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Abstract: Svalbard archipelago is experiencing the effects of climate changes (i.e., glaciers’ thickness
reduction and glacier front retreat), but how ice melting affects water biogeochemistry is still
unknown. Microbial communities often act as environmental sentinels, modulating their distribution
and activity in response to environmental variability. To assess microbial response to climate warming,
within the ARctic: present Climatic change and pAst extreme events (ARCA) project, a survey was
carried out along a transect in Konsfjorden from off-shore stations towards the Kronebreen glacier.
Total bacterial abundance and the fraction of actively respiring cells (labelled by cyanotetrazolium
chloride, CTC), cultivable heterotrophic bacterial abundance, and extracellular enzymatic activities
(leucine aminopeptidase (LAP), beta-glucosidase (GLU), and alkaline phosphatase (AP)) were
measured. In addition, water temperature, salinity, dissolved oxygen, turbidity, total suspended
matter (TSM), particulate and chromophoric dissolved organic matter (CDOM), chlorophyll-a (Chl-a),
and inorganic compounds were determined, in order to evaluate whether variations in microbial
abundance and metabolism were related with changes in environmental variables. Colder waters
at surface (3.5-5 m) depths and increased turbidity, TSM, and inorganic compounds found at some
hydrological stations close to the glacier were signals of ice melting. CDOM absorption slope
values (275-295 nm) varied from 0.0077 to 0.0109 nm™, and total bacterial cell count and cultivable
heterotrophic bacterial abundance were in the order of 10° cells/mL and 103 colony forming units/mL,
respectively. Enzymatic rates <1.78, 1.25, and 0.25 nmol/L/h were recorded for AP, LAP, and GLU,
respectively. Inorganic compounds, TSM, and turbidity correlated inversely with temperature; AP
was significantly related with CDOM absorption spectra and heterotrophic bacteria (r = 0.59, 0.71,
p < 0.05); and LAP with Chl-g, Particulate Organic Carbon (POC) and Particulate Organic Nitrogen
(PON) (0.97, 0.780, 0.734, p < 0.01), suggesting that fresh material from ice melting stimulated the
metabolism of the cultivable fraction.
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1. Introduction

Arctic regions are currently experiencing a rapid global warming due to climate change, with
its detrimental effects, such as ice melting, glacier retreat, and/or thickness reduction. Besides rising
temperatures and salinity variations, increased water turbidity due to particulate matter inputs from
glacier meltwater outflow and river runoff are frequently recorded in coastal or close to coastal
ecosystems. The cumulative effects of increased temperatures and UV radiation on aquatic and
terrestrial domains as well as on living organisms have been widely studied [1]. At the microbial
level, a significant contribution to current knowledge of the distribution, community dynamics, and
metabolic activities of marine microorganisms inhabiting Arctic marine ecosystems has been provided
by a number of previous investigations [2-9]. Higher phytoplankton growth, bacterial production,
and grazing pressure on bacteria were previously observed in sites directly affected by sea-ice melting
compared to others that were unaffected, suggesting a substantial influence of the ice melting process
on the productivity and the biogeochemistry of Arctic waters [10]. However, rapidly occurring
changes induced by environmental variability in polar regions stimulate further research on the
response of microbial communities, since the literature available on this issue is still far from being
exhaustive [11,12].

Microbial communities, including bacteria and phytoplankton, are potential sentinels of ecosystem
changes and anthropogenic disturbances in marine ecosystems [13,14]; they play a key role in relevant
processes, such as carbon fluxes and nutrient regeneration, and can also be viewed as amplifiers of
global change [15]. Organic matter decomposition, bacterial production, respiration, growth efficiency,
and bacterial-grazer trophic interactions are microbially mediated functions [16]. All these ecosystem
processes involved in the biogeochemical carbon cycle are regulated by temperature; as a consequence,
they are likely undergoing significant changes in a warmer ocean [17]. In this context, monitoring
microbial abundance and function could represent a key strategy to improve the comprehension of the
history of the ecosystem and to predict the future variability of water biogeochemistry under different
global change scenarios [18,19].

Within the Arctic region, the Svalbard Archipelago (Norway) is changing rapidly in relation to
climate change; in fact, it is considered a suitable model ecosystem to study climate-driven physical
and biological changes, being affected by the inflow of warm, saline, and nutrient-rich Atlantic waters
(AW) and the glacial meltwater runoff in its inner part [20-23]. During the last decade, these conditions
have generated both freshwater and sediment gradients, affecting the whole fjord productivity, carbon
sequestration, and overall ecosystem status [24]. Due to its peculiar characteristics, Svalbard fjords can
therefore represent natural archives that allow us to reconstruct environmental variability and establish
baseline values for the changes occurring in the Arctic Ocean [25]. Moreover, connecting land to ocean,
Arctic fjords play an important role in climate change in the overall area [26]. Pelagic and sea-ice algae
production, as well as blue carbon stock in the shelf seafloor, are important sources of organic matter in
these regions [27,28]; in addition, increased meltwater alters organic matter retention and processing,
modifying the organic matter pool provided to coastal Arctic microbial communities [9]. Therefore,
an understanding of microbial interactions with organic matter across salinity gradients is needed to
evaluate the biogeochemical effects of increasing freshwater inputs from glacial melting.

In Kongsfjorden, the dynamics of carbon inputs and fate in both the pelagic and benthic
food webs have been investigated only recently [29,30]. Since 2013, the laboratory of biological
oceanography of the CNR Section of Messina has been performing an interdisciplinary (chemical and
microbiological) research on the variability of the virio-, bacterio-, picophyto-, and micro-plankton
communities as well as of the microbial metabolic rates involved in the organic matter decomposition
in relation to environmental characteristics of the Svalbard region. The rationale of these studies
is that microbial communities in Kongsfjorden undergo variations in their distribution and activity
following environmental changes. Previous studies [31] documented the occurrence of alterations in the
phytoplankton community structure (even including harmful and toxic species) and the biogeochemical
functions in relation to the inflow of Atlantic water and the freshwater runoff from melting glaciers.
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To extend current knowledge on the microbial response to Arctic environmental changes, in
the framework of the “ARctic: present Climatic change and pAst extreme events” (ARCA) Project
(2014-2016) funded by the Italian National Research Council-Department of Earth System Science and
Environmental Technologies, an oceanographic cruise was carried out in May 2016 in Kongsfjorden.
Environmental and biological characteristics were studied, paying attention to the concentration of
chromophoric dissolved organic matter (CDOM), the abundance of total bacteria, and its actively
respiring fraction, the cultivable heterotrophic bacteria, and the potential rates of microbial enzymatic
activities involved in organic matter decomposition.

2. Materials and Methods

2.1. Study Area and Collection of Samples

Kongsfjorden (latitude 79° N; longitude 12° E) is an open fjord without a sill and is influenced by
the melting water from several glaciers (Kongsbreen, Conwaybreen, Blomstrandbreen, Kronebreen, and
Kongsvegen) that enrich the waters of the fjord with particles of mineral and organic origin [24,32,33].
Inside the fjord, the distribution of water masses is the result of complex interactions between the
bottom topography and coastline, coupled with the forces governing the fjord circulation [21,24].
The dynamics and amounts of Atlantic-derived water, with warm water cores at mid depth [34],
depend on the general water circulation in the North Atlantic Sea. In fact, due to the proximity of
the Kongsfjorden mouth to the West Spitzbergen Current (WSC) eastward front, as well as of the
morphology of the deeper part of the fjord, veins of warm (about 5 °C) and salty (up to 35) waters
enter the inner part of Kongsfjorden, reaching the glaciers’ front. The intrusion of warm waters of
Atlantic origin is particularly enhanced during late summer, while during fall and winter, the fjord
water masses are replaced by fresher and cold Arctic waters [21]. In addition to the WSC inputs,
in summer, the freshwater runoff from land and glaciers produces strong gradients inside the fjord,
which also led to stratification at shallow depths [28]. Inter-annual variability in the water masses and
Atlantic water intrusion, with a net outflow of surface freshwater from Kongsfjorden, has, however,
recently been documented [35].

The interface between the ocean and glaciers” ice tongues is a unique opportunity to study the
effects that ice melting may have on the hydrological and biological properties of the ocean.

A survey was performed in Kongsfjorden in May 2016 onboard the vessel MS Teisten (Kings Bay
AS). Seven hydrological stations located along a transect in the inner part up to the edge of Kronebreen
glacier were sampled at surface (0.5 m) depth using sterile containers (Figure 1). Their geographical
coordinates are reported in Table 1. Station 4, close to the mooring Dirigibile Italia (MDI), was sampled
at six depths (1, 5, 25, 50, 75, and 100 m), using different 10-liter Niskin bottles mounted on a single
rope, which were closed at the chosen depths.

Table 1. Geographical coordinates of the studied stations.

Stations Latitude Longitude

4

78°54’ 36.00” N

12°15’ 0.00” E

5 78°54’ 0.00” N 12°16’ 12.00” E
14 78°53’ 24.00” N 12°19” 12.00” E
6 78°53’ 24.00” N 12°227 12.00” E
23 78°52" 48.00” N 12°25" 12.00” E
7 78°52’ 12.00” N 12°28" 12.00” E

8

78°52’ 12.00” N

12°31” 48.00” E
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Figure 1. Location of the sampling stations along a transect in Kongsfjorden, Svalbard Islands
(Arctic Norway).

2.2. Physical and Chemical Variables

Temperature, salinity, dissolved oxygen, and turbidity measurements were carried out at all
the hydrological stations by a Sea Bird 16 self-recording multiparametric probe (Sea Bird Electronics,
Bellevue, WA, USA). Inorganic compounds (ammonium NHy’, nitrites NO;, nitrates NO3, and
orthophosphate POy), chlorophyll-a (Chl-a), total suspended matter (TSM), particulate organic carbon
(POC), and CDOM absorption were measured. The concentration of inorganic compounds was
determined by filtering water samples on Whatman GF/F glass filters and storing the filtered seawater
in a freezer at —20 °C. Analytical measurements were carried out according to Strickland and
Parsons [36], while NH, was measured according to Aminot and Chaussepied’s method [37]. Inorganic
N was determined by the sum of NHy4, NO;, and NO3. Measurements were performed using a Cary
50 spectrophotometer (Varian SpA, Turin, Italy).

Chl-a concentration was measured fluorometrically [38]. Water samples (1.0 liter) after collection
were filtered on Whatman GF/F glass-fiber filter (Fisher Scientific Italia, Rodano, Milan, Italy).
The filters were stored at —20 °C, extracted in a 90% acetone solution, and measured with a Cary
Eclipse spectrofluorometer (Varian SpA, Turin, Italy) calibrated with known concentrations of pure
Chl-a from Anacystis nidulans (Sigma).

For TSM measurements, samples were filtered on pre-weighed and pre-combusted Whatman GF/F
filters, rinsed with MilliQ) water (Merck Life Science, Milan, Italy) and oven-dried (50 °C) overnight,
and then weighed by a precision analytical scale. Total C and particulate organic carbon (POC) were
measured after filtration on pre-combusted Whatman GF/F filters (nominal pore size 0.7 pm) that
were stored at —20 °C until analysis. Both filters were analyzed using a FISONS NA2000 Elemental
Analyzer (EA, Carlo Erba Instruments, Milan, Italy). POC filters were treated with 1.5 N hydrochloric
acid (Carlo Erba Reagents, Milan, Italy) to remove the inorganic carbon [39], while inorganic carbon
was determined by subtracting to the measured total C content the one of POC and assuming that is
composed mainly of calcium carbonate [40].
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For CDOM measurements, seawater samples were immediately filtered through 0.22-pm
Nuclepore polycarbonate filters (Whatman, Fisher Scientific Italia, Rodano, Milan, Italy) under
low pressure and collected in 200-mL amber glass bottles treated with hydrochloric acid (10% final
concentration), preconditioned with ultrapure water, and maintained at 4 °C in the dark until the
laboratory analysis. Once at the laboratory, CDOM absorbance was measured in the spectral range of
250-700 nm by a UV mini 1240 spectrophotometer (Shimadzu Italia, Milan, Italy) with a 10-cm quartz
cuvette, by subtracting the spectrum of Milli-Q water at each spectrum, measured in the same conditions.
Absorbance values were converted into absorption coefficients according to Mitchell et al. [41] and
Twardowski et al. [42]. The spectral slope (S) of the absorption curve was calculated in the wavelength
range 275-295 nm (5275-295) according to Bricaud et al. [43] and Helms et al. [44] to retrieve information
about the molecular characteristics of CDOM as well as the origin of CDOM pool.

2.3. Microbial Variables

Direct counts of the total bacterial cell abundance (BA) were performed after staining with
4’6-diamidino-2-phenylindole (DAPI final concentration 10 pg/mL, Sigma-Aldrich Corporate, Merck
Life Science, Milan, Italy) [45] while the fraction of actively respiring cells by labelling with
5-cyanotetrazolium chloride (CTC). Both determinations were performed by observation under
an image analysis epifluorescence microscope (AXIOPLAN 2 Imaging microscope, Zeiss, Oberkochen,
Germany) equipped with a digital camera Axiocam (Zeiss, Oberkochen, Germany) and AXIOVISION
3.1 software. Cell counts were performed on a minimum of 20 randomly selected fields in two replicate
slides. Direct bacterial counts were performed using the following filter sets: G365 exciter filter,
FT395 chromatic beam splitter, LP420 barrier filter; CTC counts using the rhodamine-specific filter set
(BP546/12; FT580; LP590).

The counts of psychrophilic or psychrotolerant cultivable heterotrophic bacteria, expressed in
terms of colony forming units (CFU)/mL, were obtained by spreading of 0.1 mL volumes on marine
agar plates (Difco, Fisher Scientific Italia, Rodano, Milan, Italy), incubated at 4 °C for 15 days.

For extracellular enzymatic activity rates, all the samples were pre-filtered on a 250-pm pore-size
nylon net to remove zooplankton, potentially interfering with the measurements. Extracellular
enzymatic activity rates were determined by incubation of 10-mL sub-samples with increasing
amounts (final concentrations ranging from 10 to 320 nmol/liter) of fluorogenic substrates specific for
leucine aminopeptidase (LAP), beta-glucosidase (GLU), and alkaline phosphatase (AP), involved in
the decomposition of major components of organic matter present in the sea, such as proteins,
mucopolysaccharides, and organic phosphates, respectively. The activity of these hydrolytic
enzymes provides information on the ability of microbes to have access to nitrogen, carbon, and
phosphorus, respectively [46,47]. Particularly, measurements were performed at time 0, immediately
after substrate addition, and after incubation for 5 h at the in situ temperature, using a GloMax
fluorimeter model Multi JR (Promega Corporation, Madison, WI, USA), equipped with filter sets
of 365 and 440-455 nm excitation and emission wavelengths, respectively. It was calibrated
with known concentrations of 7-methylcoumarin and 4-methylumbelliferone used as standards.
L-leucine-7-amido-4-methylcoumarinhydrochloride, 4-methylumbelliferyl, B-D-glucopyranoside, and
4-methylumbelliferyl phosphate were the fluorogenic substrates specific for LAP, GLU, and AP
determinations, respectively. All reagents were purchased from Sigma-Aldrich Corporate (Merck Life
Science, Milan, Italy).

All microbial counts and enzyme assays were performed in triplicate and data are reported as the
mean values + S.E.

2.4. Statistical Analysis

Statistical analyses of the environmental and microbiological dataset were performed using the
Sigma-Stat software version 3.1 (SYSTAT Software, Inc, San Jose, CA, USA). Pearson correlation
analysis was used to explore the correlations among the assayed microbial variables, Cluster and MDS
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analyses were performed with the statistical software PRIMER (Plymouth Routines in Multivariate
Ecology Research) v 6.0 [48].

3. Results

3.1. Environmental Conditions

The distribution patterns followed by the physical and chemical variables measured during
this survey are shown in Figure 2a,b. Temperature values were in the range of 0.93-3.38 °C (at st.8
and st.5, respectively), and salinity of 34.27-34.94 psu (at st. 8 and.4-75 m, respectively) (Figure 2a).
Dissolved oxygen ranged from 6.53 to 9.36 mL/L (at st. 7 and 4-5 m, respectively), while turbidity was
comprised between 1.48 and 49.72 (at st.5 and st.8, respectively) (Figure 2b). At station 4, temperature
and dissolved oxygen values decreased slightly along the water column; conversely, salinity increased
with depth. More variable, although not statistically significant, were the vertical patterns of turbidity
(data not shown in Figure 2). Temperature and salinity values decreased from st. 4 to 8 (glacier), while
an opposite trend was observed for turbidity and inorganic compounds.
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Figure 2. Cont.
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Figure 2. (a) Mean values + S.E. of water temperature and salinity measured along the Kongsfjorden
transect from the entrance to the glacier, and vertical profile of the station 4 (0-100 m). (b) Mean values
+ S.E. of water dissolved oxygen and turbidity measured along the Kongsfjorden transect, from the
entrance to the glacier, and vertical profile of the station 4 (0-100 m).

The temperature profiles showed a detectable signal of colder water that moved away from the
glacier toward the bottom, as observed along the vertical profiles of the stations 14 and 23, at the depth
of 5 and 3.5 m respectively (Figure 3).
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Figure 3. Vertical profiles of temperature at stations 14 and 23, showing the signal of colder waters
from ice melting at 5 and 3.5 m, respectively.

Low concentrations of inorganic compounds (min-max range: NHy 0.45-1.44 umol/L; NO,+ NO3
0.12-5.60 umol/L; PO4 0.10-0.48 umol/L) and reduced concentrations of Chl-a2 and TSM (0.03-1.56 mg/m3
and 0.2-16.7 mg/L, respectively) characterized the Kongsfjorden area (Table 2). Surface Chl-a
concentration was lower than 0.4 mg/m?, whereas higher values (>1.0 mg/m?) were found at the
sub-surface layer (from 25 to 50 m). TSM peaked at station 8 (Figure 4).

Table 2. Concentrations of trophic variables: inorganic compounds (ammonium NHy, nitrites NO, +
nitrates NO3 and orthophosphate PO,), Total Carbon, Inorganic and Particulate Organic Carbon (POC),
Particulate Organic Nitrogen (PON), and C/N molar ratio measured at the examined stations.

Sample NH,4 NO,+NO3; PO, Total C Inorganic C POC PON C/N
(Station-Depth) uM uM uM ugC/1 ngC/l ngC/l ug/l Molar Ratio
4-1m 0.50 0.14 0.15 173.60 26.19 147.41 28.20 6.10
4-5m 0.58 0.12 0.13 249.28 38.23 211.05 43.73 5.63
4-25m 0.76 0.14 0.19 - - 397.20 60.69 7.64
4-50 m 1.44 1.87 0.40 204.46 52.50 151.96 30.79 5.76
4-75m 0.99 3.12 0.48 188.58 12.57 176.01 27.15 7.56
4-100 m 1.30 5.60 0.46 170.14 44.26 125.88 15.38 9.55
5-0.5m 0.45 0.17 0.10 165.41 29.62 135.79 26.54 5.97
14-0.5m 0.61 0.13 0.10 293.93 140.35 153.58 31.61 5.67
6-0.5m 0.73 1.05 0.19 103.86 19.06 84.79 14.78 6.69
23-0.5m 0.98 3.36 0.34 154.22 62.59 91.64 14.48 7.38
7-0.5 m 1.05 2.62 0.33 112.83 39.52 73.31 12.50 6.84

8-0.5m 1.15 2.67 0.39 174.53 47.25 67.94 13.43 5.90
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Figure 4. Mean values + S.E. of Chl-a and TSM concentrations measured along the Kongsfjorden
transect, from the entrance to the glacier, and vertical profile of the station 4 (0-100 m).

Total C values were comprised between 103.86 and 293.63 ug/L (st. 6—st. 14, respectively);
inorganic C content ranged from 12.57 to 140.35 ugC/L (st. 4-75 m—st. 14, respectively), while the
organic fraction from 67.94 to 397.20 ugC/L (st. 8—st. 4-25m, respectively). PON concentrations
were on average 5.4 times lower than POC, varying between 12.50 and 60.69 ugN/L (st. 7- and st.
4-25 m respectively). POC and PON distribution patterns reflected those of Chl-a, being concentrated
in the outer part of the fjord. Averaged C/N molar ratios were 6.72 + 367.20, ranging from 50.63 to
9.60 within the same station 4. These values provided qualitative information of the organic matter
present within the fjord. Generally, an active autotrophic biomass prevailed within the particulate
matter pool (C/N ratios between 6 and 8), except for same stations (5, 14, 8, 4-5 m, and 4-50 m)
where the heterotrophic biomass (C/N < 6) or, differently, the detrital fraction (C/N > 8, st. 4-100 m)
were predominant.

CDOM absorption spectra (Figure 5a) showed a classical unstructured shape with the near
exponential decrease at increasing wavelengths (from the ultraviolet to the visible region). Values at
400 nm varied from 0.1175 (st. 4, 100 m) to 0.4905 (st. 14). At st.4, a first (sub)surface peak linked to
terrestrial inputs was followed by a less pronounced peak (50 m), related to in situ marine production
processes, laying just below the peak of Chl-a detected at 25 m (Figure 5b). CDOM absorption slope
values (5275-295) varied from 0.0077 to 0.0109 nm~!, indicating the occurrence of molecules with high
molecular weight and aromaticity degree, typical of waters influenced by the presence of terrestrial
inputs [31]. In particular, the lowest value was observed at the st.14, in correspondence of the detected
colder water from the glacier melting and the highest CDOM absorption values.
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Figure 5. (a) Absorption coefficients measured in the study area; (b) vertical profile of the absorption
coefficient obtained at a 400 nm wavelength at station 4.

3.2. Microbial Variables

Direct bacterial cell counts (BA) and the fraction of actively respiring cells (CTC) were in the
magnitude order of 10° and 10* cells/mL, respectively. Minimum and maximum abundance of BA and
CTC+ were recorded at stations-23 and 4-75 m, respectively (Figure 6). CTC counts accounted for
percentages of 0-5.39% of total BA. Cultivable heterotrophic bacteria were in the order of 103 CFU/mL.
They showed the lowest abundance at st. 4-50 m, the highest one at the same station at surface layer;
overall, they represented 0.002-2.11% of total BA.
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Figure 6. Mean abundance + S.E of total bacterial cells (black columns), active respiring cells (labelled
by CTC treatment, grey columns), heterotrophic bacteria (line).
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Enzymatic activity patterns were in the magnitude order AP > LAP > GLU, with rates lower than
1.78,1.25, and 0.25 nmol/L/h, respectively. At st. 4, AP prevailed at the surface, enabling the recycling
of phosphorous for primary production, while LAP and GLU were more active at intermediate
depths (Figure 7).
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Figure 7. Mean values + S.E. of enzyme activity rates (LAP, leucine aminopeptidase; GLU,
beta-glucosidase; AP, alkaline phosphatase) measured in the Kongsfjorden transect from the entrance
to the glacier, and vertical profile of the Station 4 (0-100 m).
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The LAP/GLU ratio, which indicates the reciprocal ratio between the proteolytic and glycolytic
processes and depends on the functional features of the ecosystem, was calculated in order to get
insights on the qualitative composition of the metabolizable organic matter. Its values ranged from 0.18
(station 7) to 14.61 (station 4-25 m) and on average 3.89 + 5.20. LAP/GLU ratios were frequently lower
than 1, indicating that within the organic matter pool the polysaccharidic material, more refractory
than labile proteins, was predominant; conversely, the latter prevailed within the organic matter at
stations 4 (0, 25 and 50 m), 8, and particularly 14.

Information on the reciprocal role of phytoplankton and bacterial communities within the
Kongsfjorden ecosystem and their contribution to POC was obtained. Bacterial biomass (BB)
was calculated from BA using the conversion factor of 20 fgC per cell [49], while phytoplankton
biomass (Phyto-B) was calculated from Chl-a values assuming a C:Chl-a conversion ratio of 40 [50].
The contribution of the detrital fraction was obtained after subtraction of BB and Phyto-B from POC.
Detritus was the predominant fraction of POC, followed by BB and Phyto-B. BB contribution was high
at stations 6 and 8 where lower percentages of Phyto-B and detritus were found (Table 3).

Table 3. Relative contribution of phytoplanktonic biomass (Phyto-B), prokaryotic biomass (PB), and
detritus to total Particulate Organic Carbon (POC) pool.

Phyto-B % BB % . %
Sample (n?lg/L) of POC (mg/L) ofpOC  Detritus mg/l) . pc
41m 8.28 5.62 4232 2871 96.81 65.68
45m 5.64 2.67 5531 2621 150.10 71.12
425m 62.52 15.74 21.98 5.53 312.70 78.73
450m 40.64 26.74 50.55 33.26 60.77 39.99
475m 12.44 7.07 57.42 32.62 106.15 60.31
4100m 56 445 22.93 18.21 97.35 77.34
5-0.5m 124 9.13 25.24 18.59 98.14 72.28
14-05m 10.52 6.85 34.83 22.68 108.23 70.47
6-0.5m 132 1.56 33.13 39.07 50.34 59.37
23-05m 72 7.86 16.60 18.12 67.84 74.03
7-05m 7.2 9.82 19.12 26.08 46.99 64.10
8-0.5m 2.48 3.65 34.22 50.37 31.24 45.98

Detritus and BB generally exceeded Phyto-B, with average values of 102.22 and 34.47 ugC/L
respectively, compared to Phyto-B (14.69 ugC/L). Their distribution patterns showed higher values
starting from the station 6 towards the station 8 close to the Kronebreen glacier, confirming the relevance
of the detritus released from ice melting for bacterial metabolism in the inner part of the fjord. Phyto-B
contributed to POC in a percentage varying from a minimum of 1.56% at st. 6 to a maximum of 26.74%
at st.4-50 m, constituting on average 8.43% of POC. Conversely, BB oscillated between 16.60% at st. 23
and 57.52% at st.4-75 m, with an average weight of 26.62% of POC. The contribution of both auto- and
heterotrophic biomasses (in terms of phytoplankton and bacteria, respectively) to POC appeared more
balanced at stat. 4-50 m. Total living microbial biomass, as BB+Phyto-B, was predominant at stat. 8
(54.02% of POC), while the minimum percentage contribution on POC (25.97%) was recorded at st. 23.

Using a conversion factor of 72 ng of C released by both LAP and GLU from the hydrolysis
of 1 nmol of substrate [46], LAP and GLU values were converted into nanograms of mobilized C.
Comparing the sum of C released per day by both LAP+GLU activities to the whole amount of POC,
and assuming that this latter was fully bioavailable, we calculated that the microbial community was
potentially able to mobilize per day a percentage ranging from 0.08% to 0.67% of total POC, at stations
8 and 6, respectively.

The following formula was used:

(LAP + GLU) x24

%hydrolyzed POC (per day) = 5OC

100
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3.3. Statistical Data Elaboration

Pearson correlation and multidimensional scaling analysis (MDS, Figure 8) performed on the
whole dataset underlined that temperature was inversely related to inorganic compounds (Pearson
r = —0.67, p < 0.05), TSM and turbidity (r = —0.78 and —0.82, p < 0.01, respectively). Although at a
low probability level, temperature also correlated positively to GLU (r = 0.57, p < 0.05) and AP to the
cultivable heterotrophic bacteria (r = 0.594, p < 0.05). AP and CDOM absorption spectra (a 254 nm)
were significantly related (r = 0.71, p < 0.05), as well as LAP with Chl-a (r = 0.97, p < 0.01), suggesting
enzymatic synthesis stimulation by fresh material. LAP levels also correlated significantly with POC
and PON contents (r = 0.780, 0.734, p < 0.005, respectively), indicating a good synergy between
organic matter, autotrophic biomass, and proteolytic activities, or, in other words, that production
and degradation processes were well balanced. Similarity levels (S) calculated in the MDS analysis
confirmed the close association between LAP and trophic parameters, such as Chl-a, POC, and PON
(S =2.25), as well as between TSM and turbidity (S = 2.55) or T and GLU (S = 3.38).
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Figure 8. Multidimensional scaling (MDS) analysis of environmental and microbiological variables;
the similarity (S) level among the variables is indicated.

Both biochemical and optical parameters individuated different sub-areas, having terrestrial or
marine properties. Within st. 4, cluster analysis discriminated the surface layers, including the water
samples up to a 5 m depth and associated to st. 5 by an Euclidean distance of 5.14, from the deepest
ones (75 and 100 m), associated to st. 6 with an Euclidean distance of 4.05. This last-subcluster was
similar to another one (that included st. 23 and st. 7 with an Euclidean distance of 3.85) and both the
clusters grouped together with an Euclidean distance of 4.35 (Figure 9). Samples 4-25 m and 4-50 m,
characterized by high phytoplankton biomass, clustered together (Euclidean distance of 4.15), while
st.14-0 m remained unclustered.
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Figure 9. Dendrogram obtained by the cluster analysis of environmental and microbiological data.
The main sub-clusters identified according to the Euclidean distance values were indicated by
the triangles.

4. Discussions

This study investigated the spatial distribution of phytoplankton and bacterial communities in
Kongsfjorden, evaluating their response to the environmental conditions during late spring. This is
a transition period between spring, during which phytoplankton growth and primary production
processes are high, and summer, when the heterotrophic processes start to increase, playing a key role
in organic matter decomposition and nutrient recycling.

Kongsfjorden, characterized by Atlantic water influx and melting of tidal glaciers, is one of the
most studied polar ecosystems; these features make it suitable as a study site to evaluate the impacts
of climate variability and several studies have proliferated in this region over the last decade [51].
Climate change, with consequent global warming, is one emerging driver of change in the Arctic
environments, causing glaciers’ retreat, increased meltwater outflow, and riverine discharge [52]
In this context, understanding how the structure and functional diversity of the microbial community
vary is a hot topic and a major challenge for future studies in aquatic polar microbiology [53].
Since microorganisms constitute the living basis of pelagic food webs and represent the drivers of
carbon and nutrient cycling, the possible impacts of climate change in shaping the distribution and
diversity of microbial communities is far more concerning, Arctic warming can potentially have severe
consequences on large-scale microbial population dynamics, trophic-level interactions, and ecological
processes driven by microbes. As a consequence of deglaciation, the land-to-ocean flux of organic
carbon is increasing, making it necessary to determine the bioavailability of the different carbon sources
in the Arctic fjord systems [54]. Thus, questions addressing how environmental changes will impact on
the structure and functional diversity of the microbial community and, in turn, on ecosystem functions
and/or net carbon status are of priority interest. In spite of these considerations, studies regarding the
abundance and metabolism of microbes in Kongsfjorden and attempts to link their abundance and
processes to the environmental characteristics of the fjord have been undertaken only recently [55-64].
Further insights on the structure of the microbial community in the Kongsfjorden ecosystem could be
obtained in the next years by also including molecular methods, such as next-generation sequencing
through 16S amplicons, allowing the analysis of several samples.
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4.1. Environmental Characterization

The structure and function of marine ecosystems may differ among geographical areas due to the
heterogeneous nature of high-latitude seas [65]. The thermohaline structure of the water column at
the station 4 showed a decreased trend in temperature values with increasing depth, while salinity
displayed an opposite trend. Moving along the examined transect towards the glacier, salinity showed
a decreasing course too. These patterns confirmed the scenario described in previous studies in
Kongsfjorden during the same seasonal period [29], pointing out that the runoff of freshwater and
suspended loads from ice melting of land and glaciers produces, as a direct effect, strong environmental
gradients in salinity, temperature, and sedimentation rates and stratification at shallow depths.
At station 4, warm and salty Atlantic waters were found in the two deepest samples (75 and 100 m
depth), confirming the enhanced intrusion of these waters. Evidence of freshwater runoff from
glaciers, with colder waters at a depth of 3.5 and 5 m, was observed at stations 14 and 23, respectively.
These vertical profiles represented one of the most evident signals of Kronebreen glacier melting
caused by a warming increase. Studying the spatial and temporal (on seasonal/interannual timescales)
variations of the basal properties of this glacier, Vallot et al. [66] pointed out its sliding behavior over
an annual scale, primarily driven by changes in the amount of meltwater reaching the bottom. From a
376-day time series of water temperature measurements performed by a LoTUS buoy moored at a depth
of 67 m and about 1 km from the calving front of Kronebreen, Holmes et al. [67] assessed the dynamics
of frontal ablation from August 2016 to September 2017, recording an increasing trend in glacial retreat,
an average of 1.03 m/day (396.8 m in the whole study period); these values were comparable to annual
retreat values previously reported [66]. Indeed, Kronebreen is considered a fast-moving tidewater
glacier with surface speeds of 2-3 m/day; its surface melting results in freshwater runoff that not only
freshens fjord waters but also plays a key role in glaciomarine sedimentary processes, transporting
sediment material into the fjord [68]. Turbidity and TSM measurements performed in our survey
confirmed the input of material released from the glacier, particularly significant at the stations close
to Kronebreen.

The concentration of inorganic compounds varied in a range similar to that reported by
Hop et al. [22] for nitrate (1.6-3.3 umol/L) and phosphate (0.5 umol/L) in the upper 20 m of the
outer part of Kongsfjorden. Iversen and Seuthe [29] reported in the upper 50 m average concentrations
of 0.45 + 0.51 uM and 0.30 + 0.10 uM for nitrate and phosphate, respectively.

The surface Chl-a concentration showed low values (<0.35 ng/L) with strong decreases at stations
6 and §; these values were in line with the seasonal study period and the nature of oligo-mesotrophic
environments. The vertical distribution of Chl-a (st. 4) displayed a notable increase at the 25 and 50 m
depth, with values five times higher than the surface, indicating a typical condition of the stratified
water column. Total Chl-a concentrations measured in this study were comparable to those reported
by Iversen and Seuthe [28] (0.18 + 0.01 pg/L), who also found POC concentrations of 314 + 46 pg/L in
May and minimum ratios (4.6) of C:N. Wide variations in primary productivity are currently recorded
in Kongsfjorden, due to pronounced seasonal variations in sunlight, glacier melting, and sea ice cover;
all these conditions largely affect the downward export of biogenic matter [69]. Melted ice water
inputs from several tidewater glaciers (Kongsbreen, Conwaybreen, Blomstrandbreen, Kronebreen, and
Kongsvegen) enrich the fjord with particles of mineral and organic origin [31,32,70,71]. According to
a recent study [30], the same particles may act as specific substrates able to select the structure and
function of a specific particle-attached bacterial community.

4.2. Microbial Variables and Their Response to Natural Forcings

Bacteria are recognized to be significant heterotrophic components of the structure and function of
marine pelagic ecosystems since they are major consumers of the photosynthetic production through
decomposition and mineralization processes [71]. In contrast with the wide knowledge available on its
hydrography, mesozooplankton, and higher trophic levels in the Svalbard archipelago [22], the role of
the microbial food web components is yet relatively unknown [29]. Particularly, in Kongsfjorden, the
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effects on bacteria of glacier melting due to high air temperature, in association with the intrusion of
freshwater, are not well understood [51,63].

The values of BA found in our study fall in a magnitude range similar to the concentrations
reported in other studies in Kongsfjorden or other Arctic ecosystems. Bacterial abundances ranging
from 1.84 x 10 to 4.01 x 108 cells/L were reported in August in Kongsfjorden by Jiang et al. [55];
this value is slightly higher than that (0.8 x 108 ~ 1.3 x 10® cells/L) found in a similar Svalbard fjord,
Hornsund [72], and is comparable with ranges of 10® to 10° cells/L typical of other Arctic marine
ecosystems [18,73,74]. In Kongsfjorden, BA values of 1.46-4.26 x 10° cells/mL were reported by
Kalinowska et al. [75], while Jankowska et al. [56] found higher concentrations (7.8-80 X 10° cells/mL).
More recently, total BA estimated by Sinha et al. [64] in Kongsfjorden ranged around 107-10° cells/L
during June-September while pelagic cultivable heterotrophic bacteria from 103-10” CFU/L in June.

Bacterial growth is affected by temperature and the availability of metabolizable substrates.
Dissolved organic matter (DOM) is a resource for heterotrophic bacteria [73]. CDOM absorption
spectra measured at all the stations showed a typical descending exponential trend at increasing
wavelengths in the UV-visible range, with a marked decrease in the absorption coefficients at increasing
distances from the glacier, in concomitance with the decreasing temperature and salinity gradients.
CDOM absorption slope values (S275-295) < 0.03 nm~! were detected within the entire study area,
confirming the dominance of a CDOM pool of terrestrial origin [76,77]. The analysis of CDOM
absorption along the water column at st.4 evidenced a sub-surface distribution (5 m) of such a pool,
in correspondence with the elevated levels of detritus found in terms of the percentage of total
POC (71.12%). The less pronounced peak observed at the 50 m depth revealed the presence of a
second CDOM pool, as a result of the accumulation of CDOM molecules produced by the microbial
community. Such results were confirmed by the elevated contributions of both Phyto-B and BB obtained
at st.4-50 m (26.74% and 50.55%, respectively), highlighting the crucial role of microbes in producing
new CDOM, acting on substrates, such as natural DOC, zooplankton excreta, or algal exudates [78].
The overlapping trend between the peaks in phytoplankton biomass (as Chl-a) and CDOM confirmed
that phytoplankton exudates provided a source of DOM that supported bacterial growth. A similar
result was reported by Sherr et al. [79] in the upper water column of the central Arctic Ocean, where
bacterial abundance increased simultaneously with phytoplankton during the initial spring bloom.
Jiang et al. [55] suggested DOM concentration as the key factor controlling bacterial distribution in
Kongsfjorden during summer. POM was reported to provide a favorable habitat for bacterial consortia
by Kalinowska et al. [75].

In our study, estimates of CTC-labelled cells as a marker of actively respiring bacteria allowed
identification that an average percentage of 1.08% of total BA (with a peak of 5.39% at station 5)
was metabolically active. To date, the physiological status of bacteria in Kongsfjorden has been
assessed by few studies only. In agreement with our results, Howard-Jones et al. [80] reported that
during summer in the marginal ice zone of the central Barents Sea, a significant fraction (25-80%)
of the total bacteria was dormant or expressed very low activity. An increase in the productivity,
abundance, and proportion of active bacteria during the spring season in relation to the hydrographic
and phytoplankton variability was reported by Piquet et al. [63] in a comparative study between
Kongsfjorden and Krossfjorden. In marine Canadian Arctic environments, the number of viable
bacteria ranged from 0.7 to 1.8 X 100 cells/L [81].

Microorganisms play a critical role in the ecosystem functioning, modulating organic matter
decomposition and the nutrient cycling and energy fluxes [82], and high microbial activities are
found on and around POM, which represents a hotspot of heterotrophic bacterial abundance and
activity [83]. In cold regions, however, a very limited knowledge is still available on in situ organic
matter hydrolysis mediated by the microbial community as well as on its functional changes in response
to climate change. Sea ice retreat and glacier melting result in the release of both autochthonous and
allochthonous particles [33] having different size and physical, chemical, and biological properties
that could affect carbon export and storage [84]. Investigating the metabolic diversity of heterotrophic
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bacterioplankton by Biolog ecoplates, Sala et al. [85] underlined that in spring, the bacterial community
had preferential access to the freshly produced organic substrates from the early phytoplankton bloom,
mostly consisting of polysaccharides, and in these conditions those phenotypes able to grow rapidly
were favored.

According to Arnosti et al. [86], Arctic microbial communities exhibited enzymatic activity patterns
different from their temperate counterparts; most of these communities were found to be able to access
a narrow range of substrates and the functional difference in enzyme activities depended on several
factors, including nutrient levels and genetic characteristics [7]. However, organic matter hydrolysis
by extracellular enzyme activity was reported to occur in cold Arctic waters at rates similar to those
measured in warmer lower latitude waters [87]; in fact, microorganisms were specialized to mineralize
specific substrates or to control key mechanisms involved in carbon cycling, adapting their metabolism
to the rhythms of primary productivity that are unique to high-latitude environments [23].

Kellogg et al. [88] estimated that enzymes associated with sinking aggregates could mobilize as
much as 2-44% of the carbon present in surface waters. In our study, the potential organic matter
turnover, estimated by enzyme activity rates, indicated that during May 2016, only a low percentage
of POC (<0.67%) were metabolized by the microbial community, suggesting that the Kongsfjorden
ecosystem acted in the late spring-early summer period mostly as a carbon sink rather than as a source.
All the enzymes measured showed activity rates <2 nmol/L/h; AP was the predominant enzyme,
followed by LAP and GLU. The prevalence of LAP over GLU is a typical characteristic of temperate
regions [46]. In agreement with our findings, high peptide hydrolysis rates were also found in pelagic
bacterial communities in high Arctic surface waters, especially at ice-free regions, and decreased with
depth [9].

In Kongsfjorden, the present investigation pointed out a patchy distribution of microbial
abundances and metabolism along the transect in response to the physical and chemical forcings, with
the bacterial and phytoplankton biomasses mostly concentrated at the outer stations of the fjord. In
fact, at station 4, the peaks in enzymatic rates measured in this survey were closely associated to high
BA. Conversely, the inner part of Kongsfjorden, more affected by glacier runoff, was characterized
by high concentrations of inorganic compounds and TSM as well as turbidity peaks. These patterns
confirmed the decreasing distribution of the microbial community from the outer to the inner part
of the fjord previously observed by Hop et al. [23] in response to changes in the water temperature,
salinity, and turbidity inside the fjord. In this ecosystem, in fact, changes in the microbial composition
related to salinity may interact with changes in organic supply, modifying the spectra and rates of
enzymatic activities [10]. Since microbial activities depend on the community composition, and both
are influenced by environmental conditions, shifts in the microbial community caused by changing
Arctic conditions can result in complex functional consequences on biogeochemical cycles.

The simultaneous measurements of trophic parameters, microbial abundance, and metabolic rates
performed in our study made it possible to identify within Kongsfjorden two distinct areas: (i) an
outer area that included stations 4-whole column, 5, and 6, where LAP activity rates were coupled
with productive processes in terms of Chl-a and POC concentrations (r = 0.977, 0.751, p < 0.01, 0.05,
respectively) and AP was related to heterotrophic cultivable bacteria (r = 0.751, p < 0.05); and (ii)
an inner area, comprising stations 23, 7, and 8, affected by the glacier influence and with increased
availability of inorganic compounds and reduced microbial activity and metabolism. Here, LAP
activity rates correlated with TSM and BA (r = 0.998 and 0.967, p < 0.01, respectively), suggesting
that suspended matter sustained the growth of bacteria with proteolytic activity. The overall picture
of Kongsfjorden conditions during late spring 2016 was that in the outer zone, the microbial loop
components (phytoplankton and bacteria) were particularly active in both productive and degradative
processes, allowing a prompt recycling of organic matter. In the inner part of the fjord, ice melting from
glaciers released suspended materials, which increased water turbidity and the availability of inorganic
compounds, while it decreased microbial abundance and activities. The inverse relationships of
temperature with turbidity, TSM, and inorganic compounds reinforced our hypothesis that the organic
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substrates originated from the glacier inputs. In this study, temperature did not seem to act as a major
driver of total BA, given the lack of significant correlations between temperature and direct bacterial
cell counts. A similar result was also found in the same area in September 2015 [89]. The detection
of high GLU activity at the station 6 in the middle of the transect was in agreement with the high
activities of this enzyme also reported by Sala et al. [90] in polar surface waters; these authors suggested
that possible variations in the bacterioplankton functional diversity could be the main evidence of
rapid environmental changes affecting the polar regions, with consequent solubilization of organic
aggregates and implications on the carbon cycle. From a speculative point of view, forecasts on how
the Kongsfjorden microbial community will react in response to a continuous increase of temperature
could be made, hypothesizing an increasing trend of microbial metabolism towards heterotrophy, with
a more rapid remineralization and a more rapid carbon flux than that actually measured.

5. Conclusions

Kongsfjorden is a marine ecosystem where physical dynamics are rapidly changing. Significant
spatial variability in microbial biomass and activity patterns was observed during the late spring survey.
The variability in the amounts of total bacteria and enzymatic activity rates reflected the changes in the
hydrological conditions; indeed, the inflow of Atlantic waters from the open ocean and the freshwater
runoff from the melting glaciers stimulated microbial abundance and metabolism within the fjord. The
Atlantic enrichment of Kongsfjorden waters with organic substrates supported both phytoplankton and
bacterial growth and metabolism; moving towards the inner part of the fjord, microbial abundance and
metabolism values decreased with the decrease of temperature. In the inner part of the fjord, TSM was
released from glaciers, as confirmed by the increased water turbidity. Although final considerations on
the long-term dynamics of the eemicrobial community in Kongsfjorden should be formulated over a
prolonged period of observations, at least over a decadal basis, the observed microbial abundance and
metabolic changes suggested an active response to environmental variations, highlighting the role
of microbial communities as potential sentinels of changing conditions. Therefore, altered microbial
dynamics might highlight instabilities in the ecosystem processes and the current datasets could
represent a baseline for future long-term data series of environmental scenarios that are continuously
evolving, also acquired through the use of advanced technology devices [47,91].
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