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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-fimI 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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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 RdlBC 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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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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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-fimI 

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). 


