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Abstract: Viral lysis is a main mortality factor for bacteria in deep-sea sediments, leading to
changing microbial community structures and the release of cellular components to the environment.
Nature and fate of these compounds and the role of viruses for microbial diversity is largely unknown.
We investigated the effect of viruses on the composition of bacterial communities and the pool
of dissolved organic matter (DOM) by setting up virus-induction experiments using mitomycin
C with sediments from the seafloor of the Bering Sea. At the sediment surface, no substantial
prophage induction was detected, while incubations from 20 cm below seafloor showed a doubling
of the virus-to-cell ratio. Ultra-high resolution mass spectrometry revealed an imprint of cell
lysis on the molecular composition of DOM, showing an increase of molecular formulas typical
for common biomolecules. More than 50% of these compounds were removed or transformed
during incubation. The remaining material potentially contributed to the pool of refractory DOM.
Next generation sequencing of the bacterial communities from the induction experiment showed a
stable composition over time. In contrast, in the non-treated controls the abundance of dominant taxa
(e.g., Gammaproteobacteria) increased at the expense of less abundant phyla. Thus, we conclude that
viral lysis was an important driver in sustaining bacterial diversity, consistent with the “killing the
winner” model.
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1. Introduction

Deep-sea sediments roughly harbor a third of the global prokaryotic biomass and represent one
of the largest organic carbon reservoirs on Earth [1,2]. Prokaryotes thriving in this environment play a
dominant role in benthic carbon turnover and the regeneration of nutrients [3]. Another important
component for carbon cycling in deep-sea sediments are benthic viruses as they significantly influence
bacterial communities and associated biogeochemical cycles [4,5]. Virus-mediated cell lysis is considered
to be the main cause of prokaryotic mortality, resulting in the reduction of up to 80% of total heterotrophic
microbial production on a global scale [4,6].

The majority of infections by viruses infecting bacteria (bacteriophages) are either lytic or lysogenic.
A lytic infection ultimately leads to cell lysis, which is accompanied by the release of newly produced
virus particles and cell debris into the environment [7]. In contrast to lysing their host immediately,
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temperate viruses can integrate into the host’s genome, where they replicate as prophages during cell
division. Prophages were experimentally and bioinformatically identified in 40–70% of all available
prokaryotic genomes [8,9]. They remain dormant within the host until the lytic cycle is induced.
The induction can happen spontaneously [10] or by physical stress and chemical inducing agents [11].
The virus-mediated generation of dissolved organic matter (vDOM) provides substrates for indigenous
prokaryotes [12] and represents a shortcut in the marine foodweb, the so-called “viral shunt” [7].
It is estimated that viral lysis accounts for the annual release of up to 0.63 Gt of organic carbon in
marine sediments [4]. So far, it is not known how these lysis products and the subsequent microbial
transformations impact the composition of the pool of DOM in deep-sea sediments.

In general, DOM is a highly complex mixture of thousands of different molecules [13]. With respect
to reactivity, DOM can roughly be classified in two main fractions [14]: biologically available
molecules (“labile”) as resource for heterotrophic bacteria, ultimately fueling the marine food
web [15], and refractory compounds, resisting microbial utilization [16]. In the world’s oceans,
organic matter produced in the photic zone is intensively processed on its way down to the deep
sea and becomes increasingly resistant to microbial degradation with depth [17]. Consequently,
prokaryotes at the seafloor have to cope with organic molecules that are rather difficult to degrade [18].
Thus, the virus-mediated release of highly bioavailable cell material potentially plays a crucial role in
sustaining heterotrophic life in deep-sea surface sediments [4]. However, not all lysis products are
labile, some can also be less biodegradable or difficult to break down [12]. The remnants of cytoplasmic
and structural cell components [19] for example might accumulate and contribute to the persistent
pool of refractory DOM [14].

The available substrate spectrum can further be modified by viruses, as they shape bacterial
community structures, e.g., by the selective removal of individual groups [20]. Fast-growing and more
abundant prokaryotes generally experience a stronger predation pressure due to higher production
and encounter-rates of viruses. The density-dependent relationship between viruses and their hosts
can lead to selective killing of numerically dominant, highly competitive taxa. This virus-mediated
community shift is known as the “killing the winner” model [21]. The mechanism is considered a key
process in maintaining prokaryotic evenness and richness [22]. However, viruses were reported to
have variable effects on the phylogenetic composition of bacteria [23,24]. It is currently not known
how viruses regulate bacterial communities in deep-sea sediments.

In order to understand the role of deep-sea viruses in shaping the structure and diversity of
bacterial communities as well as composition and reactivity of the DOM pool, we performed a prophage
induction experiment [25], which offers the opportunity to study the nature and fate of vDOM and the
associated bacterial community shift. Sediments were retrieved from the highly productive Bering
Sea. The sampling site is characterized by an estimated primary production of >170 g C m−2 y−1 [26]
and an efficient biological carbon pump [27], leading to relatively high organic carbon burial and
microbial mediated remineralization rates [28]. Since virus-mediated bacterial mortality was found to
be enhanced in more eutrophic systems [29], we expected a major impact of viruses on this deep-sea
ecosystem. In our experiment, sediment slurries were treated with the antibiotic mitomycin C to
stimulate prophage induction. Prokaryotic and viral abundances as well as concentrations of labile
organic compounds (amino acids and carbohydrates) were monitored over the course of 55 days.
We used Fourier transform ion cyclotron resonance mass spectrometry (FT-ICR-MS) to characterize the
molecular composition of vDOM in great detail [30]. Changes of bacterial community structures in
response to the viral activity were identified by Illumina sequencing of 16S rRNA genes and transcripts.
We hypothesized that (i) the induction of prophages and subsequent cell lysis leads to a transient
increase of labile organic compounds within the DOM pool, ultimately leaving behind more refractory
components, and that (ii) selected bacterial community members are more susceptible to viral lysis,
while others take advantage of the reduced substrate competition and the viral shunt, e.g., by increasing
in abundances, leading to an overall shift of bacterial groups. As an outcome of this experiment,
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we concluded that viruses had a clear impact on indigenous bacterial populations and the DOM pool,
depending on the sediment depth.

2. Materials and Methods

2.1. Origin of Sediments

Our sampling site exhibited a water depth of 3300 m and was located near the highly productive
continental shelf break of the Bering Sea (178◦ 55,755′ W, 58◦ 54,471′ N). Sediments were retrieved
during RV Sonne expedition SO248 in May 2016 by a multicorer (Octopus, Kiel, Germany). The time
for core recovery was about three hours, limiting the deployment of several multicorers due to ship
time restrictions. Subsamples were taken from two different depths, i.e., the sediment surface (0–2 cm
below seafloor (cmbsf)) and 20–22 cmbsf. For each depth, two times 400 cm3 of sediment was pooled
from seven cores. The sediment was kept in sterilized 1-L glass bottles at 4 ◦C in the dark until the
start of the experiment in the home laboratory. Biogeochemical background data of the sediments
were analyzed as described in Pohlner et al. [31] (Supplementary Table S1).

2.2. Experimental Setup and Subsampling Procedure

The pooled sediment was mixed with the same amount of sterile artificial seawater [32] two
weeks after sampling to create slurries. The limited amount of sediment did not allow setups in
replicates. To induce the prophages, one slurry of each depth was supplemented with mitomycin C
(“treatment”) (1 µg mL−1 final concentration, Roth, Karlsruhe, Germany). The other slurry served as
control. The bottles were incubated at an in situ temperature of 4 ◦C in the dark. As both investigated
sediment layers were oxic, the slurries were aerated and stirred on each sampling day.

Samples for total cell counts (TCCs) (0.5 mL of slurry) and virus-like particle (VLP) counts (1 mL
of slurry) were taken daily in the first 14 days to follow a potential induction event and after 55 days
of incubation. Main sampling time points were defined according to the development of TCCs and
VLPs: day 0 = starting point to record the initial conditions, day 6 = potential prophage induction,
day 14 = potential bacterial response in growth, day 55 = end point to record system stabilization.
On every main time point, 165 mL of slurry were taken from each bottle.

Samples for cell counting were fixed with 3% glutaraldehyde for 2 h at room temperature [33].
Afterwards, the samples were spinned down, washed twice with 1 mL TAE-buffer (pH 7.4) and stored
in TAE:EtOH (1:1) at −20 ◦C until analysis. Samples for virus counts were immediately stored at
−80 ◦C. Pore water was taken on the main sampling days by using rhizons (pore size 0.12–0.18 µm,
Rhizosphere, Wageningen, The Netherlands). For the analysis of amino acid and sugar concentrations
pore water was stored at −20 ◦C. For the quantification of dissolved organic carbon (DOC) and
characterization of the DOM molecular composition, pore water was stored in pre-combusted (400 ◦C,
4 h) glass vials, acidified to pH 2 with 25% HCl (p.a.) and stored at 4 ◦C in the dark. Furthermore,
aliquots of the slurries were frozen at −80 ◦C for DNA and RNA extraction to investigate the bacterial
community compositions.

2.3. Enumeration of Prokaryotic Cells and Virus-Like Particles

TCCs were performed using epifluorescence microscopy, following a modified protocol by
Lunau et al. [33] as described previously [31]. Briefly, sub-samples of the slurries were sonicated three
times for 1 min, interrupted by a cooling step for 1 min. The supernatant was transferred, diluted
with TAE: EtOH (1:1) and spread on a microscope slide to dry. After staining with a Sybr Green I
solution, 10 to 20 microscopic fields were randomly selected and at least 300 cells were counted at a
magnification of 400× using an epifluorescence microscope (Zeiss, Oberkochen, Germany).

Prior to counting, VLPs were extracted from slurries according to Danovaro et al. [34], with slight
modifications as described in the following. Samples for quantification were fixed with 0.5%
glutaraldehyde (EM-grade) after thawing and immediately processed to avoid loss of VLPs. Three cycles
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of extraction (1 min sonication, followed by 30 s cooling on ice) were performed. The resulting extracts
were pooled and pre-filtered through a filter with 0.45 µm pore size. Immediately after extraction, VLPs
were quantified via epifluorescence microscopy [35]. Therefore, aliquots of the extract were filtered
through 0.02 µm Anodisc 25 membrane filters (Whatman, Maidstone, UK) while applying a negative
pressure of −50 mbar. After staining with Sybr Green I for 15 min in the dark, the rinsed filter was
placed on an object slide and embedded in freshly prepared mounting buffer [35]. At least 300 VLPs
were counted in randomly selected fields using a BX51 microscope (Olympus, Tokyo, Japan) with a
100× objective (UPLan FL N, Olympus) and an EGFP HC filter set (Semrock, New York, NY, USA).

2.4. Nucleic Acid Extraction and Sequencing

Changes in the total and potentially active bacterial communities during the experiment were
assessed by Illumina sequencing of 16S rRNA amplicons, generated from 16S rRNA genes and
transcripts as described previously [31]. Briefly, DNA was extracted from 0.5 mL slurry using
the DNeasy PowerSoil kit (Qiagen, Hilden, Germany) according to the manufacturer’s instructions.
RNA extractions of 0.5 mL slurry were performed by the Allprep DNA/RNA Mini Kit (Qiagen) following
the provided instructions with modifications as described by Pohlner et al. [31]. The concentration
and purity of the nucleic acid extracts were evaluated spectrophotometrically (NanoDrop 2000c,
Thermo Fisher Scientific, Waltham, MA, USA) and stored at −20 ◦C until further analysis.

For sequencing, resulting DNA extracts were treated with RNase A and the GeneRead Size
Selection kit and RNA extracts with Turbo DNase, before transcription into cDNA by SuperScript
III reverse transcriptase (Thermo Fisher Scientific) using the reverse primer S-D-Bact-0785-a-A-21
without MiSeq adapter (5′-GAC TAC HVG GGT ATC TAA TCC-3′) [36]. Three independent rounds
of amplification of DNA and cDNA via PCR were performed using Phusion polymerase and the
primer pair S-D-Bact-0341-b-S-17 (5′-CCT ACG GGN GGC WGC AG-3′) and S-D-Bact-0785-a-A-21
(5′-GAC TAC HVG GGT ATC TAA TCC-3′) [36] with Illumina NexTera adapters. The independently
generated 16S rRNA amplicon libraries were pooled, barcoded with the NexTera XT-Index Kit (Illumina,
San Diego, CA, USA) and Kapa HIFI Hot Start polymerase (Kapa Biosystems, Wilmington, MA, USA)
and sequenced at the Goettingen Genomics Laboratory on an Illumina MiSeq System using the MiSeq
Reagent kit v3 (paired end 2 × 300 bp; Illumina).

2.5. Analysis of the Illumina Data Sets

The resulting data sets of 16S rRNA genes and transcripts were processed according to
Granzow et al. [37] as described previously [31]. After quality filtering and merging paired-end reads
using Trimmomatic version 0.32 [38] and USEARCH version 8.0.1623 [39], respectively, the remaining
sequences were combined and clustered in operational taxonomic units (OTUs) at 3% genetic divergence
using the UPARSE algorithm. After removal of singletons, remaining chimeric sequences were removed
using the Uchime algorithm in reference mode [40]. OTU sequences were then taxonomically classified
using QIIME [41] by BLAST alignment against the SILVA database (SILVA SSURef 128 NR) and
the QIIME release of the UNITE database (version 7.1), respectively. All non-bacterial OTUs were
removed. Finally, processed sequences were mapped on OTU sequences to calculate the distribution
and abundance of each OTU in every sample. Barplots of the relative abundances of bacterial taxa were
generated using R (version 3.6.2) [42] and the package “phyloseq” [43]. Phyla that exhibited relative
abundances below 1% for the whole experimental period were summarized to the group “Others”.
Species richness, Shannon diversity and Pielou’s evenness were calculated with the vegan package [44]
in R, based on rarefied data of the OTU table (11,000 reads per sample, 30 bootstraps). Sequence data
were deposited in the sequence read archive of the National Center for Biotechnology Institute under
the accession numbers SRR11696610-SRR11696645 (BioProject PRJNA630567).
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2.6. Quantification of Amino Acids, Carbohydrates and Dissolved Organic Carbon

Changes in the concentrations of the ten most polar dissolved free amino acids (DFAA) and total
dissolved hydrolyzed amino acids (THDAA) were determined via reversed-phase high-performance
liquid chromatography after ortho-phthaldialdehyde precolumn derivatization [45] using an external
standard [46]. Samples were run on an Agilent Technologies 1200 system using Zorbax Eclipse
columns (guard column: XDB-C18, 4.6 × 12.5 mm, analytical column: XDB-C18, 4.6 × 150 mm; Agilent
Technologies, Santa Clara, CA, USA). Dissolved combined amino acids (DCAA) were calculated by
subtracting DFAA from THDAA concentrations. Detection limit of the method was 2 nM and 5 nM for
DFAA and THDAA, respectively.

Concentrations of dissolved free neutral monosaccharides (DFCHO) and dissolved combined
monosaccharides (DCCHO) were determined via high-performance anion exchange chromatography
with pulsed amperometric detection [47]. Samples were analyzed after desalting on a Dionex ICS-5000+

instrument using a CarboPac PA10 column (Thermo Fisher Scientific) and 18 mM NaOH as eluent.
Detection limit of this method was 10 nM.

DOC concentrations were quantified by high temperature catalytic oxidation using a Shimadzu
TOC-VCPH total organic carbon analyzer (Kyoto, Japan) equipped with an ASI-V autosampler and
a TNM-1 module. Analytical precision and trueness was checked by analyzing deep-sea reference
material (DA Hansell, University of Miami, USA) and was <5%.

2.7. Molecular Characterization of Dissolved Organic Matter

Prior to non-targeted FT-ICR-MS analysis, DOM was concentrated from 30 mL of filtered and
acidified pore water [48] using solid-phase extraction on 100 mg Bond Elut PPL cartridges with a
styrene divinyl benzene polymer (Agilent Technologies). Solid-phase extractable DOM was eluted
with 1 mL of methanol (HPLC-grade) and stored at –20 ◦C until mass spectrometric analysis. Extraction
efficiencies could not be determined due to the small extract volume and low DOC concentrations.

The DOM extracts were mixed with ultrapure water and methanol (ULC/MS grade, Biosolve,
Valkenswaard, The Netherlands), aiming for a similar total signal intensity for the analysis on a 15
Tesla solariX FT-ICR-MS (Bruker Daltonik, Bremen, Germany). Instrument settings and the calibration
procedure are described in Seidel et al. [49] with slight modifications as depicted below. The samples
were ionized by electrospray ionization in negative mode with a capillary voltage set at 4.5 kV, ions
were accumulated in a hexapole for 0.1 s, and 200 scans were recorded for each mass spectrum in
broadband mode using 8 megaword data sets in a mass window of 92.1 to 2000 Da. All samples were
analyzed in triplicates and random order. To test instrument’s stability and reproducibility, reference
DOM material of North Equatorial Pacific Intermediate Water (NEqPIW) was run at the beginning,
in the middle and at the end of each measurement day. The mass error of the calibration was <0.07 ppm
for all samples. Molecular formulas were assigned to detected masses with a minimum signal-to-noise
ratio of 4 by using in-house MatLab routines, following the criteria published in Seidel et al. [49] and
Rossel et al. [50]. The identified molecular formulas were categorized in compound groups, based on
their elemental composition and elemental ratios of H/C and O/C. Therefore, the modified aromaticity
index (AImod) and double bond equivalents (DBE) were calculated [51]. Aromatics were indicated
by an AImod > 0.5, highly unsaturated compounds by an AImod ≤ 0.5 and H/C < 1.5, unsaturated
compounds by H/C ≥ 1.5 and DBE , 0, saturated compounds by DBE = 0 and potential proteins by
H/C ≥ 1.5, DBE , 0 and N > 0. Several different isomers may exist for each molecular formula [52];
therefore, group assignments are not unambiguous.

To remove analytical noise, potential contaminations and rare, not reproducible peaks from
the data set, only mass peaks that were detected at least 3 times were included in further data
analysis [53]. In addition, the minimum detection limit was increased by 5% to account for slight
differences in detection limit of individual spectra. This procedure may exclude compounds with
low signal intensities that fall below the threshold, but most importantly excludes potential outliers.
Additionally, peaks were removed, when signal-to-noise ratios of peaks detected in blanks exceeded
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respective signal-to-noise ratios in samples more than 20 times, or were present in at least 7 of the 10
analyzed blank samples. Double assigned molecular formulas were removed by deleting formulas
with following combinations of heteroatoms in the indicated order: NSP, N2S, N3S, N4S, N2P, N3P,
N4P, NS2, and S2P. Remaining double assignments were deleted from the data set. Six samples of the
analytical replicates were considered as obvious outliers and manually removed from the data set.
Finally, the signal intensity of each mass peak with assigned molecular formula was normalized with
the sum intensity of all peaks remaining in the sample after quality control.

2.8. Statistical Analyses of DOM Data Set

All statistical analyses were performed on normalized data in R (version 3.6.2). The package
ggplot2 (version 3.2.1) [54] was used for graphics. Normalized DOM data were Hellinger-transformed
for subsequent principal coordinate analysis (PCoA) [55]. PCoA was performed on Bray–Curtis
dissimilarity matrices [56], calculated using the package stats (version 3.6.2). Selected environmental
vectors were fitted to the PCoA scores using the “envfit” function of the vegan package (version
2.5-6) [44] to assess the contribution of the individual parameters to the variability among the DOM
samples. The environmental data included all parameters analyzed during the experiment as well
as DOM compound groups described above. Spearman rank correlations were calculated between
single molecular formula relative intensities and environmental parameters (9999 permutations).
Only selected correlations with p < 0.001 were included in the analysis. Furthermore, van Krevelen
diagrams were used to visually characterize the nature and on-going transformations of vDOM during
the incubation period [57]. Therefore, only peaks that were present in all replicates were considered
and means of relative intensities of the replicates were calculated.

3. Results

3.1. The Virus-to-Cell Ratio Indicates Prophage Induction at 20 cmbsf

Prophage-induction experiments with mitomycin C were performed on deep-sea sediment
slurries from 0 and 20 cmbsf to assess the impact of viruses on the composition of benthic prokaryotic
communities and the dissolved organic matter pool. For all quantifications of prokaryotic and virus
abundances, more pronounced differences between the mitomycin C treated slurry and the non-treated
control were observed in the incubations from 20 cmbsf. In general, total cell counts (TCCs) of
the surface incubations were higher than those of the 20 cmbsf slurries, exhibiting 1–3 × 109 and
3–6 × 108 cells mL−1, respectively (Figure 1A). At both depths, cell numbers in the treatments were
slightly lower than in the corresponding controls, most visibly at the end of the experiment. Following
the TCCs, virus-like particles (VLPs) were also higher in the surface slurries compared to the 20 cmbsf
incubations (Figure 1B), exceeding TCCs by one and two orders of magnitude in the surface and
20 cmbsf samples, respectively. A slight increase in VLPs was observed for the treatment compared
to the controls between day 6 and day 14. Overall, the number of VLPs remained on a similar
level for all incubations during the course of the experiment (5–8 × 1010 and 2–3 × 1010 VLPs mL−1).
The increase of VLPs was again more pronounced in the 20 cmbsf treatment compared to the control.
The virus-to-microbial-cell-ratio (VCR) was generally lower in the surface slurries than in the 20 cmbsf
incubations (Figure 1C). A strong increase of the VCR in the treatment from 20 cmbsf was observed
between day 3 and day 14. Here, the VCR more than doubled from 34 to 77, which indicates a successful
prophage induction in the 20 cmbsf treatment.
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Figure 1. Changes in (A) prokaryotic and (B) virus abundances as well as (C) virus-to-cell ratio
dynamics over the course of the experiment in the 0 cmbsf (left column) and 20 cmbsf incubations
(right column). The mitomycin C treated incubations are displayed by the solid line and squares, the
non-treated controls by the dashed line and circles.

3.2. Prophage Induction Affects the DOM Pool

To obtain a first estimate how the organic carbon pool was affected by the mitomycin C treatment,
dissolved organic carbon (DOC), amino acid and carbohydrate concentrations were measured over the
course of the experiment. The initial concentrations of these compounds in the 20 cmbsf incubations
exceeded those of the surface, only initial concentrations of dissolved free amino acids (DFAA) were
slightly higher in the surface slurries (Figure 2). In general, concentrations in the treatments were
higher than in the corresponding controls. In the surface slurries, concentrations remained constantly
low throughout the experiment for both, treatment and control. Contrarily, concentrations of DOC
and the more complex compounds dissolved combined monosaccharides (DCCHO) and dissolved
combined amino acids (DCAA) (Figure 2A–C) increased by 20–56% in the 20 cmbsf slurries, which was
more pronounced in the treatments. Interestingly, dissolved free monosaccharides (DFCHO) and
DFAA (Figure 2D,E) showed increasing concentrations in the treatment, only.

Overall, the processing of the DOM data set resulted in a reduction from 837,316 detected peaks
with 97,627 assigned molecular formulas to 33,373 individual mass peaks, among them 20,112 peaks
with identified molecular formulas. In order to assess changes in the molecular composition of DOM
during the incubations, PCoA was performed on all samples (Figure 3A). The separation of samples
along the first axis, explaining 45% of the variance, indicated a change of the DOM composition over
the incubation time. In general, analytical triplicates of each sample were located in close proximity
(grey background in Figure 3), indicating good reproducibility of the FT-ICR-MS measurements.
The second axis (principal component 2, PC 2) separated the samples of the different sediment depths
in two distinct groups, indicating characteristic DOM compositions in both sediment layers. Restricting
the PCoA to samples from the individual depths exhibited a more detailed view on changing DOM
compositions over the course of the experiment (Figure 3B,C). For the surface incubations, the shift
in the DOM composition for the treatment was reflected on the first axis (PC 1 = 55% variance),
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while changes in the control incubation emerged on the second axis, only. Typical biomolecules
(e.g., unsaturated compounds) continuously decreased in relative abundance from 45% to 20% and
29% to 15% in treatment and control, respectively. Accordingly, compounds rather difficult to degrade
increased in relative abundance (e.g., highly unsaturated compounds) from 37% to 52% and from 49%
to 52% in treatment and control, respectively, indicating an on-going microbial transformation of DOM
during the incubation (Supplementary Table S2).Viruses 2020, 12, x FOR PEER REVIEW  8 of 22 
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Figure 2. Dynamics of selected organic carbon compounds: (A) DOC, (B) dissolved combined
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free amino acid concentrations. Lleft column 0 cmbsf and right column 20 cmbsf slurries. The mitomycin
C treated incubations are displayed by the solid line and squares, the non-treated controls by the dashed
line and circles.
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Figure 3. Principal coordinate analysis based on Bray-Curtis dissimilarities of relative peak intensities.
Calculated for (A) the samples of both depths, (B) samples from the 0 cmbsf and (C) 20 cmbsf incubations,
color-coded by the main sampling time points (day 0, 6, 14, and 55). The explained variance for the
data set is given for the first two major axes of variation. Associated analytical replicates are marked by
the gray background. Mitomycin C treated samples are displayed by squares and non-treated controls
by circles. Molecular DOM parameters (black arrows) are fitted to the ordination.
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Similar to the DOM samples from the surface, those from 20 cmbsf revealed the strongest
separation along the PC 1 axis (52% variance) between day 0 and day 6 (Figure 3C). Accordingly, typical
biomolecules decreased (e.g., unsaturated compounds from 34–37% to 19–23%), while more refractory
compounds increased in relative abundance (e.g., aromatic compounds from 11–14% to 19–21%).
In comparison to the surface incubations, all samples were more similar to each other, indicating a less
intense DOM transformation. The most pronounced change in the DOM composition occurred at day
6 of the treatment. At this time point, a variety of typical biomolecules increased, coinciding with the
prophage induction event (Figure 1).

3.3. Virus-Induction in the 20 cmbsf Slurries Released Transient and Persistent DOM Components

The microbial transformation of the freshly produced organic material that was released at day
6 in the treatment of the 20 cmbsf incubation is visualized in van Krevelen diagrams (Figure 4).
Symbols representing elemental ratios of O/C and H/C for each molecular formula are color-coded
by their respective N and P content. Depending on the position in the van Krevelen diagrams,
the molecular formulas can roughly be classified according to major biomolecular components (58).
As millions of constitutional isomers can share the same molecular formula, the position in the van
Krevelen diagram suggests potential structural features of the DOM composition only and classification
is not exclusive (Figure 4 Legend).
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Figure 4. Distribution of the detected DOM molecular formulas over the course of the experiment
(day 0 until day 55) of the mitomycin C treated slurry of the 20 cmbsf incubation according to the H/C
and O/C ratios (van Krevelen diagram). Each dot represents at least one molecular formula, color-coded
according to the N- and P-content and locations of typical molecular compound classes [57] are
indicated (see legend). (A) Background DOM compounds, identified at day 0, (B) freshly released DOM
compounds after virus-mediated cell lysis on day 6 (vDOM) and (C) remaining vDOM compounds
at the end of the experiment are displayed. In B and C, background DOM compounds that were not
associated with the virus-induced cell lysis are presented in grey.
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At day 0, 4084 individual molecular formulas were detected in the treatment, among others
56% N-, 10% S- and 1.5% P-containing compounds (Figure 4A). At day 6, 1230 new molecular
formulas (accounting for 16% of the total) were identified in the treatment that were not present in the
corresponding control nor at the beginning of the experiment in both, treatment and control (Figure 4B).
Considering that the same abiotic processes (e.g., sorption and desorption on the sediment matrix) took
place in both setups, the results suggest that these compounds originated from released cell material
following viral lysis (vDOM). It was found that 63% of the compounds contained the heteroatoms N,
28% S and 20% P. These compounds spread out over the whole van Krevelen diagram, indicating the
release of a wide array of molecular groups with different biological availabilities.

The inventory of vDOM compounds changed over the course of the experiment. We found that 58%
of the identified molecular formulas were no longer detectable after 55 days of incubation (Figure 4C).
Preferentially potential biomolecules, e.g., unsaturated compounds, were removed, suggesting that the
labile DOM fraction was turned over by bacteria. Particularly, P-containing molecules dropped to 2%
of relative abundances of the total molecular formulas. According to the position in the van Krevelen
diagrams, the H/C and O/C ratios of consumed compounds fall in the range typical for peptides, amino
sugars and carbohydrates (Figure 4 Legend). The remaining material clusters in the area of H/C and
O/C ratios matching condensed and unsaturated hydrocarbons, which are less susceptible to microbial
degradation and potentially contribute to the pool of refractory DOM.

3.4. Prophage Induction Shaped the Bacterial Community Composition

Illumina sequencing was used to determine the development of the microbial community
compositions for treatment and control of both investigated depths over the course of the experiment.
While sequencing of 16S rRNA genes assessed the present community members, the potentially
active community was analyzed by targeting 16S rRNA transcripts. Sequencing resulted in a total of
~790,000 reads with ~17,000 to 30,000 reads for DNA (average: ~24,000 reads) and ~11,000 to 40,000 for
RNA samples with an average of ~20,000 reads. The sequences were affiliated to ~39,000 different
OTUs on a 97% sequence identity level. On average, the individual DNA samples contained ~2700
and the RNA samples ~1800 OTUs. As an exception, less than 300 OTUs were generated for three
RNA samples from ~11,000 to ~16,000 reads, respectively.

In general, the present (DNA-based) and potentially active (RNA-based) communities show similar
patterns in their composition on class level (Figure 5). Proteobacteria was the most predominant phylum
in all slurries with abundances ranging between 18 and 59% in the present as well as 39 and 86% in the
potentially active communities, with main contributions of Gammaproteobacteria, Deltaproteobacteria
and Alphaproteobacteria. However, both depths exhibited characteristic community structures,
indicating distinct indigenous communities. While Planctomycetes were the second most abundant
(13–23%) and potentially active group (up to 21%) in the surface slurries, Chloroflexi made up a large
part of the communities in the 20 cmbsf slurries (3–18%). Relative abundances of Deltaproteobacteria
in the 20 cmbsf incubations ranged between 10 and 40%.

In the surface incubations, no major changes in the composition of the present community were
observed in both, the control and treatment over the course of the experiment (Figure 5A). For the
potentially active community, Gammaproteobacteria slightly increased in the control incubation,
most pronounced at day 55. However, this sample contained only 296 OTUs, presumably leading to an
overestimation of dominant OTUs. The other two samples with a low number of OTUs also showed
a divergent pattern in comparison to all other samples from the surface incubations. Generally, the
diversity in terms of OTU numbers of the surface incubations continuously decreased over the course
of the experiment as reflected in the declining evenness over time (Table 1).
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Figure 5. Relative abundances of individual taxa on class level after mitomycin C treatment compared
to the non-treated controls (A) in the surface slurries and (B) 20 cmbsf slurries. DNA-based community
structures are displayed on the left, RNA-based community structures on the right, both over the course
of the experiment. Taxa with an average abundance <1% throughout the experiment were summed up
to “Others”. Samples with identified OTUs <300 are marked with an asterisk (*).

In the 20 cmbsf incubations, the increase of Gammaproteobacteria within the controls was even
more pronounced (Figure 5B). It was not only visible in the potentially active (increase from 10% to
49%), but also in the present community (from 9% to 29%). This shift was accompanied by a strong
increase of Firmicutes and Flavobacteria from day 14 on. Associated with the general community
shift in the controls, phyla with less than 1% of relative abundance (“Others”) strongly decreased.
The increasing predominance of individual groups is mirrored in a drastic decrease of diversity and
evenness (Table 1). On DNA level for example, diversity dropped from ~2700 to ~1500 OTUs and
evenness from 0.86 to 0.59.

In contrast, the overall community compositions of the treatment from 20 cmbsf only changed
marginally over time. The rather stable community composition in the treatment was also reflected in
the constant diversity and evenness values on the DNA level with OTU numbers between ~2500 and
~2700 and evenness between 0.84 and 0.89. The OTU numbers of the potentially active community
members were halved between day 6 and 14, but the evenness declined from 0.84 to 0.75, only,
suggesting that prophage induction resulted in a more diverse and stable community composition
compared to the control.
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Table 1. Changes in the diversity indices for the bacterial communities of the 0 and 20 cmbsf slurry
incubations, calculated from the libraries of 16S rRNA genes (DNA) and transcripts (RNA) over the
experimental period.

Incubation Day No. of OTUs Shannon Diversity Index Pielou’s Evenness

0 cmbsf

DNA

Control

0 3019 ± 27 6.9 ± 2.6 0.93 ± 0.13
6 2956 ± 29 6.8 ± 2.6 0.91 ± 0.12

14 2817 ± 24 6.7 ± 2.4 0.90 ± 0.12
55 2691 ± 28 6.8 ± 2.6 0.89 ± 0.12

Treatment

0 2962 ± 25 7.0 ± 2.6 0.93 ± 0.12
6 3153 ± 22 7.0 ± 2.4 0.94 ± 0.12

14 2928 ± 23 6.8 ± 2.5 0.92 ± 0.13
55 2642 ± 29 6.3 ± 2.2 0.86 ± 0.12

RNA

Control

0 3503 ± 19 7.1 ± 2.1 0.95 ± 0.13
6 3426 ± 19 7.0 ± 2.3 0.94 ± 0.13

14 2947 ± 21 6.4 ± 2.1 0.86 ± 0.11
55 296 ± 0 * 4.4 ± 0 0.59 ± 0.08

Treatment

0 123 ± 2 * 3.9 ± 0 0.54 ± 0.09
6 3615 ± 17 7.0 ± 2.2 0.94 ± 0.13

14 3020 ± 22 6.7 ± 2.2 0.91 ± 0.13
55 247 ± 1 * 4.7 ± 0 0.62 ± 0.08

20 cmbsf

DNA

Control

0 2702 ± 25 6.4 ± 1.9 0.86 ± 0.12
6 2455 ± 25 6.0 ± 1.8 0.81 ± 0.12

14 2131 ± 26 5.5 ± 1.3 0.73 ± 0.10
55 1500 ± 20 4.4 ± 0.8 0.59 ± 0.08

Treatment

0 2747 ± 22 6.4 ± 2.3 0.87 ± 0.12
6 2605 ± 22 6.6 ± 2.2 0.89 ± 0.11

14 2629 ± 25 6.7 ± 2.4 0.89 ± 0.12
55 2465 ± 18 6.3 ± 2.0 0.84 ± 0.11

RNA

Control

0 2261 ± 22 6.4 ± 2.2 0.84 ± 0.09
6 1986 ± 19 5.7 ± 1.5 0.76 ± 0.1

14 1490 ± 18 4.7 ± 0.8 0.63 ± 0.09
55 792 ± 12 3.7 ± 0 0.50 ± 0.07

Treatment

0 1943 ± 17 6.2 ± 2 0.83 ± 0.11
6 1940 ± 22 6.2 ± 2.1 0.84 ± 0.12

14 973 ± 9 5.6 ± 1 0.75 ± 0.09
55 833 ± 5 5.4 ± 0.7 0.75 ± 0.11

No. = number. Samples with identified OTUs < 300 are marked with an asterisk (*).

4. Discussion

4.1. The Productivity of the Bering Sea Supports High Numbers of Benthic Bacteria and Viruses

The high primary production in the surface ocean of the Bering Sea [26] (Supplementary Table S1)
fuels the deep-sea ecosystem through particle export from the photic zone, supporting benthic
prokaryotes [58]. This is mirrored in the relatively high TCCs and VLP numbers compared to typical
deep-sea sediments [4]. While the TCCs are rather similar to those of very productive coastal sites [59],
virus numbers were in the same range as previously reported for deep-sea surface sediments with
elevated organic carbon concentrations [60]. The drop in prokaryotic and virus abundances from the
surface to 20 cmbsf is accompanied by a decrease in the amount and quality of DOM. At this depth,
increased ammonium indicates intensively processed organic material (Supplementary Table S1),
consistent with higher percentages of more degraded DOM compounds that were already present at
the start of the experiment.
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4.2. Methodological Considerations

4.2.1. Experimental Setup

Due to the described limitations in recovering a sufficient amount of sediments, the incubations
could not be set up in replicates. This was mainly due to restrictions in ship time, difficulties in
the accessibility of deep-sea sediments and the high demand of sediment volume for the analysis
of each parameter. Thus, we decided to use a total of 800 mL of slurry, as for every main sampling
day, 165 mL had to be taken. An initially smaller volume would have changed the system’s stability
within the incubation bottles over the course of the experiment. Therefore, the results cannot be
statistically verified, but as the data set is consistent in itself, we are confident about the interpretation
of general trends.

4.2.2. Potential Effects of the Mitomycin C Treatment

In addition to prophage induction, the treatment with mitomycin C can have various potential
effects on prokaryotic communities and thus the cycling of DOM, which might partially explain some of
the observed phenomena in the experiment. While mitomycin C was used as an effective inducing agent
in many studies on lysogeny [61], it only has the potential to induce a limited fraction of prophages.
Depending on the study, the percentage of prokaryotes containing mitomycin C inducible prophages
was found to range between undetectable to >80%, with several studies reaching an induction rate of
~40% [11]. Therefore, the absolute number of temperate viruses is most likely underestimated when
using mitomycin C. Despite this limitation, we assume that the response of prophages to mitomycin
C is similar within highly diverse prokaryotic communities. In the current study, the investigated
sediment layers contained cell numbers in the range of ~108 and ~109 cells per mL slurry, comprising
~2700 and ~3000 OTUs. Thus, we assume that, a comparable fraction of bacteria was susceptible to
mitomycin C induction in both depths.

As mitomycin C inhibits DNA replication and generally can be toxic to microorganisms [62],
one might argue that the observed stabilization of the bacterial community composition was due
to the treatment with the antibiotic itself. However, as stated above, mitomycin C does not affect
all community members of an environmental sample, harboring thousands of different species [61].
Since the TCCs and the number of abundant and potentially active phylotypes in the 20 cmbsf treatment
did not drastically collapse compared to the corresponding control, it is unlikely that the antibiotic
killed or inhibited a substantial part of the bulk bacterial community. Additionally, we obtained
sufficient amounts of intact rRNA for next generation sequencing that were otherwise considerably
degraded until day 55 [63], suggesting the presence of metabolically active and diverse bacteria until
the end of the experiment.

A potential inhibitory effect of mitomycin C on the prokaryotic metabolism could have influenced
the use of labile organic substrate, and thus explain the observed discrepancy between control and
treatment (Figure 2). However, an inhibition by mitomycin C would also affect the treated surface
community in a similar way, which was not observed in the analyses of amino acid and carbohydrate
concentrations. The rapid removal of P-containing compounds in the 20 cmbsf incubations over
time (Figure 4C) could have been caused by a specific requirement for the synthesis of nucleic acids.
The treatment with mitomycin C might lead to a cellular SOS response, as the antibiotic causes
interstrand DNA cross-links [64]. Such a cell response could result in the up-regulation of genes
involved in cell repair and maintenance, and increased requirement of phosphorous [8,64]. However,
other induction treatments (e.g., UV irradiation and starvation) were not suitable for the described
experimental setup (e.g., turbidity of the slurries and deep-sea communities adapted to low substrate
availability). Further, the removal of mitomycin C by washing steps would have dramatically disturbed
the DOM and bacterial community compositions.
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4.3. The Accumulation of Labile Organic Compounds Infers a Reduced Metabolic Potential of the Communities
from 20 cmbsf

In the surface slurries, the constantly low carbohydrate and amino acid concentrations throughout
the incubation indicate a metabolically versatile bacterial community, which efficiently consumes
the available substrates. The increasing DOC, DCAA and DCCHO concentrations in the 20 cmbsf
incubations (Figure 2) might be explained by the generally lower cell numbers (Figure 1A) and the
drop in diversity (Table 1), associated with a diminished metabolic activity, resulting in less efficient
utilization of available substrates [65]. A rather inactive community would also explain the initially
higher concentrations of labile organic carbon compounds and comparably smaller changes in the
DOM composition in the 20 cmbsf incubations over time (Figure 3C). The constantly rising DOC
concentrations (Figure 2A) reflect an accumulation of refractory compounds during the incubation [66].
The increase of labile organic components (Figure 2B–E) might point towards a release of organic
material from the sediment matrix due to the slurry process [67], as observed before [68]. Amino acid
and carbohydrates contributed only marginally to the DOC pool, indicating that the bulk of the released
organic carbon compounds remained uncharacterized (Supplementary Table S3).

The observed discrepancy in organic carbon compound concentrations between the control
and treatment of the 20 cmbsf incubations could be a result of different community compositions
in the treatment and control. The control showed a community shift to more copiotrophic
Gammaproteobacteria and Flavobacteria, which are known to be better adapted to high substrate
concentrations [69]. This might partially explain the better exploitation of organic compounds in the
controls compared to the treatment.

4.4. Viral Lysis and Subsequent Microbial Processes Were Imprinted in the DOM Composition

The main changes of the DOM molecular composition were observed along the time axis of the
experiments (Figure 3). The decomposition of bulk organic compounds and molecules that were
probably liberated by slurrying led to a gradual removal of bio-available components, accompanied
by a relative accumulation of more refractory compounds [66,70]. Despite the clear alteration of
the DOM composition by the slurry process, DOM analysis revealed that prophage induction had
modified the chemical composition and character of the benthic DOM pool, which is in line with
previous studies [12,20,71]. During virus-mediated cell lysis, the chemical complexity of DOM
increased and resulted in the generation of compounds that were compositionally distinct from the
bulk DOM. However, our definition of freshly produced material is rather conservative, most likely
underestimating the overall amount of vDOM compounds. On the one hand, virus-induced cell lysis
may also have occurred naturally in the controls or in the beginning of the experiment, e.g., during
core recovery or setting up the slurries [10], leading to the exclusion of overlapping formulas from
the vDOM. On the other hand, only a certain fraction of these lysis products can be observed in the
analytical window of the applied methods [72–74].

In general, the virus lysate was characterized by an increased fraction of heteroatom-containing
formulas and unsaturated compounds compared to the initial and bulk DOM composition of the
treatment and the corresponding control (Supplementary Table S2) [57]. Increased average molecular
masses and numbers of carbon atoms [75] as well as the oxidation and saturation state [76] indicated
diagenetically younger, freshly produced material. The chemical characteristics of the vDOM identified
in our study are comparable to viral lysis products of a previous analyzed Synechococcus strain,
as identified by similar positioning of compounds in the van Krevelen plots [71]. While every vDOM
signature is most likely defined by the specific cellular composition of the analyzed microorganisms
(e.g., phycobilisome components of the Synechococcus lysate [71]), our results point towards a rather
uniform molecular nature of bulk DOM signatures of released cell material [71] and virus particles [77].

Roughly 60% of the released compounds were selectively removed until the end of the experiment,
most of which can be assigned to biomolecules (Figure 4C). This is in accordance with other studies,
showing that labile lysis products and virus particles were quickly metabolized, providing organic
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compounds and key elements to heterotrophic microorganisms [5,19,78]. In contrast to previous
observations, N-containing compounds rather increased during the experiment [12]. The degradation
of these molecules might have been masked by a constant input of amino acids and peptides due to
leaching from the slurries.

The strong enrichment of phosphorous-containing compounds following prophage induction
indicated the release of cell components, e.g., nucleotides or phosphorylated intermediates [79],
and virus particles, which are enriched in P compared to prokaryotic cell debris [77]. The rapid removal
of P-containing molecules was also observed in previous studies [5,77,78]. Furthermore, the assembly
of new virus particles implies a high P-demand, usually derived from the host’s nucleotides [80] or
from extracellular resources [81], which is particularly necessary in P-limited ecosystems. There is
evidence for high turnover rates of P-species with increasing water depths close to our sampling
station [82].

At the end of the experiment, the treatment was still enriched in potential biomolecules, probably
of a more persistent nature that could eventually contribute to the global inventory of refractory DOM
(Figure 4C). The relative intensities of these remnant molecular formulas increased over time, suggesting
preferential accumulation or microbial production of more resistant molecules [66]. Considering the
slow metabolism of deep-sea microorganisms [65], the incubation period of 55 days was probably
too short for the complete degradation of more complex compounds. Overall, our findings highlight
the importance of viral lysis for the rapid regeneration of nutrients and the provision of bioavailable
DOM to microorganisms inhabiting an environment where most DOM is refractory and bio-available
compounds are scarce.

4.5. Prophage Induction Indicates a Predominance of Temperate Viruses in 20 cmbsf

Initially, we expected prophage induction in the treatments of both investigated depths.
Prophage induction was defined by a considerable increase of the VCR in the treatment compared
to the control to exclude non-related effects, e.g., the death of prokaryotic cells due to the antibiotic.
Surprisingly, the treatment of 0 cmbsf showed no increase in VCRs, while increasing VCRs in the
20 cmbsf treatment are a result of a weak decline of TCCs combined with a simultaneous rise of VLP
numbers. The discrepancy of the VCRs at the surface and the 20 cmbsf samples can be interpreted
as a prevalence of the lytic lifestyle at the surface of deep-sea sediments, supporting the findings by
Danovaro et al. [4]. The comparably late induction in our study can be related to the overall low turnover
rate of the deep-sea microbial community [65] and the low in-situ incubation temperature. While in
laboratory cultures, prophage induction usually occurs within a couple of hours after mitomycin C
treatment, Zhao et al. [12] also reported that an isolated cyanophage took five days to completely lyse
a Synecococcus culture. In our experiment, the observed drop of cell numbers from the surface to the
20 cmbsf incubations was probably caused by a decreasing availability of suitable substrates [1]. This is
reflected in the initially high concentration and further accumulation of organic material within the
20 cmbsf slurries (Figure 2). The change in activity of host cells and quality of DOM below the seafloor
could have led to a shift in the virus lifestyle towards lysogeny. This finding aligns with studies
linking the lytic cycle to high host’s densities and metabolic activities, while lysogeny is assumed to
be favored under harsher environmental conditions [11]. The prevalence of the lysogenic lifestyle
further extends in much deeper sediment layers [83,84], where increasing intercell distances decrease
the probability of a virus particle to encounter its next host. Thus, the shallow subsurface of Bering
Sea sediments at 20 cmbsf might represent an intermediate state for the switch from lytic to lysogenic
dominated communities.

4.6. Prophage Induction Stabilized Bacterial Community Composition According to the “Killing the
Winner” Model

The initial bacterial community structures of both depths were similar to those found in other
studies on deep-sea sediments [85]. In our incubations, the experimental manipulation had a strong
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influence on the community composition of the controls (Figure 5). The so-called “bottle effect” [86]
favored the growth of copiotrophic Gammaproteobacteria and Flavobacteria, while less abundant
phyla (<1%) decreased in relative abundances. In marine environments, both bacterial groups have for
example been found to rapidly respond to diatom blooms [87]. Considering the annual recurring algal
blooms in the Bering Sea and the olive-grey diatomaceous silt of the slurries [88], these groups could
have grown in the incubations, degrading the buried algal biomass within the slurries. Consistently,
the observed bottle effect was more pronounced in the 20 cmbsf control, where the amount of labile
organic matter was higher than in the surface incubations (Figure 2A). The copiotrophic groups were
likely better adapted to the substrate-rich conditions in the experimental setup and thus were able
to outcompete less specialized, slower growing microorganisms [87]. To a lesser extent, this can also
be seen in the control of the surface incubation. Unfortunately, only ~11,000 reads and ~300 OTUs
were detected in the RNA sample from day 55. Thus, rare taxa might have been discriminated and are
therefore underrepresented in the data set.

In contrast to our previous expectations, the treatment of 20 cmbsf showed a remarkably stable
community composition over the course of the experiment (Figure 5B). We relate this stabilization
to the prophage induction event; a scenario consistent with the “killing the winner” model [21,89].
This effect on the community structure is reflected in higher diversity, richness and evenness within
the treatment from 20 cmbsf (Table 1). For the treatment of the surface incubation, RNA samples from
day 0 and day 55 contained ~16,000 and ~12,000 reads, both resulting in OTU numbers below 300,
only. The lower quality of the sequencing data again interferes with a sound interpretation of the
community dynamics. The observed community stabilization of the treatment of 20 cmbsf somewhat
contradicts the outcome of an experiment in which a pelagic microbial community was amendment
with vDOM from a cyanobacterial culture [12]. There, the community composition changed, and
diversity increased in response to the addition of viral lysis products. This study is only in parts
comparable to our investigation as the lysis of selected community members is not taken into account
in the pelagic study. A similar stabilization in diversity, richness, and evenness as in this experiment
was observed in a study using a virus reduction approach [90]. There, abundances of copiotrophic
groups were controlled by viruses at elevated DOM concentrations. The authors concluded that the
degree of viral regulation on population dynamics depends, among other factors, on the concentration
of DOM. To draw more general conclusions on the effect of viruses on community compositions,
further experiments are needed with deep-sea sediments of different trophic backgrounds.

5. Conclusions

The indigenous bacterial populations and the DOM pool were influenced by viral induction,
depending on the depth of the sediment. While no prophage induction was observed in samples from
the seafloor, a higher proportion of viruses in 20 cmbsf was lysogenic compared to the sediment surface.
This shift to the lysogenic cycle at greater sediment depth is probably linked to decreasing abundances
of suitable hosts. The induction event resulted in a stabilization of bacterial diversity, equalizing the
typical bottle effect observed in the control. Thus, in deeper sediment layers, temperate viruses could
play a crucial role in regulating the system’s stability. Additionally, virus-mediated cell lysis provided
labile organic compounds that were effectively recycled by the resident bacterial community, leaving
behind more refractory DOM components that potentially accumulate in the sediments.

Supplementary Materials: The following are available online at http://www.mdpi.com/1999-4915/12/9/922/s1,
Table S1: Geochemical composition of bulk sediment and pore water from 0 and 20 cmbsf used for the slurry
incubations, Table S2: Comparison of all FT-ICR-MS spectra, including the virus-mediated cell material (vDOM)
and analytical standards (NEqPiW), Table S3: Contribution of total hydrolysable amino acids (THDAA) and total
hydrolysable dissolved monosaccharides (THCHO) to bulk dissolved organic carbon concentrations.

Author Contributions: M.E.H. wrote the manuscript together with B.E., designed the graphs and performed
the DOM analysis. D.A.T. conducted the experiment, measured all parameters, and performed initial analyses.
B.W. performed Illumina data set processing. J.N. was involved in planning the experiment and supervised the

http://www.mdpi.com/1999-4915/12/9/922/s1


Viruses 2020, 12, 922 18 of 22

DOM analyses. B.E. designed the experiment, conducted sediment sampling, and supervised all experimental
approaches. All authors have read and agreed to the published version of the manuscript.

Funding: This study was carried out in the framework of the PhD research-training group “The Ecology of
Molecules” (EcoMol), supported by the Lower Saxony Ministry for Science and Culture. Furthermore, this work
was supported by funds of Deutsche Forschungsgemeinschaft (DFG) within the Collaborative Research Center
Roseobacter (TRR 51). The German Federal Ministry of Education and Research (BMBF) generously provided the
main funding of the RV Sonne expedition SO248.

Acknowledgments: We are grateful to the crew and scientists of RV Sonne expedition SO248, especially Marion
Pohlner and Julius Degenhardt, for their support during sampling and data acquisition. Birgit Kürzel and Rolf
Weinert are acknowledged for their help with amino acid and carbohydrate analyses, Matthias Friebe and Ina Ulber
for analysis of DOC samples, Katrin Klaproth for support with FT-ICR-MS analysis, Bernhard Schnetger for advice
on biogeochemical data interpretation and Jana Schmidt and Frank Meyerjürgens for excellent technical assistance.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design of the
study; in the collection, analyses, or interpretation of data; in the writing of the manuscript, or in the decision to
publish the results.

References

1. Kallmeyer, J.; Pockalny, R.; Adhikari, R.R.; Smith, D.C.; D’Hondt, S. Global distribution of microbial
abundance and biomass in subseafloor sediment. Proc. Natl. Acad. Sci. USA 2012, 109, 16213–16216.
[CrossRef] [PubMed]

2. D’Hondt, S.; Pockalny, R.; Fulfer, V.M.; Spivack, A.J. Subseafloor life and its biogeochemical impacts.
Nat. Commun. 2019, 10, 3519. [CrossRef] [PubMed]

3. Orcutt, B.N.; Sylvan, J.B.; Knab, N.J.; Edwards, K.J. Microbial ecology of the dark ocean above, at, and below
the seafloor. Microbiol. Mol. Biol. Rev. 2011, 75, 361–422. [CrossRef] [PubMed]

4. Danovaro, R.; Dell’Anno, A.; Corinaldesi, C.; Magagnini, M.; Noble, R.; Tamburini, C.; Weinbauer, M.
Major viral impact on the functioning of benthic deep-sea ecosystems. Nature 2008, 454, 1084–1087.
[CrossRef] [PubMed]

5. Dell’Anno, A.; Corinaldesi, C.; Danovaro, R. Virus decomposition provides an important contribution to
benthic deep-sea ecosystem functioning. Proc. Natl. Acad. Sci. USA 2015, 112, E2014–E2019. [CrossRef]

6. Suttle, C.A. Viruses in the sea. Nature 2005, 437, 356–361. [CrossRef]
7. Wilhelm, S.W.; Suttle, C.A. Viruses and nutrient cycles in the sea. BioScience 1999, 40, 781–788. [CrossRef]
8. Ackermann, H.W.; DuBow, M.S. Viruses of Prokaryotes: General Properties of Bacteriophages; CRC Press Inc.:

Boca Raton, FL, USA, 1987; Volume 1, pp. 49–85.
9. Touchon, M.; Bernheim, A.; Rocha, E.P. Genetic and life-history traits associated with the distribution of

prophages in bacteria. ISME J. 2016, 10, 2744–2754. [CrossRef]
10. Nanda, A.M.; Thormann, K.; Frunzke, J. Impact of spontaneous prophage induction on the fitness of bacterial

populations and host-microbe interactions. J. Bacteriol. 2015, 197, 410–419. [CrossRef]
11. Paul, J.H. Prophages in marine bacteria: Dangerous molecular time bombs or the key to survival in the seas?

ISME J. 2008, 2, 579–589. [CrossRef]
12. Zhao, Z.; Gonsior, M.; Schmitt-Kopplin, P.; Zhan, Y.; Zhang, R.; Jiao, N.; Chen, F. Microbial transformation of

virus-induced dissolved organic matter from picocyanobacteria: Coupling of bacterial diversity and DOM
chemodiversity. ISME J. 2019, 13, 2551–2565. [CrossRef]

13. Zark, M.; Christoffers, J.; Dittmar, T. Molecular properties of deep-sea dissolved organic matter are predictable
by the central limit theorem: Evidence from tandem FT-ICR-MS. Mar. Chem. 2017, 191, 9–15. [CrossRef]

14. Hansell, D.A.; Carlson, C.A.; Repeta, D.J.; Schlitzer, R. Dissolved organic matter in the ocean. Oceanography
2009, 22, 202–211. [CrossRef]

15. Azam, F.; Malfatti, F. Microbial structuring of marine ecosystems. Nat. Rev. Microbiol. 2007, 5, 782–791.
[CrossRef] [PubMed]

16. Ogawa, H.; Tanoue, E. Dissolved organic matter in oceanic waters. J. Oceanogr. 2003, 59, 129–147. [CrossRef]
17. Dunne, J.P.; Sarmiento, J.L.; Gnanadesikan, A. A synthesis of global particle export from the surface ocean

and cycling through the ocean interior and on the seafloor. Glob. Biogeochem. Cycles 2007, 21, GB4006.
[CrossRef]

18. Jørgensen, B.B.; D’Hondt, S. A starving majority deep beneath the seafloor. Science 2006, 314, 932–934.
[CrossRef]

http://dx.doi.org/10.1073/pnas.1203849109
http://www.ncbi.nlm.nih.gov/pubmed/22927371
http://dx.doi.org/10.1038/s41467-019-11450-z
http://www.ncbi.nlm.nih.gov/pubmed/31388058
http://dx.doi.org/10.1128/MMBR.00039-10
http://www.ncbi.nlm.nih.gov/pubmed/21646433
http://dx.doi.org/10.1038/nature07268
http://www.ncbi.nlm.nih.gov/pubmed/18756250
http://dx.doi.org/10.1073/pnas.1422234112
http://dx.doi.org/10.1038/nature04160
http://dx.doi.org/10.2307/1313569
http://dx.doi.org/10.1038/ismej.2016.47
http://dx.doi.org/10.1128/JB.02230-14
http://dx.doi.org/10.1038/ismej.2008.35
http://dx.doi.org/10.1038/s41396-019-0449-1
http://dx.doi.org/10.1016/j.marchem.2017.02.005
http://dx.doi.org/10.5670/oceanog.2009.109
http://dx.doi.org/10.1038/nrmicro1747
http://www.ncbi.nlm.nih.gov/pubmed/17853906
http://dx.doi.org/10.1023/A:1025528919771
http://dx.doi.org/10.1029/2006GB002907
http://dx.doi.org/10.1126/science.1133796


Viruses 2020, 12, 922 19 of 22

19. Middelboe, M.; Jorgensen, N.O.G. Viral Lysis of Bacteria: An important source of dissolved amino acids and
cell wall compounds. J. Mar. Biol. Assoc. UK 2006, 86, 605–612. [CrossRef]

20. Sullivan, M.B.; Waterbury, J.B.; Chisholm, S.W. Cyanophages infecting the oceanic cyanobacterium
Prochlorococcus. Nature 2003, 424, 1047–1051. [CrossRef]

21. Thingstad, T.F.; Lignell, R. Theoretical models for the control of bacterial growth rate, abundance, diversity
and carbon demand. Aquat. Microb. Ecol. 1997, 13, 19–27. [CrossRef]

22. Winter, C.; Bouvier, T.; Weinbauer, M.G.; Thingstad, T.F. Trade-offs between competition and defense
specialists among unicellular planktonic organisms: The “killing the winner” hypothesis revisited. Microbiol.
Mol. Biol. Rev. 2010, 74, 42–57. [CrossRef] [PubMed]

23. Bouvier, T.; del Giorgio, P.A. Key role of selective viral-induced mortality in determining marine bacterial
community composition. Environ. Microbiol. 2007, 9, 287–297. [CrossRef] [PubMed]

24. Hewson, I.; Fuhrman, J.A. Viral impacts upon marine bacterioplankton assemblage composition. J. Mar. Biol.
Assoc. UK 2006, 86, 577–589. [CrossRef]

25. Chen, F.; Wang, K.; Stewart, J.; Belas, R. Induction of multiple prophages from a marine bacterium: A genomic
approach. Appl. Environ. Microbiol. 2006, 72, 4995–5001. [CrossRef] [PubMed]

26. Sambrotto, R.N.; Mordy, C.; Zeeman, S.I.; Stabeno, P.J.; Macklin, S.A. Physical forcing and nutrient conditions
associated with patterns of Chl a and phytoplankton productivity in the southeastern Bering Sea during
summer. Deep Sea Res. Part II Top. Stud. Oceanogr. 2008, 55, 1745–1760. [CrossRef]

27. Takahashi, K. The Bering and Okhotsk Sea: Modern and past paleooceanographic changes and gateway
impact. J. Asian Earth Sci. 1998, 16, 49–58. [CrossRef]

28. Wehrmann, L.M.; Risgaard-Petersen, N.; Schrum, H.N.; Walsh, E.A.; Huh, Y.; Ikehara, M.; Pierre, C.;
D’Hondt, S.; Ferdelman, T.G.; Ravelo, A.C.; et al. Coupled organic and inorganic carbon cycling in the deep
subseafloor sediment of the northeastern Bering Sea Slope (IODP Exp. 323). Chem. Geol. 2011, 284, 251–261.
[CrossRef]

29. Weinbauer, M.G.; Fuks, D.; Peduzzi, P. Distribution of viruses and dissolved DNA along a coastal trophic
gradient in the Northern Adriatic Sea. Appl. Environ. Microbiol. 1993, 59, 4074–4082. [CrossRef]

30. Hertkorn, N.; Frommberger, M.; Witt, M.; Koch, B.P.; Schmitt-Kopplin, P.; Perdue, E.M. Natural organic
matter and the event horizont of mass spectrometry. Anal. Chem. 2008, 80, 8908–8919. [CrossRef]

31. Pohlner, M.; Degenhardt, J.; von Hoyningen-Huene, A.J.E.; Wemheuer, B.; Erlmann, N.; Schnetger, B.;
Badewien, T.H.; Engelen, B. The biogeographical distribution of benthic roseobacter group members along
a Pacific transect is structured by mutrient availability within the sediments and primary production in
different oceanic provinces. Front. Microbiol. 2017, 8, 2550. [CrossRef]

32. Zech, H.; Thole, S.; Schreiber, K.; Kalhofer, D.; Voget, S.; Brinkhoff, T.; Simon, M.; Schomburg, D.; Rabus, R.
Growth phase-dependent global protein and metabolite profiles of Phaeobacter gallaeciensis strain DSM 17395,
a member of the marine Roseobacter-clade. Proteomics 2009, 9, 3677–3697. [CrossRef] [PubMed]

33. Lunau, M.; Lemke, A.; Walther, K.; Martens-Habbena, W.; Simon, M. An improved method for counting
bacteria from sediments and turbid environments by epifluorescence microscopy. Environ. Microbiol. 2005, 7,
961–968. [CrossRef] [PubMed]

34. Danovaro, R.; Middelboe, M. Manual of Aquatic Viral Ecology; Wilhelm, S.W., Weinbauer, M.G., Suttle, C.A.,
Eds.; American Society of Limnology and Oceanography: Waco, TX, USA, 2010; Chapter 8; pp. 74–81.

35. Suttle, C.A.; Fuhrman, J.A. Manual of Aquatic Viral Ecology; Wilhelm, S.W., Weinbauer, M.G., Suttle, C.A.,
Eds.; American Society of Limnology and Oceanography: Waco, TX, USA, 2010; Chapter 15; pp. 145–153.

36. Klindworth, A.; Pruesse, E.; Schweer, T.; Peplies, J.; Quast, C.; Horn, M.; Glöckner, F.O. Evaluation of general
16S ribosomal RNA gene PCR primers for classical and next-generation sequencing-based diversity studies.
Nucleic Acids Res. 2013, 41, e1. [CrossRef] [PubMed]

37. Granzow, S.; Kaiser, K.; Wemheuer, B.; Pfeiffer, B.; Daniel, R.; Vidal, S.; Wemheuer, F. The effects of cropping
regimes on fungal and bacterial communities of wheat and faba bean in a greenhouse pot experiment differ
between plant species and compartment. Front. Microbiol. 2017, 8, 902. [CrossRef]

38. Bolger, A.M.; Lohse, M.; Usadel, B. Trimmomatic: A flexible trimmer for Illumina sequence data. Bioinformatics
2014, 30, 2114–2120. [CrossRef]

39. Edgar, R.C. Search and clustering orders of magnitude faster than BLAST. Bioinformatics 2010, 26, 2460–2461.
[CrossRef]

http://dx.doi.org/10.1017/S0025315406013518
http://dx.doi.org/10.1038/nature01929
http://dx.doi.org/10.3354/ame013019
http://dx.doi.org/10.1128/MMBR.00034-09
http://www.ncbi.nlm.nih.gov/pubmed/20197498
http://dx.doi.org/10.1111/j.1462-2920.2006.01137.x
http://www.ncbi.nlm.nih.gov/pubmed/17222128
http://dx.doi.org/10.1017/S002531540601349X
http://dx.doi.org/10.1128/AEM.00056-06
http://www.ncbi.nlm.nih.gov/pubmed/16820498
http://dx.doi.org/10.1016/j.dsr2.2008.03.003
http://dx.doi.org/10.1016/S0743-9547(97)00048-2
http://dx.doi.org/10.1016/j.chemgeo.2011.03.002
http://dx.doi.org/10.1128/AEM.59.12.4074-4082.1993
http://dx.doi.org/10.1021/ac800464g
http://dx.doi.org/10.3389/fmicb.2017.02550
http://dx.doi.org/10.1002/pmic.200900120
http://www.ncbi.nlm.nih.gov/pubmed/19639587
http://dx.doi.org/10.1111/j.1462-2920.2005.00767.x
http://www.ncbi.nlm.nih.gov/pubmed/15946292
http://dx.doi.org/10.1093/nar/gks808
http://www.ncbi.nlm.nih.gov/pubmed/22933715
http://dx.doi.org/10.3389/fmicb.2017.00902
http://dx.doi.org/10.1093/bioinformatics/btu170
http://dx.doi.org/10.1093/bioinformatics/btq461


Viruses 2020, 12, 922 20 of 22

40. Cole, J.R.; Wang, Q.; Cardenas, E.; Fish, J.; Chai, B.; Farris, R.J. The Ribosomal Database Project: Improved
alignments and new tools for rRNA analysis. Nucleic Acids Res. 2009, 37, D141–D145. [CrossRef]

41. Caporaso, J.G.; Kuczynski, J.; Stombaugh, J.; Bittinger, K.; Bushman, F.D.; Costello, E.K.; Fierer, N.; Peña, A.G.;
Goodrich, J.K.; Gordon, J.I.; et al. QIIME allows analysis of high-throughput community sequencing data.
Nat. Methods 2010, 7, 335–336. [CrossRef]

42. R Core Team. R: A Language and Environment for Statistical Computing; R Foundation for Statistical Computing:
Vienna, Austria, 2017; Available online: http://www.R-project.org (accessed on 30 July 2020).

43. McMurdie, P.J.; Holmes, S. phyloseq: An R package for reproducible interactive analysis and graphics of
microbiome census data. PLoS ONE 2013, 8, e61217. [CrossRef]

44. Oksanen, J.; Blanchet, F.G.; Friendly, M.; Kindt, R.; Legendre, P.; McGlinn, D.; Minchin, P.R.; O’Hara, R.B.;
Simpson, G.L.; Solymos, P.; et al. Ordination Methods, Diversity Analysis and Other Functions for Community
and Vegetation Ecologists Version 2.4-3. 2017. Available online: https://cran.r-project.org/web/packages/
vegan (accessed on 5 March 2020).

45. Lindroth, P.; Mopper, K. High performance liquid chromatographic determination of subpicomole amounts
of amino acids by precolumn fluorescence derivatization with o-Phthaldialdehyde. Anal. Chem. 1979, 51,
1667–1674. [CrossRef]

46. Lunau, M.; Lemke, A.; Dellwig, O.; Simon, M. Physical and biogeochemical controls of microaggregate
dynamics in a tidally affected coastal ecosystem. Limnol. Oceanogr. 2006, 51, 847–859. [CrossRef]

47. Mopper, K.; Schultz, C.A.; Chevolot, L.; Germain, C.; Revuelta, R.; Dawson, R. Determination of sugars in
unconcentrated seawater and other natural waters by liquid chromatography and pulsed amperometric
detection. Environ. Sci. Technol. 1992, 26, 133–138. [CrossRef]

48. Dittmar, T.; Koch, B.P.; Hertkorn, N.; Kattner, G. A simple and efficient method for the solid-phase extraction
of dissolved organic matter (SPE-DOM) from seawater. Limnol. Oceanogr. Meth. 2008, 6, 230–235. [CrossRef]

49. Seidel, M.; Beck, M.; Riedel, T.; Waska, H.; Suryaputra, I.G.N.A.; Schnetger, B.; Niggemann, J.;
Simon, M.; Dittmar, T. Biogeochemistry of dissolved organic matter in an anoxic intertidal creek bank.
Geochim. Cosmochim. Acta 2014, 140, 418–434. [CrossRef]

50. Rossel, P.E.; Vähätalo, A.V.; Witt, M.; Dittmar, T. Molecular composition of dissolved organic matter from a
wetland plant (Juncus effusus) after photochemical and microbial decomposition (1.25 yr): Common features
with deep sea dissolved organic matter. Org. Geochem. 2013, 60, 62–71. [CrossRef]

51. Koch, B.P.; Dittmar, T. From mass to structure: An aromaticity index for high-resolution mass data of natural
organic matter. Rapid Commun. Mass. Spectrom. 2006, 20, 926–932. [CrossRef]

52. Hertkorn, M.; Benner, R.; Frommberger, M.; Schmitt-Kopplin, P.; Witt, M.; Kaiser, K.; Kettrup, A.;
Hedges, J.I. Characterization of a major refractory component of marine dissolved organic matter.
Geochim. Cosmochim. Acta 2006, 70, 2990–3010. [CrossRef]

53. Riedel, T.; Dittmar, T. A method detection limit for the analysis of natural organic matter via Fourier transform
ion cyclotron resonance mass spectrometry. Anal. Chem. 2014, 86, 8376–8382. [CrossRef]

54. Wickham, H. ggplot2: Elegant Graphics for Data Analysis; Springer: New York, NY, USA, 2016.
55. Legendre, P.; Gallagher, E.D. Ecologically meaningful transformations for ordination of species data. Oecologia

2001, 129, 271–280. [CrossRef]
56. Bray, J.R.; Curtis, J.T. An ordination of the upland forest communities of Southern Wisconsin. Ecol. Monogr.

1957, 27, 325–349. [CrossRef]
57. Kim, S.; Kramer, R.W.; Hatcher, P.G. Graphical method for analysis of ultrahigh-resolution broadband mass

spectra of natural organic matter, the van Krevelen diagram. Anal. Chem. 2003, 75, 5336–5344. [CrossRef]
[PubMed]

58. Smith, C.R.; Berelson, W.; Demaster, D.J.; Dobbs, F.C.; Hammond, D.; Hoover, D.J.; Pope, R.H.; Stephens, M.
Latitudinal variations in benthic processes in the abyssal Equatorial Pacific: Control by biogenic particle flux.
Deep Sea Res. Part II 1997, 44, 2295–2317. [CrossRef]

59. Parkes, R.J.; Cragg, B.A.; Wellsbury, P. Recent studies on bacterial populations and processes in subseafloor
sediments: A Review. Hydrogeol. J. 2000, 8, 11–28. [CrossRef]

60. Bird, D.F.; Juniper, S.K.; Ricciardi-Rigault, M.; Martineu, P.; Prairie, Y.T.; Calvert, S.E. Subsurface viruses and
bacteria in Holocene/Late Pleistocene sediments of Saanich Inlet, BC: ODP Holes 1033B and 1034B, Leg 169S.
Mar. Geol. 2001, 174, 227–239. [CrossRef]

http://dx.doi.org/10.1093/nar/gkn879
http://dx.doi.org/10.1038/nmeth.f.303
http://www.R-project.org
http://dx.doi.org/10.1371/journal.pone.0061217
https://cran.r-project.org/web/packages/vegan
https://cran.r-project.org/web/packages/vegan
http://dx.doi.org/10.1021/ac50047a019
http://dx.doi.org/10.4319/lo.2006.51.2.0847
http://dx.doi.org/10.1021/es00025a014
http://dx.doi.org/10.4319/lom.2008.6.230
http://dx.doi.org/10.1016/j.gca.2014.05.038
http://dx.doi.org/10.1016/j.orggeochem.2013.04.013
http://dx.doi.org/10.1002/rcm.2386
http://dx.doi.org/10.1016/j.gca.2006.03.021
http://dx.doi.org/10.1021/ac501946m
http://dx.doi.org/10.1007/s004420100716
http://dx.doi.org/10.2307/1942268
http://dx.doi.org/10.1021/ac034415p
http://www.ncbi.nlm.nih.gov/pubmed/14710810
http://dx.doi.org/10.1016/S0967-0645(97)00022-2
http://dx.doi.org/10.1007/PL00010971
http://dx.doi.org/10.1016/S0025-3227(00)00152-3


Viruses 2020, 12, 922 21 of 22

61. Jiang, S.C.; Paul, J.H. Occurrence of lysogenic bacteria in marine microbial communities as determined by
prophage induction. Mar. Ecol. Prog. Ser. 1996, 142, 27–38. [CrossRef]

62. Tomasz, M. Mitomycin C: Small, fast and deadly (but very selective). Chem. Biol. 1995, 2, 575–579. [CrossRef]
63. Novitsky, J.A. Degradation of dead microbial biomass in a marine sediment. Appl. Environ. Microbiol. 1986,

52, 504–509. [CrossRef]
64. Noll, D.M.; McGregor, M.T.; Miller, P.S. Formation and repair of interstrand cross-links in DNA. Chem. Rev.

2006, 106, 277–301. [CrossRef]
65. Jørgensen, B.B.; Marshall, I.P. Slow microbial life in the seabed. Ann. Rev. Mar. Sci. 2016, 8, 311–332.

[CrossRef]
66. Ogawa, H.; Amagai, Y.; Koike, I.; Kaiser, K.; Benner, R. Production of refractory dissolved organic matter by

bacteria. Science 2001, 292, 917–920. [CrossRef]
67. Hansen, J.W.; Thamdrup, B.; Jørgensen, B.B. Anoxic incubation of sediment in gas-tight plastic bags:

A method for biogeochemical process studies. Mar. Ecol. Prog. Ser. 2000, 208, 273–282. [CrossRef]
68. McKew, B.A.; Dumbrell, A.J.; Taylor, J.D.; McGenity, T.J.; Underwood, G.J. Differences between aerobic and

anaerobic degradation of microphytobenthic biofilm-derived organic matter within intertidal sediments.
FEMS Microbiol. Ecol. 2013, 84, 495–509. [CrossRef] [PubMed]

69. Lauro, F.M.; McDougald, D.; Thomas, T.; Williams, T.J.; Egan, S.; Rice, S.; DeMaere, M.Z.; Ting, L.; Ertan, H.;
Johnson, J.; et al. The genomic basis of trophic strategy in marine bacteria. Proc. Natl. Acad. Sci. USA 2009,
106, 15527–15533. [CrossRef]

70. Cai, R.; Zhou, W.; He, C.; Tang, K.; Guo, W.; Shi, Q.; Gonsior, M.; Jiao, N. Microbial processing of
sediment-derived dissolved organic matter: Implications for its subsequent biogeochemical cycling in
overlying seawater. J. Geophys. Res. Biogeosciences 2019, 124, 3479–3490. [CrossRef]

71. Ma, X.; Coleman, M.L.; Waldbauer, J.R. Distinct molecular signatures in dissolved organic matter produced
by viral lysis of marine cyanobacteria. Environ. Microbiol. 2018, 20, 3001–3011. [CrossRef] [PubMed]

72. Koch, B.P.; Witt, M.; Engbrodt, R.; Dittmar, T.; Kattner, G. Molecular formulae of marine and terrigenous
dissolved organic matter detected by electrospray ionization Fourier transform ion cyclotron resonance mass
spectrometry. Geochim. Cosmochim. Acta 2005, 69, 3299–3308. [CrossRef]

73. Raeke, J.; Lechtenfeld, O.J.; Wagner, M.; Herzsprung, P.; Reemtsma, T. Selectivity of solid phase extraction
of freshwater dissolved organic matter and its effect on ultrahigh resolution mass spectra. Environ. Sci.
Process. Impacts 2016, 18, 918–927. [CrossRef]

74. Blackburn, J.W.T.; Kew, W.; Graham, M.C.; Uhrin, D. Laser desorption/ionization coupled to FT-ICR mass
spectrometry for studies of natural organic matter. Anal. Chem. 2017, 89, 4382–4386. [CrossRef]

75. Benner, R.; Amon, R.M. The size-reactivity continuum of major bioelements in the ocean. Ann. Rev. Mar. Sci.
2015, 7, 185–205. [CrossRef]

76. Flerus, R.; Lechtenfeld, O.J.; Koch, B.P.; McCallister, S.L.; Schmitt-Kopplin, P.; Benner, R.; Kaiser, K.; Kattner, G.
A molecular perspective on the ageing of marine dissolved organic matter. Biogeosciences 2012, 9, 1935–1955.
[CrossRef]

77. Jover, L.F.; Effler, T.C.; Buchan, A.; Wilhelm, S.W.; Weitz, J.S. The elemental composition of virus particles:
Implications for marine biogeochemical cycles. Nat. Rev. Microbiol. 2014, 12, 519–528. [CrossRef] [PubMed]

78. Noble, R.T.; Fuhrman, J.A. Breakdown and microbial uptake of marine viruses and other lysis products.
Aquat. Microb. Ecol. 1999, 20, 1–11. [CrossRef]

79. Karl, D.M.; Björkman, K.M. Biogeochemistry of Marine Dissolved Organic Matter, 2nd ed.; Hansell, D.A.,
Carlson, C.A., Eds.; Academic Press: New York, NY, USA, 2015; Chapter 5; pp. 233–334. [CrossRef]

80. Wikner, J.; Vallino, J.J.; Steward, G.F.; Smith, D.C.; Azam, F. Nucleic acids from the host bacterium as a major
source of nucleotides for three marine bacteriophages. FEMS Microbiol. Ecol. 1993, 12, 237–248. [CrossRef]

81. Zeng, Q.; Chisholm, S.W. Marine viruses exploit their host’s two-component regulatory system in response
to resource limitation. Curr. Biol. 2012, 22, 124–128. [CrossRef]

82. Lin, P.; Guo, L.; Chen, M.; Tong, J.; Lin, F. The distribution and chemical speciation of dissolved and particulate
phosphorus in the Bering Sea and the Chukchi–Beaufort Seas. Deep Sea Res. Part II Top. Stud. Oceanogr. 2012,
81, 79–94. [CrossRef]

83. Engelhardt, T.; Kallmeyer, J.; Cypionka, H.; Engelen, B. High virus-to-cell ratios indicate ongoing production
of viruses in deep subsurface sediments. ISME J. 2014, 8, 1503–1509. [CrossRef] [PubMed]

http://dx.doi.org/10.3354/meps142027
http://dx.doi.org/10.1016/1074-5521(95)90120-5
http://dx.doi.org/10.1128/AEM.52.3.504-509.1986
http://dx.doi.org/10.1021/cr040478b
http://dx.doi.org/10.1146/annurev-marine-010814-015535
http://dx.doi.org/10.1126/science.1057627
http://dx.doi.org/10.3354/meps208273
http://dx.doi.org/10.1111/1574-6941.12077
http://www.ncbi.nlm.nih.gov/pubmed/23346920
http://dx.doi.org/10.1073/pnas.0903507106
http://dx.doi.org/10.1029/2019JG005212
http://dx.doi.org/10.1111/1462-2920.14338
http://www.ncbi.nlm.nih.gov/pubmed/30047191
http://dx.doi.org/10.1016/j.gca.2005.02.027
http://dx.doi.org/10.1039/C6EM00200E
http://dx.doi.org/10.1021/acs.analchem.6b04817
http://dx.doi.org/10.1146/annurev-marine-010213-135126
http://dx.doi.org/10.5194/bg-9-1935-2012
http://dx.doi.org/10.1038/nrmicro3289
http://www.ncbi.nlm.nih.gov/pubmed/24931044
http://dx.doi.org/10.3354/ame020001
http://dx.doi.org/10.1016/B978-0-12-405940-5.00005-4
http://dx.doi.org/10.1111/j.1574-6941.1993.tb00036.x
http://dx.doi.org/10.1016/j.cub.2011.11.055
http://dx.doi.org/10.1016/j.dsr2.2012.07.005
http://dx.doi.org/10.1038/ismej.2013.245
http://www.ncbi.nlm.nih.gov/pubmed/24430483


Viruses 2020, 12, 922 22 of 22

84. Engelhardt, T.; Sahlberg, M.; Cypionka, H.; Engelen, B. Induction of prophages from deep-subseafloor
bacteria. Environ. Microbiol. Rep. 2011, 3, 459–465. [CrossRef]

85. Walsh, E.A.; Kirkpatrick, J.B.; Rutherford, S.D.; Smith, D.C.; Sogin, M.; D’Hondt, S. Bacterial diversity and
community composition from seasurface to subseafloor. ISME J. 2016, 10, 979–989. [CrossRef]

86. Ferguson, R.L.; Buckley, E.N.; Palumbo, A.V. Response of marine bacterioplankton to differential filtration
and confinement. Appl. Environ. Microbiol. 1984, 47, 49–55. [CrossRef]

87. Pernthaler, J.; Amann, R. Fate of heterotrophic microbes in pelagic habitats: Focus on populations.
Microbiol. Mol. Biol. Rev. 2005, 69, 440–461. [CrossRef]

88. Katsuki, K.; Takahashi, K. Diatoms as paleoenvironmental proxies for seasonal productivity, sea-ice and
surface circulation in the Bering Sea during the late Quaternary. Deep Sea Res. Part II Top. Stud. Oceanogr.
2005, 52, 2110–2130. [CrossRef]

89. Thingstad, T.F.; Vage, S.; Storesund, J.E.; Sandaa, R.A.; Giske, J. A theoretical analysis of how strain-specific
viruses can control microbial species diversity. Proc. Natl. Acad. Sci. USA 2014, 111, 7813–7818. [CrossRef]
[PubMed]

90. Liu, H.; Tan, S.; Xu, J.; Guo, W.; Xia, X.; Cheung, S.Y. Interactive regulations by viruses and dissolved organic
matter on the bacterial community. Limnol. Oceanogr. 2017, 62, S364–S380. [CrossRef]

© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1111/j.1758-2229.2010.00232.x
http://dx.doi.org/10.1038/ismej.2015.175
http://dx.doi.org/10.1128/AEM.47.1.49-55.1984
http://dx.doi.org/10.1128/MMBR.69.3.440-461.2005
http://dx.doi.org/10.1016/j.dsr2.2005.07.001
http://dx.doi.org/10.1073/pnas.1400909111
http://www.ncbi.nlm.nih.gov/pubmed/24825894
http://dx.doi.org/10.1002/lno.10612
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Origin of Sediments 
	Experimental Setup and Subsampling Procedure 
	Enumeration of Prokaryotic Cells and Virus-Like Particles 
	Nucleic Acid Extraction and Sequencing 
	Analysis of the Illumina Data Sets 
	Quantification of Amino Acids, Carbohydrates and Dissolved Organic Carbon 
	Molecular Characterization of Dissolved Organic Matter 
	Statistical Analyses of DOM Data Set 

	Results 
	The Virus-to-Cell Ratio Indicates Prophage Induction at 20 cmbsf 
	Prophage Induction Affects the DOM Pool 
	Virus-Induction in the 20 cmbsf Slurries Released Transient and Persistent DOM Components 
	Prophage Induction Shaped the Bacterial Community Composition 

	Discussion 
	The Productivity of the Bering Sea Supports High Numbers of Benthic Bacteria and Viruses 
	Methodological Considerations 
	Experimental Setup 
	Potential Effects of the Mitomycin C Treatment 

	The Accumulation of Labile Organic Compounds Infers a Reduced Metabolic Potential of the Communities from 20 cmbsf 
	Viral Lysis and Subsequent Microbial Processes Were Imprinted in the DOM Composition 
	Prophage Induction Indicates a Predominance of Temperate Viruses in 20 cmbsf 
	Prophage Induction Stabilized Bacterial Community Composition According to the “Killing the Winner” Model 

	Conclusions 
	References

