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Supplementary Figure 3. Impact of bias correction on ribosome abundances. (A) Per-codon footprint counts, before
and after bias correction. Footprint counts were summed by codon position. (B) Per-transcript footprint counts,
before and after bias correction. (C) Codon pause scores, before and after bias correction. Codon pause scores were
calculated as follows: footprint counts were aggregated by codon position and normalized to the mean read coverage
by transcript (omitting the first and last 20 codons). Normalized footprint counts were averaged by codon identity

across the transcriptome.
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Supplementary Figure 4. Comparison of codon-level choros regression coefficients in an experimental validation
dataset. Comparison of A-, P-, and E-site regression coefficients between two datasets generated from the same pool
of ribosome footprints but using different library preparation protocols. A 1:1 line is shown in blue.
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Supplementary Figure 5. Per-codon footprint counts on sparse transcripts may be untrustworthy. Correlation of
footprint counts between library preparation protocols were computed on a per-transcript basis using raw and
bias-corrected footprint counts. The y-axis reflects the difference in correlation between protocols when using
bias-corrected footprint counts. Only transcripts with a mean coverage of >50 footprint counts per codon position
tend to increase in similarity after bias correction.
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Supplementary Figure 6. Establishing leading and lagging A-site offset rules for disomes using start and stop codon
metagene plots.
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Experiment Sample name SRR accession 5’ enzyme
Chou et al. (2017) [23] SRR5766382 CircLigase I
SRR5766387
SRR5766393
SRR5766396
SRR5766401
SRR5766407
SRR5766410
SRR5766411
SRR5766452
SRR5766453
SRR5766500
SRR5766501
SRR5766502
SRR5766503
Tunney et al. (2018) [13] SRR6260802 CircLigase I1
SRR6260803
Schuller et al. (2017) [27] SRR5008134 CircLigase I
SRR5008135
Weinberg et al. (2016) [26] SRR1049521 T4 RNA Ligase I
Wu et al. (2019) [28] WT CHX TIG SRR7241919 CircLigase I
SRR2441920
SRR8093858
3AT CHX TIG SRR7241918 CircLigase I
SRR8093857
Lecanda et al. (2016) [29] fixed SRR3945925 CircLigase I or I
SRR3945926
SRR3945927
SRR3945928
random SRR3945929 CircLigase I or II
SRR3945930
SRR3945931
SRR3945932
Meydan and Guydosh (2020) [30] | monosome SRR10302098 CircLigase I
SRR10302100
disome SRR10302102 CircLigase [
SRR10302104
SRR10302108

Table 1. Experimental ribosome profiling datasets analyzed
Weinberg et al. used T4 RNA Ligase 1 for 3’ adapter ligation; all other datasets used T4 RNA Ligase 2 K227A.
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