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ABSTRACT
Sediment lyophilization is a common process that allows for long-term conservation
and sharing of marine sediments for multiple downstream analyses. Although it is
often used for geochemical studies, the effects of lyophilization on prokaryotic
taxonomic diversity assessment remained to be assessed. Here, we tested the effect
of lyophilization on microbial diversity assessment using three sediment layers
corresponding to various sediment ages and chemical contamination levels sampled
from a marine Mediterranean harbor. Duplicate DNA samples were extracted
from wet frozen or lyophilized sediments, and 16S rRNA gene amplicon sequence
variants were analyzed. We detected changes in community structure over depth
linked to both dominant and less abundant taxa whether sediments were lyophilized
or not. Data from both wet frozen and lyophilized sediments led us to conclude
that historical chemical contamination of the sediment of Toulon Bay did not
appear to be the main environmental variable shaping prokaryotic community
structure on the vertical dimension, but that sediment diagenesis was. We conclude
that sediment lyophilization is compatible with marine biogeochemical and
ecotoxicological studies but that caution should be used when discussing small
variations among samples.

Subjects Biodiversity, Ecology, Ecotoxicology, Environmental Impacts, Biological Oceanography
Keywords Prokaryotic diversity, Metabarcoding, Marine sediment, Lyophilization,
Vertical distribution, Historical contamination

INTRODUCTION
Linking chemical contamination to ecological effects through genomic approaches
remains challenging. Multidisciplinary approaches are needed, but their application often
requires that varying sample amounts and sometimes different conservations means be
used. Marine sediment conservation for inorganic contamination evaluation often require
freeze-drying (Tessier et al., 2011; Dang et al., 2015; Outridge et al., 2017). In order to
couple microbial community structure analyses with geochemical investigations, the same
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samples need to be processed for different downstream analyses. One question that
microbiologists interested in geochemical processes often face is whether sediment
freeze-drying, typically required to determine metal burden per dry mass of sediment,
is compatible with microbial studies. If yes, such sample conservation could facilitate
collaborative work performed by distant laboratories.

A previous study on freeze-dried soil and freshwater sediment samples (Miller et al.,
1999) demonstrated the ability to use freeze-dried samples to extract and amplify microbial
DNA, but no comparison with results obtained with wet samples was provided. More
recently, Gianaroli et al. (2012) demonstrated by using microscopy that DNA integrity was
not altered in freeze-dried eukaryotic cells when compared to fresh ones. With recent
advances in high throughput sequencing and downstream bioinformatics analyses, we can
question whether more subtle consequences on DNA structure or extraction could
interfere with microbial diversity assessments because of sediment freeze-drying.

A recent study targeting soil samples, using 454 pyrosequencing and focusing on nucleic
acids conservation, demonstrated that alpha- and beta-diversity were little affected by
freeze-drying (Weißbecker, Buscot & Wubet, 2017). However, the taxa encountered
were not reported. Given the very large microbial diversity in soil or sediment, it is
reasonable to expect differential conservation of microbial DNA upon freeze-drying
and/or recovery during DNA extraction based on cell wall properties or even DNA
sequences (e.g., low vs. high GC).

Furthermore, marine coastal sediments are rich in salts and humic acids, potentially
inhibiting PCR amplification (Kreader, 1996), and increasingly subject to anthropogenic
contaminants, among which divalent metallic cations can negatively alter nucleic acids
recovery during the extraction procedure (Stein et al., 2001). These chemicals are further
concentrated during sediment freeze-drying, thus potentially challenging microbial
community structure assessment. Validating the suitability of molecular tools on DNA
extracted from freeze-dried sediments is still necessary (Bey et al., 2010).

This study aimed at comparing prokaryotic community diversity determined by MiSeq
high throughput sequencing of 16S rRNA gene amplicon from DNA extracted from
wet frozen or freeze-dried marine sediments. Our analysis focused on alpha and beta
diversity metrics. We used highly contaminated sediments from the Toulon Harbour
(NW Mediterranean Sea, France) which anthropogenic recent and historical chemical
contamination was previously characterized (Misson et al., 2016). In addition to testing for
the role of lyophilization on diversity assessment, we were interested in evaluating the
relative contribution of this contamination and of naturally occurring processes such as
diagenesis on prokaryotic diversity. To do so, we used three sediment layers spanning
150 years of sedimentation and capturing the main contamination event associated with
the scuttling of the French fleet during World War II.

MATERIALS AND METHODS
Sediment sampling and conditioning
The sampling site is located in the heavily multi-contaminated Toulon Bay (France), at
sampling station #12, (43�6′34.9″N, 5�55′41.1″E) previously intensively studied by Dang
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et al. (2015). A 50 cm-long and 10 cm-diameter sediment core was sampled in a
PlexiGlass� tube with the help of divers in September 2015. Additional details concerning
the chemical contamination in this area of Toulon bay can also be retrieved from other
studies (Tessier et al., 2011; Pougnet et al., 2014; Misson et al., 2016; Wafo et al., 2016).
Sampling was performed with the authorization of the Laboratoire d’Analyse, de
Surveillance et d’Expertise de la Marine (LASEM) Nationale de Toulon.

The core was sliced under nitrogen-enriched atmosphere using sectioning material
previously sterilized with bleach and cleaned for trace metal sampling with trace metal
grade nitric acid. The core was sectioned every 1 cm from depths 0 to 20 cm and
subsequently every 2 cm from depths 20 to 46 cm. Half of each sediment slice was
immediately stored at −20 �C and freeze-dried for a period of 72 h under a vacuum of
10−5 atm with a Pilot PCCPLS15 freeze dryer (Cryotec) and then homogenized.
These lyophilized sediments were further used for Hg content determination as well as
DNA extraction. The other half (subsequently called “frozen” sediments) was immediately
rinsed with a sterile buffer (SB) composed of 10 mM EDTA, 50 mM TrisHCl and
50 mM Na2HPO4 at pH 8 to remove contaminants such as humic substances and divalent
cations (Brazeau et al., 2013). After centrifugation at 8,000�g, the pellet was stored at
−20 �C until DNA extraction.

Hg analyses
Total Hg in sediments was analyzed as previously described (Poulain et al., 2015).
Specifically, total mercury was analyzed by thermal decomposition with gold trap
amalgamation and cold vapor atomic absorption method (UOP Method 938-00,
detection limit of 0.01 ng Hg and range up to 1,000 ng Hg) using a Nippon Instruments
Corporation’s Mercury SP-3D Analyser (CV-AAS). The instrument was calibrated
with Mercury Reference Solution 1,000 ppm ± 1% (Fisher CSM114-100) and MESS-3
(91 ± 9 ng g−1, National Research Council of Canada) was used as reference material.
Blanks were performed as suggested by the manufacturer.

DNA extraction
To compare samples from different ages and contamination levels, three sediment
slices were chosen: superficial sediments corresponding to recent deposits (0–1 cm,
<5 years according to settling rates in the bay; Tessier et al., 2011), mid-depth sediments
corresponding to the historical contamination event (10–11 cm, see the results section,
~75 years old) and deep sediments corresponding to an older period with a limited human
impact on the site (19–20 cm, ~150 years old; Fig. 1).

For each sediment slice, two subsamples were taken from lyophilized material and two
others from frozen material, leading to a total of 12 samples treated for molecular analyses.
DNA was extracted from 250 mg of freeze-dried or 250 mg of frozen sediments.
After weighting, freeze-dried sediments were rehydrated in 400 µL of SB for 1 h at 4 �C.
Then DNA extraction was performed concomitantly by two experimentalists using
PowerSoil DNA Isolation Kit (MoBio) according to manufacturer’s protocol. DNA
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concentration and purity were estimated using a NanoDrop ND 1,000. DNA extracts were
then stored at −20 �C until further use.

Quantification of bacterial 16S rRNA gene copies
To evaluate whether sediment lyophilization could have reduced the efficiency of DNA
extraction, bacterial 16S rRNA gene copies were quantified using qPCR and primers
BAC338f/515R (Borrel et al., 2012). Amplification reactions were performed in triplicate in
a LightCycler 480 thermocycler (Qiagen) with GoTaq SybrGreen mastermix (Promega,
Madison, WI, USA) in a final volume of 10 mL containing 0.25 mM of each primer
and two µL of 20-fold diluted DNA extract to avoid PCR inhibition. Serial 10-fold dilutions
of a linearized recombinant plasmid ranging from 107 to 102 copies were also amplified
in triplicate to produce a standard curve used for determining 16S rRNA gene copy
number in the samples. According to the standard curve slope, the reaction yielded an
efficiency of 97%.

16S rRNA gene copy numbers were reported to the mass of frozen sediments used for
extraction. In the case of lyophilized samples, the water content of the sediment (64%)

Figure 1 Vertical variations of total Hg content in the sediment core. Closed circles represent the
sediment slices used for DNA sequencing. Full-size DOI: 10.7717/peerj.11075/fig-1
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observed previously at the same site was used to calculate the equivalence between dry and
wet weights (Tessier et al., 2011).

Evaluation of prokaryotic community diversity
Amplification of the V4–V5 region of 16S rRNA gene targeting bacteria and archaea was
performed using primers 515F-Y/926R (Parada, Needham & Fuhrman, 2016). Reaction
mixtures contained 30–60 ng of DNA, 2� GoTaq Long PCR Master Mix (Promega,
Madison, WI, USA) and 0.4 µM of each primer, in a final volume of 60 µL. The PCR
program included an initial heating step of 2′ at 95 �C followed by 25 cycles of 95 �C
for 30″, 50 �C for 45″ and 72 �C for 45″, and a final extension of 10′ at 72 �C. PCR
amplification efficiency and specificity was checked after migration of five µL of PCR
products on a 1.5% agarose gel. Extraction blank performed with MilliQ water as well as
no-template PCR control did not provide any amplification products. Amplicons were
then purified, fuzed with Illumina barcodes and paired-end sequenced (2 × 250 bp)
with the chemistry V2 and an Illumina MiSeq sequencer by the GeT-PLaGe platform
(Castanet-Tolosan, France).

MiSeq raw reads were analyzed with DADA2 (Callahan et al., 2016) in RStudio (R Core
Team, 2017). Sequences were trimmed according to average Q-scores, then filtered
allowing no N, no more than 2 expected errors whatever the read (i.e., forward or reverse)
and a minimal Q-score of 3. Taxonomic information was assigned to ASVs with the
SILVA v.132 database (Pruesse et al., 2007; Quast et al., 2013). Sequences classified as
mitochondria or chloroplasts were removed from the ASV table. Subsampling at the
same sequencing depth for all sample did not appear necessary for further alpha and
beta diversity computation, because rarefaction curves of each sample showed a plateau
(see the “Results” section). Sequencing reads were deposited in the National Center for
Biotechnology Information Sequence Read Archive (NCBI SRA) under the accession
number PRJNA599066. Rarefaction curves, alpha diversity calculations (including
Shannon and reciprocal Simpson’s indexes), weighted UniFrac distances and PCoA were
calculated and constructed with RStudio using the phyloseq (McMurdie & Holmes, 2013)
and vegan (Oksanen et al., 2019) packages.

RESULTS
Historical contamination profile
Concentrations of HgT spanned 2 orders of magnitude, ranging from 0.37 to 15 ppm.
The vertical profile exhibited stable and low HgT concentrations (0.4–1.1 ppm) at the
bottom of the core (from −46 to −28 cm), then a first increase to 3.3 ppm was recorded
(from −28 to −19 cm) before a second but sharper increase towards the maximal historical
contamination (recorded at −12 cm). Concentrations subsequently decreased from ca.
12 cm to stabilize at ~5 ppm in the top 8 cm (Fig. 1).

Prokaryotic community abundance and diversity
Bacterial 16S rRNA gene copy number was recorded as a proxy of prokaryotic abundance.
Once normalized to sediment wet weight (or equivalent) used for extraction, values ranged

Misson et al. (2021), PeerJ, DOI 10.7717/peerj.11075 5/13

http://www.ncbi.nlm.nih.gov/bioproject/?term=PRJNA599066
http://dx.doi.org/10.7717/peerj.11075
https://peerj.com/


from 0.93 to 6.42 × 108 copies g−1 and from 0.73 to 6.71 × 108 copies g−1 for frozen and
lyophilized sediments, respectively. Whatever the sediment conditioning before extraction,
a similar decreasing trend with depth was observed, especially between 0–1 cm and
10–11 cm (Fig. 2). In spite of this common trend, a higher variability was recorded for
lyophilized sediment from 0 to 1 cm.

Sequencing the prokaryotic community yielded 2,396 ASVs from 108,216 sequences.
Rarefaction curves demonstrated that a plateau was reached quickly for all samples
(Figs. 3A–3C). The observed richness per sample ranged between 141 and 722 ASVs.
As observed for 16S rRNA gene copies, the observed richness at 0–1 cm after lyophilization
appeared highly variable (Fig. 4A). However, it should be noted that the sample showing
the lowest richness was not the one showing the lowest 16S rRNA gene copy number.
At 10–11cm, both observed richness values and variability appeared similar for frozen
and lyophilized sediment (Fig. 4B). At 19–20 cm, the variability among replicates was
similar for both frozen and lyophilized sediment, but the observed richness appeared
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Figure 2 Bacterial 16S rRNA gene abundance. “lyo” refers to lyophilized sediments, “fro” refers to
frozen sediments. Full-size DOI: 10.7717/peerj.11075/fig-2

Figure 3 Comparison of rarefaction curves according to sediment treatment and depth. (A) Surficial
sediment slice (0–1 cm). (B) Intermediate sediment slice (10–11 cm). (C) Deep sediment slice
(19–20 cm). “lyo” refers to lyophilized sediments, “fro” refers to frozen sediments.

Full-size DOI: 10.7717/peerj.11075/fig-3
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higher for lyophilized sediments. Other alpha diversity metrics, Shannon and reciprocal
Simpson indexes, presented a higher variability for lyophilized than for frozen sediment
at 0–1 cm, and also at 19–20 cm. We observed far lower values of Shannon and reciprocal
Simpson indexes for one replicate at 19–20 cm (Fig. 4C). Finally, DNA extracted from frozen
sediment led to a slight increasing trend with depth for all metrics, a trend that could
not be observed from lyophilized material because of the higher variability observed.

ASVs were distributed among 49 phyla corresponding mainly to Bacteria. Indeed,
after extraction from frozen sediment, the proportion of archaeal sequences ranged from
0.3% to 14.0%. Archaeal ASVs were more represented at 10–11 cm and 19–20 cm
(9.4–14.0%) than in the surface layer (0.3%). The same trend was observed for lyophilized
sediments, Archaea being undetected or rare at 0–1 cm (0–0.3%), and more abundant in
intermediate (12.3–14.3%) and deep layers (13.5–17.4%). Among the bacterial phyla
encountered, Proteobacteria (especially Delta- and Gammaproteobacteria), Chloroflexi
(especially Dehalococcoidia) and Bacteroidetes were dominant and accounted for
40.8–70.9% of the community recovered from frozen sediment (Fig. 5). Strong vertical
variations in community structure were recorded, mainly between the surface layer, on the
one hand, and intermediate and deep layers, on the other. Gammaproteobacteria and
Bacteroidetes were dominant groups in the surface layer (24.1–38.5% and 12.7–13.2%,
respectively) but largely decreased in intermediate and deep layers (0.2–10.8% and
1.5–2.6%, respectively). We noted that Dehalococcoidia strongly increased in intermediate
and deep layers (16.6–18.9% and 23.6–23.8%, respectively) when compared to the surface
(from undetected to 0.3%). This vertical structure shift appeared highly reproducible
between frozen and lyophilized sediment samples at all depths (Figs. 5A–5C), although
the proportion of Gammaproteobacteria in one deep lyophilized sample appeared
abnormally high (12.1%). In the same sample, Firmicutes reached 16.7% while they
were not detected in the other samples from the same depth.

Taking into account the whole community and not only dominant phyla or classes,
weighted UniFrac distance analysis performed at the ASV level largely confirmed both the
vertical trend, and the similarities observed between lyophilized and frozen sediments.

Figure 4 Alpha diversity metrics as a function of sediment treatment and depth. (A) Observed ASV
richness. (B) Shannon diversity index. (C) Reverse Simpson diversity index. “lyo” refers to lyophilized
sediments, “fro” refers to frozen sediments. Full-size DOI: 10.7717/peerj.11075/fig-4
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As demonstrated by Fig. 6, the large majority of community structure variation was
recorded between the surface layer and the other two samples, their separation being
evident on the first axis of the PCoA representing more than 90% of the variability
whatever treatment before DNA extraction was applied (Figs. 6A and 6B). Some variability
among replicates (at 0–1 cm for frozen sediments and 19–20 cm for lyophilized ones)
could be observed along the second axis, representing 3.0–4.3% of the variability.
When considering both treatments together (Fig. 6C), the second axis allowed to
discriminate intermediate (10–11 cm) and deep samples (19–20 cm) as well as support
the influence of sediment treatment (fro vs. lyo). Although this observation could
suggest some phylogeny-related susceptibility to lyophilization, the small representation of

Figure 5 Community structure with phylum or class contribution according to sediment treatment
and depth. (A) Surficial sediment slice (0–1 cm). (B) Intermediate sediment slice (10–11 cm). (C) Deep
sediment slice (19–20 cm). Duplicates were not grouped in order to allow the evaluation of the repro-
ducibility of the analysis. Phyla or classes never representing more than 1% in any sample are grouped as
“Other” for their corresponding domain or phylum. On the x-axis, “lyo” refers to lyophilized samples,
“fro” refers to frozen samples. Full-size DOI: 10.7717/peerj.11075/fig-5
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the biological variability on the second axis (3.4%) tends to indicate that such difference
could be restricted to rare groups and only slightly alter our assessment of community
structure.

DISCUSSION
In this study, we evaluated the influence of sediment freeze-drying on 16S rRNA gene
amplicon diversity analyses using three sediment layers collected from a sediment core.

The highest congruence between results obtained from frozen and lyophilized
sediments was for beta diversity analyses. Indeed, at the ASV level, within layer differences
observed for frozen or lyophilized materials appeared lower than when comparing
frozen vs. lyophilized samples. Very few differences were observed for dominant groups
although some replicate showed singular community structure for either frozen or
lyophilized sediment. We did not observe an effect of DNA extraction or degradation
leading to a qualitative bias, which is in agreement with the absence of an effect of
lyophilization on DNA structure within cells (Gianaroli et al., 2012).

When considering alpha diversity, sediment lyophilization resulted in more variability
between replicates at the surface than for the two deeper layer samples. Moreover,
vertical trends were not reproducible between frozen and lyophilized sediments.
It should be noted that the number of ASVs retrieved from both lyophilized and frozen
sediments (a few hundreds per samples) is in line with what should be expected and
supports the suitability of DADA2, compared to prior programs that inflated diversity
10–100 times (Edgar, 2013).

Finally, qPCR analysis did not detect any major or recurrent modification of DNA
extraction yield after sediment lyophilization. This suggests that differences in alpha or
beta diversity could rather be linked to either natural variability, or to variability
introduced by amplification and/or sequencing.

Together, these data suggest that lyophilization of marine sediments does not
seem to lead to large biases in microbial taxonomic diversity evaluation. However,
caution should be taken, especially when interpreting small amplitude variations of alpha
diversity.
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Having established that frozen and freeze-dried sediments were both amenable for
16S rRNA gene sequencing analyses, we studied the effect of a historical contamination
gradient recorded vertically in Toulon Bay. Using 210Pb dating, Tessier et al. (2011) showed
that Toulon Bay experienced an important chemical contamination event during
World War II, most probably associated with the scuttling of the French fleet. It resulted
in a strong metal enrichment of the sediment, particularly for total mercury (HgT)
concentrations. As a consequence, (HgT) vertical profile has been a reliable dating tool for
every new cores at this site, in addition to providing information on the contamination
level of the samples. Our sediment sampling approach allowed us to compare prokaryotic
taxonomic diversity in sediment settled before, during, or after this historical
contamination event. In addition to the historical contamination gradient, sediment
underwent diagenesis. Sediment diagenesis can lead to the development of a very reductive
environment. According to a previous temporal survey performed at the same sampling
site in Toulon Bay, sediment layers deposited before and during the historical
contamination event are both anoxic and dominated by sulfate reduction. Closer to the
surface, the sediment layer deposited after the contamination event corresponds to either
oxic or suboxic conditions and is typically dominated by iron and manganese reduction
due to its interaction with the oxic water column (Dang et al., 2015). These varying and
contrasted geochemical conditions offered ideal conditions to evaluate how prokaryotic
community structure changed over time and responded to chemical multicontamination.
Indeed, both diagenesis and the varying toxicity of metal burden, this latter possibly
attenuated by the presence of sulfides (Dang et al., 2015) and modulated by long term
adaptation to metal stress (>70 years; Misson et al., 2016), could contribute to structuring
the community.

We observed an important community structure shift between the top sediment layer
on the one hand, and both intermediate and deep sediment layers on the other. We suspect
that the strong diagenetic redox gradient induced by the very first stages of the early
diagenesis (i.e., microbial mineralization of organic matter) is a very strong driver of
prokaryotic community structure in the sediments of Toulon Bay as already demonstrated
in various freshwater and marine sediments (Cornall et al., 2013; Ruuskanen et al., 2018;
Jiménez et al., 2018). Subsequently, the distance analysis showed very slight discrimination
of samples originating from before or contemporary to the historical contamination peak.
These results suggest that the strong and multiple historical contamination of Toulon bay
likely affected the prokaryotic benthic community, but far less than sediment aging and
especially diagenesis-related redox gradients.

ACKNOWLEDGEMENTS
We are grateful to the LASEM Toulon and French Navy divers for their help in sediment
sampling, and to Philip Pelletier and Emmanuel Yumvihoze for their help with the
analytical work. This work was performed in collaboration with the GeT core facility,
Toulouse, France. We are indebted to the late Dr. Cedric Garnier, from whom we learned
so much, and who thoroughly documented the sediment contamination of Toulon Bay,
and made this study possible.

Misson et al. (2021), PeerJ, DOI 10.7717/peerj.11075 10/13

http://dx.doi.org/10.7717/peerj.11075
https://peerj.com/


ADDITIONAL INFORMATION AND DECLARATIONS

Funding
This work was supported by a CARTT grant from the Institut Universitaire de Technology
to Benjamin Misson and by an NSERC discovery and accelerator supplement grants to
Alexandre J. Poulain. The funders had no role in study design, data collection and analysis,
decision to publish, or preparation of the manuscript.

Grant Disclosures
The following grant information was disclosed by the authors:
Institut Universitaire de Technology.
NSERC.

Competing Interests
Alexandre Poulain is an Academic Editor for PeerJ

Author Contributions
� Benjamin Misson conceived and designed the experiments, performed the experiments,
analyzed the data, prepared figures and/or tables, authored or reviewed drafts of the
paper, and approved the final draft.

� Cédric Garnier conceived and designed the experiments, performed the experiments,
prepared figures and/or tables, and approved the final draft.

� Alexandre J. Poulain conceived and designed the experiments, performed the
experiments, analyzed the data, prepared figures and/or tables, authored or reviewed
drafts of the paper, and approved the final draft.

Field Study Permissions
The following information was supplied relating to field study approvals (i.e., approving
body and any reference numbers):

Sampling was performed with the authorization of the Laboratoire d’Analyse, de
Surveillance et d’Expertise de la Marine (LASEM) Nationale de Toulon.

DNA Deposition
The following information was supplied regarding the deposition of DNA sequences:

Sequencing reads are available at the National Center for Biotechnology Information
Sequence Read Archive (NCBI SRA): PRJNA599066.

Data Availability
The following information was supplied regarding data availability:

Raw data are available in the Supplemental Files.

Supplemental Information
Supplemental information for this article can be found online at http://dx.doi.org/10.7717/
peerj.11075#supplemental-information.

Misson et al. (2021), PeerJ, DOI 10.7717/peerj.11075 11/13

http://www.ncbi.nlm.nih.gov/bioproject/?term=PRJNA599066
http://dx.doi.org/10.7717/peerj.11075#supplemental-information
http://dx.doi.org/10.7717/peerj.11075#supplemental-information
http://dx.doi.org/10.7717/peerj.11075#supplemental-information
http://dx.doi.org/10.7717/peerj.11075
https://peerj.com/


REFERENCES
Bey BS, Fichot EB, Dayama G, Decho AW, Norman RS. 2010. Extraction of high molecular

weight DNA from microbial mats. BioTechniques 49(3):631–640 DOI 10.2144/000113486.

Borrel G, Lehours AC, Crouzet O, Jézéquel D, Rockne K, Kulczak A, Duffaud E, Joblin K,
Fonty G. 2012. Stratification of Archaea in the deep sediments of a freshwater meromictic lake:
vertical shift from methanogenic to uncultured archaeal lineages. PLOS ONE 7(8):e43346
DOI 10.1371/journal.pone.0043346.

Brazeau ML, Blais JM, Paterson AM, Keller W, Poulain AJ. 2013. Evidence for microbially
mediated production of elemental mercury (Hg-0) in subarctic lake sediments. Applied
Geochemistry 37:142–148 DOI 10.1016/j.apgeochem.2013.07.020.

Callahan BJ, Mcmurdie PJ, Rosen MJ, Han AW, Johnson AJA, Holmes SP. 2016. DADA2 :
High-resolution sample inference from Illumina amplicon data. Nature Methods 13(7):581–583
DOI 10.1038/nmeth.3869.

Cornall AM, Beyer S, Rose A, Streten-Joyce C, McGuinness K, Parry D, Gibb K. 2013.
HCl-Extractable metal profiles correlate with bacterial population shifts in metal-impacted
anoxic coastal sediment from the wet/dry tropics. Geomicrobiology Journal 30(1):48–60
DOI 10.1080/01490451.2011.653083.

Dang DH, Lenoble V, Durrieu G, Omanović D, Mullot J-U, Mounier S, Garnier C. 2015.
Seasonal variations of coastal sedimentary trace metals cycling: insight on the effect of
manganese and iron (oxy)hydroxides, sulphide and organic matter. Marine Pollution Bulletin
92(1–2):113–124 DOI 10.1016/j.marpolbul.2014.12.048.

Edgar RC. 2013. UPARSE: highly accurate OTU sequences from microbial amplicon reads.
Nature Methods 10(10):996–998 DOI 10.1038/nmeth.2604.

Gianaroli L, Magli MC, Stanghellini I, Crippa A, Crivello AM, Pescatori ES, Ferraretti AP.
2012. DNA integrity is maintained after freeze-drying of human spermatozoa. Fertility and
Sterility 97(5):1067–1073 DOI 10.1016/j.fertnstert.2012.02.014.

Jiménez MFS-S, Cerqueda-García D, Montero-Muñoz JL, Aguirre-Macedo ML,
García-Maldonado JQ. 2018. Assessment of the bacterial community structure in shallow and
deep sediments of the Perdido Fold Belt region in the Gulf of Mexico. PeerJ 6(12):e5583
DOI 10.7717/peerj.5583.

Kreader CA. 1996. Relief of amplification inhibition in PCR with bovine serum albumin or T4 gene
32 protein. Applied and Environmental Microbiology 62(3):1102–1106
DOI 10.1128/AEM.62.3.1102-1106.1996.

McMurdie PJ, Holmes S. 2013. phyloseq: an R package for reproducible interactive analysis and
graphics of microbiome census data. PLOS ONE 8(4):e61217.

Miller DN, Bryant JE, Madsen EL, Ghiorse WC. 1999. Evaluation and optimization of DNA
extraction and purification procedures for soil and sediment samples. Applied and
Environmental Microbiology 65(11):4715–4724 DOI 10.1128/AEM.65.11.4715-4724.1999.

Misson B, Garnier C, Lauga B, Dang DH, Ghiglione J-F, Mullot J-U, Duran R, Pringault O.
2016. Chemical multi-contamination drives benthic prokaryotic diversity in the anthropized
Toulon Bay. Science of the Total Environment 556:319–329 DOI 10.1016/j.scitotenv.2016.02.038.

Oksanen JF, Blanchet G, Friendly M, Kindt R, Legendre P, McGlinn D, Minchin PR,
O’Hara RB, Simpson GL, Solymos P, Stevens MHH, Szoecs E, Wagner H. 2019. Vegan:
community ecology package. R package version 2.5-6.

Outridge PM, Sanei H, Courtney Mustaphi CJ, Gajewski K. 2017. Holocene climate change
influences on trace metal and organic matter geochemistry in the sediments of an Arctic lake
over 7,000 years. Applied Geochemistry 78:35–48 DOI 10.1016/j.apgeochem.2016.11.018.

Misson et al. (2021), PeerJ, DOI 10.7717/peerj.11075 12/13

http://dx.doi.org/10.2144/000113486
http://dx.doi.org/10.1371/journal.pone.0043346
http://dx.doi.org/10.1016/j.apgeochem.2013.07.020
http://dx.doi.org/10.1038/nmeth.3869
http://dx.doi.org/10.1080/01490451.2011.653083
http://dx.doi.org/10.1016/j.marpolbul.2014.12.048
http://dx.doi.org/10.1038/nmeth.2604
http://dx.doi.org/10.1016/j.fertnstert.2012.02.014
http://dx.doi.org/10.7717/peerj.5583
http://dx.doi.org/10.1128/AEM.62.3.1102-1106.1996
http://dx.doi.org/10.1128/AEM.65.11.4715-4724.1999
http://dx.doi.org/10.1016/j.scitotenv.2016.02.038
http://dx.doi.org/10.1016/j.apgeochem.2016.11.018
http://dx.doi.org/10.7717/peerj.11075
https://peerj.com/


Parada AE, Needham DM, Fuhrman JA. 2016. Every base matters: assessing small subunit rRNA
primers for marine microbiomes with mock communities, time series and global field samples.
Environmental Microbiology 18(5):1403–1414 DOI 10.1111/1462-2920.13023.

Pougnet F, Schäfer J, Dutruch L, Garnier C, Tessier E, Dang DH, Lanceleur L, Mullot J-U,
Lenoble V, Blanc G. 2014. Sources and historical record of tin and butyl-tin species in a
Mediterranean bay (Toulon Bay, France). Environmental Science and Pollution Research
International 21(10):6640–6651 DOI 10.1007/s11356-014-2576-6.

Poulain AJ, Aris-Brosou S, Blais JM, Brazeau M, Keller W, Paterson A. 2015. Microbial DNA
records historical delivery of anthropogenic mercury. ISME Journal 9(12):2541–2550
DOI 10.1038/ismej.2015.86.

Pruesse E, Quast C, Knittel K, Fuchs BM, Ludwig W, Peplies J, Glöckner FO. 2007. SILVA:
a comprehensive online resource for quality checked and aligned ribosomal RNA sequence data
compatible with ARB. Nucleic Acids Research 35(21):7188–7196 DOI 10.1093/nar/gkm864.

Quast C, Pruesse E, Yilmaz P, Gerken J, Schweer T, Yarza P, Peplies J, Glöckner FO. 2013.
The SILVA ribosomal RNA gene database project: improved data processing and web-based
tools. Nucleic Acids Research 41(D1):590–596 DOI 10.1093/nar/gks1219.

R Core Team. 2017. R: a language and environment for statistical computing. Vienna:
The R Foundation for Statistical Computing.

Ruuskanen MO, St. Pierre KA, St. Louis VL, Aris-Brosou S, Poulain AJ. 2018. Physicochemical
drivers of microbial community structure in sediments of Lake Hazen, Nunavut. Canada
Frontiers in Microbiology 9:1138 DOI 10.3389/fmicb.2018.01138.

Stein LY, Duc MTL, Grundl TJ, Nealson KH. 2001. Bacterial and archaeal populations associated
with freshwater ferromanganous micronodules and sediments. Environmental Microbiology
3(1):10–18 DOI 10.1046/j.1462-2920.2001.00154.x.

Tessier E, Garnier C, Mullot J-U, Lenoble V, Arnaud M, Raynaud M, Mounier S. 2011. Study of
the spatial and historical distribution of sediment inorganic contamination in the Toulon bay
(France). Marine Pollution Bulletin 62(10):2075–2086 DOI 10.1016/j.marpolbul.2011.07.022.

Wafo E, Abou L, Nicolay A, Boissery P, Perez T, Ngono Abondo R, Garnier C, Chacha M,
Portugal H. 2016. A chronicle of the changes undergone by a maritime territory, the Bay of
Toulon (Var Coast, France), and their consequences on PCB contamination. SpringerPlus
5(1):1230 DOI 10.1186/s40064-016-2715-2.

Weißbecker C, Buscot F, Wubet T. 2017. Preservation of nucleic acids by freeze-drying for next
generation sequencing analyses of soil microbial communities. Journal of Plant Ecology
10(1):81–90 DOI 10.1093/jpe/rtw042.

Misson et al. (2021), PeerJ, DOI 10.7717/peerj.11075 13/13

http://dx.doi.org/10.1111/1462-2920.13023
http://dx.doi.org/10.1007/s11356-014-2576-6
http://dx.doi.org/10.1038/ismej.2015.86
http://dx.doi.org/10.1093/nar/gkm864
http://dx.doi.org/10.1093/nar/gks1219
http://dx.doi.org/10.3389/fmicb.2018.01138
http://dx.doi.org/10.1046/j.1462-2920.2001.00154.x
http://dx.doi.org/10.1016/j.marpolbul.2011.07.022
http://dx.doi.org/10.1186/s40064-016-2715-2
http://dx.doi.org/10.1093/jpe/rtw042
http://dx.doi.org/10.7717/peerj.11075
https://peerj.com/

	Limited influence of marine sediment lyophilization on prokaryotic community structure assessed via amplicon sequencing: an example from environmentally contrasted sediment layers in Toulon harbor (France) ...
	Introduction
	Materials and Methods
	Results
	Discussion
	flink5
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


