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The dataset 

We used as a case study an unpublished dataset of COI sequences obtained from 

benthic communities in 12 locations of the Iberian Mediterranean. These locations are 

shown in Figure 1. The seaweed-dominated shallow community inhabiting vertical 

rocky surfaces between -4 and -8 m was sampled by completely scraping off with 

hammer and chisel standardized surfaces of 25*25 cm. Three replicate samples were 

taken per location, and all samplings were performed in autumn of 2017. 

Sample processing was based on [1] and included a size fractionation step. Extraction 

and amplification were also performed as in that work using a modified version of the 

Leray et al [2] primer set (called Leray-XT in [1]), adding also unique 8-bp sample tags 

at both ends. HTS library preparation was performed using the NextFlex PCR-free DNA-

Seq kit (Perkin-Elmer), based on ligation of the Illumina adapters at both ends of the 

amplicons. See the ms for the implications of PCR-free library construction methods in 

the application of one of the denoising algorithms (DADA2). We used a full run of a V3 

Illumina MiSeq kit with 2*250 bp paired-end sequencing. 

 



 

Figure 1. Map of the sampling localities in the Iberian Peninsula, with indication of their 

coordinates. The map was generated with ggplot [3]. 
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