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Figure S1. Distribution of reads for each sampling site for the two genes (COI and 18S).
The samples highlighted with a circle did not produce any amplification and therefore were
excluded in the analyses.
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Figure S2. Bar plots showing the performance of individual molecular marker (COI and 18S)
based on the number of reads assigned at each value of similarity thresholds.
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Figure S3. NMDS analyses of COI datasets depicting similarity in community composition based

on abundance of MOTUs. Bathymetry in superimposed (blue contour lines) according to the depth
measurements at the sampling sites (Table S3). The plots on the left side of the panel correspond
to “only metazoa” while those on the right to “no taxonomic filtering” datasets. The plots from the top
to the bottom correspond to different similarity levels used for MOTU clustering (90, 95 and 97%

respectively).
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Figure S4. NMDS analyses of 18S datasets depicting similarity in community composition based

on abundance of MOTUs. Bathymetry in superimposed (blue contour lines) according to the depth
measurements at the sampling sites (Table S3). The plots on the left side of the panel correspond to
“only metazoa” while those on the right to “no taxonomic filtering” datasets. The plots from the top to
the bottom correspond to different similarity levels used for MOTU clustering (90, 95, 97 and 99%

respectively).
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Figure S5. Clustering analyses of COI datasets depicting similarity in community composition based on abundance of MOTUs. The plots on
the left side of the panel correspond to “only metazoa” while those on the right to “no taxonomic filtering” datasets. The plots from the top to the
bottom correspond to different similarity levels used for MOTU clustering (90, 95 and 97% respectively).
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Figure S6. Clustering analyses of 18S datasets depicting similarity in community composition based

on abundance of MOTUs. The plots on the left side of the panel correspond to “only metazoa” while
those on the right to “no taxonomic filtering” datasets. The plots from the top to the bottom correspond

to different similarity levels used for MOTU clustering (90, 95, 97 and 99% respectively).
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Figure S7. Sample-size-based estimation of species richness according to COI datasets. The plots on the left side of the panel correspond to “only
metazoa” while those on the right to “no taxonomic filtering” datasets. The plots from the top to the bottom correspond to different similarity levels used
for MOTU clustering (90, 95 and 97% respectively). The plot shows observed species richness (red), values estimated by extrapolating to the highest
number of reads recorded in a sample with 95% CI (green), asymptotic estimation of species richness and standard errors estimated with bootstrap
(black). In addition, bathymetry at sampling stations are presented by blue lines.
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Figure S8. Sample-size-based estimation of Gini—Simpson index calculated from COI datasets. The plots on the left side of the panel correspond
to “only metazoa” while those on the right to “no taxonomic filtering” datasets. The plots from the top to the bottom correspond to different similarity
levels used for MOTU clustering (90, 95 and 97% respectively). Simpson’s diversity was estimated from asymptotes; error bars present standard
error estimated by bootstrapping.
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Figure S9. Sample-size-based estimation of species richness calculated from 18S datasets. The plots on the left side of the panel correspond to “only
metazoa” while those on the right to “no taxonomic filtering” datasets. The plots from the top to the bottom correspond to different similarity levels used

for MOTU clustering (90, 95, 97 and 99% respectively). The plot shows observed species richness (red), values estimated by extrapolating to the highest
number of reads recorded in a sample with 95% CI (green), asymptotic estimation of species richness and standard errors estimated with bootstrap (black).
In addition, bathymetry at sampling stations are presented by blue lines.
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Figure S10. Sample-size-based estimation of Gini—Simpson index calculated from 18S datasets. The plots on the left side of the panel correspond to
“only metazoa” while those on the right to “no taxonomic filtering” datasets. The plots from the top to the bottom correspond to different similarity levels
used for MOTU clustering (90, 95, 97 and 99% respectively). Simpson’s diversity was estimated from asymptotes; error bars present standard error
estimated by bootstrapping.
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RAW READS @

split_libraries.py script was used to:
quality (Q20) & length (200 bp) filter,
demultiplex and truncate the raw reads.

FILTERED READS

/NCBI search query for both markers N
included all the metazoans excluding
tetrapods, insects, arachnids and some
other groups of animals not present .
among marine zooplankton. An upper ‘ sequence datgbase 1nto
sequence length limitation was imposed an mPL!t that is
(2000bp for COI and 10000bp for 18S), recognized by the
while environmental, predicted, malt-run program.
unclassified and pseudogene sequences

malt-build was used to:
format both reference

%re excluded. / MALT INDEX
REFERENCE DATABASE

malt-run was used to:

assign (SemiGlobal) the filtered reads
against a reference database with a naive
LCA-assignment algorithm (topPercent: 5)
at different minimum percentage identities
(90%, 95%, 97%, 99%).

ASSIGNED READS
0% 95% 7% O% 5% 97% 9%

All the matrices were filtered for species never recorded
and/or are unlikely to be found in the Mediterranean sea

FILTERED MATRICES

The combined dataset was built by merging COI
95% and the 18S 97% matrix. Differences in the
sample depth between the markers were adjusted
by giving the 18S reads a weight of 3.7 and
rounding it (see Material and Methods).

COMBINED DATASET

L ]

Doubled MOTUs were manually checked keeping only
the number of reads from the COI dataset.

FILTERED COMBINED DATASET

23]

Figure S11. Flowchart showing the analytical steps applied on the two molecular markers (COI
and 18S).



