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Sample storage

<

Storage at -80 °C; „The Golden Standard“



4

Sample storage

<



Storage for soil samples
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2. Air dry at room temperature (23°C) prior to shipping

Storage at -80 °C = CONTROL 

1. Storing and shipping at 4°C (14 days)

X grams ???

the more the merrier?

Freeze-thaw



10 grams vs 0.5 grams of substrate

©Pieter Vanormelingen

- differences in detecting diatom richness?
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10 grams vs 0.5 grams of substrate
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- differences in diatom community structure?



10 grams vs 0.5 grams of substrate
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Ostracodes

under review
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10 g
0.25 g

>1 g

Larger soil volumes = higher biodiv estimates for Arthropods

but not for prokaryotes or microeukaryotes.
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DNeasy PowerSoil as a universal DNA extraction method

But which kit?



Gut microbiota (16S V4)

Anslan, unpublished.

longer incubation time = higher DNA yields

(more gene copies)
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Highest in-silico amplification rate

for COI gene primers

(matched with 99.3% of ostracodes ref seqs in the database)

under review

Ostracodes metabarcoding from sedimentary DNA

Higher sequencing depth would resolve this issue???
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ITS2ITS1-5.8S-ITS2



significant effect of pipeline choice on the 

community composition diminished

significantly different community

composition between pipelines

Based on taxonomy assignment values

Pipeline’s default outputs Post-clustering + manual validation of OTUs

Samples Samples
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DADA2 pipeline → ESVs

mothur pipeline → 95% OTUs

PipeCraft pipeline → 97% OTUs

Mantel R > 0.85

P < 0.001

Highly correlating results from different pipelines
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usearch

mothur

OBItools

vsearch

PandaSeq

FLASH

ITS-Extractor

V-extractor

Metaxa2

CD-HIT

swarm

BLAST+

pbccs

bax2bam

Python modules

…

Save workflow

Load workflow

Expert mode

Step-by-step mode
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Trade‐off between sensitivity and accuracy 



Is there such thing as 
the „best“ metabarcoding workflow?

There are appropriate and inappropriate ones!
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THANK YOU!


