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Supplementary Fig. 1 | The calibration curves for BID-seq, based on BID-pipe analysis. a, The BID-seq
calibration curves for motif contexts containing NN-\WAA. b, The BID-seq calibration curves for motif contexts
containing NN-WAC. ¢, The BID-seq calibration curves for motif contexts containing NN-WAG. d, The BID-seq
calibration curves for motif contexts containing NN-WAU. e, The BID-seq calibration curves for motif contexts
containing NN-WCA. f, The BID-seq calibration curves for motif contexts containing NN-WCC. g, The BID-seq
calibration curves for motif contexts containing NN-WCG. h, The BID-seq calibration curves for motif contexts
containing NN-WCU. i, The BID-seq calibration curves for motif contexts containing NN-WGA. j, The BID-seq
calibration curves for motif contexts containing NN-WGC. k, The BID-seq calibration curves for motif contexts
containing NN-WGG. |, The BID-seq calibration curves for motif contexts containing NN-WWGU. m, The BID-seq
calibration curves for motif contexts containing NN-WWUA. n, The BID-seq calibration curves for motif contexts
containing NN-WUC. o, The BID-seq calibration curves for motif contexts containing NN-WUG. p, The BID-seq
calibration curves for motif contexts containing NN-$YUU.
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Supplementary Fig. 2 | The deletion profiles of SuperScript IV RT at different RNA modifications on
mESC rRNA. a, BID-seq reveals dramatic deletion signatures at ¥1081 of mESC 18S rRNA. b, BID-seq does
not reveal any deletion signatures at mA1832 of mMESC 18S rRNA. ¢, BID-seq does not reveal any deletion
signatures at m®A4190 of mESC 28S rRNA. d, BID-seq does not reveal any deletion signatures at m'A1309
of MESC 28S rRNA. e, BID-seq does not reveal any deletion signatures at m*C3761 of mESC 28S rRNA. f,
BID-seq does not reveal any deletion signatures at m*C4417 of mESC 28S rRNA. g, BID-seq does not reveal
any deletion signatures at Um428 of mESC 18S rRNA. h, For all Um sites on mESC rRNA, the deletion ratios
at Um sites are much lower than W detection cutoff in BID-pipe.
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Supplementary Fig. 3 | The Agarose gel and Bioanalyzer plot to show the size of BID-seq libraries. a,
The agarose gel image to show the sizes of ‘Input’ and “Treated’ libraries built with mESC polyA* RNA, in BID-
seq. b, The Bioanalyzer measurement to show the size of ‘Input’ library built with mESC polyA* RNA, in BID-
seq. ¢, The Bioanalyzer measurement to show the size of “Treated’ library built with mESC polyA* RNA, in BID
-seq.



