAGCGGCTGTGCAGACATTCAATAAACAARAATCCA a0 Mito
15 | 003 |TTTTTTGTTATGATGTCTGTGTGGAAAGCGGCTGTGCAGACATTCAAAAAAAACCALAAAAACCCA 85 Mito
16 | 0.03 |TTTTTGTTATGATGTCTGTGTGGAAAGCGGCTGTGCAGACATTCAATTGAAAAACAAARACCCA a4 Mito
17 | 0.03 |TTTTGTTATGATGTCTGTGTGGAAAGCGGCTGTGCAGACATTCAAALAALAAAAAC AAAACCCA 83 Mito
18 | 0,03 |TTTTTTGTTATGATGTCTGTGTGGAAAGCGGCTGTGCAGACATTCAAAAAACCASAALAAACCCA 83 Mito
10 | 0.03 |TTTTGTTATGATGTCTGTGT GGAAAGCGGCTGTGCAGACATTCAATTAAALAACCAAAARCCA B2 Mito
20 | 003 |TTTTGTTATGATGTCTGTGTGGAAAGCGGCTGTGCAGACATTCAATTGAAAAACAAAACCCA 62 Mito
21 | 003 [TTTITGTTATGATGTCTGTGTGGAAAGC GGCTGTGCAGACATTCAATAAALAAARACCCA a0 Mito
2?2 | 003 |TTTTTTGTTATGATGTCTGTGT GGAAAGCGGCTGTGCAGACATTCAAAAAAARARACCCA 80 Mito
23 | 003 |TTTTTTGTTATGATGTCTGTGT GGAAAGCGGCTGTGCAGACATTCAATAAAAAALACCCA 80 Mito
nocaR-2 1 1.18 (TCCTACAAGCATTAAT TAATTAACACACT TTAGTAAGTATGTTCGCCTGTAATATIGAACGTAGGAACCA 70 Mito
2 058 |TTCCTACAAGCATTAATTAATTAACACACTT TAGTAAGTATGTTCGCCTGTAATATTGAACGTAGGAACCCA T2 Mito
3 0.18 (TCCTACAAGCATTAAT TAATTAACACACT T TAGTAAGTATGTTCGCCTGTAATATIGAACGTAGGACCCA 70 Mito
4 0.03 [TCCTACAAGCATTAAT TAATTAACACACT T TAGTAAGTATGTTCGCCTGTAATATIGAACGTAGGAACCCA 71 Mito
5 003 [TCCTACAAGCATTAATTAATTAACACACT T TAGTAAGTATGTTCGCCTGCAATATTGAACGTAGGAACCA 70 Mito
nccaR-3 1 041 [ACCTGATGAAGGCTACAAAGTAAGCGCAAGTACCCACGTAAAGACGTTAGGTCAAGGTGTAGCCCATGAGGTCCCA 78 Mito
2 007 |GCCTGATGAAGGCTACAAAGTAAGCGCAAGTACCCACGTAAAGACGTTAGGTCAAGGTGTAGCCCATGAGGTCCCA Fii} Mito
3 0.03 |[CCCTGATGAAGGCTACAAAGTAAGCGCAAGTACCCACGTAAAGACGTTAGGTCAAGGTGTAGCCCATGAGGTACCA 78 Mito
nocaR-4 1 027 |GGTTTACGACCTCGATGTTGGATCAGGACATCCCGATGGTGCAGCCGCTATTAAAGGT TCGTT TGTAAAATCACCA 78 Mito
2 0.12 |GTTTACGACCTCGATGTTGGATCAGGACATCCCGATGGTGCAGCCGCTATTAAAGGTICGTTIGTRAACACCA 73 Mito
3 0.12 |TTTACGACCTCGATGTTGEATCAGGACATCCCGATGGTGCAGCCGCTATTAAAGGTTCGTTTGTAAAATTA 71 Mito
nocaR-5 1 0.14 |GTTTGGGCTACTGCTCGCAGTGCGCCGATCAGGGCGTAGTTTGAGTT TGATGCTCACCCTGATCAC AAAAAACACCA 7 Mito
2 005 (GTTTGGGCTACTGCTCGCAGTGCGCCGATCAGGGCGTAGTTTGAGTTTGATGCTCACCCTGATCACCAAAACCCCA Fii} Mito
3 005 |[GTTTGGGCTACTGCTCGCAGTGCGCCGATCAGGGCGTAGTTTGAGTTTGATGCTCACCCTGATACCAAAACACCA 75 Mito
4 0.03 (GTTTGGGCTACTGCTCGCAGTGCGCCGATCAGGGCGTAGTTTGAGTT TGATGCTCACCCTGATAAAAACACCA 73 Mito
5 0.03 |GTTTGGGCTACTGCTCGCAGTGCGCCGATCAGGGCGTAGTTTGAGTT TGATGCTCAACCCCA a2 Mito
i} 0.03 |GTTTGGGCTACTGCTCGCAGTGCGCCGATCAGGGCGTAGTTTGAGTT TGATGCTCACCACCA 62 Mito
nocaR-6 1 0.12 |GTTCACTTTAGCTACCCCCAAGTGTTATGGGCCCGGAGCGAGGAGAGTAGCACTCTTGTGRACACCA a7 Mito
2 0.08 |GTTCACTTTAGCTACCCCCAAGTGTTATGGGCCCGGAGCGAGGAGAGTAGCACTCTTGTGAACCCCA a7 Mito
nocaR-7 0.14 [TCTGTGACTAGTATGT IGAGTCCTGTAAGTAGGAGAGTGATAT T TGATCAGGAGAACGTGGT TACTAGCACAGACCCA 78 Mito
nocaR-8 0.12 |[AGCTTAGCCTAGCCACACCCCCACGGGAAACAGCAGTGATTAACCTT TAGCAATAAACGAAAGTTTAACTAAGCTCCCA 8 Mito
nocaR-g 005 (TAGGAGCTGTATT IGCCATCATAGGAGGCTTCATTCACTGATT ICCCCTATTCTCAGGCTACACCCTACCCA T2 Mito
nocaR-10 0.03 [TCTTTCATGGGGAAGCAGATTTIGGGTACCACCCAAGTATTGACTCACCCATCAACAGAACCA a2 Mito
necaR-11 003 |GEGATAACAGCGCAATCCTATTCTAGAGTCCATATCAACAATAGGGTT TACGACCTCGATGTT GGATCAGGACATCCCACCA a2 Mito




Table S2. Sequences of probes for northern blot

Probe Sequence (5-3")

ccaR-2 (probe #1) GCTAGTAACCACGTTCTCCTGAT
ccaR-2 (probe #2) AGGACTCAACATACTAGTCAC
nccaR-1 (probe #1) GAATGTCTGCACAGCCGCTTT

nccaR-1 (probe #2) GCTTTCCACACAGACATCATAACAAA
nccaR-2 (probe #1) GTTCAATATTACAGGCGAAC

nccaR-2 (probe #2) GTGTGTTAATTAATTAATGCTTGTAGG
Cyto tRNALYSCWY GTCTCATGCTCTACCGACT

Mito tRNAVAUAC GTGTTAAGCTACACTCTG

miR-16 GCCAATATTTACGTGCTGCTA

U2 snRNA CCAACTCCTAGTTCCAAAAATCC

Ul snRNA GTGATCATGGTATCTCCCCTGCCAG
5S rRNA GTTCAGGGTGGTATGGCCGT

Table S3. Sequences of primers for standard RT-gPCR

Target Primer Sequence (5'-3")

TNRTL Forward GATTCTAGGGAACCTGATGC
Reverse GATGTCATGGCCACTTACAG

RPLPO Forward CTATCATCAACGGGTACAAACGAG
Reverse CAGATGGATCAGCCAAGAAGG

GAPDH Forward GTCTTCACCACCATGGAGAAGG
Reverse ATGATCTTGAGGCTGTTGTCAT




