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The main Figure 2B now shown with linear scaling of the X-axis instead of logarithmic scaling.
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This figure corresponds to the main Figure 2 but is now generated using the results from the BWA aligner.
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This figure corresponds to the main Figure 2 but is now generated using an aggressive trimming of bases with low Phred-scale quality at the beginning and end of the reads, and subsequent Bowtie2 alignment. The aggressive trimming of low quality bases increases the average base quality, especially of the R2 reads. As a consequence the fragment length effect on the R2 mismatch rates is reduced but still present.

[bookmark: _vrcpnh66qkcs]Supplementary Figure 4
[image: ]
Position specific averaged mismatch rate of short and long fragments in R1 and R2 for stratified datasets. (A) RNA-Seq datasets with read length shorter than 50 nt, where the R1 has more low quality reads than the R2. All of these samples exhibit a very high base mismatch rate at the 5’- of the R1 reads. This represents an additional effect that outplays the general tendency of lower quality of the R2 bases. (B) RNA-Seq datasets with read length longer than 100 nt. (C) The datasets of other protocols. The smoothing line was generated by "gam" and the confidence interval is 0.99.
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