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Abstract
The long-term dynamics of microbial communities across geographic,
hydrographic, and biogeochemical gradients in the Arctic Ocean are
largely unknown. To address this, we annually sampled polar, mixed, and
Atlantic water masses of the Fram Strait (2015–2019; 5–100 m depth) to
assess microbiome composition, substrate concentrations, and oceano-
graphic parameters. Longitude and water depth were the major determi-
nants (�30%) of microbial community variability. Bacterial alpha diversity
was highest in lower-photic polar waters. Community composition shifted
from west to east, with the prevalence of, for example, Dadabacteriales
and Thiotrichales in Arctic- and Atlantic-influenced waters, respectively.
Concentrations of dissolved organic carbon peaked in the western, com-
pared to carbohydrates in the chlorophyll-maximum of eastern Fram Strait.
Interannual differences due to the time of sampling, which varied between
early (June 2016/2018) and late (September 2019) phytoplankton bloom
stages, illustrated that phytoplankton composition and resulting availability
of labile substrates influence bacterial dynamics. We identified 10 species
clusters with stable environmental correlations, representing signature
populations of distinct ecosystem states. In context with published meta-
genomic evidence, our microbial-biogeochemical inventory of a key Arctic
region establishes a benchmark to assess ecosystem dynamics and the
imprint of climate change.
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INTRODUCTION

Recurrent observations provide a deeper understanding
of ecosystem functioning over geographic, biogeochemi-
cal, and hydrographic gradients; enabling to record
changes and predict future states (Buttigieg et al., 2018;
Lannuzel et al., 2020). Since the Arctic warms at a four-
fold faster rate than the global average (Rantanen
et al., 2022), multi-year observations are key for charac-
terizing associated shifts in biological and physicochemi-
cal regimes. Remote sensing technologies provide an
avenue for tracking large-scale patterns, such as sea-ice
reduction and primary productivity (Frey et al., 2023;
Horvat et al., 2017; Lewis et al., 2020). However, to
measure the biological responses of pelagic communi-
ties, in situ observations are necessary (Grebmeier
et al., 2019; Solan et al., 2020). For instance, continuous
in situ studies demonstrated that plankton diversity
scales with sea-ice extent and water temperature (Lin
et al., 2021). Decadal records of sinking particles in the
Arctic Ocean revealed long-lasting effects of a warm-
water anomaly; stimulating small phytoplankton while
larger diatoms decreased in abundance, coincident with
shifting bacterial composition (Cardozo-Mino
et al., 2023). These dynamics have major consequences
for carbon export and benthopelagic coupling
(Jacquemot et al., 2022; Kohlbach et al., 2023; Salter
et al., 2023). Future ocean scenarios predict substantial
ecosystem shifts in the Arctic, supported by a changing
microbiome structure at higher temperatures (Ahme
et al., 2023). One important aspect is the impact of
northward expanding Atlantic waters, termed Atlantifica-
tion, on microbial diversity and the biological carbon
pump (Carter-Gates et al., 2020; Oldenburg et al., 2023;
Oziel et al., 2020).

The HAUSGARTEN/FRAM long-term observatory
studies biological communities, benthopelagic coupling,
and physical oceanography in the Fram Strait, the major
gateway between the Atlantic and Arctic Oceans (Nöthig
et al., 2015; Soltwedel et al., 2016). Here, polar water
outflowing from the central Arctic Ocean via the East
Greenland Current (EGC; western Fram Strait) meets
Atlantic water flowing northward via the West Spitsber-
gen Current (WSC; eastern Fram Strait). These Arctic-
versus Atlantic-influenced ecosystems—determined by
sea-ice cover and hydrographic properties—coincide
with distinct patterns in microbial diversity (Metfies
et al., 2016, 2017; Priest, von Appen, et al., 2023; Wietz
et al., 2021), metazoan distribution (Cornils et al., 2022;
Käß et al., 2021; Ma�nko et al., 2020), and biogeochemis-
try (Engel et al., 2017, 2019; Grosse et al., 2021; Priest,
Vidal-Melgosa, et al., 2023; Randelhoff et al., 2018). The
polar waters of western Fram Strait harbour higher pro-
portions of SAR11 and SAR406 clades; compared to
Flavobacteriia, Gammaproteobacteria, and Verrucomi-
crobia in the Atlantic waters of eastern Fram Strait
(Fadeev et al., 2018). Bacterial cell numbers are an

order of magnitude higher in the eastern Fram Strait,
which has been attributed to higher water temperatures
(Cardozo-Mino et al., 2021). Overall, Atlantic-influenced
waters are more productive and characterized by stron-
ger seasonal dynamics (Wietz et al., 2021), with major
implications for the biological carbon pump (Fadeev,
Rogge, et al., 2021; Flores et al., 2019; Priest, von
Appen, et al., 2023; Ramondenc et al., 2022; Rapp
et al., 2018; von Appen et al., 2021). In addition to
regional differences, bacterial communities in the Fram
Strait distinctly vary with depth. Fluorescence in situ
hybridization revealed a prevalence of SAR324,
SAR202, and Nitrososphaeria below the photic zone
(Cardozo-Mino et al., 2021). Ribosomal metabarcoding
demonstrated similar patterns over an annual cycle, with
chemolithotrophic archaea dominating at mesopelagic
depths (Wilson et al., 2017).

A multiannual inventory of microbiological and bio-
geochemical patterns—comparing Arctic- versus
Atlantic-influenced ecosystem states across the eupho-
tic zone—is yet missing, and can help to predict how cli-
mate change will impact the regional microbial loop.
Here, we portray microbial, biogeochemical, and ocean-
ographic dynamics over five summers, covering �10
stations from western to eastern Fram Strait in the
euphotic zone (5–100 m depth). Through amplicon-
sequencing and the quantification of biogeochemically
important substrates, we illuminate fundamental dynam-
ics and drivers of Fram Strait bacteria and archaea. We
hypothesized that surface waters carry a signature
reflecting phytoplankton productivity at different bloom
stages, especially under Atlantic influence, compared to
more uniform patterns in the lower photic zone. This
microbial-biogeochemical inventory establishes a bench-
mark to assess future ecosystem shifts.

EXPERIMENTAL PROCEDURES

Sample collection

Samples were collected on RV Polarstern expeditions
PS93.2 (July–August 2015), PS99.2 (June–July 2016),
PS107 (July–August 2017), PS114 (July 2018), and
PS121 (August–September 2019) across the Fram
Strait (Figure 1 and Table S1). Sampling was carried
out with 12 L Niskin bottles mounted on an SBE 911+
rosette (Sea-Bird, Bellevue, WA) equipped with CTD
(conductivity-temperature-depth) and chlorophyll a (chl-
a) sensors. The chlorophyll maximum depth (chl-max)
was determined from chl-a fluorescence profiles during
each downcast. Seawater samples were collected dur-
ing each upcast from the surface (4–22 m depth), the
chl-max (13–43 m), below the chl-max (30–75 m), and
the lower photic zone (100 m) receiving small amounts
of light (Cherkasheva et al., 2013). Individual depths
varied per station and year, according to the depth of
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the chl-max. Not all stations or water layers were sam-
pled every year (Table S1).

DNA extraction and sequencing

Per sampling event, 2–4 L of seawater were filtered
onto 0.22 μm Sterivex cartridges (Millipore, Burlington,
MA). Filters were stored at �20�C until DNA extraction
using the PowerWater kit (QIAGEN, Germany)
according to the manufacturer’s instructions. The V4–
V5 region of 16S rRNA genes was amplified using
primers 515F (GTGYCAGCMGCCGCGGTAA) and
926R (CCGYCAATTYMTTTRAGTTT), providing high
coverage of both bacteria and archaea (Parada
et al., 2016). Amplicon libraries were prepared follow-
ing the 16S Metagenomic Sequencing Library Prepa-
ration protocol (Illumina, San Diego, CA) and
sequenced using MiSeq technology in 2 � 300 bp
paired-end runs.

Amplicon analysis

16S rRNA reads were processed into amplicon
sequence variants (ASVs) using DADA2 v1.16
(Callahan et al., 2016). Filtering settings were
truncLen = c(230,195), maxN = 0, minQ = 2,
maxEE = c(3,3) and truncQ = 0, followed by merging
using minOverlap = 10 and chimera removal. After sin-
gleton removal, we obtained an average of 128,000

reads per sample (Table S2). ASVs were taxonomically
classified using the Silva v138 database (Quast
et al., 2013). Subsequently, we only considered ASVs
with ≥3 counts in ≥3 samples, resulting in a set of 2835
ASVs. Data were analysed and visualised using R
packages tidyverse, mixOmics, ampvis2, psych, and
fishualize (Andersen et al., 2018; Revelle, 2023; Rohart
et al., 2017; Schiettekatte et al., 2019; Wickham
et al., 2019), with aesthetic modifications of figures
using Inkscape (https://inkscape.org). The graphical
abstract has been created with Biorender.com. The bio-
informatics workflow is available at https://github.com/
matthiaswietz/fiveArcticSummers. Raw fastq files have
been deposited at ENA under BioProject PRJEB66267.
For functional predictions, ASVs were mapped to 16S
rRNA gene sequences of metagenome-assembled
genomes (MAGs) from Fram Strait (Priest et al., 2021;
Priest, von Appen, et al., 2023) through competitive
read recruitment using BBMap in BBtools v35.14, with
an identity threshold of 100% (Table S2).

Cell numbers

Seawater samples were fixed with glutardialdehyde
(2% v/v final concentration) and frozen at �80�C until
further analysis. Cells were stained using SYBR Green
I (Thermo Fisher Scientific, Waltham, MA) and counted
on a FACSCalibur flow cytometer (BD, Franklin Lakes,
NJ) using Cell Quest v3.3 (detection limit 2000 events
s�1) after calibration with TruCount beads (BD).

F I GURE 1 Study area. Stations in the western (0–6� W; blue) and eastern (0–12� E; red) Fram Strait, sampled annually between 2015 and
2019. Sea-ice cover (cumulative average over all sampling periods) is depicted as a grey-white gradient.
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Substrate concentrations

Duplicate samples for dissolved organic carbon
(DOC) and total dissolved nitrogen (TDN) were fil-
tered through 0.45 μm GMF GD/X filters (Whatman,
United Kingdom), collected in combusted glass
ampoules (8 h, 450�C), acidified, and stored at 4�C
until simultaneous analysis with a detection limit of
1 μmol L�1 (Engel & Galgani, 2016). Duplicate sam-
ples for dissolved combined carbohydrates (>1 kDa)
were filtered through 0.45 μm Acrodisc filters (Pall,
Port Washington, NY), collected in combusted glass
vials (8 h, 450�C), and frozen at �20�C until analysis
(Engel & Händel, 2011) with a detection limit of
10 nmol L�1. We herein report the sum of (i) the neu-
tral sugars arabinose, fucose, galactose, glucose,
rhamnose, and co-eluted mannose/xylose; (ii) the
sugar acids galacturonate and glucuronate; and
(iii) the amines galactosamine and glucosamine.
Duplicate samples for dissolved hydrolyzable amino
acids were filtered through 0.45 μm Acrodisc filters,
collected in combusted glass vials (8 h, 450�C), and
frozen at �20�C until measurement with ortho-
phthaldialdehyde derivatization by high-performance
liquid chromatography (Agilent, Santa Clara, CA)
using a C18 column (Phenomenex, Torrance, CA),
with precision <5% and detection limit 2 nmol L�1

(Dittmar et al., 2009; Peter & Kenneth, 1979). We
herein report the sum of alanine, arginine, aspartate,
isoleucine, glutamate, glycine, leucine, phenylala-
nine, serine, threonine, tyrosine, valine, and γ-
aminobutyric acid (GABA).

Chlorophyll

Total chlorophyll concentrations were determined
after filtering 2 L seawater onto GF/F filters
(Whatman; 25 mm diameter) at 200 mbar. In addi-
tion, 2 L were sequentially filtered through 10, 3, and
0.4 μm Isopore membrane filters (Merck; 45 mm
diameter) at 200 mbar. Filters were stored at �80�C
until chl-a extraction in 90% acetone overnight. Chl-a
was quantified using a fluorometer (Turner Designs,
San Jose, CA) slightly modified from (Dybern
et al., 1976; Evans & O’Reilly, 1983), including cali-
bration with standard chl-a solutions (Sigma,
Germany).

Satellite data

Sea-ice and chl-a concentrations, derived from the
AMSR-2 and Sentinel 3A OLCI satellites, were down-
loaded from seaice.uni-bremen.de and data.marine.
copernicus.eu, respectively, considering grid points
within 15 km around stations.

RESULTS AND DISCUSSION

We characterized microbial, biogeochemical, and
hydrographic patterns in the summers of 2015–2019
across the western (0–6� W) and eastern (0–12� E)
Fram Strait (Figure 1 and Table S1). By analysing
�200 seawater samples from the surface (average
depth 10 m), chl-max (average 24 m), below the chl-
max (average 46 m) and the lower photic zone
(100 m), we determined regional and vertical patterns
in microbial diversity, cell numbers and substrate con-
centrations across Arctic- and Atlantic-influenced eco-
system states.

Environmental parameters, cell numbers,
and substrate regimes

Seawater temperatures showed marked regional differ-
ences, varying from �1.6�C to 8�C between western
and eastern Fram Strait (Figure 2A). Per site, tempera-
tures across the photic zone were similar, with a maxi-
mal difference of �2�C between surface and 100 m
depth. Lower salinities in the upper western Fram Strait
(Figure 2A) illustrate the influence of polar surface
water, sea ice-derived meltwater or a combination
of both.

The western Fram Strait harboured 1 � 105 cells
ml�1 throughout the upper 100 m. In eastern Fram
Strait, the lower photic zone harboured similar num-
bers, compared to an order of magnitude more cells in
the upper 25 m (Wilcoxon rank-sum test, p < 0.001;
(Figure 2A). These numbers agree with cell abun-
dances reported near Svalbard (Cardozo-Mino
et al., 2021).

The concentrations of neutral carbohydrates (CHO),
amino acids (AA), sugar acids, and amines peaked in
the chl-max of the eastern Fram Strait (Wilcoxon rank-
sum test, p < 0.05), corresponding to elevated primary
production (Nöthig et al., 2015) and availability of labile
substrates (Piontek et al., 2014). Bulk DOC concentra-
tions were 12% higher in the western Fram Strait
(Wilcoxon rank-sum test, p < 0.05; Figure 2B). Presum-
ably, this relates to higher concentrations of terrestrial-
and ice-derived DOC, which can constitute up to 30%
of organic matter in Arctic waters (Nguyen et al., 2022;
Opsahl et al., 1999). These patterns underscore that
specific organic compounds prevail under Arctic versus
Atlantic influence (Engel et al., 2019; Priest, Vidal-
Melgosa, et al., 2023; von Jackowski et al., 2020). Con-
sequently, bacterial communities in polar waters are
enriched in genes targeting terrestrial compounds,
compared to genes targeting phytoplankton-derived
compounds under Atlantic influence (Priest, von
Appen, et al., 2023). Over vertical scales, concentra-
tions of CHO, AA, sugar acids, amines, chl-a, and DOC
peaked in surface and chl-max depths, independent of
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the sampling site (Wilcoxon rank-sum test, p < 0.001;
Figures 2B and S1). TDN concentrations were consis-
tently higher in the lower photic zone (Wilcoxon rank-
sum test, p < 0.001), similar to Svalbard fjords
(Osterholz et al., 2014).

Broad community patterns in the
environmental context

Microbial community composition varied most by longi-
tude and depth, explaining 15% and 16% of variability,
respectively (Figure 3; PERMANOVA, p < 0.001). To a
lesser extent, composition varied with Julian day, which
explained 6% of the variability (PERMANOVA;
p < 0.001). Separate PERMANOVA for bacterial and
archaeal ASVs showed that depth was the strongest
determinant for archaeal composition (R2 = 0.17), in
line with their common preference for aphotic waters.
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In contrast, archaea were less influenced by latitude
(R2 = 0.07) and Julian day (R2 = 0.01) than bacteria
(R2 = 0.16 and 0.06), but all factors tested were signifi-
cant (PERMANOVA; p < 0.01).

In the western Fram Strait, alpha diversity signifi-
cantly increased with depth (Figure S2; Kruskal–
Wallis test, p < 0.001). This subsurface peak sug-
gests marked separation of water layers through
lower salinities at the surface (Figure 2A). Alphapro-
teobacteria, Gammaproteobacteria, Bacteroidetes,
and Verrucomicrobia represented �90% of the com-
munity at the surface and chl-max, whereas the

abundance of other bacterial classes increased to
�50% in the lower photic zone (Figure 4A). However,
class-level proportions varied between western and
eastern Fram Strait, with shifting dominance from
Gamma- to Alphaproteobacteria, respectively
(Figure 4A). At the order level, this shift corresponded
to decreasing abundances of Dadabacteriales and
Cytophagales and increasing abundances of OM182
and Puniceispirillales from the western to the eastern
Strait. Some lower-photic taxa, for example, Nitrospi-
nales, had similar abundances across all subsurface
samples (Figure 4B).
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ASV-level dynamics indicated the presence of
both “cosmopolitan” and locally confined genotypes.
For example, ASVs affiliated with Pseudohongiella
were restricted to the chl-max (Figure S3). Pseudo-
hongiella has been reported from the Barents Sea
and Svalbard fjords, and linked to hydrocarbon degra-
dation (Kampouris et al., 2023; Peng et al., 2020).
Overall, western subsurface waters comprised the
largest number of unique ASVs (Figure S4), illustrat-
ing that earlier observations (Fadeev et al., 2018) are
interannually consistent. The greatest regional over-
lap among subsurface ASVs indicates that lower-
photic waters are more uniform, in line with lower
regional variability in water temperatures and cell
numbers at 100 m depth (Figure 2A). Nonetheless,
�280 ASVs were detected with a minimum 0.001%
relative abundance in all samples (Figure S4). Hence,
regional and vertical differences in microbiome struc-
ture not only relate to presence-absence of specific
taxa but also variability in the relative abundances of
shared ASVs.

Correlation analyses underlined how environmental
variability influences ASV distribution. ASVs predomi-
nantly correlated with DOC, amines, and sugar acids in
the western Fram Strait compared to temperature and
CHO in the eastern Fram Strait, with ASVs being asso-
ciated with different bacterial families (Figure 5). Such
trends are probably connected with phytoplankton dis-
tribution, which varies between eastern and western
Fram Strait (Nöthig et al., 2015). Accordingly, analysis
of chl-a concentrations in different size fractions indi-
cated the prevalence of smaller phytoplankton (0.4–
3 μm fraction) in eastern Fram Strait (Figure S5), in
agreement with previous findings (Kilias et al., 2014;
Metfies et al., 2016).

Effect of sampling time and seasonality

Although depth and longitude were the strongest drivers
of microbial composition (Figure 3), the influence of Julian
day (i.e., the time of sampling) was pronounced for sam-
ples from surface and chl-max depths (Figure 6A). These
patterns likely corresponded to varying mixed layer depth
and productivity between June and September
(Oldenburg et al., 2023; Wietz et al., 2021). In parallel,
substrate regimes shift to more refractory compounds
once phytoplankton blooms collapse (von Jackowski
et al., 2022). Accordingly, Julian day explained 9% of the
variability in substrate concentrations, being comparable
to depth (12%) (PERMANOVA; p < 0.001).

The 2016 and 2018 samplings occurred in June/July,
when diatom abundances are typically highest (von
Jackowski et al., 2022, Wietz et al., 2021). Hence, these
samplings likely occurred during the peak phytoplankton
bloom, supported by maximal CHO concentrations and
Flavobacteriales abundances (Figure 6B). These pat-
terns mirror the ecological relationships between flavo-
bacteria, phytoplankton, and algal substrates in
temperate seas (Teeling et al., 2012). In contrast, the
2019 sampling occurred in August/September, with high
SAR11 abundances and low CHO concentrations signi-
fying the transition to oligotrophic conditions in autumn
(von Jackowski et al., 2022). Nonetheless, flavobacteria
remain translationally active during such periods, even
at lower abundances (Priest, Vidal-Melgosa,
et al., 2023). Interannual differences were possibly mag-
nified by contrasting sea-ice conditions, with the ice
edge varying by several degrees of latitude and longi-
tude between years (Figure S6). Such variability can
markedly influence microbial composition and function,
especially in the marginal ice zone (Priest, von Appen,
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et al., 2023; von Appen et al., 2021). Furthermore, local
variability in biological and physical parameters can
have a direct effect on microbial patterns. For instance,
Arctic submesoscale filaments can harbour distinct
microbial communities and substrate regimes, with two-
fold higher organic matter export than in the surrounding
waters (Fadeev, Wietz, et al., 2021).

Signature populations

Sparse partial least square regression (sPLS) estab-
lished a refined picture of community composition and
its environmental drivers. sPLS revealed that approxi-
mately half of ASVs were associated with distinct envi-
ronmental parameters, corresponding to 10 clusters
representing defined ecosystem states (Figure 7A and
Table S2). On average, ASVs from signature popula-
tions constituted a relative abundance of 66%, with a
maximum of 78% in the lower-photic western Strait
(Table S2). The maximum in subsurface Arctic waters

supports the notion of a stable community in “true”
polar conditions, which might be affected by progres-
sing Atlantification (Priest, von Appen, et al., 2023).
Each cluster displayed a specific taxonomic composi-
tion (Figure 7B). The higher fraction of unclassified gen-
era among subsurface/polar signature taxa
(Table S2)—together with higher alpha-diversity and
more unique ASVs (Figures S2 and S4)—underlines
the presence of uncharted microbial diversity in polar
waters (Fadeev et al., 2018). In the following, we dis-
cuss the potential ecology of selected signature taxa.

Cluster C1—Julian day (eastern Fram Strait)

C1 signature taxa (191 ASVs; Table S2) predominated
during the summer/autumn transition in the eastern
Fram Strait. Accordingly, these ASVs constituted
�19% of the community in 2019, compared to �4%
across all other samples. In line with fewer labile sub-
strates (von Jackowski et al., 2022), C1 signifies a
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detritus-fueled ecosystem state including aggregate for-
mation, as typical during bloom collapse (Alldredge &
Gotschalk, 1989). Cand. Puniceispirillum and Pseudo-
fulvibacter (Figure 7B) were probably sustained by
decaying phytoplankton (Choi et al., 2015; Gros
et al., 2023), whereas Chitinophagales and Oligoflex-
ales might utilize chitinous aggregates (Fontanez
et al., 2015; Li et al., 2021; Martínez-García
et al., 2022). Aureispira can be attached to gel

particles, and feed on bacterial cells or cell debris
(Furusawa et al., 2015; Bunse et al., 2021).

Cluster C2—Surface (eastern Fram Strait)

C2 signature taxa (75 ASVs; Table S2) predominated in
Atlantic-influenced surface waters, illustrated by strong
positive correlations with temperature and longitude.
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Prior studies suggest associations with phytoplankton or
their metabolites. For instance, SAR116 commonly
encodes genes to degrade DMSP (Choi et al., 2015), an
algal compound mediating interactions with bacteria
(Kuhlisch et al., 2023). The predominance of Thiotricha-
ceae has been linked to the genetic capacity to oxidize
methanethiol (Priest, von Appen, et al., 2023), a com-
pound resulting from DMSP demethylation. The C2
taxon OCS116 occurs in areas of high primary produc-
tivity (Morris et al., 2012). The surface signature was
underlined by higher proportions of SAR11 clade Ia and
SAR86. Detection of Roseibacillus and Saprospiraceae
indicates connectivity with nearby Svalbard fjords
(Delpech et al., 2021; Park et al., 2022).

Cluster C3—Lower photic zone (eastern Fram
Strait)

C3 signature taxa (212 ASVs; Table S2) predominate in
deeper, saltier waters of the eastern Fram Strait, and
have a potential for chemolithoautotrophy (Mussmann
et al., 2017; Hoffmann et al., 2020). Nitrosomonas
(ammonia oxidizers) and LS-NOB (nitrite oxidizers) might
perform shared denitrification (Lehtovirta-Morley, 2018),
although probably less effective than ammonia oxidation
by archaea (Rasmussen & Francis, 2022). AEGEAN-169
(recently designated as SAR11 clade V) can potentially
utilize a broader range of CHOs than other SAR11
clades, and might participate in trace metal cycling and
thiamin synthesis (Getz et al., 2023).

Cluster C4—Lower photic zone (central Fram
Strait towards WSC)

This cluster of 189 ASVs (Table S2) is associated with
subsurface Atlantic conditions. Accordingly, the
Arctic97B-4 clade has been reported in subsurface waters
(Pajares, 2021), with a particle-associated, chemomixo-
trophic lifestyle (Milici et al., 2017; Priest, von Appen,
et al., 2023). Little is known about Arenicella; reported in
sea-ice-associated microbiomes (Garneau et al., 2016)
and putatively involved in nitrate reduction (Weigel
et al., 2022). Detection of Cand. Nitrosopelagicus indi-
cates the presence of urease and ammonia monooxygen-
ase (Royo-Llonch et al., 2021). Rubinisphaeraceae are
potentially host-associated, considering their detection of
marine fauna including deep-sea crustaceans (Kivistik
et al., 2020; Leinberger et al., 2022; Angthong
et al., 2023).

Cluster C5—Lower photic zone (central Fram
Strait towards EGC)

This cluster comprises 211 ASVs (Table S2) associ-
ated with subsurface Arctic conditions. The SAR324

clade, common in deep waters of the Arctic (Cardozo-
Mino et al., 2021) and worldwide, encodes a versatile
metabolism including alkane oxidation (Sheik
et al., 2014). Lentibacter has been observed in both
coastal and deep Arctic waters, especially during low-
nutrient conditions (Angelova et al., 2021). This combi-
nation possibly favoured establishment in polar waters,
which presumably harbour a more refractory substrate
pool (Priest, von Appen, et al., 2023).

Cluster C6—Julian day (western Fram Strait)

This narrow cluster (15 ASVs; Table S2) predominated
during the summer/autumn transition in the western
Fram Strait, constituting a fourfold higher abundance in
2019 samples. This period probably features maximal
seeding of ice-derived substrates into the underlying
seawater (Underwood et al., 2019). Alteromonas might
rely on proteolytic activities (Park et al., 2014), poten-
tially related to ice-derived substrates as observed in
related Alteromonadaceae (Underwood et al., 2019).
Halomonas has been linked to utilizing carbohydrates
and D-amino acids (Celussi et al., 2008; Yu
et al., 2020), and Magnetospiraceae to nitrogen fixation
and thiosulfate oxidation (Williams et al., 2012; von
Friesen & Riemann, 2020). Clade Ga0077536 has
been suggested as methylotrophs; plus encoding oxy-
genases targeting aldehydes, terpenes, aliphatics, and
aromatics (Francis et al., 2021).

Cluster C7—Lower photic zone (western
Fram Strait)

This cluster (315 ASVs; Table S2) prevails in subsur-
face waters of western Fram Strait, featuring marked
positive correlations with depth and sea-ice cover. C7
harbours unclassified Nitrosopumilaceae and Nitros-
pina, indicating shared ammonia and nitrite oxidation
(Lehtovirta-Morley, 2018). Sva0996 from phylum Acti-
nobacteria might utilize proteins (Orsi et al., 2016) or
detrital phytoplankton biomass (Brunet et al., 2021).
SAR406 and SAR202 are typical in the deep Fram
Strait (Cardozo-Mino et al., 2021) and elsewhere,
linked to sulfur cycling (Hawley et al., 2017; Mehrshad
et al., 2018). Marine Group III archaea (phylum Ther-
moplasmatota) presumably participate in protein
metabolism, and might encode chitinases (Li
et al., 2015; Dutta et al., 2023).

Cluster C8—Surface “freshwater bloom”
(western Fram Strait)

This cluster of 30 ASVs (Table S2) is associated with
productive fresher waters of the eastern Fram Strait
(positive correlation with sea-ice cover and chl-a;
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negative correlation with salinity). Hence, lower salin-
ities probably stimulate primary production and the
microbial web (Lester et al., 2021). SAR11 clade III has
a wide salinity tolerance (Lanclos et al., 2023) and pre-
dominates in fresher Arctic waters (Kraemer
et al., 2019). Polaribacter, Colwelliaceae, and Paragla-
ciecola are often associated with sea ice
(Bowman, 2014; Deming & Eric Collins, 2017). The
presence of Nitrincolaceae and Methylophagaceae
suggests methylotrophic metabolism and possible
methane oxidation (Gründger et al., 2021).

Cluster C9—Surface (western Fram Strait)

Cluster C9 (110 ASVs; Table S2) signifies “true” polar
surface waters (strong positive and negative correla-
tions with sea ice and longitude, respectively). Like C8,
this cluster comprises potential methylotrophs (OM43
clade). Rhodopirellula can degrade complex sulfated
polysaccharides (Wegner et al., 2013); possibly coun-
teracting the lower concentrations of labile substrates
in western Fram Strait (Figure 2B). Detection of SUP05
(Thioglobus) mirrors its wide distribution in “true” Arctic
habitats, based on comparison with TARA and
MOSAiC datasets (Priest, von Appen, et al., 2023).
Defluviicoccales might persist on stored glycogen or
unsaturated aliphatics (Burow et al., 2007; Lucas
et al., 2016). Rubritalea have been found in both first-
and multiyear ice (Bowman et al., 2011).

Cluster C10—“Bloom” (western and eastern
Fram Strait)

This narrow cluster (13 ASVs; Table S2) shows weak
latitudinal, but strong chlorophyll correlations. C10
includes the known phytoplankton associates Formosa,
Aurantivirga, and Ulvibacter (Flavobacteriaceae),
Planktomarina, and Sulfitobacter (Rhodobacteraceae)
as well as Lentimonas (Puniceicoccaceae), illustrating
adaptation to algal CHO degradation (Krüger
et al., 2019). The strong correlation (coefficient � 0.6)
of Ulvibacter with the >3 μm chl-a fraction supported
the link to large phytoplankton (Krüger et al., 2019) that
typically produce copious amounts of organic sub-
strates, fueling bacterial growth (Thornton, 2014). With
stronger phytoplankton blooms in the future ice-free
Arctic Ocean during summer, C10 taxa will likely
become more abundant.

Functional potential of signature
populations

We mapped ASVs to previously recovered MAGs
from the Fram Strait (Priest et al., 2021; Priest, von

Appen, et al., 2023). Fifty-two signature ASVs (asso-
ciated with sPLS clusters) matched available MAGs
at 100% 16S rRNA gene identity (Table S2), allowing
to assess their metabolic potential. As the core-EGC
is poorly covered by the available MAGs, we only
analysed depth-related signatures by comparing
sPLS clusters C1, C2, C6, C8, C9, C10 (surface/
bloom) with C3, C4, C5, C7 (lower-photic zone). Con-
sidering the substantial decrease in CHO concentra-
tions with depth (Figure 2B), we focused on
carbohydrate-active enzymes (CAZymes). MAGs
linked to surface populations encoded a greater num-
ber and diversity of CAZymes (Figure 8A), including
PL6 and PL7 alginate lyases. Furthermore, the exclu-
sive detection of GH10/GH30 (xylanase), GH36/
GH42 (alpha-/beta-galactosidase), GH26/GH113
(mannanase), and GH18 (chitinase) indicates that
surface populations can utilize a diverse pool of olig-
omeric carbohydrates. Also, the composition of
CAZyme-encoding taxa differed, with surface popula-
tions mainly represented by Flavobacteriales and
Verrucomicrobiales (Figure 8B) in agreement with
reported hydrolytic activities (Cardman et al., 2014;
Krüger et al., 2019). Other surface-CAZymes were
linked to known phytoplankton associates from the
Rhodobacterales (Sulfitobacter, Ascidiaceihabitans,
Planktomarina) and Opitutales (Lentimonas). Subsur-
face MAGs shared several CAZymes not found in
surface MAGs (Figure 8A), including GH88 (chitosan
or gellan hydrolase) and PL1 (pectate lyase). Most
subsurface CAZymes were found in the verrucomi-
crobial Arctic97B-4 clade, harbouring 81 CAZyme
and 54 sulfatase genes potentially targeting semi-
refractory polysaccharides (Priest, von Appen,
et al., 2023).

CONCLUSIONS

Microbial communities and substrate regimes in the
Arctic Fram Strait showed marked regional and verti-
cal gradients across five summers. Revisiting the
same stations over consecutive years established a
robust inventory of microbial and biogeochemical
dynamics, expanding upon regional and vertical gra-
dients reported from single expeditions (Fadeev
et al., 2018; Cardozo-Mino et al., 2021). The majority
of populations were coupled to sea-ice cover, temper-
ature, depth, sampling time, and substrate regimes.
The predominance of phytoplankton-associated taxa,
CHOs, and AAs in Atlantic-influenced surface waters
contrasted with a predominance of nitrogenous sub-
strates in the more uniform subsurface waters. Fur-
ther climate warming will presumably alter polar
signatures, affecting vertical diversity gradients and
the resident polar microbiome. Patterns attributed to
the timing of the annual expedition highlight that time-
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series studies need to consider the prevailing ecosys-
tem state. Overall, our evidence establishes a bench-
mark to quantify persistence versus change in the
Fram Strait and identifies potential consequences for
ecosystem functioning.

AUTHOR CONTRIBUTIONS
Matthias Wietz: Conceptualization; formal analysis;
visualization; writing – original draft. Anja Engel: Investi-
gation; data curation; formal analysis; funding acquisi-
tion; writing – review and editing. Simon Ramondenc:
Formal analysis; writing – review and editing. Matomo
Niwano: Formal analysis; writing – review and editing.
Wilken-Jon von Appen: Investigation; data curation;
formal analysis; writing – review and editing. Taylor
Priest: Formal analysis; writing – review and editing;
visualization. Anabel von Jackowski: Investigation; for-
mal analysis; writing – review and editing. Katja Metfies:
Investigation; data curation; resources; writing – review
and editing. Christina Bienhold: Writing – review and
editing; investigation; data curation. Antje Boetius: Con-
ceptualization; project administration; funding acquisi-
tion; resources; writing – review and editing.

ACKNOWLEDGEMENTS
We thank the captains, crews, and colleagues from RV
Polarstern expeditions PS93.2, PS99.2, PS107,
PS114, and PS121. We are grateful to Jakob Barz,
Theresa Hargesheimer, Jana Bäger, Swantje Ziemann,
Kerstin Korte, Jon Roa, Ruth Flerus, Sandra Golde,
and Tania Klüver for expert assistance in the field and
lab. We thank Eva-Maria Nöthig for her scientific advice
and invaluable contributions to FRAM. Ian Salter made
essential contributions during the initial phase of
FRAM. This project has received funding from the
Helmholtz Association as well as the European
Research Council (ERC) under the European Union’s
Seventh Framework Program (FP7/2007–2013)
research project ABYSS (Grant Agreement
no. 294757) to Antje Boetius. Simon Ramondenc was
supported by the Helmholtz Program-Oriented Funding
(POF-IV) and the AWI program “International Science
Program for Integrative Research in Earth Systems”
(INSPIRES). Anabel von Jackowski was supported by
the Helmholtz Association and the MicroARC project
(03F0802A) within the Changing Arctic Ocean program,
jointly funded by the UKRI Natural Environment

(B)

(A) surface lower-photic

GH165
GH163
GH158
GH149
GH142
GH136
GH113
GH109
GH105
GH103
GH102

GH92
GH88
GH84
GH78
GH77
GH73
GH65
GH53
GH42
GH36
GH33
GH31
GH30
GH29
GH26
GH25
GH23
GH20
GH18
GH17
GH16
GH13
GH10

GH5
GH4
GH3
GH2

PL12
PL10

PL7
PL6
PL1

C
AZ

ym
e 

fa
m

ily

surface lower-photic

Flav
ob

ac
ter

ial
es

Ve
rru

co
micr

ob
ial

es

Opit
uta

les

SAR86

OM18
2

Cell
vib

rio
na

les
KI89

A

Rho
do

ba
cte

ral
es

Thio
micr

os
pir

ale
s

Thio
tric

ha
les

Nitro
so

co
cc

ale
s

Pun
ice

isp
iril

lal
es

Rho
do

sp
iril

lal
es

Flav
ob

ac
ter

ial
es

Arct
ic9

7B
−4

SAR86

SAR40
6

BD2−
11

 

Aren
ice

lla
les

Tha
las

so
ba

cu
lal

es

Ster
oid

ob
ac

ter
ale

s

Nitro
sp

ina
les

Gam
map

rot
eo

 uc
0.0

0.4

0.8

1.2

Fr
ac

tio
n

CAZyme family GH PL

F I GURE 8 Predicted functional capacities of surface and lower-photic bacterial communities, based on MAGs with 100% 16S rRNA gene
identity with signature ASVs. (A) Presence/absence of CAZyme genes encoding glycoside hydrolases (GH) and polysaccharide lyases (PL).
(B) Fraction of GH- and PL-encoding genes by bacterial orders.

12 of 16 WIETZ ET AL.

 14622920, 2024, 2, D
ow

nloaded from
 https://am

i-journals.onlinelibrary.w
iley.com

/doi/10.1111/1462-2920.16568 by M
PI 317 M

arine M
icrobiology, W

iley O
nline L

ibrary on [09/02/2024]. See the T
erm

s and C
onditions (https://onlinelibrary.w

iley.com
/term

s-and-conditions) on W
iley O

nline L
ibrary for rules of use; O

A
 articles are governed by the applicable C

reative C
om

m
ons L

icense



Research Council (NERC) and the German Federal
Ministry of Education and Research (BMBF). The Max
Planck Society provided additional funding. Open
Access funding enabled and organized by Pro-
jekt DEAL.

CONFLICT OF INTEREST STATEMENT
The authors declare no competing interests.

DATA AVAILABILITY STATEMENT
The data that support the findings of this study are
openly available in ENA: https://www.ebi.ac.uk/ena/
browser/view/PRJEB66267. The bioinformatic work-
flow, including all files needed to reproduce analyses
and figures, is available on GitHub at https://github.
com/matthiaswietz/fiveArcticSummers.

ORCID
Matthias Wietz https://orcid.org/0000-0002-9786-
3026

REFERENCES
Ahme, A., Von Jackowski, A., McPherson, R.A., Wolf, K.K.E.,

Hoppmann, M., Neuhaus, S. et al. (2023) Winners and losers of
Atlantification: the degree of ocean warming affects the structure
of Arctic microbial communities. Genes, 14, 623.

Alldredge, A.L. & Gotschalk, C.C. (1989) Direct observations of the
mass flocculation of diatom blooms: characteristics, settling
velocities and formation of diatom aggregates. Deep Sea
Research Part I: Oceanographic Research Papers, 36,
159–171.

Andersen, K.S.S., Kirkegaard, R.H., Karst, S.M. & Albertsen, M.
(2018) ampvis2: an R package to analyse and visualise 16S
rRNA amplicon data. bioRxiv 299537.

Angelova, A.G., Berx, B., Bresnan, E., Joye, S.B., Free, A. &
Gutierrez, T. (2021) Inter- and intra-annual bacterioplankton
community patterns in a deepwater sub-Arctic region: persistent
high background abundance of putative oil degraders. mBio, 12,
e03701–e03720.

Angthong, P., Uengwetwanit, T., Uawisetwathana, U., Koehorst, J.J.,
Arayamethakorn, S., Schaap, P.J. et al. (2023) Investigating
host-gut microbial relationship in Penaeus monodon upon expo-
sure to Vibrio harveyi. Aquaculture, 567, 739252.

Bowman, J.P. (2014) The family Colwelliaceae. In: The Prokaryotes.
Berlin, HD: Springer, pp. 179–195.

Bowman, J.S., Rasmussen, S., Blom, N., Deming, J.W.,
Rysgaard, S. & Sicheritz-Ponten, T. (2011) Microbial community
structure of Arctic multiyear sea ice and surface seawater by
454 sequencing of the 16S rRNA gene. The ISME Journal, 6,
11–20.

Brunet, M., de Bettignies, F., Le Duff, N., Tanguy, G., Davoult, D.,
Leblanc, C. et al. (2021) Accumulation of detached kelp biomass
in a subtidal temperate coastal ecosystem induces succession
of epiphytic and sediment bacterial communities. Environmental
Microbiology, 23, 1638–1655.

Bunse, C., Koch, H., Breider, S., Simon, M. & Wietz, M. (2021) Sweet
spheres: succession and CAZyme expression of marine bacte-
rial communities colonizing a mix of alginate and pectin parti-
cles. Environmental Microbiology, 23, 3130–3148.

Burow, L.C., Kong, Y., Nielsen, J.L., Blackall, L.L. & Nielsen, P.H.
(2007) Abundance and ecophysiology of Defluviicoccus spp.,
glycogen-accumulating organisms in full-scale wastewater treat-
ment processes. Microbiology, 153, 178–185.

Buttigieg, P.L., Fadeev, E., Bienhold, C., Hehemann, L., Offre, P. &
Boetius, A. (2018) Marine microbes in 4D-using time series
observation to assess the dynamics of the ocean microbiome
and its links to ocean health. Current Opinion in Microbiology,
43, 169–185.

Callahan, B.J., McMurdie, P.J., Rosen, M.J., Han, A.W.,
Johnson, A.J.A. & Holmes, S.P. (2016) DADA2: high-resolution
sample inference from Illumina amplicon data. Nature Methods,
13, 581–583.

Cardman, Z., Arnosti, C., Durbin, A., Ziervogel, K., Cox, C.,
Steen, A.D. et al. (2014) Verrucomicrobia: candidates for
polysaccharide-degrading bacterioplankton in an Arctic fjord of
Svalbard. Applied and Environmental Microbiology, 80, 3749–
3756.

Cardozo-Mino, M., Salter, I., Nöthig, E.-M., Metfies, K.,
Ramondenc, S., Wekerle, C. et al. (2023) A decade of microbial
community dynamics on sinking particles during high carbon
export events in the eastern Fram Strait. Frontiers in Marine Sci-
ence, 10, 1173384.

Cardozo-Mino, M.G., Fadeev, E., Salman-Carvalho, V. & Boetius, A.
(2021) Spatial distribution of Arctic bacterioplankton abundance
is linked to distinct water masses and summertime phytoplank-
ton bloom dynamics (Fram Strait, 79� N). Frontiers in Microbiol-
ogy, 12, 658803.

Carter-Gates, M., Balestreri, C., Thorpe, S.E., Cottier, F., Baylay, A.,
Bibby, T.S. et al. (2020) Implications of increasing Atlantic influ-
ence for Arctic microbial community structure. Scientific Reports,
10, 19262.

Celussi, M., Balestra, C., Fabbro, C., Crevatin, E., Cataletto, B.,
Fonda Umani, S. et al. (2008) Organic-matter degradative poten-
tial of Halomonas glaciei isolated from frazil ice in the Ross Sea
(Antarctica). FEMS Microbiology Ecology, 65, 504–512.

Cherkasheva, A., Nöthig, E.-M., Bauerfeind, E., Melsheimer, C. &
Bracher, A. (2013) From the chlorophyll a in the surface layer to
its vertical profile: a Greenland Sea relationship for satellite
applications. Ocean Science, 9, 431–445.

Choi, D.H., Park, K.-T., An, S.M., Lee, K., Cho, J.-C., Lee, J.-H. et al.
(2015) Pyrosequencing revealed SAR116 clade as dominant
dddP-containing bacteria in oligotrophic NW Pacific Ocean.
PLoS One, 10, e0116271.

Cornils, A., Thomisch, K., Hase, J., Hildebrandt, N., Auel, H. &
Niehoff, B. (2022) Testing the usefulness of optical data for zoo-
plankton long-term monitoring: taxonomic composition, abun-
dance, biomass, and size spectra from ZooScan image
analysis. Limnology and Oceanography: Methods, 20, 428–450.

Delpech, L.-M., Vonnahme, T.R., McGovern, M., Gradinger, R.,
Præbel, K. & Poste, A. (2021) Terrestrial inputs shape coastal
bacterial and archaeal communities in a high Arctic Fjord
(Isfjorden, Svalbard). Frontiers in Microbiology, 12, 614634.

Deming, J.W. & Eric Collins, R. (2017) Sea ice as a habitat for bacte-
ria, archaea and viruses. In: Sea Ice. Hoboken, NJ: John Wiley &
Sons, Ltd, pp. 326–351.

Dittmar, T., Cherrier, J. & Ludwichowski, K.-U. (2009) The analysis of
amino acids in seawater. In: Practical guidelines for the analysis
of seawater. Boca Raton, FL: CRC Press.

Dutta, A., Connors, E., Trinh, R., Erazo, N., Dasarathy, S.,
Ducklow, H.W. et al. (2023) Depth drives the distribution of
microbial ecological functions in the coastal western Antarctic
peninsula. Frontiers in Microbiology, 14, 1168507.

Dybern, B., Ackefors, H. & Elmgren, R. (1976) Recommendations on
methods for marine biological studies in the Baltic Sea. Helsinki:
Institute of Marine Research.

Engel, A., Bracher, A., Dinter, T., Endres, S., Grosse, J., Metfies, K.
et al. (2019) Inter-annual variability of organic carbon concentra-
tion in the eastern Fram Strait during summer (2009–2017).
Frontiers in Marine Science, 6, 187.

Engel, A. & Galgani, L. (2016) The organic sea-surface microlayer in
the upwelling region off the coast of Peru and potential

ARCTIC OCEAN MICROBES AND SUBSTRATES BY REGION AND DEPTH 13 of 16

 14622920, 2024, 2, D
ow

nloaded from
 https://am

i-journals.onlinelibrary.w
iley.com

/doi/10.1111/1462-2920.16568 by M
PI 317 M

arine M
icrobiology, W

iley O
nline L

ibrary on [09/02/2024]. See the T
erm

s and C
onditions (https://onlinelibrary.w

iley.com
/term

s-and-conditions) on W
iley O

nline L
ibrary for rules of use; O

A
 articles are governed by the applicable C

reative C
om

m
ons L

icense

https://www.ebi.ac.uk/ena/browser/view/PRJEB66267
https://www.ebi.ac.uk/ena/browser/view/PRJEB66267
https://github.com/matthiaswietz/fiveArcticSummers
https://github.com/matthiaswietz/fiveArcticSummers
https://orcid.org/0000-0002-9786-3026
https://orcid.org/0000-0002-9786-3026
https://orcid.org/0000-0002-9786-3026


implications for air–sea exchange processes. Biogeosciences,
13, 989–1007.

Engel, A. & Händel, N. (2011) A novel protocol for determining the
concentration and composition of sugars in particulate and in
high molecular weight dissolved organic matter (HMW-DOM)
in seawater. Marine Chemistry, 127, 180–191.

Engel, A., Piontek, J., Metfies, K., Endres, S., Sprong, P., Peeken, I.
et al. (2017) Inter-annual variability of transparent exopolymer
particles in the Arctic Ocean reveals high sensitivity to ecosys-
tem changes. Scientific Reports, 7, 4129.

Evans, C.A. & O’Reilly, J. (1983) A handbook for the measurement of
chlorophyll a in netplankton and nanoplankton. BIOMASS Hand-
book, 9, 1–44.

Fadeev, E., Rogge, A., Ramondenc, S., Nöthig, E.-M., Wekerle, C.,
Bienhold, C. et al. (2021) Sea ice presence is linked to higher
carbon export and vertical microbial connectivity in the Eurasian
Arctic Ocean. Communications Biology, 4, 1–13.

Fadeev, E., Salter, I., Schourup-Kristensen, V., Nöthig, E.-M.,
Metfies, K., Engel, A. et al. (2018) Microbial communities in the
east and west Fram Strait during sea ice melting season. Fron-
tiers in Marine Science, 5, 429.

Fadeev, E., Wietz, M., von Appen, W.-J., Iversen, M.H.,
Nöthig, E.-M., Engel, A. et al. (2021) Submesoscale physico-
chemical dynamics directly shape bacterioplankton community
structure in space and time. Limnology and Oceanography, 66,
2901–2913.

Flores, H., David, C., Ehrlich, J., Hardge, K., Kohlbach, D.,
Lange, B.A. et al. (2019) Sea-ice properties and nutrient concen-
tration as drivers of the taxonomic and trophic structure of high-
Arctic protist and metazoan communities. Polar Biology, 42,
1377–1395.

Fontanez, K.M., Eppley, J.M., Samo, T.J., Karl, D.M. & DeLong, E.F.
(2015) Microbial community structure and function on sinking
particles in the North Pacific subtropical gyre. Frontiers in Micro-
biology, 6, 469.

Francis, B., Urich, T., Mikolasch, A., Teeling, H. & Amann, R. (2021)
North Sea spring bloom-associated Gammaproteobacteria fill
diverse heterotrophic niches. Environmental Microbiomes,
16, 15.

Frey, K.E., Comiso, J.C., Stock, L.V., Young, L.N.C., Cooper, L.W. &
Grebmeier, J.M. (2023) A comprehensive satellite-based
assessment across the Pacific Arctic distributed biological
observatory shows widespread late-season sea surface warm-
ing and sea ice declines with significant influences on primary
productivity. PLoS One, 18, e0287960.

Furusawa, G., Hartzell, P.L. & Navaratnam, V. (2015) Calcium is
required for ixotrophy of Aureispira sp. CCB-QB1. Microbiology,
161, 1933–1941.

Garneau, M.-È., Michel, C., Meisterhans, G., Fortin, N., King, T.L.,
Greer, C.W. et al. (2016) Hydrocarbon biodegradation by Arctic
sea-ice and sub-ice microbial communities during microcosm
experiments, Northwest Passage (Nunavut, Canada). FEMS
Microbiology Ecology, 92, fiw130.

Getz, E., Lanclos, C., Kojima, C., Cheng, C., Henson, M.,
Schön, M.E. et al. (2023) The AEGEAN-169 clade of bacterio-
plankton is synonymous with SAR11 subclade V (HIMB59) and
metabolically distinct. mSystems, 8, e0017923.

Grebmeier, J.M., Moore, S.E., Cooper, L.W. & Frey, K.E. (2019) The
distributed biological observatory: a change detection array in
the Pacific Arctic: An introduction. Deep-Sea Research Part II:
Topical Studies in Oceanography, 162, 1–7.

Gros, V., Bonsang, B., Sarda-Estève, R., Nikolopoulos, A.,
Metfies, K., Wietz, M. et al. (2023) Concentrations of dissolved
dimethyl sulfide (DMS), methanethiol and other trace gases in
context of microbial communities from the temperate Atlantic to
the Arctic Ocean. Biogeosciences, 20, 851–867.

Grosse, J., Nöthig, E.-M., Torres-Valdés, S. & Engel, A. (2021) Sum-
mertime amino acid and carbohydrate patterns in particulate and

dissolved organic carbon across Fram Strait. Frontiers in Marine
Science, 8, 684675.

Gründger, F., Probandt, D., Knittel, K., Carrier, V., Kalenitchenko, D.,
Silyakova, A. et al. (2021) Seasonal shifts of microbial methane
oxidation in Arctic shelf waters above gas seeps. Limnology and
Oceanography, 66, 1896–1914.

Hawley, A.K., Nobu, M.K., Wright, J.J., Durno, W.E., Morgan-
Lang, C., Sage, B. et al. (2017) Diverse Marinimicrobia bacteria
may mediate coupled biogeochemical cycles along eco-
thermodynamic gradients. Nature Communications, 8, 1507.

Hoffmann, K., Bienhold, C., Buttigieg, P.L., Knittel, K., Laso-
Pérez, R., Rapp, J.Z. et al. (2020) Diversity and metabolism of
Woeseiales bacteria, global members of marine sediment com-
munities. The ISME Journal, 14, 1042–1056.

Horvat, C., Jones, D.R., Iams, S., Schroeder, D., Flocco, D. &
Feltham, D. (2017) The frequency and extent of sub-ice phyto-
plankton blooms in the Arctic Ocean. Science Advances, 3,
e1601191.

Jacquemot, L., Vigneron, A., Tremblay, J.-�E. & Lovejoy, C. (2022)
Contrasting sea ice conditions shape microbial food webs in
Hudson Bay (Canadian Arctic). ISME Communications,
2, 104.

Kampouris, I.D., Gründger, F., Christensen, J.H., Greer, C.W.,
Kjeldsen, K.U., Boone, W. et al. (2023) Long-term patterns of
hydrocarbon biodegradation and bacterial community composi-
tion in epipelagic and mesopelagic zones of an Arctic fjord. Jour-
nal of Hazardous Materials, 446, 130656.

Käß, M., Chikina, M., Vedenin, A., Pineda-Metz, S.E.A. &
Soltwedel, T. (2021) Traits and drivers: functioning of macro-
benthic communities across the deep Fram Strait (Arctic
Ocean). Ecological Indicators, 123, 107324.

Kilias, E.S., Nöthig, E.-M., Wolf, C. & Metfies, K. (2014) Picoeukar-
yote plankton composition off West Spitsbergen at the entrance
to the Arctic Ocean. The Journal of Eukaryotic Microbiology, 61,
569–579.

Kivistik, C., Knobloch, J., Käiro, K., Tammert, H., Kisand, V.,
Hildebrandt, J.-P. et al. (2020) Impact of salinity on the gastroin-
testinal bacterial community of Theodoxus fluviatilis. Frontiers in
Microbiology, 11, 683.

Kohlbach, D., Goraguer, L., Bodur, Y.V., Müller, O., Amargant-
Arumí, M., Blix, K. et al. (2023) Earlier sea-ice melt extends the
oligotrophic summer period in the Barents Sea with low algal
biomass and associated low vertical flux. Progress in Oceanog-
raphy, 213, 103018.

Kraemer, S., Ramachandran, A., Colatriano, D., Lovejoy, C. &
Walsh, D.A. (2019) Diversity and biogeography of SAR11 bacte-
ria from the Arctic Ocean. The ISME Journal, 14, 79–90.

Krüger, K., Chafee, M., Ben Francis, T., Glavina del Rio, T.,
Becher, D., Schweder, T. et al. (2019) In marine Bacteroidetes
the bulk of glycan degradation during algae blooms is mediated
by few clades using a restricted set of genes. The ISME Journal,
13, 2800–2816.

Kuhlisch, C., Shemi, A., Barak-Gavish, N., Schatz, D. & Vardi, A.
(2023) Algal blooms in the ocean: hot spots for chemically medi-
ated microbial interactions. Nature Reviews Microbiology, 1–17.

Lanclos, V.C., Rasmussen, A.N., Kojima, C.Y., Cheng, C.,
Henson, M.W., Faircloth, B.C. et al. (2023) Ecophysiology and
genomics of the brackish water adapted SAR11 subclade IIIa.
The ISME Journal, 17, 620–629.

Lannuzel, D., Tedesco, L., van Leeuwe, M., Campbell, K., Flores, H.,
Delille, B. et al. (2020) The future of Arctic sea-ice biogeochem-
istry and ice-associated ecosystems. Nature Climate Change,
10, 983–992.

Lehtovirta-Morley, L.E. (2018) Ammonia oxidation: ecology, physiol-
ogy, biochemistry and why they must all come together. FEMS
Microbiology Letters, 365, fny058.

Leinberger, J., Milke, F., Christodoulou, M., Poehlein, A., Caraveo-
Patiño, J., Teske, A. et al. (2022) Microbial epibiotic community

14 of 16 WIETZ ET AL.

 14622920, 2024, 2, D
ow

nloaded from
 https://am

i-journals.onlinelibrary.w
iley.com

/doi/10.1111/1462-2920.16568 by M
PI 317 M

arine M
icrobiology, W

iley O
nline L

ibrary on [09/02/2024]. See the T
erm

s and C
onditions (https://onlinelibrary.w

iley.com
/term

s-and-conditions) on W
iley O

nline L
ibrary for rules of use; O

A
 articles are governed by the applicable C

reative C
om

m
ons L

icense



of the deep-sea galatheid squat lobster Munidopsis alvisca. Sci-
entific Reports, 12, 2675.

Lester, C.W., Wagner, T.J.W., McNamara, D.E. & Cape, M.R. (2021)
The influence of meltwater on phytoplankton blooms near the
sea-ice edge. Geophysical Research Letters, 48,
e2020GL091758.

Lewis, K.M., van Dijken, G.L. & Arrigo, K.R. (2020) Changes in phyto-
plankton concentration now drive increased Arctic Ocean pri-
mary production. Science, 369, 198–202.

Li, M., Baker, B.J., Anantharaman, K., Jain, S., Breier, J.A. &
Dick, G.J. (2015) Genomic and transcriptomic evidence for scav-
enging of diverse organic compounds by widespread deep-sea
archaea. Nature Communications, 6, 8933.

Li, Q.-M., Zhou, Y.-L., Wei, Z.-F. & Wang, Y. (2021) Phylogenomic
insights into distribution and adaptation of Bdellovibrionota in
marine waters. Microorganisms, 9, 757.

Lin, Y., Moreno, C., Marchetti, A., Ducklow, H., Schofield, O.,
Delage, E. et al. (2021) Decline in plankton diversity and carbon
flux with reduced sea ice extent along the Western Antarctic
peninsula. Nature Communications, 12, 4948.

Lucas, J., Koester, I., Wichels, A., Niggemann, J., Dittmar, T.,
Callies, U. et al. (2016) Short-term dynamics of North Sea
bacterioplankton-dissolved organic matter coherence on molec-
ular level. Frontiers in Microbiology, 7, 321.

Ma�nko, M.K., Gluchowska, M. & Weydmann-Zwolicka, A. (2020)
Footprints of Atlantification in the vertical distribution and diver-
sity of gelatinous zooplankton in the Fram Strait (Arctic Ocean).
Progress in Oceanography, 189, 102414.

Martínez-García, S., Bunse, C., Pontiller, B., Baltar, F., Israelsson, S.,
Fridolfsson, E. et al. (2022) Seasonal dynamics in carbon
cycling of marine bacterioplankton are lifestyle dependent. Fron-
tiers in Microbiology, 13, 834675.

Mehrshad, M., Rodriguez-Valera, F., Amoozegar, M.A., L�opez-
García, P. & Ghai, R. (2018) The enigmatic SAR202 cluster up
close: shedding light on a globally distributed dark ocean lineage
involved in sulfur cycling. The ISME Journal, 12, 655–668.

Metfies, K., Bauerfeind, E., Wolf, C., Sprong, P., Frickenhaus, S.,
Kaleschke, L. et al. (2017) Protist communities in moored Long-
term sediment traps (Fram Strait, Arctic)–preservation with mer-
cury chloride allows for PCR-based molecular genetic analyses.
Frontiers in Marine Science, 4, 301.

Metfies, K., von Appen, W.-J., Kilias, E., Nicolaus, A. & Nöthig, E.-M.
(2016) Biogeography and photosynthetic biomass of Arctic
marine pico-eukaroytes during summer of the record sea ice
minimum 2012. PLoS One, 11, e0148512.

Milici, M., Vital, M., Tomasch, J., Badewien, T.H., Giebel, H.-A.,
Plumeier, I. et al. (2017) Diversity and community composition of
particle-associated and free-living bacteria in mesopelagic and
bathypelagic Southern Ocean water masses: evidence of dis-
persal limitation in the Bransfield Strait. Limnology and Ocean-
ography, 62, 1080–1095.

Morris, R.M., Frazar, C.D. & Carlson, C.A. (2012) Basin-scale pat-
terns in the abundance of SAR11 subclades, marine actinobac-
teria (OM1), members of the Roseobacter clade and OCS116 in
the South Atlantic. Environmental Microbiology, 14, 1133–1144.

Mussmann, M., Pjevac, P., Kruger, K. & Dyksma, S. (2017) Genomic
repertoire of the Woeseiaceae/JTB255, cosmopolitan and abun-
dant core members of microbial communities in marine sedi-
ments. The ISME Journal, 11, 1276–1281.

Nguyen, H.T., Lee, Y.M., Hong, J.K., Hong, S., Chen, M. & Hur, J.
(2022) Climate warming-driven changes in the flux of dissolved
organic matter and its effects on bacterial communities in the
Arctic Ocean: a review. Frontiers in Marine Science, 9, 968583.

Nöthig, E.-M., Bracher, A., Engel, A., Metfies, K., Niehoff, B.,
Peeken, I. et al. (2015) Summertime plankton ecology in Fram
Strait: a compilation of long- and short-term observations. Polar
Research, 34, 23349.

Oldenburg, E., Popa, O., Wietz, M., von Appen, W.-J., Torres-
Valdes, S., Bienhold, C. et al. (2023) Sea-ice melt determines
seasonal phytoplankton dynamics and delimits the habitat of
temperate Atlantic taxa as the Arctic Ocean atlantifies. bioRxiv:
2023.05.04.539293.

Opsahl, S., Benner, R. & Amon, R.M.W. (1999) Major flux of terrige-
nous dissolved organic matter through the Arctic Ocean. Limnol-
ogy and Oceanography, 44, 2017–2023.

Orsi, W.D., Smith, J.M., Liu, S., Liu, Z., Sakamoto, C.M., Wilken, S.
et al. (2016) Diverse, uncultivated bacteria and archaea underly-
ing the cycling of dissolved protein in the ocean. The ISME Jour-
nal, 10, 2158–2173.

Osterholz, H., Dittmar, T. & Niggemann, J. (2014) Molecular evidence
for rapid dissolved organic matter turnover in Arctic fjords.
Marine Chemistry, 160, 1–10.

Oziel, L., Baudena, A., Ardyna, M., Massicotte, P., Randelhoff, A.,
Sallée, J.-B. et al. (2020) Faster Atlantic currents drive poleward
expansion of temperate phytoplankton in the Arctic Ocean.
Nature Communications, 11, 1705.

Pajares, S. (2021) Unraveling the distribution patterns of bacterio-
plankton in a mesoscale cyclonic eddy confined to an oxygen-
depleted basin. Aquatic Microbial Ecology, 87, 151–166.

Parada, A.E., Needham, D.M. & Fuhrman, J.A. (2016) Every base
matters: assessing small subunit rRNA primers for marine micro-
biomes with mock communities, time series and global field
samples. Environmental Microbiology, 18, 1403–1414.

Park, H.J., Lee, Y.M., Kim, S., Wi, A.R., Han, S.J., Kim, H.-W. et al.
(2014) Identification of proteolytic bacteria from the Arctic Chuk-
chi Sea expedition cruise and characterization of cold-active pro-
teases. Journal of Microbiology, 52, 825–833.

Park, J., Davis, K., Lajoie, G. & Parfrey, L.W. (2022) Alternative
approaches to identify core bacteria in Fucus distichus micro-
biome and assess their distribution and host-specificity. Environ-
mental Microbiomes, 17, 55.

Peng, C., Tang, Y., Yang, H., He, Y., Liu, Y., Liu, D. et al. (2020)
Time- and compound-dependent microbial community composi-
tions and oil hydrocarbon degrading activities in seawater near
the Chinese Zhoushan archipelago. Marine Pollution Bulletin,
152, 110907.

Peter, L. & Kenneth, M. (1979) High performance liquid chromato-
graphic determination of subpicomole amounts of amino acids
by precolumn fluorescence derivatization with
o-phthaldialdehyde. Analytical Chemistry, 51, 1667–1674.

Piontek, J., Sperling, M., Nöthig, E.-M. & Engel, A. (2014) Regulation
of bacterioplankton activity in Fram Strait (Arctic Ocean) during
early summer: the role of organic matter supply and tempera-
ture. Journal of Marine Systems, 132, 83–94.

Priest, T., Orellana, L.H., Huettel, B., Fuchs, B.M. & Amann, R.
(2021) Microbial metagenome-assembled genomes of the Fram
Strait from short and long read sequencing platforms. PeerJ, 9,
e11721.

Priest, T., Vidal-Melgosa, S., Hehemann, J.-H., Amann, R. &
Fuchs, B.M. (2023) Carbohydrates and carbohydrate degrada-
tion gene abundance and transcription in Atlantic waters of the
Arctic. ISME Communications 3, 130.

Priest, T., von Appen, W.-J., Oldenburg, E., Popa, O., Torres-
Valdés, S., Bienhold, C. et al. (2023) Atlantic water influx and
sea-ice cover drive taxonomic and functional shifts in Arctic
marine bacterial communities. The ISME Journal, 17, 1612–
1625.

Quast, C., Pruesse, E., Yilmaz, P., Gerken, J., Schweer, T., Yarza, P.
et al. (2013) The SILVA ribosomal RNA gene database project:
improved data processing and web-based tools. Nucleic Acids
Research, 41, D590–D596.

Ramondenc, S., Nöthig, E.-M., Hufnagel, L., Bauerfeind, E.,
Busch, K., Knüppel, N. et al. (2022) Effects of Atlantification and
changing sea-ice dynamics on zooplankton community structure

ARCTIC OCEAN MICROBES AND SUBSTRATES BY REGION AND DEPTH 15 of 16

 14622920, 2024, 2, D
ow

nloaded from
 https://am

i-journals.onlinelibrary.w
iley.com

/doi/10.1111/1462-2920.16568 by M
PI 317 M

arine M
icrobiology, W

iley O
nline L

ibrary on [09/02/2024]. See the T
erm

s and C
onditions (https://onlinelibrary.w

iley.com
/term

s-and-conditions) on W
iley O

nline L
ibrary for rules of use; O

A
 articles are governed by the applicable C

reative C
om

m
ons L

icense



and carbon flux between 2000 and 2016 in the eastern Fram
Strait. Limnology and Oceanography, 68, S39–S53.

Randelhoff, A., Reigstad, M., Chierici, M., Sundfjord, A., Ivanov, V.,
Cape, M. et al. (2018) Seasonality of the physical and biogeo-
chemical hydrography in the inflow to the Arctic Ocean through
Fram Strait. Frontiers in Marine Science, 5, 224.

Rantanen, M., Karpechko, A.Y., Lipponen, A., Nordling, K.,
Hyvärinen, O., Ruosteenoja, K. et al. (2022) The Arctic has
warmed nearly four times faster than the globe since 1979.
Communications Earth & Environment, 3, 168.

Rapp, J.Z., Fern�andez-Méndez, M., Bienhold, C. & Boetius, A. (2018)
Effects of ice-algal aggregate export on the connectivity of bac-
terial communities in the Central Arctic Ocean. Frontiers in
Microbiology, 9, 1035.

Rasmussen, A.N. & Francis, C.A. (2022) Genome-resolved metage-
nomic insights into massive seasonal ammonia-oxidizing
archaea blooms in San Francisco Bay. mSystems, 22,
e0127021.

Rohart, F., Gautier, B., Singh, A. & Cao, K.-A.L. (2017) mixOmics: An
R package for ’omics feature selection and multiple data integra-
tion. PLoS Computational Biology, 13, e1005752.

Royo-Llonch, M., S�anchez, P., Ruiz-Gonz�alez, C., Salazar, G.,
Pedr�os-Ali�o, C., Sebasti�an, M. et al. (2021) Compendium of
530 metagenome-assembled bacterial and archaeal genomes
from the polar Arctic Ocean. Nature Microbiology, 6, 1561–1574.

Salter, I., Bauerfeind, E., Fahl, K., Iversen, M.H., Lalande, C.,
Ramondenc, S. et al. (2023) Interannual variability (2000–2013)
of mesopelagic and bathypelagic particle fluxes in relation to
variable sea ice cover in the eastern Fram Strait. Frontiers in
Earth Science, 11, 1210213.

Schiettekatte, N., Brandl, S. & Casey, J. (2019) Fishualize: color pal-
ettes based on fish species. R Package Version 0.1.0.

Sheik, C.S., Jain, S. & Dick, G.J. (2014) Metabolic flexibility of enig-
matic SAR324 revealed through metagenomics and metatran-
scriptomics. Environmental Microbiology, 16, 304–317.

Solan, M., Archambault, P., Renaud, P.E. & März, C. (2020) The
changing Arctic Ocean: consequences for biological communi-
ties, biogeochemical processes and ecosystem functioning.
Philosophical Transactions of the Royal Society A: Mathemati-
cal, Physical and Engineering Sciences, 378, 20200266.

Soltwedel, T., Bauerfeind, E., Bergmann, M., Bracher, A.,
Budaeva, N., Busch, K. et al. (2016) Natural variability or
anthropogenically-induced variation? Insights from 15 years of
multidisciplinary observations at the arctic marine LTER site
HAUSGARTEN. Ecological Indicators, 65, 89–102.

Teeling, H., Fuchs, B.M., Becher, D., Klockow, C., Gardebrecht, A.,
Bennke, C.M. et al. (2012) Substrate-controlled succession of
marine bacterioplankton populations induced by a phytoplankton
bloom. Science, 336, 608–611.

Thornton, D.C.O. (2014) Dissolved organic matter (DOM) release by
phytoplankton in the contemporary and future ocean. European
Journal of Phycology, 49, 20–46.

Underwood, G.J.C., Michel, C., Meisterhans, G., Niemi, A.,
Belzile, C., Witt, M. et al. (2019) Organic matter from Arctic Sea-
ice loss alters bacterial community structure and function.
Nature Climate Change, 9, 170–176.

von Appen, W.-J., Waite, A.M., Bergmann, M., Bienhold, C.,
Boebel, O., Bracher, A. et al. (2021) Sea-ice derived meltwater
stratification slows the biological carbon pump: results from con-
tinuous observations. Nature Communications, 12, 7309.

von Friesen, L.W. & Riemann, L. (2020) Nitrogen fixation in a chang-
ing Arctic Ocean: An overlooked source of nitrogen? Frontiers in
Microbiology, 11, 596426.

von Jackowski, A., Becker, K.W., Wietz, M., Bienhold, C., Zäncker, B.,
Nöthig, E.-M. et al. (2022) Variations of microbial communities and
substrate regimes in the eastern Fram Strait between summer and
fall. Environmental Microbiology, 24, 4124–4136.

von Jackowski, A., Grosse, J., Nöthig, E.-M. & Engel, A. (2020)
Dynamics of organic matter and bacterial activity in the Fram
Strait during summer and autumn. Philosophical Transactions of
the Royal Society A: Mathematical, Physical and Engineering
Sciences, 378, 20190366.

Wegner, C.-E., Richter-Heitmann, T., Klindworth, A., Klockow, C.,
Richter, M., Achstetter, T. et al. (2013) Expression of sulfatases
in Rhodopirellula baltica and the diversity of sulfatases in the
genus Rhodopirellula. Marine Genomics, 9, 51–61.

Weigel, B.L., Miranda, K.K., Fogarty, E.C., Watson, A.R. & Pfister, C.A.
(2022) Functional insights into the kelp microbiome from
metagenome-assembled genomes. mSystems, 7, e0142221.

Wickham, H., Averick, M., Bryan, J., Chang, W., McGowan, L.D.,
François, R. et al. (2019) Welcome to the Tidyverse. Journal of
Open Source Software, 4, 1686.

Wietz, M., Bienhold, C., Metfies, K., Torres-Valdés, S., von
Appen, W.-J., Salter, I. et al. (2021) The polar night shift: seasonal
dynamics and drivers of Arctic Ocean microbiomes revealed by
autonomous sampling. ISME Communications, 1, 76.

William Revelle. (2023) psych: Procedures for psychological, psycho-
metric, and personality research. Northwestern University,
Evanston, Illinois.

Williams, T.J., Long, E., Evans, F., Demaere, M.Z., Lauro, F.M.,
Raftery, M.J. et al. (2012) A metaproteomic assessment of win-
ter and summer bacterioplankton from Antarctic peninsula
coastal surface waters. The ISME Journal, 6, 1883–1900.

Wilson, B., Müller, O., Nordmann, E.-L., Seuthe, L., Bratbak, G. &
Øvreås, L. (2017) Changes in marine prokaryote composition
with season and depth over an Arctic polar year. Frontiers in
Marine Science, 4, 95.

Yu, Y., Yang, J., Zheng, L.-Y., Sheng, Q., Li, C.-Y., Wang, M. et al.
(2020) Diversity of D-amino acid utilizing bacteria from Kongsf-
jorden, Arctic and the metabolic pathways for seven D-amino
acids. Frontiers in Microbiology, 10, 2983.

SUPPORTING INFORMATION
Additional supporting information can be found online
in the Supporting Information section at the end of this
article.

How to cite this article: Wietz, M., Engel, A.,
Ramondenc, S., Niwano, M., von Appen, W.-J.,
Priest, T. et al. (2024) The Arctic summer
microbiome across Fram Strait: Depth, longitude,
and substrate concentrations structure microbial
diversity in the euphotic zone. Environmental
Microbiology, 26(2), e16568. Available from:
https://doi.org/10.1111/1462-2920.16568

16 of 16 WIETZ ET AL.

 14622920, 2024, 2, D
ow

nloaded from
 https://am

i-journals.onlinelibrary.w
iley.com

/doi/10.1111/1462-2920.16568 by M
PI 317 M

arine M
icrobiology, W

iley O
nline L

ibrary on [09/02/2024]. See the T
erm

s and C
onditions (https://onlinelibrary.w

iley.com
/term

s-and-conditions) on W
iley O

nline L
ibrary for rules of use; O

A
 articles are governed by the applicable C

reative C
om

m
ons L

icense

https://doi.org/10.1111/1462-2920.16568

	The Arctic summer microbiome across Fram Strait: Depth, longitude, and substrate concentrations structure microbial diversi...
	INTRODUCTION
	EXPERIMENTAL PROCEDURES
	Sample collection
	DNA extraction and sequencing
	Amplicon analysis
	Cell numbers
	Substrate concentrations
	Chlorophyll
	Satellite data

	RESULTS AND DISCUSSION
	Environmental parameters, cell numbers, and substrate regimes
	Broad community patterns in the environmental context
	Effect of sampling time and seasonality
	Signature populations
	Cluster C1-Julian day (eastern Fram Strait)
	Cluster C2-Surface (eastern Fram Strait)
	Cluster C3-Lower photic zone (eastern Fram Strait)
	Cluster C4-Lower photic zone (central Fram Strait towards WSC)
	Cluster C5-Lower photic zone (central Fram Strait towards EGC)
	Cluster C6-Julian day (western Fram Strait)
	Cluster C7-Lower photic zone (western Fram Strait)
	Cluster C8-Surface ``freshwater bloom´´ (western Fram Strait)
	Cluster C9-Surface (western Fram Strait)
	Cluster C10-``Bloom´´ (western and eastern Fram Strait)

	Functional potential of signature populations

	CONCLUSIONS
	AUTHOR CONTRIBUTIONS
	ACKNOWLEDGEMENTS
	CONFLICT OF INTEREST STATEMENT
	DATA AVAILABILITY STATEMENT

	REFERENCES


