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ABSTRACT

The aim of this document is to provide a synthetic description of the lllumina library
preparation protocol for eDNA metabarcoding analyses of eukaryotic microplankton
communities (Deliverable D.T1.1.2). This protocol has been used at the Sequencing and
Genotyping Platform at FEM for the analysis of the samples collected in 2019 within the
framework of EAW project.
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Outline description of library preparation protocol for 18S eukaryotic
microplankton eDNA analyses

For each individual environmental sample, total genomic DNA was subjected to PCR
amplification by targeting a 380-bp fragment of the 18S rRNA gene variable region V4 using
the specific primer set TAReuk454FWD1 (5-CCAGCASCYGCGGTAATTCC-3’; Stoeck et al.,
2010) and TAReukREV3_modified (5’-ACTTTCGTTCTTGATYRATGA-3’; Stoeck et al., 2010;
Piredda et al., 2017) with overhang Illlumina adapters. PCR amplification and library
construction were performed as described in Salmaso et al. (2018). Finally, all barcoded
libraries were pooled in equimolar concentrations by gPCR in a final library and checked on a
Typestation 2200 platform (Agilent Technologies, Santa Clara, CA, United States). The final
library was sequenced on an lllumina® MiSeq (PE300) platform (MiSeq Control Software

2.6.2.1 and Real-Time Analysis software 1.18.54).
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