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GGAGCGGTAGTTCAGTCGGTTAGAATACC 58 GG AT TACCRECAGEERTROCORCE 362
GGTTC. GTCATTACGGGC: CCACCG 1
GGAGCGGTAGTTCAGTCGGTTAGAATACA 1 GGTTCAGGGACGTCATTACGGGCAGGGATGCCCACTA 1
GGAGCGGTAGTTCAGTCGGTTAGAATACT 1 GGTTCAGGGACGTCATTACGGGCAGGGATGCCCTCCA 1
GGAGCGGTAGTTCAGTCGGTTAGATATAT 1 GGTTCAGGGACGTCATTATGGGCAGGGATGCCCACCA 1
GGAGCGGETAGTTCAGTCGGTTAGAATACCE 33 GTTCAGGGACGTCATTACGGGCAGGGATGCCACCCAR 3
= GTTCAGGGACGTCATTACGGGCAGGGATGCCA 3
e Y - GTTCAGGGACGTCATTACGGGCAGGGATGCCCARARR 4
GGAGCGGTAGTTCAGTCGGTTAGAATACCT 47 GTTCAGGGACGTCATTACGGGCAGGGATGCCCAACCA 145
GGAGCGGTAGTTCAGTCGGTTAGAATACCTA 3 GTTCAGGGACGTCATTACGGGCAGGGATGCCCACARA 60
GGAGCGGTAGTTCAGTCGGTTAGAATACCTG 49 GTTCAGGGACGTCATTACGGGCAGGGATGCCCACAAT 1
A 1 GTTCAGGGACGTCATTACGGGCAGGGATGCCCACACA 13
GTTCAGGGACGTCATTACGGGCAGGGATGCCCACACT 89
GGAGCGGTAGTTCAGTCGGTTAGAATACCTCC a3 GTTC GTCATTACGGGC CCACATA 1
GGAGCGGTAGTTCAGTCGGTTAGAATACCTGA 4 GTTCAGGGACGTCATTACGGGCAGGGATGCCCACCAR 739
GGAGCGGTAGTTCAGTCGGTTAGAATACCTGC 603 GTTCAGGGACGTCATTACGGGCAGGGATGCCCACCAC 119
GGAGCGETAGTTCAGTCGETTAGAATACCTES 1 GTTCAGGGACGTCATTACGGGCAGGGATGCCCACCAG 2
GGAGCGGTAGTTCAGTCGGTTAGAATACCTGT 3 s i s g 128
5 GTTCAGGGACGTCATTACGGGCAGGGATGCCCACCCA 46747
CERCCCOTACTTCACTCCCTTACARTACCTACH 1 GTTCAGGGACGTCATTACGGGCAGGGATGCCCACCCT 923
GGAGCGGTAGTTCAGTCGGTTAGAATACCTACC 1 GTTCAGGGACGTCATTACGGGCAGGGATGCCCACCCG 64
GGAGCGGTAGTTCAGTCGGTTAGAATACCTCCA 1 GTTCAGGGACGTCATTACGGGCAGGGATGCCCACCCT 46441
GGAGCGGTAGTTCAGTCGGTTAGAATACCTGCR 59 GTTCAGGGACGTCATTACGGGCAGGGATGCCCACCTA 32
RO AT AT COC T EGAR T ACCT 00 1005 GTTCAGGGACGTCATTACGGGCAGGGATGCCCACCTC 6
GTTCAGGGACGTCATTACGGGCAGGGATGCCCACGCT 3k
GGAGCGGTAGTTCAGTCGGTTAGAATACCTGCG 4 GTTCAGGGACGTCATTACGGGCAGGGATGCCCACTCA 6
GGAGCGGTAGTTCAGTCGGTTAGAATACCTGCT 31 GTTCAGGGACGTCATTACGGGCAGGGATGCCCACTCT 16
GTTCAGGGACGTCATTACGGGCAGGGATGCCCCACCA 6
GTTCAGGGACGTCATTACGGGCAGGGATGCCC 1
GTTCAGGGACGTCATTACGGGCAGGGATGCCCCT 2
GTTCAGGGACGTCATTACGGGCAGGGATGCCCCCCCT 1
GTTCAGGGACGTCATTACGGGCAGGGATGCCCGCCCT 2
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c) Fragments of AlavVUT- tRNA correct errors
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GGGGCTATAGCTCAGCTGGGAGAGCGCCTGC 1154 GGGGCTATAGCTCAGCTGGGAGAGCGCTTGC 454
GGGGGCTATAGCTCAGCTGGGAGAGCGCCTGC 961 GGGGGGCTATAGCTCAGCTGGGAGAGCGCTTGE 6
GGGGGGCTATAGCTCAGCTGGGAGAGCGCCTGE 46 GGGGGGGCTATAGCTCAGCTGGGAGAGCGCTTGC 1 %
GGGGCTATAGCTCAGCTGGGAGAGCGCCTGCT 563 G RTACCTCACCTCCCRGACECCTICCA o
GGGEGGCTATAGCTCAGCTGGGAGAGCGCCTGCT 2 GGGGGCTATAGCTCAGCTGGGAGAGCGCTTGCA 1725
GGGGGCTATAGCTCAGCTGGGAGAGCGCCTGCT 462 GBEOCCCTATAGCICACCTCECACRACCECRTECA 2
AR GOSR R S E S EaD 1351 GGGGGGCTATAGCTCAGCTGGGAGAGCGCTTGCA 2
GGGGCTATAGCTCAGCTGGGAGAGCGCTTGCAT 330
GGGGGCTATAGCTCAGCTGGGAGAGCGCCTGCTT 1115
GGGGGCTATAGCTCAGCTGGGAGAGCGCTTGCAT 267
GGGGGGCTATAGCTCAGCTGGGAGAGCGCCTGCTT 15
GGGGGGCTATAGCTCAGCTGGGAGAGCGCTTGCAT 7
BEECEEECTATAGCTCACCTEGEACAGCGCCTECTT e GGGGGGGCTATAGCTCAGCTGGGAGAGCGCTTGCAT i
GGGGCTATAGCTCAGCTGGGAGAGCGCCTGCTTT 7539 PR R R G U SR R e P 95
GGGGGCTATAGCTCAGCTGGGAGAGCGCCTGCTTT 5948 BEE CE C T A O T CA C CTEC CABACCECTTECATE as
GGEGGCTATAGCTCAGCTGGEAGGGCGCCTGCTTT 5 GGGGGGCTATAGCTCAGCTGGGAGAGCGCTTGCATG 2
GGGGGGCTATAGCTCAGCTGGGAGAGCGCCTGCTTT 91 GGGGCTATAGCTCAGCTGGGAGAGCGCTTGCATGG 34
GGGGGGGCTATAGCTCAGCTGGGAGAGCGCCTGCTTT 2 GGGGGCTATAGCTCAGCTGGGAGAGCGCTTGCATGG 27
GGGGCTATAGCTCAGCTGGGAGAGCGCCTGCTTTG 1943 GGGGCTATAGCTCAGCTGGGAGAGCGCTTGCATGGC 54
GGGGGCTATAGCTCAGCTGGGAGAGCGCCTGCTTTG 1149 GGGGGCTATAGCTCAGCTGGGAGAGCGCTTGCATGGC 76
GGGGGGCTATAGCTCAGCTGGGAGAGCGCCTGCTTTG 29 GGGGCTATAGCTCAGCTGGGAGAGCGCTTGCATGGCA 116
GGGGCTATAGCTCAGCTGGGAGAGCGCCTGCTTTGC 324 GGGGGCTATAGCTCAGCTGGGAGAGCGCTTGCATGGCA 125
GGGGGCTATAGCTCAGCTGGGAGAGCGCCTGCTTTGC 238 GGGGGGCTATAGCTCAGCTGGGAGAGCGCTTGCATGGCA 2
GGGGGGCTATAGCTCAGCTGGGAGAGCGCCTGCTTTGC 3 GGGGCTATAGCTCAGCTGGGAGAGCGCTTGCATGGCAT 33
GGGGCTATAGCTCAGCTGGGAGAGCGCCTGCTTTGCA 70 GGGGGCTATAGCTCAGCTGGGAGAGCGCTTGCATGGCAT 17
GGGGGCTATAGCTCAGCTGGGAGAGCGCCTGCTTTGCA 64
GGGGGGCTATAGCTCAGCTGGGAGAGCGCCTGCTTTGCA 1

Fig. S1. Examples of random (a) and non-random (b-d) presence of non-template extensions (marked in red)
at the ends of correct oligonucleotides (bolded). a) AspUVT-tRNA fragments illustrate the median (13.8%)
level of non-template additions. b-d) Non-template extensions reflecting the outbreaks in the percentage of
misreads in Fig. 2a. b) 3’-terminal extensions in oligonucleotides transcribed from the fimA-fiml intergenic
region, demonstrating the scale and frequency of adenylation, polyadenylation and polynucleotidylation of
bacterial RNAs. c) and d) Examples of similar 5’-terminal extensions in oligonucleotides derived from the
alaVUT and alaXW genes. The indicated numbers of correct (bolded) and erroneous oligonucleotides
correspond to Eco_in_2 dataset. The number of modified oligonucleotides is indicated in the column
highlighted in orange. To simplify their comparison with genomic sequences, detected oligonucleotides are
printed in the DNA code (ACGT).
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a) Fragments of SokC sRNA

GTTCAGCATATAGGAGGCCTCGGGTTGATGGTAAAATATCACTCGGGGCTTTTCTCTA

ATATAGGAGGCCTCGGGTTGATGGTAAAARTATCACT
ATATAGGAGGCCTCGGGTTGATGGTAAAARATATCACTCGG
ATATAGGAGGCCTCGGGTTGATGGTAAAALTATCACTCGGG
GTTC-GCATATAGGAGGCCTCGGGTTGATGGTAARATATCACTCGGG
ATATAGGAGGCCTCGGGTTGATGGTAAAAATATCACTCGGGGCTTTTCT
ATATAGGAGGCCTCGGGTTGATGGTAAARATATCACTCGGG-CTTTTCTC
ATATAGGAGGCCTCGGGTTGATGGTAAAATATCACTCGGGGCTTTTTCT
ATATAGGAGGCCTCGGGTTGATGGTAAAATATCA-TCGGGGCTTTTCTC
ATATAGGAGGCCTCGGGTTGATGGTAARAAATATCACTCGGGGCTTTTCTC
ATATAGGAGGCCTCGGGTTGATGGTAAAAATATCACTCGGGGGCTTTTCT
ATATAGGAGGCCTCGGGTTGATGGTAAAATATCACTCGGG-CTTT-CTCT
ATATAGGAGGCCTCGGGTTGATGGTAAAATATCACTCGGG-CTTTTCTCT
ATATAGGAGGCCTCGGGTTGATGGTAAARATATCACTCGGGGCTTT-CTCT
ATATAGGAGGCCTCGGGTTGATGGTAAAATATCACTCGGGGCTTTTTCTC
ATATAGGAGGCCTCGGGTTGATGGTAAAATATCACTCGGGGGCTTTTCTC
ATATAGGAGGCCTCGGGTTGATGGTAAAATATCACTCGGG-CTTT-CTCTA

b) Fragments of RdIBC sRNAs

TGTCAGGTTTTACCTCTCAACGTGCGGGGGTTTTCTCT 2674
GTCAGGTTTTACCTCTCAACGTGCGGGG-TTTTC 1
GTCAGGTTTTACCTCTCAACGTGCGGGGGGTTTTTC 2
GTCAGGTTTTACCTCTCAACGTGCGGGGGGTTTTC 8
GTCAGGTTTTACCTCTCAACGTGCGGGG-TTTTCT 9
GTCAGGTTTTACCTCTCAACGTGCGGGGGGTTTTCT 247

TGTCAGGTTTTACCTCTCAACGTGCGGGGGGTTTTCT
GTCAGGTTTTACCTCTCAACGTGCGGGGGTTTTTCT
TGTCAGGTTTTACCTCTCAACGTGCGGGGGGTTTTTCT
GTCAGGTTTTACCTCTCAACGTGCGGGGGGTTTTTCT
GTCAGGTTTTACCTCTCAACGTGCGGGGGGGTTTTTCT
GTCAGGTTTTACCTCTCARACGTGCGGGGGGGTTTTCT
GTCAGGTTTTACCTC--AACGTGCGGGGGTTTTCTC
GTCAGGTTTTACCTCTCAACGTGCGGGGGTTTTTCTC
GTCAGGTTTTACCTCTCAAACGTGCGGGGGGTTTTCTC
TGTCAGGTTTTACCTCTCAACGTGCGGGGGGTTTTTCTC
GTCAGGTTTTACCTCTCAACGTGCGGGGGGGTTTTTCTC
TGTCAGGTTTTACCTCTCAACGTGCGGGGGGTTTTTCTCT
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Fig. S2. Examples of typical (a) and biased (b) distribution of InDels illustrated by fragments with average
(2.4%) and excessive (13.58%) percentages of misreads in Eco_in_2 dataset. In both cases, changes were
associated with homonucleotide tracts and only the same oligonucleotides were incorporated. However, in
fragments derived from RdIBC sRNAs (b) two oligonucleotides were significantly overrepresented (247 and
46 copies), of which one has double insertions of G and T in the junction point between two tracts. In line with
similar percentage of InDels in two Eco_in experiments (Fig. 2), the other set with internal oligonucleotides
(Eco_in_1) also contained the same misreads in comparable numbers (130 and 18 reads, respectively).
Genomic and anchor sequences are shown in bold and green bold, respectively. To simplify their comparison
with oligonucleotides, the latter are printed in the DNA code (ACGT). InDels are marked in blue (a) and red
(b). Numbers of correct and erroneous (highlighted in blue) oligonucleotides are indicated on the right.
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a) Fragment of GlyU-tRNA

GCGGGCGTAGTTCAATGGTAGAACGAGAGCTTCCCAAGCTCTATACGAG

GCGGGCGTAGTTCAACGGTAGAACG
GCGGGCGTAGTTCAATGGTAGGACG
GCGGGCGTAGTTCAATGGCAGAACGAG
GCGGGCGTAGTTCAATGGTAGAGCGAGA
GCGGGCGTAGTTCAATGGTGGAACGAGA
GCGGGCGTAGTTCAATGGTAGAACGGGAGC
GCGGGCGTAGTTCAATGGTAAGACGAGAGCTT
GCGGGCGTAGTTCAATGGTAGAACGAGAACTTCC
GCGGGCGTAGTTCAATGGTAGAACGAGAGTTTCC
GCGGGCGTAGTTCAATGGTAGAACGAGGGCTTCC
GCGGGCGTAGTTCAATGGTAGAATGAGAGCTTCC
GCGGGCGTAGTTCAATGGTAGAGCGAGAGCTTCC
GCGGGCGTAGTTCAATGATAGAACGAGAGCTTCCC
GCGGGCGTAGTTCAATGGTAGAACAAGAGCTTCCC
GCGGGCGTAGTTCAATGGTAGAACGAGGGCTTCCC
GCGGGCGTAGTTCAATGGTAGAACGGGAGCTTCCC
GCGGGCGTAGTTCAATGGTAGGACGAGAGCTTCCC
GCGGGCGTAGTTCAATGGTGGAACGAGAGCTTCCC
GCGGGCGTAGTTCAATAGTAGAACGAGAGCTTCCCA
GCGGGCGTAGTTCAATGGCAGAACGAGAGCTTCCCA
GCGGGCGTAGTTCAATGGTAGAACGARAGCTTCCCA
GCGGGCGTAGTTCAATGGTAGAACGAGAGCTTACCA
GCGGGCGTAGTTCAATGGTAGAACGAGGGCTTCCCA
GCGGGCGTAGTTCAATGGTAGAATGAGAGCTTCCCA
GCGGGCGTAGTTCAATGGTAGAGCGAGAGCTTCCCA
GCGGGCGTAGTTCAATGGTAGGACGAGAGCTTCCCA
GCGGGCGTAGTTCAATGGTGGAACGAGAGCTTCCCA
GCGGGCGTAGTTCGATGGTAGAACGAGAGCTTCCCA
GCGGGCGTAGTTCAATGGTAGGACGAGAGCTTCCCAAGC
GCGGGCGTAGTTCAATGCTAGAACGAGAGCTTCCCAAGCT
GCGGGCGTAGTTCAATGGTAGAACGAGGGCTTCCCAAGCT

GCGGGCGTAGTTCAATGGTAGAACGAGAGCTTCCCAARCTCTATACGAGG
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b) Fragments of TrpT- tRNA

CAAAACCGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCTGCCA
GTTGGGAGTTCGAGTCTCTCCGCCCCAGCCA
TGTTGGGAGTTCGAGTCTCTCCGCCCCAGCCA
GTGTTGGGAGTTCGAGTCTCTCCGCCCCAGCCA
GGTGTTGGGAGTTCGAGTCTCTCCGCCCCAGCCA
GGGTGTTGGGAGTTCGAGTCTCTCCGCCCCAGCCA
CGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCAGCCA
CCGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCAGCCA
ACCGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCAGCCA
AACCGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCAGCCA
AAACCGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCAGCCA
ARAMANCCGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCAGCCA
CARAAACC TGTT AGTTCGAGTCTCTCCGCCCCAGCCA

c) Fragments of TrpT- tRNA

CAAAACCGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCTGCCA

GTT TCGAGTCTCTCCGCCCCTACCA
TGTTGGGAGTTCGAGTCTCTCCGCCCCGACCA
TGTTGGGAGTTCGAGTCTCTCCGCCCCTACCA

GTGTTGGGAGTTCGAGTCTCTCCGCCCCGACCA
GTGTTGGGAGTTCGAGTCTCTCCGCCCCTACCA
GGTGTTGGGAGTTCGAGTCTCTCCGCCCCGACCA
GGTGTTGGGAGTTCGAGTCTCTCCGCCCCTACCA
GGGTGTT TCGAGTCTCTCCGCCCCTACCA
CGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCGACCA
CGGGTGTTGGGAGTTCGGGTCTCTCCGCCCCTACCA
CGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCCACCA
CGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCTACCA
CCGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCCACCA
CCGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCTACCA
ACCGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCCACCA

TTCGAGTCTCTCCGCCCCTACCA
AACCGGGTGT TTCGAGTCTCTCCGCCCCCACCA
AACCGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCTACCA

AAACCGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCTACCA
ARAACCGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCGACCA
AABRACCGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCCACCA
AAAACCGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCTACCA

CAAAACCGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCTACCA
CCAAAACCGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCTACCA
CTCCAAAACCGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCTACCA
TCTCCAAAACCGGGTGTTGGGAGTTCGAGTCTCTCCGCCCCCACCA

ACCGGGTGT

5089

5089

Fig. S3. Examples of random (a) and biased (b, c¢) distribution of mismatches (marked in red) in fragments
with median (GlyU-tRNA in a) and excessive (TrpT-tRNA in b, c) percentages of misreads. (b) and (c) show
different substitutions in the 3’°-terminal CCCCUGCCA motif. Genomic and anchor sequences are shown in
bold and green bold, respectively. To simplify their comparison with oligonucleotides, the latter were printed
in the DNA code (ACGT). Numbers of correct and erroneous oligonucleotides are indicated on the right

(highlighted in light-green).
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a) Fragments of LeuZ - tRNA (Eco_in)

cctecactttettecegaGCCCGGATGGTGGAATCGGTAGACACAAGGG 1145
GCA ¥ECTCCACCAGCCCGGATGGTGGAATCGGTAGACACAAGGGA 1 c) Fragments of PheVU - tRNA (Adps_in)
TGTGGGCACTCGTGARACGCCCGGATGGTG 1
S - 5 taatgcgeccegt tGCCCGGATAGCTCAGTCGGTAGAGCAGGGGATTGAARAT
GCCCGGATGGTGGAATCGGACATAAT 1 Product of fimA-fim/ spacer
CCCCCEATCETCEAATCEGTACACACAACCEECEA 1 GTTCAGGGACGTCATTACGEGCAGGEATGCCCACCCARCCCGGATAGCTC
GCCCGGATGGTGGAATCGGTAGACACAAGGGACGCCA 1 N Rl
GCCCGGATGGTGGGTGAGGTGTCCGAGTGGCTGAAGG 1 AR CAE R E O BEEOOCG AT A CAGI CEOTAGAE
GCCCGGATGGTGGAATCGGTAGACACAAGGGGACGCCA 1 TGGTTGATCCTGCCGCCCGGATAGCTCAGTCGGTAGAGCAGGGGAT
GCCCGGATGGTGGAATCGGTAGACGCCA 2 CATCPCACCECCCCCATAGCTCACTCR
b) F ts of PheVU - tRNA (E : TCGEGCCCGGATAGCTCAGTCGGTAGAGCAGGGGATTG
) Fragments o e B (Eco_in) GGCGGCCCGEATAGCTCAGTCGGTAGAGCAGGGGACGCC.
taatgegeccegttGCCCGGATAGCTCAGTCGGTAGAGCAGGGGATTGAAAAT 1236 GCCCGEATACCTCAGTCOETACACTATERG
AGAGAGCCGTGCGCGCCCGGATAGCTCAGTCGGTAGAG 1 zzzzgzﬁ;ﬁzz:Ziz;zzz:izzzzziii;
GCCAGCCCGGATAGCTCAGTCGGTAGAGCAGGGGATTGA 1 e
ACCAGCCCGGATAGCTCAGTCGGTAGAGCAGGGGACGCCA 1 S e
GGCCCGGATAGCTCAGTCGGTAGAGCAGGGGACGCCA 1 SCCCoaR T ACC ICARTCGOTAGASCATT DO
AGCCCGGATAGCTCAGTCGGTAGAGCAGGGGACGCCA 4 GOCCECATAGCTCAGTCOETAGACCATIAROCYS
TGCCCGGATAGCTCAGTCGGTAGAGCAGGGGACGCCA 1 GCCEOERTACCTCACTCOGTAGRGCATTACOETLY
O G SR G S AR B . GCCCGGATAGCTCAGTCGGTAGAGCATTAGGCTTTT
GCCCGGATAGCTCAGTCGGTAGAGCGTTCCGCCA 1 R S M
GCCCGGATAGCTCAGTCGGTAGAGCAGGGACGCCA 2 O B A B A CCCTAGAGCACCOMBCCA
S R TR 2 GCCCGGATAGCTCAGTCGGTAGAGCAGGGAACTGCCAGGCAR
Y o GCCCGGATAGCTCAGTCGGTAGAGCAGGGAACTGCCAGGCAT
GCCCGGATAGCTCAGTCGGTAGAGCAGGGGACGCCT 1 GCCEEGATACCTCACTCEETAGACCAECERERETA
R 1 GCCCGGATAGCTCAGTCGGTAGAGCAGGGGCGTTTTTTT
GCCCGGATAGCTCAGTCGGTAGAGCAGGGGACTCCA 1 CCCCaGATACCT CACTCOOTACACCACCEEACHEN
GCCCGGATAGCTCAGTCGGTAGAGCAGGGGGCGCCA 1 GO G CAT A O CACT COGTACACTAGCCCRTRERA
GCCCGGATAGCTCAGTCGGTAGAGCAGGGGGCACCA 3 GeCCLEATACCTCAGTCOGTASAGCACCORRCIETN
GCCCGGATAGCTCAGTCGGTAGAGCAGGGGACGCCA 910 GCCCGGATAGCTCAGTCGGTAGAGCAGGGGACGACA
GCCCGGATAGCTCAGTCGGTAGAGCAGGGGACGCCAC 2 GCCCGGATAGCTCAGTCGGTAGAGCAGGGGACGCCG
GCCCGGATAGCTCAGTCGGTAGAGCAGGGGACGCCAT 2 GCCCGGATAGCTCAGTCGGTAGAGCAGGGGACGCCRAA
GCCCGGATAGCTCAGTCGGTAGAGCAGGGGACGCCAR 1 GCCCGGATAGCTCAGTCGGTAGAGCAGGGGACGCCAC
GCCCGGATAGCTCAGTCGGTAGAGCAGGGGACACCACT 1 GCCCGGATAGCTCAGTCGGTAGAGCAGGGGACACCACT
GCCCGGATAGCTCAGTCGGTAGAGCAGGGGECACCATT 1 GCCCGGATAGCTCAGTCGGTAGAGCAGGGGACACCATT
GCCCGGATAGCTCAGTCGGTAGAGCAGGGGACACCATT 14 GCCCGGATAGCTCAGTCGGTAGAGCAGGGGAAACTAATAC
GCCCGGATAGCTCAGTCGGTAGAGCAGTCAGAGGAACCA 1
GCCCGGATAGCTCAGTCGGTAGAGCAGGGGACACCATTT 2
d) Fragments of PheVU - tRNA (Eco_out) e) Fragments of pheUV-tRNA (dps_out)
GCCCGGATAGCTCAGTCGGTAGAGCAGGGGATTGAAAA 2285

ccegttGCCCGGATAGCTCAGTCGGTAGAGCAGGGGATTGAAAAT

oG  CCO ACAOTIAGOTGIC CORNT L 9-Mer GccaAGGCGECCCGEATAGCTCAGTCGGTAGAGCAGE
GCCCGGATAGCTCAGTCEGTAGAGCATCAG 1 T GCCCAGCCCGGATAGCTCAGTCGGTAGAGCAGGGGATTGA
GCCCGGATAGCTCAGTCGGTAGAGCATCAGAC 3 O s
GCCCGGATAGCTCAGTCGGTAGAGCAGGGTCTG 1 R AT TR BT O T AR A R CATEACRET
GCCCGGATAGCTCAGTCGGTAGAGCAGGGGACGCCA 71 s
GCCCGGATAGCTCAGTCGGTAGAGCAGGGGACGCACCA 1

Fig. S4. Examples of random (a) and non-random (b-e) appearance of similar chimeras in different RNA-seq
data sets. Fragments of LeuZ-tRNA (a) have typical percentage of long terminal additions in the wild type
strain (0.9-1.2%). Many of such fragments can be found in the genome. For instance, fragment 5°-
GCATAGCTCCACC-3* belongs to the 3’-end of AlaV-tRNA, while fragment 5°-
GTGAGGTGTCCGAGTGGCTGAAGG-3’ came from the 5’-end of SerW or SerX tRNAs. Panels b-e show
all chimeras formed with fragments of PheUV-tRNA and found in the four types of experiments. Although the
collected sequences are variable, and in combination with PheUV-tRNA even a transcript of the fimA-fiml
spacer was found (panel c), as well as an abortive 9-mer from ravA antisense promoter (panel e), all the sets
contain the same chimeric oligonucleotide 5’- GCCCGGATAGCTCAGTCGGTAGAGCAGGGGACGCCA-
3’ in a high excess. Genomic and anchor sequences are shown in bold and green bold, respectively. To simplify
their comparison with oligonucleotides, the latter are printed in the DNA code (ACGT). Terminal additions
are marked in red. The numbers of correct and chimeric oligonucleotides are shown on the right (highlighted

in gray).
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