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Reviewer Comments to Author: 

This manuscript presents an analysis of the accuracy intron calls from RNA-seq read mapping tools, and 

describes new program (Portcullis) for improving accuracy by filtering the intron sets reported by mappers. 

The program seems to perform well and could be of quite wide utility, and the paper is clearly written. I 

have a few concerns relating to technical, but fundamental, aspects of the study. 

 

Major points: 

 

1. Newer versions of the alignment programs should be used. The STAR, GSNAP and HISAT2 versions used 

are from 2016. For all three programs, there are later releases from 2017, and for STAR and GSNAP also 

from 2018. Even if the study might have been initiated in 2016, it should be straightforward to rerun the 

analyses with updated software versions, to confirm that the results are current. The TopHat version is also 

not the most recent, but that is less relevant since TopHat has been superseded by HISAT2. 

 

2. For this type of analysis, STAR should be run in 2-pass mode, since that makes it more accurate with 

regards to splice junctions. It would be good to check if GSNAP now has such a mode as well (last time I 

used GSNAP it didn't, but that was several years ago). HISAT2 uses a 2-pass strategy by default. 

 

Minor points: 

 

1. Page 4: "Furthermore, we can improve F1 even more by running HISAT2 in a two pass configuration, 

feeding in portcullis predicted junctions in the second pass." For fairness, it would be good to mention that 

this strategy isn't limited to HISAT2, but could be used with any mapper that accepts a list of known 

junctions as input (including STAR and GSNAP). 

 

2. Page 10: "To show that these additional features…". Which are the additional features referred to here? 

Please clarify. The preceding paragraphs don't seem to distinguish between additional and other features. 

 

3. Page 10: "The left column (showing results without extracted features) has more overlap be tween 

genuine and invalid junctions than the middle column (with extracted features)." I don't think differences in 

overlap are apparent from the figure. Due to the many overlapping data points, the extent of separation 

between classes is difficult to assess visually. Could this be presented in some other way? Could the overlap 

(or separation) be quantified? 

 

4. Please specify the options used for each mapper in Methods or Supplement. 

 

5. If I were to review a revised version, I would appreciate if a larger font was used.. 
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