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Dear Reviewer #1
We thank you very much for taking your time to review our manuscript and providing us critical suggestions and concerns. We made correction on our manuscript based on your comments, and our answers are written below in green. We hope these corrections will meet your expectation for the journal publication.

Reviewer #1:
Manuscript Summary:
Described common molecular markers 18S rDNA and 16S rDNA-based metabarcoding analysis for monitoring Harmful Algal Blooms in Chile. Indeed, this method should be applicable to all ocean regions, not only Chile. This method is complementary to existing methods, including morphology-based microscopic observation, and toxin-based analysis. This method is particularly suited for HAB species that are small and are unstable during analysis. It is also a desirable method for detecting HAB cells with low abundance.

Major Concerns:
1. The authors should be clear about databases used for the annotation of HAB species, highlighting the weakness and limitation of the current status of the reference databases. Reference sequences of many HAB species may be missing from the current databases. What is the consequence of such incompleteness?
Thank you for the comments. We incorporated your comments as follows: In section 4.2., we clarified that taxonomy assignment is performed using the SILVA rRNA database for DADA2 (silva_nr_v132_train_set.fa.gz is set as a default). In discussion, we added the limitation of the database: Newly discovered nucleotide sequences for bacterial and algal species are updated daily. The well-studied algal and bacterial species have reliable sequences in databank. On the other hands, there are many sequences for unknown species in databank, meaning that the resolution of nucleotide sequences are not always enough for species identification (only good for genus identification). Thus microscopic species identification must be orthogonally performed. 

2. The resolution of the molecular markers used in this project. Did the authors used the V4 of 18S rDNA, and the V3-V4 of the 16S rDNA?
We used primers for V3-V4 of 16S rDNA and V7-V9 for 18S rDNA. 
Regarding resolution, it varies depending on the primer locations (some areas cannot be analyzed at the species level but up to the genus level). Additionally, the resolution is also influenced by how well the species have been studied and registered in databank. Thus, orthogonal analytical method such as microscopy is required to incorporate with metagenome analysis. 
For some species, other variable regions may provide better resolution. However, the higher resolution can falsely provide bacteria and archaea names with eukaryotes analyses. On the other hands, there are universal primers targeted for bacteria that do not identify all bacterial species. Thus, setting the resolution cut-off is on-going debates in many studies. In any cases, it is often considered that universal primers are good to identify genus of target organism. 
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3. The authors should pay attention to the relative abundances of the top most abundant species in water samples. How does the relative abundances correspond to the HAB level?
Metabarcoding analysis provides qualitative data and relative ratio to the total reads. Thus, the relatively most abundant species does not indicate a bloom or bloom level. We estimate a bloom level with microscopy, and alternatively we measure chlorophyll-a concentration, which provide roughly estimated phytoplankton biomass. Then, we use the metabarcoding data for species/genus content of the bloom time. The most abundant species in a bloom sample should match between microscopy and metabarcoding analyses, based on the assumption that reliable base sequences are registered in the databank.

Minor Concerns:
The manuscript is generally acceptable for JoVE.
Thank you very much for the encouraging comment. 

