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| am overall satisfied with the responses provided by the authors. In general, it is quite unlikely
nowadays that there will be a consensus for the "right/best" way forward. It is always subject to
practicality/funding. If i were to conduct my own amplicon seq project, will | follow this protocol to the
dots - no. However, the bioinformatics scripts and data generated will be useful for better experimental
design in the future. Furthermore, even if a method is robust, lab competency / human error
(mislabeling, mixing the wrong index etc) is still going to be an issue.

Reviewer 1 raised the concern of similar tagl being used repeatedly for multiple samples. | wonder if
instead of using "Twin" tag, having a different tagl combination (non-Twin tag?!) will be helpful
(obviously for discussion). In other words, the forward and reverse primer combination in the 1st PCR
round can be Tagla for forward Taglb for reverse. This is somewhat similar to dual indexing in lllumina
but you're doing it at the initial stage and should will expand the 24 sample limitation for the tagl based
on my current understanding the twin-tag but happy to be proven wrong. With the increasing problem
of index hoping particularly with the patterned flowcell for the Novaseq and Iseq (relevant to amplicon
seq) , this should be useful and worth looking into.

See https://www.biorxiv.org/content/early/2017/10/19/205799

"Also the read losses due to trimming and quality filtering were significantly lower for the 16S
sequencing runs (1.3% and 5.3% in average,Supplemental Table 3) compared to the sequencing runs for
the longer fragments of 125 and CytB (65.3% and 44.3% in average, Supplemental Table 3)."

The Usearch read overlapping pipeline is sensitive to number of mismatches in alignment. THe Read2 in
MiSeq 600 cycles run is particularly notoriously for being low quality towards the end of the run. Try
trimming both R1 and R2 to 250 bp (length trimming) and redo the overlap and read loss calculation.
"All three markers were amplified simultaneously for each batch of samples in a single PCR plate".

In different individual well?

Because of different amplicon lengths and therefore different binding affinities to the flow cell

Also due to clustering efficiency . smaller fragment = easier to amplify
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