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Scientific Significance Statement

Artificial drainage and irrigation canals have converted floodplains into productive agricultural areas, resulting in extensive
loss of biodiversity and ecosystem services. The same canal networks represent an opportunity for restoration of lowland eco-
systems due to the large area that canals cover nowadays. However, current canals management minimizes hydraulic resis-
tance via mechanical removal of vegetation, which affects their potential to reduce greenhouse gas emissions and improve
biological habitat and water quality. With manipulative laboratory experiments reproducing a gradient from bare sediments
to sediments colonized by macrophytes and macrofauna, we provide evidence of important biogeochemical services offered
by vegetation and associated invertebrates in organic sediments. Such experiments demonstrate a large decrease in methane
emission and nutrient loss/retention in biodiverse (macrophytes and macrofauna colonized) vs. simplified (microbial-domi-
nated) benthic communities.

Abstract

Organic sediments are greenhouse gas and nutrient hotspots. They may display lower methane (CH4) emissions
and increase nutrient retention when macrophytes and macrofauna are present, due to oxygen leakage from
roots and bioirrigation. We tested this hypothesis via incubations of microcosms reproducing four treatments:
bare sediment, sediment with oligochaetes, sediment with macrophytes, and sediment with both organisms.
Along a 12-d experiment, CH, ebullition in bare sediment (470 + 13 mmol m~2) decreased by 67%, 88%, and
97% in the presence of plants, oligochaetes, and both organisms, respectively. Oligochaetes increased N, pro-
duction by ~ 200 mmol N m~? and nitrate consumption by a factor of 4, whereas macrophytes reduced nitro-
gen losses by ~ 65 mmol N m~2. All treatments acted as phosphate sink. Results suggest that the maintenance
of vegetation and associated macrofauna in organic sediments promotes their combined ecosystem services,
resulting in significant reduction of greenhouse gas emission and nutrient release to the water column.
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Eutrophication in inland waters has resulted in wide-
spread loss of biodiversity, including dramatic reduction of
rooted macrophytes and associated macrofauna (Egertson
et al. 2004). The increase of pelagic primary production and
sedimentation rates has resulted in large inputs of labile
organic matter (OM) to surface sediments with a positive
feedback for nutrient regeneration and a negative feedback
for macrophytes recovery (Hilt et al. 2017). Macrophytes
increase habitat complexity, have a structuring role, and sup-
port an array of biogeochemical services in aquatic ecosys-
tems as O, production, nutrient uptake, and particulate
matter retention (Sand-Jensen 1998). The latter increases the
organic content of sediments, stimulating anaerobic metabo-
lism (Soana et al. 2015). Simultaneously, macrophytes adap-
tations to anoxia as radial O, loss (ROL) from roots stimulate
the growth of aerobic bacteria in sediments and the develop-
ment of unique microbiome adjacent to roots, oxidize the
rhizosphere, and favor phosphorus (P) retention and nitro-
gen (N) removal (Racchetti et al. 2010; Oliveira-Junior
et al. 2018; Avila et al. 2019; Marzocchi et al. 2019). The aer-
enchyma of emergent macrophytes connects the sediment to
the atmosphere and may favor CH, evasion. Methane green-
house net effect can be offset by plants CO, fixation rates
(Van Der Nat and Middelburg 1998; Laanbroek 2010;
Oliveira-Junior et al. 2020). ROL by submersed macrophytes
might inhibit methanogenesis or favor aerobic CH, oxida-
tion, reducing net emissions (Ribaudo et al. 2011; Kosten
et al. 2016).

Similar biogeochemical services are provided by burrowing
macrofauna through sediments reworking and improved net
mineralization (Holker et al. 2015). Bioirrigation and burrow
ventilation with O,- and nitrate (NO3™)-rich water favor also
N removal, P retention, CH, oxidation, or the inhibition of
methanogenesis (Kajan and Frenzel 1999; Lewandowski
et al. 2007; Kristensen et al. 2012).

In this study, we analyze the provision of benthic biogeo-
chemical services by macrophytes and burrowing macrofauna
reproducing a gradient from an oversimplified environment
(microbial-dominated bare sediment) toward a system in which
rooted macrophytes and macroinvertebrates are present. A few
studies have previously addressed the synergic interactions among
macrophytes and macrofauna on nutrient dynamics in freshwater
ecosystems (Mermillod-Blondin and Lemoine 2010; Magri
et al. 2018), whereas no studies have analyzed the combined bio-
geochemical services of plants and burrowing fauna on CHy
dynamics. We hypothesize large reduction of CH, emission in
the presence of roots and bioturbating macrofauna and that
macrofauna facilitate aquatic macrophytes by mobilizing nutri-
ents, reducing plant-bacteria competition, and resulting in high
uptake and nutrients loss. We use model organisms commonly
found in association with freshwater organic sediments: the sub-
mersed macrophyte Vallisneria spiralis and the oligochaete
Sparganophilus tamesis (Benelli et al. 2019; Marzocchi et al. 2019).
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Materials and methods

Water, sediment, shoots of V. spiralis, and individuals of
S. tamesis were collected from a derivation of Mincio River
(Northern Italy). These organisms are resistant to transplant
and manipulation and can be maintained healthy in the labo-
ratory (Magri et al. 2018). The collected sediment
(C=9.44 £ 0.88%, N = 0.61 £ 0.15%, P = 0.07 £ 0.01%) was
sieved (500 ym-mesh), amended with labile OM and homoge-
nized. The added OM (5 g L") was in the form of powdered
fish feed (42% C, 6% N, and 1% P) to simulate a C, N, and P
input of ~ 100, ~ 14, and ~ 2 g m 2. Such input lays within
the lower limit of particulate C, N, and P seasonal retention
rates by macrophytes canopies (Sand-Jensen 1998) and pro-
duced a moderate increase (< 5%) of the C, N, and P pools in
the sediments. Sediments were transferred into opaque cylin-
drical plexiglass microcosms (i.d. 7 cm, height 10 cm, n = 24)
to create four treatments, each with six replicates: bare sedi-
ment (S), sediment with oligochaetes (SO), sediment with
macrophytes (SV), and sediment with oligochaetes and mac-
rophytes (SOV; Fig. 1a). The density of oligochaetes and
macrophytes (400 and 600 ind m~?, respectively) reflected
those in situ.

Microcosms were transferred to a temperature-controlled
room maintained at 25+ 0.5°C into a large aquarium
(200 liters) filled with river water and provided with air bub-
bling to maintain O, saturation and homogeneous chemical
conditions. Twelve microcosms (4 treatments x 3 replicates)
were equipped with transparent funnels having a diameter
comparable to that of microcosms to convey gas bubbles to
glass vials and to measure ebullitive CH4 fluxes (Fig. 1b). The
remaining microcosms underwent batch incubations to mea-
sure dissolved gas and nutrient fluxes (Fig. 1c¢). Both flux
measurements started the day after microcosms setup. Micro-
cosms were maintained under a 14.5 h light and 9.5 h dark
light regime and with an irradiance set at 300 uE m 2 s,
reflecting in situ average irradiance of the sampling
period (July).

Ebullition rates of methane

After 0.4,09,1.9,3.1,4.2,5.2,6.2,7.3,8.2,9.7,and 11.8 d
from the starting of the experiment, the vials were removed
from the funnels, closed underwater, weighed, and replaced.
All vials were previously filled with water, closed, and weighed
to allow calculation of the weight of the water displaced by
bubbles and of gas volumes. The collected vials were added
with 100 uL of water through the lid septum with a glass
syringe and the same volume of gas was removed and trans-
ferred to 12-mL He flushed Exetainers (Labco) for CH4 gas
chromatographic analyses (FISONS 9000 GC, flame ionization
detector, detection limit 10 ppb, precision + 1%). The GC cal-
ibration was done via serial gas dilutions starting with 1-liter
tedlar bag (Supelco) inflated with pure methane (> 99.0%,
Fluka Analytical) diluted into 250-mL of glass sampling bulbs
(Supelco) pre-filled with He.
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Fig. 1. Panel (a) depicts the biogeochemical services hypothesized in S (bare sediment), SV (sediment with macrophytes), SO (sediment with oligo-
chaetes), and SOV (sediment with macrophytes and oligochaetes). They include the inhibition of methanogenesis or the oxidation of the produced
methane, nutrient uptake by macrophytes, denitrification and precipitation of phosphate with ferric iron. Panels (b) and (c) show the setup for gas ebulli-
tion and dissolved gas and nutrient flux measurements, respectively. Panel (d) depicts the thickness of V. spiralis leaves laying within organic sediments

(1) accumulated over pristine bottom sediments (2).

Methane ebullition rates (mmol CH, m~2 h™!) were calcu-
lated dividing the amount of CH4 produced by the surface
area of microcosms and the time interval between successive
vials collection. Rates were integrated along the incubation
period to calculate the cumulative gas production (mmol m 2
incubation period').

Fluxes of dissolved gas and nutrients
The second set of microcosms underwent light and dark
batch incubations after 1, 5, and 10 d from the beginning of
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the experiment (Dalsgaard et al. 2000). Shortly before the
incubation, microcosms were setup in plexiglass liners
(i.d. 8 cm, height 30 cm) equipped with a stirring unit
(Fig. 1c). The incubations started when liners were capped
with gas-tight lids and lasted 2 h to keep O, concentration
within + 20% of the initial value. Water samples were col-
lected at the beginning and at the end of the incubation.
Fluxes were calculated as the difference between final and ini-
tial concentrations of solutes in the water column multiplied
by the volume of the water phase and divided by sediment
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area and incubation time. Hourly fluxes were converted into
daily fluxes by multiplying dark fluxes by 24 h in S and SO,
and light fluxes by 14.5 h, and dark fluxes by 9.5 h in SV and
SOV. Treatments S and SO underwent only dark incubations
to mimic nonilluminated sediment without macrophytes. We
acknowledge that microphytobenthos might have developed
on sediment surface and that its contribution to benthic pro-
cesses was neglected.

Dissolved O, was measured with a microelectrode (OX-50,
Unisense A/S, DK) from each liner. Samples for dissolved CHy4
and molecular nitrogen (N3) were collected via overflushing
12-mL Exetainers added with 100 uL of 7 M ZnCl, to stop
microbial activity. Dissolved CH, was measured by gas chro-
matography as described in Soana et al. (2015). Samples for
N, were analyzed by a membrane inlet mass spectrometer
(MIMS, Bay Instruments) and the concentrations were
calculated from obtained N, : Ar ratios and theoretical Ar
concentrations. Additional water samples were filtered (GEF/F
glass-fiber filters) for spectrophotometric NO3~ and phosphate
(PO analyses (Valderrama 1977; Golterman et al. 1978). As
the water in the incubation tank was not filtered or sterilized,
dissolved CH, fluxes might be underestimated due to oxida-
tion in the water column (Rudd et al. 1974). Such underesti-
mation, occurring in all treatments, should not affect the
relative differences in the measured rates.

Statistical analyses

The temporal trends of ebullitive CH4 emissions were not
linear and were modeled by generalized additive mixed model
(gamm) using the R package mgcv (Wood 2017). Factor treat-
ment was used as fixed variable, and smooths of factor time
for each level of treatment were fitted, with replicates as ran-
dom variables. Linear mixed models were applied to test dif-
ferences in dissolved gas and nutrient fluxes due to the
limited number of replicates of our experiment and robustness
of models even if the distributional assumptions are not met
(Schielzeth et al. 2020). Factors treatment and time were the
fixed parameters, whereas replicates were set as random
effects. All analyses were performed and graphs built with R
statistical software (R Core Team 2018), and ggplot2
(Wickham et al. 2019), lme4 (Bates et al. 2019), and mul-
tcomp (Hothorn et al. 2008) packages.

Results

Methane ebullition rates

The production of CH,4 bubbles varied significantly among
treatments along the course of the incubation (Fig. 2;
Tables S1, S2). In S, SV, and SO treatments, ebullition rates
increased, reached a maximum (S>SV>S0), and slowly
declined (Fig. 2a). Methane ebullition peaked at
3.69 +0.11mmolm 2 h™' in S after nearly 4 d from the
beginning of the experiment. Smoothing curves and analysis
revealed no significant temporal trend of ebullition only in

332

Plants and fauna biogeochemical services

(a)
4

— Treatment n {

I

< S

% so i

€3 ] sv

° [ sov

£

S

L2

o

c

k<]

=

a1

[}

<t

I

(@]

0 Eah diLD L

0.0 25 5.0 7.5 10.0 125

(b) Days

: 3

TN s 5 O H

= o

= — 7 [

& 5 S

o © & ©

” o

LA A

N & <

=} =)

E N e — T ooy - o — '
0 2 4 6 8 10 12 0 2 4 6 8 10 12

Days Days

3 5

"

B - - £ -

= >

2 o g o A

s @

8 Al g Al

oo T T T T T T ERE T T T T T T
0 2 4 6 8 10 12 0 2 4 6 8 10 12

Days Days

Fig. 2. (a) Hourly CH, ebullition rates (averages + standard errors,
n = 3) measured in the four treatments in the 12-d experiment. (b) Gen-
eralized additive mixed model results of time effect on methane ebullitive
emissions in each treatment. The continuous line is an estimate of the
smooth function of the partial residuals (thus the y-axis is centered on
zero) and indicates the x-axis covariate effects on the CH, emission devia-
tion for each level of factor treatment. The shaded areas indicate the 95%
confidence interval. The number on each y-axis caption is the effective
degrees of freedom for the term being plotted. Tick marks on the x-axis
are sampled data points.

SOV, in which rates were below 0.2 mmol m~2 h™! (Fig. 2b;
Tables S1, S2). Integration of rates to produce cumulative
emission suggests that ~ 10 L m~? of CH, bubbles, equivalent
to 470 & 22 mmol CHy m_z, were released from S during the
12-d incubation (Fig. 3). In SV, SO, and SOV, such emission
was reduced by 67%, 88%, and 97%, respectively.

Dissolved gas and nutrient fluxes

On a daily basis, all treatments were net heterotrophic,
with O, demand (—41 < x < —146 mmol O, m 2d"'; Fig. 4a)
increasing in the presence of S. tamesis (i.e., SO>S and
SOV > §V). Differences among treatments were highly signifi-
cant but depended upon the incubation time (p = 0.003;
Table 1). Daily O, demand in S and SO peaked at day
5, whereas in the presence of V. spiralis it decreased along the
incubation period.
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Fig. 3. Cumulative amount of CH, emitted via ebullition from the four
treatments during the 12-d experimental period (n = 3 per treatment).

Fluxes of dissolved CH4 (~1 < x < 16 mmol CH, m2d™!)
were predominantly positive (Fig. 4b); differences among
treatments depended upon the incubation time (p <0.001;
Table 1). Bare sediments displayed the highest rates of dis-
solved CH, release at days 5 and 10, followed by SO and SV,
whereas in SOV fluxes were negligible. Bare sediments released
113 + 48 mmol CH, m 2 incubation period!, equivalent to
19% of the total CH, released by S via both ebullition and dif-
fusion. As compared to bare sediments, dissolved CH, fluxes
were reduced by 10%, 66%, and 84% in SO, SV, and SOV
treatments, respectively.

Net N, fluxes (—14 < x < 30 mmol N m~2d™}) included both
positive and negative values, suggesting the co-occurrence of
denitrification and N-fixation (Fig. 4c). Differences among treat-
ments depended upon the incubation time (p = 0.003; Table 1).
Excluding day 1, negative N, fluxes were measured during light
incubations in SV and SOV, peaking in SV at day 10. Sediments
with only macrophytes exhibited lower N, effluxes (day 5) or N,
uptake (day 10) as compared to vegetated and bioturbated sedi-
ments (SOV). During the whole incubation period, the inte-
grated N, fluxes were estimated at 62 + 71, 262 £+ 47, —10 + 46,
and 200 + 60 mmol N m 2 incubation period™' in S, SO, SV,
and SOV, respectively. In SO and SOV, the presence of oligo-
chaetes increased by ~ 200 mmol N m~? incubation period '
net denitrification as compared to S and SV, respectively. In SV
and SOV, the presence of macrophytes reduced by ~ 60-
70 mmol N m ™~ incubation period™' benthic N, effluxes as
compared to S and SO treatments.

Daily NO;3; ™ fluxes were mostly negative and significantly dif-
ferent among treatments (p < 0.001; Table 1; Fig. 4d). Nitrate
uptake in SO and SOV exceeded by 20+ 9 mmol Nm 2*d~!
NO;~ uptake measured in S and SV, which overlaps the increase
of N, production measured in the presence of S. tamesis
(15 + 8 mmol N m 2d™'). The comparison between treatments
with and without plants indicated lower NO;~ uptake in the
presence of V. spiralis. Integrated NO3;~ fluxes resulted in
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—90 + 28, —373 + 101, 42 + 22, and — 168 + 64 mmol N m 2
incubation period_1 in §, SO, SV, and SOV treatments,
respectively.

Phosphate fluxes were significantly different at day 1 as com-
pared to days 5 and 10 (p < 0.001; Table 1) and among treatments
(p <0.001; Table 1). They were positive only at day 1 in SO and
SOV treatments, coinciding with active burrowing by oligo-
chaetes, whereas at days 5 and 10 they were negative, in particu-
lar in treatments with macrophytes (Fig. 4e). Phosphate fluxes,
integrated over the 12 d, resulted in —5.37 + 1.08, —1.62 + 1.28,
—8.37 +1.00, and — 8.17 + 0.68 mmol P m 2 incubation per-
iod ' in S, SO, SV, and SOV treatments, respectively.

Discussion

In this study, methane release in bare organic sediments
was nearly set to zero in the presence of submersed rooted
plants and burrowing macrofauna. Oxygen transport to sedi-
ments via roots reduces methanogenesis (Sorrell et al. 2002)
and increases CH; consumption by aerobic methane-
oxidizing bacteria by providing them a substrate for their
growth (Yoshida et al. 2014). ROL by V. spiralis roots was mea-
sured with planar optodes in organic sediments (Marzocchi
et al. 2019) and was inferred in other studies (Soana and
Bartoli 2013). Comparison of pore-water chemistry in vege-
tated and bare sediments demonstrated higher redox poten-
tial, higher NOj3;~, and lower reduced metals and CHy
concentrations in the presence of roots (Ribaudo et al. 2011;
Soana et al. 2012). V. spiralis displays also adaptive responses
to seasonally decreasing sediment redox, via increased ROL
during summer (Soana and Bartoli 2013). Such short-term
adaptive responses (i.e., ethylene-induced aerenchyma
increase, favoring larger oxygen transport to roots) might rep-
resent a common strategy for the submersed macrophytes that
retain large amounts of particulate matter with the canopy
and turn sediments organic (Sand-Jensen 1998; Mermillod-
Blondin and Lemoine 2010). In late summer, the basal
part of V. spiralis leaves lays within recent sediments, as
evidenced by a 10-20-cm-long reddish leaf segment which
is devoid of chlorophyll (Fig. 1d). Ferric iron coating is a
consequence of oxygen leaking from leaves in ferrous iron-
rich organic sediments (Soana et al. 2012; Marzocchi
et al. 2019). ROL by V. spiralis calculated independently by
Soana and Bartoli (2013) and Marzocchi et al. (2019) ranged
between 2.5 and 6.0 mmol O, m 2 h™'. Such oxygen input
to sediments has the potential to oxidize 1.3-3 mmol CH4
m % h™! and may explain significantly lower CH, fluxes in
vegetated vs. bare sediments.

Bioirrigation and ventilation by S. tamesis inject O,- and
NOj -rich bottom water into sediments (Benelli et al. 2019).
As such, these processes change the sediment and pore-water
chemistry and favor the oxidation of anaerobic mineralization
end products as metals, NH,*, H,S, and CH,4. Kajan and
Frenzel (1999) demonstrated that macroinvertebrates burrows
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Averages =+ standard errors (n = 3) are reported.

has therefore a large potential to decrease CH,4 fluxes via aero-
bic oxidation. In nitrate-rich ecosystems as the study area, it
may additionally stimulate anaerobic mechanisms (& Nordi
and Thamdrup 2014). The combined activity of macrophytes

are important microsites for CH, oxidation. The presence of
S. tamesis significantly increased O, and NO3~ consumption
measured in bare sediments, by up to 2 and 1 mmol m 2 h™?,
respectively. As discussed for ROL by V. spiralis, bioturbation
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Table 1. Results of the mixed effects models applied to dissolved gas and nutrient fluxes. The table shows the effect of factors
treatment (S, SO, SV, and SOV) and time (days 1, 5, and 10) on solute fluxes. Replicates were implemented as random part in the

models. Significant values are marked in bold.

Source of Num Den Post hoc multiple
variation SS MS df df F Pr(>F) comparison
0O, Treatment 11,803.6 3934.5 3 22 17.345 <0.001
Time 7305.7 3652.8 2 22 16.103 <0.001
Interaction 6634.2 1105.7 6 22 4.874 0.003 S:1-SOV:1, $:5-S0O:5, S:5-SV:5, S:1-S:5,
$:5-S:10, SO:1-S0O:5, SO:5-S0:10,
SV:1-SV:10, SOV:1-SOV:10
CH,4 Treatment 299.76 99.92 3 22 6.066 0.004
Time 151.07 75.53 2 22 4.585 0.021
Interaction 575.15 95.86 6 22 5.819  <0.001 S:1-SO:1, S:5-SV:5, S:5-SOV:5, S:1-S:5
N> Treatment 2155.0 718.35 3 22 6.044 0.003
Time 1597.5 798.77 2 22 6.721 0.005
Interaction 3212.2 535.36 6 22 4.505 0.003 S:1-SOV:1, SO:1-S0O:5, SO:1-SO:10
NO3~  Treatment 5441.6 1813.87 3 22 9.2630 <0.001
Time 286.9 143.43 2 22 0.7325 0.492
Interaction 278.8 46.47 6 22 0.2373 0.960
PO~ Treatment 1.55 0.52 3 22 22.663 <0.001 S:1-SO:1, S:10-SOV:10
Time 4.30 2.15 2 22 94.132  <0.001 S:1-S:5, S:1-S:10, SO:1-SO:5,
S0O:1-S0:10, SV:1-SV:5, SV:1-SV:10,
SOV:1-SOV:5, SOV:1-SOV:10
Interaction 0.27 0.04 6 22 1.963 0.115

SS, sum of squares; MS, mean of squares; Num df, numerator degrees of freedom; Den df, denominator degrees of freedom; F, F-statistics; Pr(>F),

p-values.

and oligochaetes likely inhibits methanogenesis in the sedi-
ment layer where roots and burrows are present, deepens the
redox boundaries where methanogenesis occurs, or favors
CH, oxidation (Van der Nat and Middelburg 1998).

Results of this and previous studies suggest that the pres-
ence of roots and oligochaetes always stimulated nitrification
and denitrification, and enhanced water column NO3™
consumption and net N, production (Racchetti et al. 2017;
Benelli et al. 2019). S. tamesis is generally associated to the
roots of aquatic plants, where its cocoons are generally
anchored. This worm is always associated to V. spiralis and
both organisms may take advantage from such association
(Benelli et al. 2019). In the rhizosphere, the worm may in fact
reduce energy costly ventilation and irrigation activities to
improve water chemistry in burrows (i.e., to increase O, levels
and decrease ammonia concentrations). The contact between
the worm thin skin and the root surfaces may theoretically
allow O, diffusion in the blood circulation system of
the oligochaete. This is supported by lower increase of O,
demand in vegetated sediments added with the oligochaete
(0.7-1.3 mmol O, m 2 h™') as compared to sediments added
with the oligochaete (1.3-1.9 mmol O, m~* h™'). Moreover,
V. spiralis roots decrease pore-water toxicity via NH," uptake
or by favoring nitrification (Racchetti et al. 2010; Soana and
Bartoli 2013; Marzocchi et al. 2019).
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The interaction between benthic primary producers and
microbial communities involved in N cycling is complex. In
N-poor environments macrophytes rely on sediments for
N uptake and compete with microbial communities (Benelli
et al. 2020). The stimulation of coupled nitrification-
denitrification in vegetated sediments reported by Risgaard-
Petersen and Jensen (1997) and Racchetti et al. (2017) is an
indirect effect of ROL. In N-rich environments, NO3™~ is in
large excess in the water column (100 < [NO3™] < 200 M) and
macrophytes may assimilate N via the leaves (Cedergreen
and Madsen 2003; Viaroli et al. 2018). This would mean lower
plant-bacteria competition in sediments, supporting simulta-
neously elevated N uptake and denitrification in the rhizo-
sphere (Racchetti et al. 2019). In SV treatment, NO3; ™~ fluxes
were slightly positive, supporting a tight coupling between
ROL and nitrification in excess to denitrification.

Light incubations suggest that macrophytes or their associ-
ated epiphytes may reverse net N, fluxes due to a larger stimu-
lation of N-fixation than of denitrification (Finke and
Seeley 1978; Zuberer 1982). Such stimulation was likely due to
N-limitation in the rhizosphere, caused by uptake or coupled
nitrification—denitrification (Marzocchi et al. 2019). Nitrogen
fixation was also measured in freshwater macrofauna
holobionts and in bioturbated sediments to compensate
N-losses from denitrification (Marzocchi et al. 2021).
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Interestingly, the dependency of vegetated sediments from
N-fixation decreased in the presence of oligochaetes. Deposit
feeders indeed increase NH," availability via sediment
reworking, enhanced ammonification and direct excretion
(Magri et al. 2018; Benelli et al. 2019).

Sediment sieving and mixing destroy the vertical zonation
of microbial communities, that is re-established after 3—-6 weeks
(Stocum and Plante 2006; Mermillod-Blondin et al. 2018). In
this experiment, treatments did not undergo preincubation as
similar amendments of labile OM produced a fast stimulation
of microbial metabolism (Soana et al. 2012, 2015). For this
reason, measurements started the day after microcosms setup.
The absence of adequate preincubation can result in absence
of steady state, which may explain the large variability of
dissolved gas and nutrient fluxes among replicates and treat-
ments measured at day 1. We acknowledge that we might
have underestimated the effect produced by slow growing
microbes (e.g., nitrifiers) in the treatments with plants and/or
worms and that our results rely on the vast metabolic
repertoire and rapid metabolic shift of microbes to changing
environmental conditions. It may also result in overestimated
role of macrofauna at the beginning of the experiment, due to
active burrowing. However, with a preincubation of several
weeks, the high ebullitive rates occurred shortly after the
organic amendment would have been unaccounted. A longer
preincubation would have favored the growth of nitrifiers or
methanotrophs or increased the solid-phase pools of oxidized
metals; all these expected changes would have reinforced and
not contrasted our results.

The potential of vegetated and bioturbated canals in
supporting biogeochemical services needs to be further veri-
fied expanding this kind of studies to other sediment typolo-
gies, macrophytes, and macrofauna species, including
different growth forms (e.g., emergent plants) or functional
groups (e.g., filter feeders). In situ studies under natural,
unmanipulated conditions would also be important to vali-
date our results. This topic seems central in a period of ecolog-
ical transition and restoration of impacted ecosystems. The
conversion of floodplains into arable lands has resulted in loss
of biodiversity and ecosystem services and in the creation
of extended networks of artificial canals (Foley et al. 2005;
Peacock et al. 2021). Their chemical and biological quality is
generally poor, due to generalized N and P excess from fertil-
izers and organic enrichment (Leip et al. 2015). In the Po
River Plain (Northern Italy), which is an intensive agriculture
European hotspot, drainage and irrigation canals develop over
a network of > 50,000 km and undergo frequent maintenance
operations, mostly consisting of mechanical removal of accu-
mulated sediments and vegetation, to maintain or improve
discharge capacity. This sets to zero aquatic vegetation, associ-
ated macrofauna, and the key biogeochemical services these
organisms provide, with detrimental effects on downstream
aquatic ecosystems (Soana et al. 2018; Viaroli et al. 2018).
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