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The authors introduce BSBolt as a complete pipeline for processing bisulfite sequence data. 

The main stated contribution of this tool over the authors' previous work of BSSeeker and BSSeeker2 

is the direct modification of BWA-mem to align BS-Seq reads directly which results in increased 

accuracy. 

This seems like a nice improvement over existing methods. Several clarifications/changes in the paper 

would be helpful. 

1. Given that the authors have previously written BSSeeker and recently written BSSeeker2, 

  more concise motivation of what short-coming BSBolt addresses in specifically those two 

  tools would be helpful. 

2. In my experience, installing pysam is more difficult than installing bwa-mem. So the statement 

  "wrapping external read alignment tools introduces added complexity" is incorrect for example 

  as it relates to bwa-meth. I expect the same is true for bismarck/bowtie(2). In addition to pysam, 

  this tool seems to rely on samtools for methylation calling. That said, I was able to easily install this 

  tool with pip. 

  

3. This note: 

  "A read, or read pair, with a low proportion observed cytosines compared to guanine will be 

preferentially aligned 

with a cytosine to thymine conversion pattern and vice versa. If it is unclear what conversion pattern 

should be used, both conversion patterns are aligned and the conversion pattern with the highest total 

alignment score is output." 

  indicates the most important algorithmic improvement in BSBolt. A sentence indicating this strategy in 

  in the abstract would motivate the tool early on. Also please include additional detail on the exact 

value 

  of "low proportion" 

4. What is the motivation for this: " Each alignment and methylation 

  calling workflow was given a maximum runtime of 24 hours. If an alignment was incomplete at the end 

of 

  24 hours, duplicate read marking and methylation calling was performed on the reads aligned during 

the 

  24 hour limit. " ? 

  It would be clearer to let each tool complete in whatever time it takes and then report the time 

  along with the full results. 



5. Please add Table Legends 

6. "The first 10kb of chr1 was duplicated and added as an additional contig." 

  This is all 'N' bases. What's the purpose of this? 

7. nuttylogic.github.com/BSBoltManuscript is not available so I am not able to see the code to 

reproduce this analysis. 

  Likewise: https://bsbolt.readthedocs.io/ does not load (this might be an ephemeral clouflare issue). 

  I think this is the code used: 

  https://github.com/NuttyLogic/BSBoltManuscript/blob/master/AlignCompWGBS.py 

  In which case, if sam->bam conversion is used, it would be more fair to allow samtools view to use --

threads 

  if that is a bottleneck. 

8. In Table 2, please indicate that bwa-meth does not support undirectional and therefore the tool is not 

being used as intended. 
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