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Abstract

In depositional intertidal coastal systems, primary production is dominated by benthic
microalgae (microphytobenthos) inhabiting the mudflats. This benthic productivity is sup-
porting secondary production and supplying important services to humans including food
provisioning. Increased frequencies of extreme events in weather (such as heatwaves,
storm surges and cloudbursts) are expected to strongly impact the spatiotemporal
dynamics of the microphytobenthos and subsequently their contribution to coastal food
webs. Within north-western Europe, the years 2018 and 2019 were characterized by
record-breaking summer temperatures and accompanying droughts. Field-calibrated sat-
ellite data (Sentinel 2) were used to quantify the seasonal dynamics of microphyto-
benthos biomass and production at an unprecedented spatial and temporal resolution
during these years. We demonstrate that the Normalized Difference Vegetation Index
(NDVI) should be used with caution in depositional coastal intertidal systems, because it
may reflect import of remains of allochthonous pelagic productivity rather than local ben-
thic biomass. We show that the reduction in summer biomass of the benthic microalgae
cannot be explained by grazing but was most probably due to the high temperatures. The
fivefold increase in salinity from January to September 2018, resulting from reduced river
run-off during this exceptionally dry year, cannot have been without consequences for the
vitality of the microphytobenthos community and its resistance to wind stress and cloud
bursts. Comparison to historical information revealed that primary productivity of micro-
phytobenthos may vary at least fivefold due to variations in environmental conditions.
Therefore, ongoing changes in environmental conditions and especially extreme events
because of climate change will not only lead to changes in spatiotemporal patterns of ben-
thic primary production but also to changes in biodiversity of life under water and ecosys-
tem services including food supply. Satellite MPB data allows for adequate choices in
selecting coastal biodiversity conservation and coastal food supply.
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then be accessed through DOI 10.4121/13516259,
which has already been reserved for this purpose.
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Introduction

Coastal wetlands are highly productive marine systems, supporting high rates of secondary
production and providing food for higher trophic levels as well as supplying important services
to humans [1, 2]. But, worldwide, these systems are under intense pressure from coastal devel-
opment, coastal erosion, dredging activities and reduced sediment fluxes from rivers [2, and
references herein]. Other emergent threats to these systems come from changes in salinity,
temperature and sea-level linked to climate change. This major concern with respect to threats
to the natural values and provisioning services of coastal areas is explicitly addressed by the
United Nations, in their sustainable development goals the ambition is to “avoid significant
adverse impacts, including by strengthening their resilience, and take action for their restora-
tion” and to “conserve at least 10 per cent of coastal and marine areas” [3, 4].

Coastal wetlands include tidal flats, sand, rock, or mud flats that undergo regular tidal inun-
dation, which occupy more than 125,000 km* worldwide [2]. In intertidal deposits, tidal flats
harbour microphytobenthos (MPB), which fuels coastal food webs [5]. These benthic microal-
gae are food for a variety of animals that graze on the algae directly from the sediment surface
or filter them out of the water when resuspended by currents and wind-driven waves [6]. For
marine UNESCO World Heritage sites, for example, high primary productivity by microphy-
tobenthos supporting high numbers of migratory birds is considered as an outstanding unique
value of coastal wetlands [7]. Primary production by benthic microalgae is especially impor-
tant in tidal areas with a high proportion of mudflats that emerge during low tide [8-10] and
in coastal areas that are characterised by turbid waters where production by pelagic microalgae
is relatively low [11].

In most estuaries, water is too turbid for photosynthesis of benthic algae to occur during
immersion [12, 13], and photosynthesis only takes place during emersion. Spatial variation in
MPB within an estuary is shaped by the interlinked factors of tidal exposure and sediment type
[6, 14, 15]. More elevated patches are exposed to daylight for a longer period, increasing the
photosynthetic period. These areas are also characterised by low tidal energy, resulting in the
deposition of finer sediments (silt, mud). Many studies reported a higher biomass of MPB in
sediments with a high percentage of fine particles (mud) compared to more sandy sediments
[16-20]. The main mechanisms behind the difference are thought to be the lower resuspension
of algal cells in muddy habitats compared to sandy areas and higher concentration of nutrients
in pore water of finer sediment [18, 21].

In temperate coastal systems, highest MPB biomass is found in spring, lowest biomasses in
winter and in some areas a summer dip is observed [19, 22, 23]. The variation in biomass of
microphytobenthos (MPB) is positively correlated with that in irradiance, temperature, and
nutrient availability, while grazing, bioturbation and bacterial breakdown tend to decrease bio-
mass [19]. Within estuaries, river discharges do not only influence salinity but also estuarine
circulation [24]. Salinity changes result in species replacement [25] which might affect bio-
mass. Resuspension due to wind and wave action causes generally a decrease in biomass as do
events of extreme rainfall [22, 26].

Primary production (including that of MPB) is an Essential Biodiversity Variable (EBV),
key to understand patterns and changes in the Earth’s biodiversity [27, 28]. At longer time
scales, biomass, and production of microphytobenthos can increase due to eutrophication
[29], decrease due to increased turbidity caused by dredging activities [30] and increase or
decrease due to increasing summer temperatures [31-33]. Furthermore, long-term changes in
tidal amplitudes, wind stress and sea level affect sediment composition of tidal flats [34]. This
implies that impacts of climate change, like temperature rise as well as the forecasted increase
in the frequency of extreme events (heat waves, storm floods and downpours) and sea level
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rise will affect the availability of microphytobenthos as a food source for higher trophic levels
and thus the base for ecosystem services.

Monitoring of MPB is commonly performed in field campaigns, where samples are taken
to determine surface chlorophyll-a concentrations as an index of biomass [35, 36] and for
incubation with C to determine production [37]. These measurements are, however, both
logistically difficult and expensive to sustain as part of long-term monitoring programs and
provide information valid for a very small spatial (less than 1 km?) and temporal scale (a few
times a year) only [38]. Alternatively, satellite data can be used to estimate phytobenthic bio-
mass and productivity. Although with greater errors than the in-situ techniques [39], remote
sensing provides synoptic monitoring of large areas at unparalleled spatial and temporal scales,
even after considering the effect of cloud cover. Satellite-derived chlorophyll data, in combina-
tion with solar insolation, can be subsequently used to estimate the primary production by
MPB [35, 36, 40].

Satellite-derived benthic chlorophyll-a concentration of the mudflats (mg m™) is generally
based upon an empirical relationship with the Normalized Difference Vegetation Index
(NDVI). NDVI is a widely used index in land remote sensing to monitor vegetation [41, 42].
This index is based upon the reflectance in a red and a near-infrared band. Driven by user
needs, all Landsat and Sentinel 2 sensors include bands that allow NDVI derivation [43-45].
These band setups vary slightly across sensors and so there is not a single NDVI definition,
which is relevant to multi-sensor monitoring. However, sensor specific NDVT’s can be easily
related to a common currency, like a reference sensor configuration or a derived quantity like
chlorophyll concentration.

NDVI and MPB concentrations correlated well in some studies [23, 36, 46, 47], but this
relationship was only moderate in others [48, 49] or varied between areas [35]. The relation-
ship appears to be linear for most cases, with intercepts and slopes varying for different seasons
and for the way in which NDVI and/or chlorophyll-a concentrations (CHLa) were deter-
mined. [49] found, however, an exponential relationship for the low range of values
(NDVI<0.12, CHLa <80 mg m™2) whilst others observed saturation of NDVT at higher (> 100
mg m*) chlorophyll-a concentrations [35, 46-48]. Part of this variation may be since chloro-
phyll-a field data are generally corrected for the presence of its degradation product pheophy-
tin-a, while satellite-derived chlorophyll-a estimates are based on the sum of both pigments
[50]. Variation in the contributions of chlorophyll-a and pheophytin-a to total pigment con-
centrations might interfere with the relation of chlorophyll-a and NDVL

Satellite-derived production estimates of benthic algae (mg C m™y™') are primarily based
upon the benthic chlorophyll-a density (mg m ) of the mudflats. On intertidal mudflats,
migrating benthic diatoms (epipelic) are the most important primary producers [51]. In the
dark and when the flats are immersed, these diatoms are uniformly distributed over the top 2
mm of the sediment [51]. Depending on the species, algal cells appear at the surface between 0.5
and 2 h after exposure [52]. To estimate benthic primary production for a location, information
on microphytobenthic biomass (mg CHLa m ) must be combined with an estimation of emer-
sion time of the tidal area, available light conditions, and temperature [36]. To determine light
conditions available for benthic production, an assumption must be made on the vertical distri-
bution of ambient light and of the benthic algae in the top layer of the sediment [36, 51-53].

The aim of this study is to test generic methods to determine biomass and productivity of
microphytobenthos by means of satellite-derived information in a highly turbid and heterotro-
phic intertidal ecosystem. Hereto, in-situ measurements of spectral reflectance (350-950 nm),
of microphytobenthos (chlorophyll-a concentrations), of productivity estimates (by means of
'C incubations) and of sediment characteristics (median grain size, mud content) were per-
formed in the north-eastern part of the Netherlands during three seasons (autumn: September
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2018, spring: April 2019 and summer: July 2019) over a range of sediment conditions. We
aimed to:

« Explain the previously and presently observed variation in relationships between field-
derived NDVI values and chlorophyll-a concentrations of microphytobenthos;

« Explore the potential of satellite (Sentinel 2) information to describe seasonal variation in
spatial patterns of microphytobenthic biomass;

o Determine the most important sources of variation of outcomes of earth-observation based
estimates of productivity of microphytobenthos;

« Describe potential long-term variation in biomass and productivity of MPB by comparing
present results by previous findings.

Material and methods
Study area

The study area is the Dollard, the innermost part of the Ems estuary, which is enclosed
between the Netherlands in the west and Germany in the east (Fig 1). The Dollard has a surface
area of 103 km? of which 81% consists of intertidal flats, with sediments having a median grain
size of 83 um and a mud content of 41% [54]. The seasonal variation in the discharge of the
river Ems (25 to 390 m® s°; [55]) results in salinities varying between freshwater to brackish
(6-15 practical salinity units (psu)) and brackish to marine (15-25 psu) [54]). In 1975, the
local production of microphytobenthos in the Dollard, with a peak in spring, added up to 9.3
10° kg C year™ [56]. Between 1976 and 1978, the annual primary production by MPB in the
Dollard ranged, on average, from 71 to 232 gC m, with highest values close to the mouth of
the Westerwoldsche A [57]. In 2013, annual averaged biomass of microphytobenthos in the
Dollard ranged between 10 and 75 mg chlorophyll a m™%, with highest values (> 100 mg chlo-
rophyll a m ™) found during the spring bloom in the central part [58].

The Ems estuary has undergone large human-induced changes in geomorphology with con-
sequences for the sediment dynamics. During the past decades to centuries, reduction of the
intertidal area due to land reclamations and the deepening of estuarine tidal channels resulted
in an increase in fine sediment import [59]. The subsequent increase in turbidity because of the
loss of these sediment sinks [60] has caused concern and large-scale measures are being put into
place including the construction of artificial saltmarshes at the expense of tidal flat systems [61].

]
e Rl
ray

Fig 1. Sampling stations. Overview of sampling stations in the Ems estuary on 18 September 2018 (blue), 11 April 2019 (green) and 24 July
2019 (red), over a true colour image generated from a Level 2 Sentinel 2A image is taken on 18 September 2018 (Source: Copernicus).

https://doi.org/10.1371/journal.pone.0246012.g001
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Although it appears that the increased turbidity has resulted in a reduction of pelagic primary
production [58], the historical and future effects on the benthic production remains unclear.

A permit for sampling and measuring in this part of the Wadden Sea was granted to the
Royal NIOZ by the province of Friesland, the Netherlands. Sampling took place on the Her-
ingsplaat in the Ems-Dollard estuary during low tide, on 18 September 2018, 11 April 2019,
and 24 July 2019 on 9-15 stations per sampling date (Fig 1). The sampling area was near Sta-
tion 5 of [56]. Each measurement was geo-positioned using a Trimble GEO XT GPS (0.5 m
accuracy). Samples were collected to determine chlorophyll-a concentration as well as sedi-
ment characteristics. For each sampling period, '*C-incubations were executed to establish
microphytobenthic production at two stations.

Sediments

Samples for grain size analysis were taken using a cut-off syringe (diameter 26 mm, area 530
mm?), per station 3 cores of 2 mm thickness were collected and stored in a plastic container.
Sediment samples were freeze-dried and homogenised. Grain sizes were analysed using a par-
ticle size analyser (Coulter LS 13 320) allowing the analysis of particles in the range 0.04-
2000 um divided into 126 size classes. The analysis followed a ‘biological approach’, meaning
that organic matter and calcium carbonate were not removed [62]. Mud is defined as the frac-
tions <63 pm (volume), and mud percentages were calculated as the contribution of this frac-
tion to the total volume.

Pigments

Samples for benthic chlorophyll-a were taken with a cut-off syringe (see Sediments), per sta-
tion 3 cores of 2 mm thickness were collected and stored in a plastic container. Samples were
transported in a cooling box (max. 2 hours) on mudflat and in -80°C freezer during the car
trip (max. 3 hours). At the laboratory each sample, consisting of three cores, was placed in a
freezer (-80°C) until analyses.

Before analysis, the samples were defrosted and 20 ml of 90% acetone was added to them,
suspensions were mixed and stored overnight at 4°C in the dark. The next day, samples were
homogenized, and 8 ml of sample extract was centrifuged at 3000 RCF for 10 min. From the
sample extract, 3 ml was pipetted in a cuvette and measured using a fluorescence spectropho-
tometer (F-2500 Hitachi). When concentrations were too high to be measured, samples were
diluted with 90% acetone. Samples were measured again after adding 2 drops of 10% HCL

Following [63], concentrations of uncorrected (not acidified) chlorophyll-a concentrations
(CHLa u; mg m™), corrected chlorophyll-a concentrations (CHLa_c; mg m ) and pheophy-
tin-a (PHEOa; mg m %) were determined using the following equations:

1%

sample

CHLau = Rb*F, <M> * DF (1)

CHLac = (Rb — Ra) % (— o)+ F x (Vf—f> « DF (2)
r— 1%

sample

PHEOa = (r x Ra — Rb) x (

r— Vsumple

r 1) * FS % <Vexrm£rion> * DF (3)
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In these equations, Rb (unitless) is the fluorescence signal of the sample before adding the
acid solution; Ra (unitless) is the fluorescence signal after adding the acid solution, Ve, asion 1S
the volume acetone added to the sample (ml), Vqmpr is the sampled area (cm?) and DF is the
dilution factor (unitless).

The other parameter values (F, and r) are derived from calibrations that were performed
once for each sampling period. Hereto, fractions (20, 50, 100, 150, 200, 400 pl of standard
(Anacystis nidulans; 3300 CHLa, ug I'") were added to 3 ml 90% acetone to create a dilution
series (CHLayg). For each of the samples of this series, fluorometer readings were performed
before (Rqygp) and after (Rqq,) acidification. For each of these samples, the response factor Fy,
and the ratio r,q were respectively calculated as:

F,=CHLag, /Ry, (4)

rsd - deb / dea (5)

Subsequently, F; and r were calculated as the average values for the dilution series.

14C uptake rate

Samples for primary production measurements were taken on two stations, that were also
sampled for chlorophyll-a and sediment, by scraping off the top 1 mm of five sediment cores
(3.14 cm? per core). Samples were taken to the lab (in the dark, in cool box). From each sam-
ple, approximately 2 ml (10% of core surface, two small spoons) was diluted in 75 ml What-
man® GF/F-filtered seawater from the same location. The sample was well mixed to produce a
homogenous slurry. From this slurry, samples were taken for chlorophyll-a concentration and
for the '*C uptake rate. All activities took place in dim light. The chlorophyll-a concentration
of the slurry (ug I'") was determined as described above using triplicates using 10 ml of slurry
instead of the sediment cores.

The incubation procedure followed that of [64], with small modifications. In the radioiso-
tope laboratory, each slurry was well agitated while 2 ml subsamples were pipetted into 20 ml
glass incubation vials. Per sample, 11 vials were filled, to each vial 50 pl of NaH"“CO; was
added (approximate activity: 1.05 MBq ml ™). To determine the actual activity added to the
samples, controls (triplicates) were prepared for each sampling date by adding 50 pl of
NaH"™CO; to 2 ml of NaOH. These samples were not incubated. All vials were placed in a
(CHPT®, model TGC1000, equipped with 2 halogen light bulbs: Philips 13095, 250 W) photo-
synthetron [65], with one vial per sample being incubated in the dark, and all other vials placed
at light intensities from 65 to 1522 pE m™ s>, Actual light (PAR) received in the incubators
was measured inside the vials filled with 2 ml sample at each position using a light meter
(WALZ ULM-500) with spherical micro sensor (US-SQS/L). There is a constant water flow
around the vials in the photosynthetron, enabling a constant, set temperature during the incu-
bation. Temperatures were set to in-situ water temperatures as measured during sampling.
The carbon incorporation was stopped after 30 minutes by adding 100 pl of concentrated HCI
(37%) to each vial except the controls, to remove all the non-incorporated inorganic carbon.
The '*C method gives a good approximation of net production for most species [66].

The samples were counted using a scintillation counter (PerkinElmer, Tri-Carb 2910TR)
including quenching correction, after the addition of 10 ml UltimaGold scintillation fluid to
each vial. To check for possible light attenuation when counting (‘quenching’) due to the thick
slurry, samples were counted again after diluting the slurry to see if this changed the count,
which it did not.
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Daily primary production rate

The carbon fixation rate (P; mg C 1" h™') per sample was calculated according to the formula
below [67]:

corr

dpm — dpm x DIC x 1.05x T, Xc
P— <( p sample p dark) ) (6)

dpmadded Xt

For each sample, the corrected rate of disintegrations per minute (dpm) was calculated as
the measured dpm of that sample (dp#14,,,p1.) minus the average dpm of the two dark flasks
(dpmgan). DIC is the concentration of dissolved inorganic carbon (mg C ™.

To correct for a temperature difference between the in-situ temperature and the tempera-
ture during the incubation, a correction factor was applied:

Tcorr = e0.0693 X (Tin—situ - Tincubation) (7)

The constant 1.05 in Eq (2) is a factor to correct for the lower uptake rate of '*C compared
to '2C, ¢ is a constant with value 1000 to convert units, dpm,dded is the dpm as measured in the
control bottles corrected for the volume used and ¢ is the duration of the incubation (in
hours). The fixation rates were normalised to chlorophyll-a concentrations (from the slurry,
see previous paragraph) and with these rates P-E curves were fitted [68, 69]. P-E curves were
fitted using a model described by [70].

To calculate the production of each sampling day, information on irradiance during the
sampling day, the light attenuation in the sediments, the total amount of chlorophyll-a in the
top 2 mm of sediment and the distribution of chlorophyll-a in the sediment is needed. It was
assumed that production only took place when the sediments were emerged [18]. The height
of the Heringsplaat (sampled tidal flat) is between +70 and -10 cm Amsterdam Ordnance
Datum (NAP) [71]. Using water height data (RWS, station Nieuw Statenzijl), it was deter-
mined when the tidal flats were emerged during the sampling date, using a height of < 40 cm
NAP (the average height of the Heringsplaat).

Downwelling PAR data during these emerged hours was recorded at a nearby station,
named ‘Nieuw Beerta’, by the Royal Netherlands Meteorological Institute (www.knmi.nl), and
provided as ] m™? s (= W m?), which was converted in uE m™s™' by multiplying this value by
4.66 and by 0.45 to obtain the fraction of solar light between 400 and 700 nm (PAR) [72]. PAR
attenuation rate in the sediment (Kg; units mm™) was not measured (see Discussion) but esti-
mated using an empirical relation between Ky and chlorophyll-a concentrations of the sedi-
ment (Eq 4) described in [36].

K, = —3.1 + 1.8 xInCHLa, (8)

Note that Eq (4) uses the natural logarithm ‘In’ instead of ‘log’ as is written in [36].

With respect to the vertical distribution of chlorophyll-a, it is generally assumed that most
chlorophyll-a is confined to the top 2 mm of the sediment [51], but there is no agreement on
how to model the vertical distribution of chlorophyll-a in this layer. Therefore, the following
models of chlorophyll-a distribution were compared:

1. The chlorophyll-a concentration exponentially decreases with depth [51];

2. There is a uniform distribution of chlorophyll-a distribution over the top 2 mm of the sedi-
ment in the absence of light, when sediment is exposed, all chlorophyll-a from the top 1
mm migrates above and concentrates at the 0.2 mm layer [52];
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3. The distribution of chlorophyll-a in the sediment depends on the mud content of the sedi-
ment [53], where we used the fraction (0-1) of mud is used and not the percentage (1-
100%) as is mentioned in [53].

Daily production rates were estimated using the R package ‘phytotools’ [68, 69]. The maxi-
mum depth over which the production was integrated was set at 2 mm. Here, the chlorophyll-
a concentration with depth a matrix ‘cz’ is used. This matrix should consist of two columns,
the first with the chlorophyll-a concentration, the second with depth and not as it states in the
description of ‘phytotools’ [69], the other way around.

Normalized difference vegetation index (NDVI)

Before sediment samples were taken, the normalized difference vegetation index (NDVT) of
the mudflats was determined by means of hyperspectral radiometers for each of the sampling
stations. The radiometric measurements were performed using RAMSES radiometers (TriOS
Mess- und Datentechnik GmbH). Downwelling irradiance (Eg units W m™) and radiance (Ly;
units W m ™ sr”') sensors, respectively were installed on a portable frame and controlled with a
field laptop. Spectral data were interpolated at 1 nm (Fig 2). The surface information, con-
tained in L,, was normalized by E; to derive the surface reflectance:
nL,
P=7 ©)

s

Here, p is unitless due to the scaling factor 7 (sr), that accounts for the conversion between
radiance and irradiance.
The normalized difference vegetation index (NDVT; unitless) was calculated according to:

p(NIR) — p(R)

NPVE= S (NIR) ¥ p(R)

(10)
Here p(NIR) and p(R) refer to the reflectance values in the near-infrared and red, respectively
[42]. The red and NIR wavelengths were set at 675 nm and 750 nm, respectively, following [35].

The NDVI definition is not uniform in the literature, even for hyperspectral data. For mul-
tispectral data, users are constrained to each sensor band setting. Because of this, there may be
some concerns on the uniqueness of the CHL to NDVI relationships in the literature, which is
affected by how NDVIs from different sensor configurations relate to each other. To clarify
this matter, in-situ hyperspectral reflectance was resampled to the spectral bands of red and
near-infrared of Landsat-7 Enhanced Thematic Mapper Plus (L7 ETM+), Landsat-8 Opera-
tional Land Imager (L8 OLI) and Sentinel-2 Multispectral Instrument (S2 MSI) by convoluting
the reflectance with the corresponding relative spectral responses (RSRs) and NDVI was deter-
mined from them (Table 1 and Fig 2). CHLa (+PHEOQOa) was regressed to NDVI from each of
these band settings to obtain sensor-specific algorithms.

Spatiotemporal dynamics of MPB biomass in satellite images

The surface reflectance, from which NDVT is calculated, is found in atmospherically corrected
data, namely Level 2. Level 2 images were available in the rolling archive at the Copernicus
Open Access Hub, back until April 2018. For accessing older images, a request to the Long
Term Archive is needed, but at the moment of writing this manuscript, such service was
down. Alternatively, data were requested at the DIAS ONDA, processed until Level 1. These
images were carefully processed to Level 2 consistently with the downloaded Level 2 products
(http://step.esa.int/main/third-party-plugins-2/sen2cor/sen2cor_v2-8/). In particular, the
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Fig 2. Spectral reflectance and bands. Spectral reflectance (top panel) of sediment as determined by means of
hyperspectral sensors during the field surveys and spectral bands (bottom panel) in red and near-infrared (NIR) of the
Landsat-7 Enhanced Thematic Mapper Plus ETM+ (L7), the Landsat 8 Operational Land Imager (L8) and the Sentinel
2 Multispectral Instrument (S2 File) based upon the centre wavelengths (CW; nm) and full width at half maximum
(FWHM; nm) of these satellites.

https://doi.org/10.1371/journal.pone.0246012.g002

Sen2cor v2.8 software was used with default options, making use of the ESA-CCI LC package
to improve the accuracy of Sen2Cor classification over water, urban and bare areas and also to
have a better handling of false detection of snow pixels (https://www.esa-landcover-cci.org/?
gq=node/189).

From the Level 2 images, the bands B4 (red) and B8 (NIR), relevant for the NDVI calcula-
tions, were selected and subset over the Dollard area. Yet, despite the atmospheric correction,
in order to provide comparable data over all day times and seasons, the reflectance must be
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Table 1. Relationships between benthic pigment concentrations as a function of the NDVI reported in other studies.

2

Intertidal area Sensor Pigment Method Intercept Slope n r p | Source
Bourgneuf Bay* (F) GER 3700 Chla_c HPLC 46" 444" NA 0.97 <0.001 | [46]
Bourgneuf Bay (F) ASD Chla_c HPLC 540° 1129° NA 0.95 <0.001 | [47]
Eastern Scheldt YB (NL) RAMSES CHLa_u Spectro 59 685 76 0.53 <0.001 | [35]
Eden estuary EA (UK) RAMSES CHLa_u Spectro 55 555 74 0.68 <0.001 | [35]
Eden estuary EB (UK) RAMSES CHLa_u Spectro 91 442 54 0.50 <0.001 | [35]
E&W Scheldt (NL) RAMSES CHLa_u Spectro 30 556 138 0.75 <0.001 | [36]
Saemangeum (KOR) Landsat7 CHLa_c Spectro 8" 229° 40 0.34 <0.001 | [49]
Saemangeum (KOR) Landsat7 CHPH_c Spectro 2" 658" 40 0.59 <0.001 | [49]
Sydney (AU) ASD CHLa_u Spectro 26° 252° 75 0.48 <0.001 | [48]
Tagus estuary (P) SPOT-HRV CHLa_c Spectro -45° 390° 69 0.7 <0.05 | [23]
Western Scheldt YA (NL) MMS-1 CHLa_u Spectro 21 437 77 0.66 <0.001 | [35]
Western Scheldt YC (NL) MMS-1 CHLa_u Spectro 30 495 29 0.51 <0.001 | [35]

Linear relationships between benthic pigment concentrations (mg m™) as a function of the Normalized Difference Vegetation Index (NDVI) based upon 675nm (red)
and 750nm (near-infrared) width using different hyperspectral (GER 3700 spectroradiometer, ASD FieldSpec 3FR, RAMSES-ARC-VIS), and satellite (Landsat7, SPOT)
sensors with pigments of intertidal areas determined as uncorrected chlorophyll-a (CHLa_u), corrected chlorophyll-a (CHLa_c) and the sum of corrected chlorophyll-a
and pheophytin-a (CHPH_c) concentrations (mg m™2). Pigment analysis methods applied were high-performance liquid chromatography (HPLC) or
spectrophotometry (Spectro).

* Cultivated after sampling;

* derived from a graph in the paper;

® intercept and slope recalculated based upon non-linear relationship in the original paper (NB: n, r* and p values are based upon the original relationship of NDVI with

log-transformed pigment data).

https://doi.org/10.1371/journal.pone.0246012.t001

corrected for bidirectional reflectance (BRDF) effects over non-Lambertian surfaces. For this
purpose, the mean zenith and azimuth view angles and the zenith and azimuth sun angles
were selected as well and resampled to the resolution of bands B4 and B8 (10 m). The BRDF
correction followed the Ross-Thick-Li-Sparse reciprocal model, operationally applied to
MODIS data [73], and tailored to Sentinel 2 data [74]. From BRDF-corrected surface reflec-
tance, Eq (10) was applied to calculate NDVT, which can be transformed to surface pigment
concentration, based on the field-derived relationships. Within the rectangular bounding box,
these calculations were performed for pixels defined as mudflats, according to shapefiles pro-
vided by the Directorate-General for Public Works and Water Management (Rijkswaterstaat).

The updated bathymetry of the mudflats, provided by Rijkswaterstaat at 30 m resolution,
was resampled to the satellite resolution and used to discriminate the satellite data based on it.
Here, we defined two intertidal zones, namely “high” mudflats as those 40 cm or more above
NAP and “low” mudflats being those below NAP +40 cm.

Results
Environmental conditions

Sediments. Considering all sampling periods, the median grain size (MGS) at Herings-
plaat varied between 19 pm and 150 um (Table 2), which would classify as ‘silt’ and ‘fine sand’
respectively [75]. Between sampling periods, the median grain size at the sampled stations was
relatively low (88 + 41 pm; n = 15) in September 2018, intermediate (94 + 31 pm; n = 12) in
July 2019 and relatively high (118 + 10 um; n = 9) in April 2019 (Table 2). The coefficient of
variation (CV) of the MGS was highest (46%) in September 2018, intermediate (33%) in July
2019 and lowest (9%) in April 2019 (Table 2).
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Table 2. Sediment characteristics.

Station

O (0N U W=

[t |t | | |
G (s (W= O

AVG
SD
Cv

MGS
81
71

125
129
129
123
84
69
19
48
61
27
79
150
128
88
41
46%

%mud
44
48
14

13
45
49
75
54
50
71
48
8
22
37
23
62%

Lat.

53.29.394
53.29.403
53.29.381
53.29.349
53.29.488
53.29.508
53.29.563
53.29.582
53.29.643
53.29.653
53.29.653
53.29.705
53.29.727
53.29.976
53.29.987

Considering all sampling periods, the fraction of mud (%mud) varied between 8% and 75%
(Table 2). Between sampling periods, the %mud at the sampled stations was relatively high in
July 2019 (39 + 16%) and September 2018 (37 + 23%) and relatively low (18 + 8%) in April
2019 (Table 2). The coefficient of variation of the %mud was highest (62%) in September 2018
and relatively low in April 2019 (46%) and July 2019 (41%) (Table 2).

For each of the sampling periods, the median grain size (MGS) and fraction mud of the sed-
iment were highly negatively correlated (-0.98 < r < -0.91; Fig 3).

Corrected chlorophyll-a. Considering all sampling periods, the corrected chlorophyll-a
concentrations (CHLa_c) at Heringsplaat varied between 55 mg m™ and 399 mg m™
(Table 3). Between sampling periods, CHLa_c at the sampled stations was relatively high
(183 + 100 mg m > n = 15) in September 2018 and comparably low in April 2019 (107 + 34 mg
m?;n=12)and July 2019 (103 + 47 mg m; n =9) (Table 3). The coefficient of variation of
CHLa_c was highest (54%) in September 2018, intermediate (46%) in July 2019 and lowest
(32%) in April 2019 (Table 3).

In September 2018, corrected chlorophyll-a concentrations (mg CHLa_c m™) at Herings-
plaat were positively correlated with median grain size (r = 0.68; n = 15) and negatively corre-
lated with mud content of the sediment (r < -0.75) (Fig 3). No significant correlations between
corrected chlorophyll-a concentrations and these sediment characteristics were found for
April and July 2019 (Fig 3).

Pheophytin-a. Considering all sampling periods, the pheophytin-a concentrations
(PHEOa) at Heringsplaat varied between 8 mg m™ and 99 mg m™* (Table 3). Between sampling
periods, PHEOa at the sampled stations was relatively high (63 + 27 mg m™% n = 15) in Sep-
tember 2018, intermediate in April 2019 (42 + 19 mg mn=9)and lowest in July 2019
(29+9mg m>; n =9) (Table 3). The coefficient of variation of PHEOa was comparably high
in September 2018 (43%) and July 2019 (45%) and lowest (31%) in April 2019 (Table 3).

Sep-18 Apr-19 Jul-19
Lon. MGS %mud Lat. Lon. MGS %mud Lat. Lon.
7.16.015 112 27 53.17.738 7.09.581 128 13 53.18.141 7.09.243
7.15.972 114 19 53.17.731 7.09.561 87 38 53.18.087 7.09.231
7.15.946 117 13 53.17.725 7.09.544 100 32 53.18.024 7.09.266
7.15.888 116 19 53.17.728 7.09.528 95 41 53.17.978 7.09.198
7.15.819 120 20 53.17.727 7.09.490 116 27 53.17.991 7.09.229
7.15.807 119 19 53.17.727 7.09.452 103 34 53.18.000 7.09.126
7.15.819 124 11 53.17.691 7.09.442 77 53 53.17.997 7.09.119
7.15.860 126 11 53.17.655 7.09.431 120 40 53.18.227 7.09.239
7.15.934 126 10 53.17.647 7.09.478 23 70 53.18.267 7.09.265
7.16.010 125 12 53.17.709 7.09.462
7.16.011 89 39 53.17.706 7.09.485
7.15.972 124 15 53.17.734 7.09.519
7.15.906
7.15.667
7.15.643
118 18 94 39
10 8 31 16
9% 46% 33% 41%

Median grain size in (MGS; pm), mud fraction (<63 pm) of the sediment (%mud) and the GPS- coordinates for the sampling locations at the three field campaigns.

Shaded cells indicate stations for which carbon-fixation rates were measured as well.

https://doi.org/10.1371/journal.pone.0246012.t002
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Fig 3. Correlations between algal pigments and sediment characteristics. Correlations between pigment concentrations (mg m2), median grain size (MGS; pm) and
mud content of the sediment (MUD; %) at the mudflats in the Ems estuary in September 2018 (n = 15) (top panel), April 2019 (n = 12) (middle panel) and July 2019

(n =9) (bottom panel). Pigments comprise corrected chlorophyll-a (CHLa_c), corrected pheophytin-a (PHEOa_c), the sum of corrected chlorophyll-a and pheophytin
(CHLPH_c), and uncorrected chlorophyll-a (CHLa_u).

https://doi.org/10.1371/journal.pone.0246012.9003

In September 2018, pheophytin-a concentrations (mg PHEOa m ) at Heringsplaat were
negatively correlated with median grain size (r = -0.87; n = 15) and highly positively correlated
with mud content of the sediment (r < 0.91) (Fig 3). No significant correlations between pheo-
phytin-a concentrations and these sediment characteristics were found for April 2019, but cor-
relations were relatively high (-0.62 with MGS and 0.66 with mud content) for July 2019 (Fig 3).

Sum of corrected chlorophyll-a and pheophytin-a. Considering all sampling periods, the
sum of corrected chlorophyll-a and pheophytin-a (CHLPH_c) concentrations at Heringsplaat
varied between 102 mg m and 412 mg m™* (Table 3). Between sampling periods, CHLPH_c at
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Table 3. Chlorophyll pigments.

Station CHLa_c

1 128
2 179
3 334
4 278
5 399
6 230
7 108
8 158
9 102
10 152
11 60
12 126
13 55
14 168
15 265
AVG 183
SD 100
Cv 54%

Sept 2018

PHEOa_c | CHLPH ¢

72
66
39
25
14
53
93
84
99
93
69
88
64
29
55
63
27
43%

200
245
373
303
413
283
201
242
201
245
129
214
119
197
320
245
82
33%

April 2019 July 2019
CHLa_u | CHLa_c | PHEOa CHLPH_c¢ | CHLa_u | CHLa_c¢ | PHEOa_c¢ A CHLPH_c CHLa_u
140 81 25 106 85 134 8 142 136
190 92 27 119 96 78 41 119 85
340 181 20 201 185 77 31 108 83
281 90 19 109 93 80 44 124 88
400 84 36 120 91 66 58 124 77
238 78 24 102 82 65 51 116 74
123 119 22 141 123 186 66 252 198
171 129 25 154 133 170 23 193 174
118 142 28 170 147 73 60 133 84
167 87 38 125 93
71 139 44 183 147
140 67 45 112 75
65
172
273
193 107 29 137 112 103 43 146 111
96 34 9 33 34 47 19 47 47
50% 32% 31% 24% 30% 46% 45% 32% 42%

Concentrations of corrected benthic chlorophyll-a (CHLa_c; mg m™), corrected benthic pheophytin-a (PHEOa_c; mg m ), the sum of corrected benthic chlorophyll-a

and benthic pheophytin-a (CHLPH_c; mg m ™) and uncorrected benthic chlorophyll-a (CHLa_u; mg m™) for the sampling locations at the three field campaigns.

Shaded cells indicate stations for which primary production was measured as well. GPS-coordinates of each station at each sampling date can be found in the caption of

Table 2.

https://doi.org/10.1371/journal.pone.0246012.t003

the sampled stations was relatively high in September 2018 (245 + 82 mg m™* n = 15) and com-
parably low in April 2019 (137 + 33 mg m ™% n = 12) and relatively low in July 2019 (146 + 47
mg m% n = 9) (Table 3). The coefficient of variation of CHLPH_c was comparably high in in
September 2018 (33%) and July 2019 (32%), and lowest (24%) in April 2019 (Table 3).

The average fraction of pheophytin-a compared to the average sum of corrected chloro-
phyll-a and pheophytin-a was relatively high in July 2019 (29%), intermediate in September
2018 (26%) and relatively low in April 2019 (21%) (Table 3).

For all three sampling periods, the sum of corrected chlorophyll-a and pheophytin-a (mg
CHLPH_c m®) at Heringsplaat was positively correlated with corrected chlorophyll-a concen-
trations (Fig 3 and S1 File). Only for September 2018, also a positive relationship of this sum
with pheophytin-a was found (Fig 3).

Uncorrected chlorophyll-a. For all three sampling periods, the uncorrected chlorophyll-a
concentrations (CHLa_u) were highly correlated with those of corrected chlorophyll-a (Fig 3),
with the corrected chlorophyll-a concentrations (CHLa_c) being 9.03 + 1.39 mg m™* (Sept
2018), 6.19 + 1.65 mg m™> (April 2019) and 8.73 + 3.27 mg m> (July 2019) lower than the
uncorrected chlorophyll-a concentrations (Table 3).

Production

Between sampling periods, water and air temperatures were relatively high (20 and 36.3°C
respectively) in July 2019, intermediate in September 2018 (16.6 and 22.8°C) and relatively low
(7.6 and 9.6°C) in April 2019 with in July a difference of 16.3°C between water temperature
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and maximum air temperature (Table 4). Concentrations of dissolved inorganic carbon were
comparable between sampling periods, ranging between 28.3 mg 1™ in July 2019 and 29.3 mg I
"in September 2018 (Table 4). The attenuation coefficient Ky in the sediment as derived from
benthic chlorophyll-a concentrations (following [36]) ranged between 4.7 m™in July 2019 to
6.4 m" in September 2018 (Table 4).

The light-production curves that were fitted for each of the three sampling dates and two
stations showed that the slope of the light-limited part of the curve (o, mg C (mg CHLa_c)™
h™' (PAR pE m?s)™) and the maximum photosynthetic production rate (P? ,,,.; mg C (mg
CHLa_c) ' h'') were highest at Station 8 in July and lowest at Station 11 in April (Fig 4 and
Table 4). The values of o and PP . were positively correlated with each other (r* = 0.99,

n =6, S2 File).

The daily benthic production rates (mg C m™ d™') were highest (> 339.6 mg Cm™>d ") on 24
July 2019 in station 8 and lowest (< 1 mg C m?2dYonll April 2019 for station 11 (Table 5).
Daily production rates varied for different assumptions with respect to vertical distribution of
benthic chlorophyll-a in the sediment, with model 1 always supplying the highest values followed
by model 2 (88% + 10% compared to model 1) and model 3 (62% + 18% compared to model 1)
(Table 5). The largest relative difference between models was found on 18 September for station
14, with the values for model 3 being 58% lower than those for model 1 (Table 5).

No significant relationship was found between daily production rates (mg C m>d™) and
corrected chlorophyll-a concentrations (mg m ) for any of the vertical distribution models,
with the variation in biomass of benthic algae explaining 23% (model 3) to 27% (model 2) of
the variation in production rates (S3 File).

NDVI to CHLa (+PHEOa) relationships

Considering all sampling periods, the normalized difference vegetation index (NDVI) as deter-
mined by the hyperspectral sensors (based upon reflectance at 675 and 750 nm; Fig 2) varied
between 0.093 and 0.596 (Table 6 and 54 File). Between sampling periods, the NDVT at the
sampled stations was relatively high in September 2018 (0.338 + 0.143), intermediate in July
2019 (0.224 £ 0.141) and relatively low (0.294 £ 0.171) in April 2019 (Table 6). The coefficient
of variation of the NDVI was highest in April 2019 (63%), intermediate in July 2019 (58%) and
relatively low (42%) in September 2018 (Table 6).

For April 2019 and July 2019, respectively, a significant (p< 0.01) and an almost significant
(p<0.1) relationship between chlorophyll-a concentrations (mg CHLa m %) with the normal-
ised difference vegetation index (NDVI) was found (Table 7). The values of the intercepts

Table 4. Overview of water quality parameters and photosynthetic parameters.

Sampling date Station WT (°C) AT (°C) DIC (mg ) K4 (mm™) o PP e Ex
18 Sept. 18 12 16.6 22.8 29.3 5.8 0.010 £ 0.001 4.43+£0.23 4410
18 Sept. 18 14 16.6 22.8 29.3 6.4 0.007 £+ 0.003 1.44+£0.34 197+ 1
11-Apr-19 11 7.6 9.6 29.7 5.9 0.0002 0.05 229+1
11-Apr-19 12 7.6 9.6 29.7 4.6 0.011 £ 0.003 1.19£0.16 108 £ 0
24-Jul-19 8 20 36.3 28.7 6.2 0.052 £ 0.005 21.71+1.21 421+0
24-Jul-19 9 20 36.3 28.3 4.7 0.012 £ 0.004 2.48 £0.57 211+0

Water temperature (WT), air temperature (daily max) (AT) derived from a local weather station (Nieuw Beerta; www.knmi.nl), dissolved inorganic carbon (DIC) and
attenuation coefficient in the sediment (Ky) for the sampling dates and stations for which primary production of microphytobenthos was calculated. The EP-model
gives as output of which is the slope of the light-limited part of the curve (mg C (mg CHLa_c)'h! (PAR uE m?s1) ) and PP, is the maximum photosynthetic
production rate in (mg C (mg CHLa_c)' h™). The minimum saturation light intensity E, is derived as P,y / o0 (PAR UE m2s?) [76].

https://doi.org/10.1371/journal.pone.0246012.t1004
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Table 5. Daily carbon fixation rates.
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Fig 4. Carbon fixation rates. The calculated production rate (mg C (mg CHLa_c)") h™") of microphytobenthos at the different
light intensities (dots) and the modelled light-production curves (lines). The model fit was made using the EP- model [70]. Note
the different scales used for the different dates and stations.

https://doi.org/10.1371/journal.pone.0246012.9g004

(65 + 13; 54 + 27) and slopes (118 + 49; 166 + 81) of these relationships were comparable for
these two sampling periods (Table 7).

For September 2018, no such relationship was found. For this reason, to determine the
NDVI to CHLa relationship that will be applied to satellite data only data collected in April
and July 2019 will be used. Relationships of corrected benthic chlorophyll-a concentrations as
a function of NDVI and showed that the values of NDVT as determined by means of hyper-
spectral sensors (based upon reflectance at 675 and 750 nm) were higher than the NDVIs as
based upon red and near-infrared (NIR) spectral bands of the Landsat 7 ETM, the Landsat 8
OLCI and the Sentinel 2 (Table 7).

Daily carbon fixation rate mg C m>d™*

Sampling date Station Nr Station Code Emersion time (h) Model 1 Model 2 Model 3

18 Sept. 18 12 A 9 61.6 58.4 55.1
18 Sept. 18 14 B 9 41.7 38.2 17.4
11 April 19 11 A 8 0.65 0.57 0.43
11 April 19 12 B 8 13.3 9.7 7.0
24 July 19 A 8 516.5 487.6 339.6
24 July 19 B 8 434 33.2 38.4

Daily carbon fixation rates (mg C m™ d™') on sampling dates. The time production could have taken place (emersion time) is also given in hours. The vertical

distribution of chlorophyll-a in the sediment was estimated using three different models (see Material and methods).

https://doi.org/10.1371/journal.pone.0246012.t005
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Table 6. Normalized difference vegetation indices.

Sept 2018 April 2019 July 2019

Station hss L7 L8 S2 hss L7 L8 S2 hss L7 L8 S2
1 0.398 0.306 0.305 0.349 0.125 0.165 0.182 0.175 0.267 0.240 0.249 0.268
2 0.213 0.183 0.184 0.204 0.274 0.256 0.266 0.282 0.093 0.131 0.144 0.137
3 0.208 0.179 0.180 0.200 0.596 0.501 0.506 0.554 0.096 0.134 0.148 0.140
4 0.222 0.189 0.190 0.212 0.165 0.183 0.197 0.198 0.176 0.190 0.202 0.205
5 0.183 0.164 0.167 0.182 0.140 0.172 0.188 0.183 0.164 0.186 0.199 0.199
6 0.323 0.263 0.264 0.295 0.171 0.194 0.209 0.208 0.408 0.342 0.348 0.384
7 0.368 0.289 0.287 0.327 0.165 0.188 0.202 0.201 0.530 0.430 0.429 0.480
8 0.595 0.427 0.417 0.493 0.163 0.191 0.207 0.204 0.472 0.368 0.370 0.420
9 0.443 0.321 0.316 0.372 0.180 0.200 0.214 0.215 0.441 0.355 0.359 0.402
10 0.558 0.398 0.390 0.462 0.151 0.179 0.194 0.191

11 0.209 0.182 0.186 0.204 0.410 0.352 0.358 0.391

12 0.480 0.347 0.342 0.402 0.146 0.173 0.187 0.185

13 0.213 0.176 0.178 0.200

14 0.196 0.174 0.176 0.192

15 0.460 0.360 0.357 0.405

AVG 0.338 0.264 0.263 0.300 0.224 0.230 0.242 0.249 0.294 0.264 0.272 0.293
SD 0.143 0.092 0.088 0.109 0.141 0.100 0.096 0.113 0.171 0.111 0.106 0.130
Cv 42% 35% 34% 36% 63% 44% 40% 46% 58% 42% 39% 45%

NDVIs for the sampling locations at the three field campaigns, based upon spectral information from hyperspectral sensors using spectral bands for the hyperspectral

sensors (hss), Landsat 7 (L7), Landsat 8 (L8) and Sentinel 2 (S2). Shaded cells indicate stations for which also primary production was measured.

https://doi.org/10.1371/journal.pone.0246012.1006

For all three satellites under consideration, the relationships of the sum of corrected chloro-

phyll-a and pheophytin-a concentrations as a function of NDVI explained more of the vari-

ance (56%-57%) than those of relationships between corrected chlorophyll-a (44%) and

uncorrected chlorophyll-a (47%) concentrations as a function of NDVI (Table 7). The results

Table 7. Linear relationships between benthic pigment concentrations as a function of NDVI for this study.

Period Pigments Intercept Slope n r P
Sept18 CHLa_u 251 £ 66 -172 + 180 15 0.07 0.358
Aprill9 CHLa_u 71+13 186 = 48 12 0.59 0.003
July19 CHLa_u 60 £ 27 17479 9 0.41 0.063
Septl8 CHLa_c 248 + 68 -193 £ 185 15 0.08 0.315
Aprill9 CHLa_c 65+ 13 187 £ 49 12 0.59 0.004
July19 CHLa_c 54 +£28 169 + 82 9 0.37 0.080
Septl8 PHEOa_c 17+13 134 £ 36 15 0.51 0.003
Aprill9 PHEOa_c 31+£5 -7+20 12 0.01 0.742
July19 PHEOa_c 34+ 14 30+ 41 9 0.07 0.479
Sept18 CHLPH_c 266 £ 57 -60 + 157 15 0.01 0.710
Aprill9 CHLPH_c 96 + 12 180 + 48 12 0.59 0.004
July19 CHLPH_c 87 £24 199 £ 71 9 0.53 0.027

Linear relationships between benthic pigment concentrations (mg m™?) as a function of the Normalized Difference Vegetation Index (NDVI) based upon 675nm (red)

and 750nm (near-infrared) with benthic pigments as uncorrected chlorophyll-a (CHLa_u), uncorrected chlorophyll-a (CHLa_c), pheophytin (PHEOa_c) and the sum

of corrected chlorophyll-a and pheophytin-a (CHLPH_c) concentrations (mg m2) of microphytobenthos at the mudflats in the Ems estuary. Significant relationships

(without correction for multiple comparisons) are printed in bold.

https://doi.org/10.1371/journal.pone.0246012.t007
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are consistent with the fact that NDVT is more sensitive to CHLa and related decomposition
pigments than to CHLa alone. For this reason, the sum of corrected chlorophyll-a and pheo-
phytin-a concentrations were chosen as the reference data for the NDVI calibration and poste-
rior application to satellite images.

Spatiotemporal dynamics of MPB biomass in satellite images

Between January 2018 and February 2020, thirteen cloud-free Level-2 images and two Level-1
images during low tide were found (S5 File). Most of the images were taken around (n = 6) or
shortly after (1 to 2 hours) the occurrence of the astronomical low tide (S6 File). Only the
image of 21°* April 2018 was taken one hour before astronomical low tide (S6 File). After pro-
cessing the Level 1 images to Level 2 and BRDF adjustment, the relationship between the sum
of benthic chlorophyll-a and pheophytin-a concentrations and NDVT as described in this
paper was applied (Table 7).

Highest overall biomass was observed in spring (April/May) 2018 with average values of
more than 150 mg (CHLa+PHEOa) m >, whilst lowest average biomass of less than 110 mg
(CHLa+PHEQa) m™ occurred in early summer (7 June 2018, 25 June 2019) and late summer
(18 September 2018, 26 August 2018) (Figs 5 and 6). Average concentrations were relatively
high (more than 120 mg (CHLa+PHEOa) m™?) in late winter (27 February 2019) (Figs 5 and
6). From this time series, it appears that the highest peak on 21 April (2018) was followed by a
rapid decline in average concentrations of more than 100 mg (CHLa+PHEOa) m™ in less than
50 days (Fig 6).

Concentrations of microphytobenthos pigments were, on average, relatively high at the
lower parts (below NAP +40 cm) of the tidal flats, except for 8 and 15 May 2018, 6 August
2018 and 18 September 2018 where highest average concentrations were found at the higher
parts (> NAP +40 cm) of the Dollard tidal flats (Figs 5 and 6).

Discussion
Biomass

Relationships between NDVI and pigment concentrations. No significant relationship
between chlorophyll-a concentrations (mg m?) and NDVI was found for the campaign in Sep-
tember 2018, in contrast to that found for April and July 2019 (Table 7). This could have been
caused by a significant time lag (10-25 min) between the pigment sampling and NDVI mea-
surements in September 2018. [13] performed a controlled experiment in which artificial light
illuminating a microphytobenthos layer was switched on an off while NDVI was continuously
monitored. A sharp increase in biomass after switching on the light was followed by a steady
NDVT increase and vice versa when the lights were switched off. The phenomenon at the basis
of this finding is the vertical migration of microphytobenthos and accumulation of cells at the
surface. Indeed, during the few hours of low tide, the variability can be so large that a few min-
utes between the measurements of NDVI (directly at the sediment surface) and those of CHLa
(summed for the top layer of the sediment of 2 mm) might be too much for a direct compari-
son. A high temporal variability in NDVI was also reported in [77]. Thus, during the field cam-
paign in September 2018, vertical migration of diatoms during the time lag between sampling
and NDVI measurements might have caused that the conditions during the CHLa and NDVI
measurements were not the same anymore. In view of these negative results, the measurement
design was changed for the subsequent campaigns for April and July 2019 where sampling of
NDVI and pigments was done within one minute after each other. Considering April and July
2019, the relationship between chlorophyll-a concentrations (mg m?) and NDVT is remark-
ably constant with a slope ranging between 180 and 199 mg m™* per NDVTI interval, depending

PLOS ONE | https://doi.org/10.1371/journal.pone.0246012  July 6, 2021 17/32


https://doi.org/10.1371/journal.pone.0246012

PLOS ONE Assessing MPB biomass using spectral information

CHL + PHEO
(mg m?)

200
180
160
140
120
100

Fig 5. Temporal and spatial distribution chlorophyll-a at the research area. Concentrations of the sum of chlorophyll-a and pheophytin-a
(mg m™) in the Dollard, the inner part of the Ems estuary, based upon a relationship with NDVI as derived from field measurements in April
and July 2019 with spectral bands of Sentinel2 (CHLa+PHEOa = 242.63NDVI_s2 + 75.581; r* = 0.56). Derived from various Sentinel 2A and
2B images at various dates (see S5 and S6 Files). Images were generated from Level 2 Sentinel 2A images (Source: Copernicus).

https://doi.org/10.1371/journal.pone.0246012.g005
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Fig 6. Monthly variation in chlorophyll-a at the research area. Average concentrations of the sum of chlorophyll-a and pheophytin-a (mg
m?) in the Dollard, the inner part of the Ems estuary, based upon a relationship with NDVI as derived from field measurements in April and
July 2019 with spectral bands of Sentinel2 (CHLa+PHEOa = 242.63NDVI_s2 + 75.581; r* = 0.56), for the tidal flat area lower than NAP+40
cm (green line) and for the tidal flat area higher than NAP+40 cm (red line). Derived from various Sentinel 2A and 2B Level 2 images at
various dates (see Fig 5 and S5 File).

https://doi.org/10.1371/journal.pone.0246012.9006

on the period and the pigments considered (Table 7). The values of these slopes are relatively
low compared to the range (from 229 to 1129 mg m™) and average values (523 + 236 mg m?)
as found in other studies (Table 1). The total biomass in the sediment might have included
subsurface cells that did not contribute to NDVI.

The highest correlation between NDVI and CHLa was obtained when CHLa was corrected
(CHLa_c) and PHEOa was added (CHLPH). The results are consistent with the fact that
NDVT is more sensitive to CHLa and related decomposition pigments than to CHLa alone
[50], and these results highlights the contribution of other pigments in the NDVI signal. In the
case that only monitoring of the live fraction of microphytobenthos is desired, relationships to
only CHLa can be established as well, at the expenses of losing some degree of predictability.
More attention should be given to develop algorithms that accurately estimate chlorophyll-a
rather than the sum of chlorophyll-like pigments including phaeophytin and non-microphyto-
benthos pigments like chlorophyll-b. The different band settings of all the multispectral sen-
sors considered in this paper supposed significant differences in the slope and intercept of the
NDVI to CHLa relationship, thus highlighting the need of specifying the band setting when
the relationship is built. In the view of long-term multi-sensor monitoring, these particularities
need to be considered in order to not introduce artificial biases in a time series. Care should
also be taken when applying relations between NDVI and chlorophyll-a in other areas then the
study area [78].

Seasonal dynamics of NDVI. Using the relation between chlorophyll-a and pheophytin-a
with NDVI, 15 satellite images were processed (S7 File), showing the estimated concentration
of both pigments for the Dollard area. These pictures clearly show relatively high concentrations
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in winter months (November 2018, February 2019 & 2020), reaching peak concentrations in
April and May (2018), while summer biomasses were relatively low (Figs 5 and 6).

In December 2018 and 2019, daily irradiances at noon fell below Ey (248 + 164 uE PAR m™>
s”'; Table 6) so light conditions were most probably too low to sustain net MPB growth (Fig 7).
In February 2018, ice masses covered the tidal flats which may have limited light penetration,
although MPB biomass (this paper) and growth has been observed under such circumstances
[79]. In February 2019, when no ice was present, MPB biomass at the higher tidal flats was
higher than the year before (Fig 6). Biomass of MPB peaked in April, which is in line by find-
ings by [19]. From March to September, daily irradiances are always above the minimum
required (E,), but migratory species might retreat to deeper sediment layers to prevent photo-
damages. This mechanism can result in lower production [80]. In January, February, October
and November, growth would be stimulated during relative sunny days (Fig 7).

The relatively low MPB biomass found in summer months was already observed for the
western Wadden Sea in the early 1970s [84]. [23] reported summer values of MPB in the
Tagus estuary (Portugal), to be much lower than in winter which they explained being the
result of thermo-inhibition of MPB photosynthesis due to extreme air temperatures during
their study year (up to 5°C higher than the decadal summer average). Surface temperatures of
25°C and above are considered to inhibit growth of microphytobenthos [81, 82]. In 2018 and
2019 maximum air temperatures were above this threshold in the summer months for 39 and
36 days, respectively, implying that production on these days could have been reduced, likely
explaining the observed summer dip (Figs 7 and 8). As sediment temperatures can reach even
higher temperatures than air, the number of days with reduced production thus seem a cau-
tious estimate.

Additionally, grazing may reduce biomass of microphytobenthos in particular during sum-
mer when grazing pressure is relatively high [85]. Potentially, grazing by macrofauna could be
important [85], but looking at the biomass data of macrofauna in the Dollard (between 1.5 and
4.5 g AFDW m-2 for 2009-2019; [54] and NIOZ unpublished data) this impact may not be
that relevant here. Grazing by meiofauna in the Dollard was high in the beginning of the
1980s, but at that time considered not high enough to impact on MPB production [86]. If
meiofauna grazing pressure is still similar and if primary productivity has ceased (as suggested
by [54] and [58]), however, grazing by meiofauna might be now a relevant driver for seasonal-
ity in MPB biomass.

Wind stress is generally higher during winter than during summer (Fig 7). Assuming a lin-
ear relationship between resuspension of benthic microalgae and wind speed [87] above a
wind speed of 3 m s™ [83], then erosion driven by wind stress would take mainly place between
October and March. It should be noted, however, the area is a very protected enclosed bay (Fig
1), and in addition, resuspension of MPB is modified by the growing phase of the MPB and
the cumulative effects by other marine organisms that enhance of reduce erosion [88].

The number of rainy days (defined as > 10 mm rainfall in 24 hours; www.knmi.nl) was 13
in 2018 and 19 in 2019 (Fig 7). For the period 2018-2019, highest daily sum of rainfall
occurred on 13 May 2018, with a total of 38.5 mm rain of which 18.4 mm fell between 17:00
and 18:00 local time (www.knmi.nl). At that day, astronomical low tide was at 18:16 local time,
implying that the cloud burst most likely occurred when the tidal flats were fully exposed and
subsequently most vulnerable to this extreme event. This freshening of the mudflats might
have enhanced the strong decline in microphytobenthos as has been observed between 8 and
23 May 2018 (Figs 7 and 8).

The consistent seasonal pattern as has been observed for the Dollard in this study under-
lines the feasibility of using satellite images with a frequency of 5 to 10 images per year to mon-
itor seasonal and, subsequently, year-to-year variation in biomass of microphytobenthos on
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Fig 7. Environmental conditions at the research area. Environmental conditions in the Dollard as derived from a local
weather station (Nieuw Beerta; www.knmi.nl). A) Insolation at solar noon (LE PAR m2s™), with the horizontal lines
indicating when light conditions are too low (< Ey; see Table 4) for MPB growth or higher (> 2000 uE PAR m? s [80]) than
required for optimal MPB growth. B) Daily maximum air temperature (°C), with a horizontal line indicating when
temperatures are too high for growth (thermo-inhibition) [81, 82]. C) Daily average wind speed data (m s1), with the
horizontal line indicating the wind speed from where wind stress might result in resuspension of microbenthic algal mats [83].
D) Daily sum of rainfall (mm per day), where horizontal line indicates rainy days (rainfall > 10 mm per day; www.knmi.nl).

https://doi.org/10.1371/journal.pone.0246012.9g007

tidal flats of temperate coastal ecosystems. In particular if a long-term time series is being
developed that enables decomposition of long-term trends and seasonal dynamics.

Spatial patterns in NDVI. In the current study at Heringsplaat, highest concentrations of
microphytobenthos were generally found at the higher tidal flats (Figs 5 and 6), which is in
line with findings by others [15, 19, 23, 55, 89]. The higher tidal flats are emerged for a longer
period during low tide, resulting in a positive feedback between higher stability (low resuspen-
sion rate) of the sediment and a high biomass of benthic microalgae [19, 90].

The lack of a positive relationship between chlorophyll-a and the mud content of the tidal
flats is, however, in contrast to findings in many other studies [16, 18-20]. Only [91] also
reported on a positive relation between mud and pheophytin-a. Accumulation of fine sediments
occurs often in ‘depositional environments’ where there is sedimentation of algae that

2018
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Fig 8. Conceptual model. Conceptual model of the main drivers and additional stressors of seasonality in local microphytobenthos
biomass in shallow, silty, temperate tidal flat ecosystems.

https://doi.org/10.1371/journal.pone.0246012.9008
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resuspended from other habitats. Allochthonous detritus including (dead) phytoplankton cells
accumulate in the Dollard [56], resulting is a high concentration of degradation pigments
(pheophytin-a). Part of the NDVI measured in the Dollard area most likely did not originate
from the MPB but from fresh organic matter imported from the more outward parts of the Ems
estuary and possibly from the rivers. To resolve the contribution of the different pigments and
their origin to the pool of chlorophyll-like components, HPLC analysis should be considered.

Productivity

Methodology. In the current study benthic primary production rates were derived from
'C uptake rates measured on resuspended sediments. There are drawbacks to this method,
one of these is that the measurements are performed under artificial conditions and that the
integrity of the sediment is disturbed. [92] compared a variable fluorescence technique with
radio-isotope measurements on optically thin suspensions and concluded that both methods
yielded comparable estimates of the photosynthetic parameters, but that there were significant
differences between photosynthetic parameters measured on undisturbed sediment and in sus-
pensions. The authors concluded that the application of variable fluorescence techniques in-
situ on undisturbed sediments is limited due to complex effects of migration in undisturbed
sediments and they suggested the method of measuring carbon fixation rates on slurries as the
preferred method. Others [e.g., 78, 93] performed in-situ CO, exchange measurements and
found a good correlation between variable fluorescence and production rates, but that relation
depended on the location; For sites with a high MPB biomass the direct measurements of pri-
mary production were lower than was expected based on the variable fluorescence measure-
ments. The authors hypothesised that part of the biomass is not taking part in the production,
as micro-migration to the surface is prevented. In these situations, primary production esti-
mates based on variable fluorescence would likely result in an overestimation and direct mea-
surements of primary production are advised.

Photoinhibition. The EP-model allows for an estimate of a photo-inhibition parameter,
but in the current study, photo-inhibition did not occur (Fig 4). The estimated photosynthetic
parameters of, PP and E; were very variable between stations and between dates, but they
were within the range of values reported in previous studies [12, 64, 94]. The low values for of
and especially PP . found in April (Table 4) might have been the result of low temperatures
as will be discussed below.

Light attenuation. Light attenuation in the sediment is notoriously difficult to measure in
the field. A generally applied solution to come to an estimate of the light attenuation in the sed-
iment is to suspend and resettle the upper mm of sediment over a light sensor [12, 64].
Reported attenuation coefficients obtained in this manner were between 3.5 and 7.9 mm™ [64,
95]. [96] measured attenuation coefficients using an optic fibre in cores made up of inorganic
sediment that differed in grain size. The attenuation coefficients varied between 0.99 mm™" for
sediments with a grain size between 250-500 um and 3.46 mm™" for sediments with a grainsize
<63 um. Only occasionally, measurements have been performed on intact natural cores [36],
with this method more realistic estimates of in-situ light attenuations are expected.

[36] measured attenuation and related this to several environmental variables including
chlorophyll-a concentration and mud content. Chlorophyll-a concentration alone best
described the measured attenuation coefficients. Reported attenuation coefficients here were
roughly between 2.5 and 10.5 mm™. In the current study, this relation between chlorophyll-a
concentration and light attenuation was used (c.f. [36]). Values estimated in the current study
ranged from 4.6 to 6.4 mm™" (Table 4). This means that 90% of the light was lost within the
first 500 pm of the sediment.
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The modelled distribution in this layer will thus determine the potential production rate in
each sediment as it influences how the biomass of microphytobenthos is distributed of the
photic zone. In the current study, three different models were applied to describe the vertical
distribution of chlorophyll-a in the sediment. Model 1, where the vertical distribution expo-
nentially declined, always had the highest concentration in the first 500 pm and thus the high-
est daily production estimates. Model 3, which used the mud content of the sediment to
describe the vertical distribution of chlorophyll-a in the sediment, always gave the lowest esti-
mate of daily production (Table 5). In model 3, more chlorophyll-a accumulated in the top
layer of the sediment, in case of a muddy sediment.

Previous studies reported a positive relation between the chlorophyll-a concentration in the
first 2 mm of sediment and the mud content (e.g., [36, 53]). In those cases, sediments with
high chlorophyll concentrations will occur at muddy sites, and most chlorophyll-a is expected,
under the assumptions of model 3, in the first um of the sediment. With an attenuation coeffi-
cient estimated based on chlorophyll-a concentration, light attenuation is estimated to be high,
but production under these conditions can still be relatively high.

In the current study, however, the correlation between mud content and chlorophyll-a con-
centration was poor to negative (Fig 3). Using model 3, under conditions with a high chloro-
phyll-a concentration and a low mud content, a low mud content should result in a more
homogenous distribution of chlorophyll-a in the sediment, but with a high attenuation coeffi-
cient due to the high chlorophyll-a concentration. On these occasions, the daily production is
most likely to be under-estimated.

Temperature. The photosynthetic parameter PP, was very low in on the sampling day
in April (Table 4), resulting in a lower daily production rate (Table 5) then would be expected
based on the chlorophyll-a concentration in de sediment (Table 3). A possible explanation for
this low value of PP, might be the minimum temperature of below zero at 10cm above the
surface. This cold spell occurred after a mild period, with air temperature being >20°C (www.
knmi.nl). It is known that low temperatures have an impact on PP .. [82].

Temperature also plays a role in the measured rates in July. In the current study, samples
were incubated to estimate uptake rates of '*C using in-situ water temperatures. Production
rates were then calculated using these water temperatures. The sediment temperature of a tidal
flat can differ substantially from water temperatures when emerged during daytime due to solar
heat [81]. In the current study, sediment temperatures were not measured, but air temperatures
give a better idea of temperatures experienced by the microphytobenthos than water tempera-
tures. While microphytobenthos was incubated at 20°C, the temperature experienced by the
community was likely to be much higher with an air temperature of 36.3°C (Table 4). Higher
temperatures are expected to increase the photosynthetic rate until a maximum temperature is
reached, at temperatures above the optimum temperature, rates will start to decrease [81]. [81]
estimated the inhibitory temperature for microphytobenthos to be around 25°C and recorded
that sediment temperature could increase with a rate of 3°C h'lIn July, the in-situ water tem-
perature was 20°C and a decrease in production rate is expected during low tide due to sub-
optimal sediment temperatures and the daily rates might have been over-estimated.

Monitoring

Matched optical chlorophyll and NDVI data from our field surveys showed that a relationship
between both indexes is feasible, although more campaigns would be desirable to increase the
robustness and confidence. The fact that the slope of the regression (Table 7) was lower than
found by others (Table 1) might be explained by part of the standing stock of the microphyto-
benthos being deeper than 2 mm (the sampling depth). For the Dollard, the proportion of
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microphytobenthos in the upper 5 mm ranged between 40% and 61% of total biomass in the
20 mm depth layer [89] underlying the need for more knowledge on depth profiles of
microphytobenthos.

With the collected data set, estimating the daily production rate using the chlorophyll-a con-
centration resulted in 27% explained variance. To obtain a more reliable estimate of daily pro-
duction rates, light attenuation coefficients and temperature need more attention. Regarding
light attenuation, measurements should be performed using intact natural cores for many sta-
tions and the attenuation coefficients need to be related to sediment characteristics (c.f. [36]). It
is recommended to additionally measure temperature in the sediment top layer. Modelling the
vertical distribution by either exponential decrease or assume migration to the top 200 pm (c.f.
[51, 52]) seems to be a reasonable assumption as the model of [53], which modelled the distribu-
tion of chlorophyll-a dependent of sediment type, gave unexpected results.

Since NDVI can also be estimated from satellite data, our results imply that it should be
possible to use satellite images to estimate benthic primary production of relatively small and
turbid estuaries. The Landsat sensors monitor at a spatial resolution of 30m and have been
providing data since the mid 1980’s at bi-weekly periodicity. Today, the European Sentinel-2
sensors as well as the ongoing Landsat missions 7 and 8, as well as the forthcoming Landsat 9,
provide a very valuable dataset that has yet to be analysed and interpreted.

Long-term variation

Based upon the three sampling campaigns, the average biomass of microphytobenthos was

131 + 45 mg CHLa m ™ (spectrophotometric; Table 3). Based upon the satellite images, annu-
ally averaged microphytobenthic biomass in the Dollard was approximately 115 mg CHLa
+PHEOa m (Figs 5 and 6), and 86 mg CHLa m > under the assumption that 75% of these pig-
ments was CHLa (see Table 3).

In 1976-1978, average annual values for three sampling stations in the Dollard were 95 + 65
mg CHLa m™ (spectrophotometric; [89]). In 1992-1999, the annual averages for these three
stations were 98 + 56 mg CHLa m* (HPLC converted to spectrophotometric values; [31]). For
the 1990s, a positive correlation was found between annual chlorophyll-a of microphyto-
benthos and annually averaged air temperatures [31]. Recalculation based upon the three Dol-
lard stations for microphytobenthos (CHLpopara; [31]) and the Eelde weather station for air
temperatures (ATgeqe; cdn.knmi.nl), resulted in the following positive significant relationship:
CHLpottard = 20,2 ATgege— 88,7 (n = 10, r* = 0,43, p = 0,039). Using the average air tempera-
tures at Eelde in 2018 and 2019 (10,6°C in both years; cdn.knmi.nl), the average annual
CHLpojara in 2018 and 2019 should have been 115 mg CHLa m™2 which is higher than was
measured for these years. Although it cannot be excluded that these differences in biomass are
due to differences in sampling and analyses techniques, it could also imply that this relation-
ship is no longer true, for example due to summer temperatures on the mudflats being higher
than the optimum temperature for photosynthesis of 25°C [31, 81]. With heat waves predicted
to occur more frequently in the future [97, 98], this lack of fit for the relation between tempera-
ture and chlorophyll-a need further attention.

Based upon the three sampling campaigns, the average primary production of microphyto-
benthos ranged between 76 mg C m™>d ' and 113 mg C m™ d"', depending on the assumption
on the vertical distribution of chlorophyll-a in the sediment (Table 5). If assumed that these
values represent averages for the growing season and that the growing season runs from mid-
January to mid-November (10 months), then the annual production of microphytobenthos in
the Dollard would have been between 22 g Cm™y ™" and 33 g C m™y'. Another way of esti-
mating the annual production was based on the relation with chlorophyll-a [57] for the same
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area using the annual average chlorophyll-a concentration based on the satellite date (86 mg
m?, corrected for pheophytin). This resulted in a comparable estimate of 35 mg Cm™y ™. In
1976-1978, the annual primary production of microphytobenthos of three stations in the Dol-
lard was between 127 g Cm™y ' and 140 g Cm ™y [57]. These rates were comparable to
those in the western Wadden Sea at that time, where primary production of microphyto-
benthos increased from 100 g C m™>y ™" in 1968 to more than 200 g Cm™>y™" in 1981, most
probably as the result of eutrophication [29].

The relatively low values in benthic primary production 2018/2019 may be the result of a sub-
sequent reduction in nutrient and carbon input, as was also suggested for causing the observed
decline in biomass of benthic fauna in the Dollard from 6 g ADW m™ in the 1970s to 3 g ADW
m in the 2010s [54]. Based upon a correlation between biomass of benthic fauna (g ADW m?)
and primary production (g C m ™y ') as found shallow well-mixed estuarine systems worldwide
[99], the primary productivity in the Dollard should have been around 71 g C m™ y! in the 1970s
and 43 g Cm™y™" in the 2010s to support the macrozoobenthic biomass. Although this approach
does not take the importance of import into account, it illustrates that nutrient reduction may
have resulted in the present findings on the decline in primary production of microphytobenthos.

Implications for future changes

With respect to seasonal scope for growth of microphytobenthos in temperate turbid environ-
ments as our study area, insufficient light only restricts growth the benthic microalgae in mid-
winter whilst growth may be suboptimal due to photoinhibition in mid-summer (Fig 8).
Under the assumption that MPB does not grow when temperatures fall below 0°C or rise
above the maximum temperature tolerance, then growth is restricted in late winter and in late
summer. Wind stress was generally high from October to March and low in from April to
Sept, whilst rainy days possibly disrupting the microphytobenthic layer occurred occasionally
throughout the year (Fig 7 and S8 File).

Our findings suggest that optimal conditions for blooms of microphytobenthos in temper-
ate turbid estuaries occur in February or March, starting after sub-zero temperatures in (late)
winter and depending on the occurrence of storms and extreme rainfalls (Figs 7 and 8). Later
in spring, both insolation and temperatures become suboptimal for MPB growth, and growth
might even become restricted from June to August. When light and temperatures are declining
after summer, an autumn bloom might still be possible in August and September, but this can-
not be as high as the spring bloom due to the ongoing nitrogen limitation and the onset of the
storm season (Figs 7 and 8 and S8 File).

Seasonal dynamics in intertidal environments in north-western Europe are projected to
change, e.g., due to a decrease in the frequency of severe winters, an increase in the frequency of
heat waves, more variations in salinity due to extreme rainfall events in summer and, possibly, a
decrease in ambient light conditions due to sea level rise [100]. Subsequently, biomass and pro-
duction of MPB is also likely to change, for example by an advanced spring bloom and further
growth restrictions during summer, resulting in a shift from unimodal [19] to bimodal season-
ality in MPB biomass and production (this paper). These changes will not only lead to changes
in spatiotemporal patterns of benthic primary production but also to changes in biodiversity of
life under water and ecosystem services including food supply. These changes make it even
more urgent to include microphytobenthos biomass and production in monitoring programs.

Supporting information

S1 File. Relation daily benthic primary productivity and benthic chlorophyll-a concentra-
tions. Linear relationships between daily benthic primary productivity (mg C md™") and
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corrected benthic chlorophyll-a concentrations (mg m ) for three models with respect to ver-
tical distribution of benthic algae in the top layer of the sediment (n = 6).
(DOCX)

S2 File. Correlations photosynthetic parameters and environmental conditions. Correla-
tions between photosynthetic parameters (being o as the slope of the light-limited part of the
curve in mg C (mg CHLa)™" b1 (pPAR uE ™21 1y and PP .. as the maximum photosynthetic
production rate in mg C (mg CHLa 1Y h™) and environmental conditions (uncorrected chlo-
rophyll-a, corrected chlorophyll-a and pheophytin-a concentrations (mg m ™), median grain
size (um) and mud percentage of the sediment) at the mudflats in the Ems estuary in Septem-
ber 2018, April 2019 and July 2019 (pooled data, n = 6).

(DOCX)

S3 File. Relation between corrected and uncorrected chlorophyll-a concentrations. Linear
relationships between corrected and uncorrected chlorophyll-a concentrations (mg m™) as
determined at the three sampling campaigns.

(DOCX)

$4 File. Relation hyperspectral sensors and Landsat 7, Landsat 8 and Sentinel 2. Relation-
ships between NDVTI as determined by means of hyperspectral sensors (NDVI_hss; -) during
the field surveys and derived from these data for red and near-infrared (NIR) of spectral bands
of the Landsat 7 ETM (NDVI_L7;-), the Landsat 8 OLCI (NDVI_LS;-) and the Sentinel 2
(NDVI_S2;-). The different symbols indicate different periods (square: September 2018, circle:
April 2019, triangle: July 2019), the diagonal line depicts a 1:1 relationship.

(DOCX)

S5 File. Names of the Sentinel 2 images (tiles) downloaded. Sources: (1) DIAS ONDA:
https://www.onda-dias.eu/cms/ (Level 1), and (2) Copernicus Open Access Hub: https://
scihub.copernicus.eu/dhus (Level 2).

(DOCX)

S6 File. Overview of cloudless Sentinel 2 images. Images for the Dollard at which the tidal
flats were fully exposed in 2018 and 2019. Astronomical low tide is given for Nieuwe Statenzijl
(bordering the Dollard estuary in the south). The timing of the satellite image of 18 September
2018 coincided with that of the 1** sampling cruise and whilst that of 27™ July 2019 was taken
three days after the 3™ sampling cruise.

(DOCX)

S7 File. Relations between benthic pigments as a function of NDVI. Linear relationships
between corrected benthic pigment concentrations as a function of NDVTI as determined by
means of hyperspectral sensors (NDVI_hss; -) and those derived from these data for red and
near-infrared (NIR) of spectral bands of the Landsat 7 ETM (NDVI_L7;-), the Landsat 8 OLCI
(NDVI_LS;-) and the Sentinel 2 (NDVI_S2;-) during the field surveys in April and July 2019,
with benthic pigments as corrected chlorophyll-a concentrations (CHLa_c), the sum of cor-
rected chlorophyll-a and pheophytin-a concentrations (CHPH_c) and as uncorrected chloro-
phyll-a concentrations (CHLa_u) (n = 20).

(DOCX)

S8 File. Seasonal dynamics in environmental conditions. Two sampling stations in 2018,
one located within the study area (Groote Gat Noord) and the other one just northwest of this
(Bocht van Watum). A) Sea surface temperature (° Celcius), with the green line indicating the
freezing point of freshwater (0°C). B) Salinity (psu). C) Concentrations of phosphate (PO
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mg 1"'. D) Concentrations of ammonia (NH,"; mg I™"). E) Concentrations of the sum of nitrite
and nitrate (NO,*; + NO5*; mg1™"). Data source: RWS. The grey vertical lines indicate the
sampling dates of the satellite images, the blue line that of the field survey in 2018.

(DOCX)

Acknowledgments

During the drafting of the manuscript, Dr. Jacco C. Kromkamp passed away after being ill for
some months. We are most grateful for his inspiration and guidance in microphytobenthos
research. Besides being an excellent researcher, he was also a much-loved colleague. As Dr.
Kromkamp passed away before the submission of the final version of this manuscript, the cor-
responding author accepts responsibility for the integrity and validity of the data collected and
analyzed. We would like to thank the following persons: Charlotte Schmidt (RWS project
leader) for her continuous support, Timo Blok, Isabel Brandao, Anne Dekinga, Luc de Monte,
Kai Schwalfenberg, Bas Wensveen, Eric Wagemaakers and Evaline van Weerlee (NIOZ) for
their assistance with field measurements. Evaline van Weerlee also performed sediment and
chlorophyll-a analysis in the laboratory. Karel Bakker (NIOZ) measured DIC concentrations.
Sonja van Leeuwen (NIOZ) assisted with modelling of the primary productivity. WaterProof
B.V. and the Fieldwork Company provided transport to the tidal flats. We acknowledge the
European Commission and the European Space Agency for the Sentinel-2 images. We are
most grateful to Peter Herman and Elisabeth Addink as well as to the reviewers Rodney For-
ster and Dominique Davoult for constructive comments on earlier versions of this manuscript,
their input greatly improved our manuscript.

Author Contributions

Conceptualization: Jacco C. Kromkamp, Catharina J. M. Philippart.

Funding acquisition: Jacco C. Kromkamp, Catharina J. M. Philippart.
Investigation: Pascalle Jacobs, Jaime Pitarch.

Methodology: Pascalle Jacobs, Jaime Pitarch, Jacco C. Kromkamp.

Visualization: Pascalle Jacobs, Jaime Pitarch, Catharina J. M. Philippart.

Writing - original draft: Pascalle Jacobs, Jaime Pitarch, Catharina J. M. Philippart.

Writing - review & editing: Pascalle Jacobs, Catharina J. M. Philippart.

References

1. Cloern JE, Foster SQ, Kleckner AE. Phytoplankton primary production in the world’s estuarine-coastal
ecosystems. Biogeosciences 2014; 11: 2477-2501.

2. Murray NJ, Phinn SR, DeWitt M, Ferrari R, Johnston R, Lyons MB, et al. The global distribution and tra-
jectory of tidal flats. Nature 2019; 565: 222—225. https://doi.org/10.1038/s41586-018-0805-8 PMID:
30568300

3. United Nations. Sustainable development goals. 2016 [Cited 2020 December 21]. Available from:
https://www.unep.org/explore-topics/sustainable-development-goals.

4. Neumann BK, Kenchington OR. Strong sustainability in coastal areas: a conceptual interpretation of
SDG 14. Sustain Sci 2017; 12: 1019-1035. https://doi.org/10.1007/s11625-017-0472-y PMID:
30147766

5. EismaD, de Boer PL, Cadee GC, Dijkema K, Ridderinkhof H, Philippart C. Intertidal Deposits: River
Mouths, Tidal Flats, and Coastal Lagoons. 1sted. Routledge; 1998.

PLOS ONE | https://doi.org/10.1371/journal.pone.0246012  July 6, 2021 28/32


https://doi.org/10.1038/s41586-018-0805-8
http://www.ncbi.nlm.nih.gov/pubmed/30568300
https://www.unep.org/explore-topics/sustainable-development-goals
https://doi.org/10.1007/s11625-017-0472-y
http://www.ncbi.nlm.nih.gov/pubmed/30147766
https://doi.org/10.1371/journal.pone.0246012

PLOS ONE

Assessing MPB biomass using spectral information

10.

11.

12

13.

14.

15.

16.

17.

18.

19.

20.

21.

22,

23.

24,

25.

26.

27.

28.

29.

Ubertini M, Lefebvre S, Gangnery A, Grangeré K, Le Gendre R, Orvain F. Spatial variability of benthic-
pelagic coupling in an estuary ecosystem: consequences for microphytobenthos resuspension phe-
nomenon. PloS one 2012; 7: e44155. https://doi.org/10.1371/journal.pone.0044155 PMID: 22952910

CWSS. Nomination of the Dutch-German Wadden Sea as World Heritage Site. Wadden Sea Ecosys-
tem. Common Wadden Sea Secretariat. Wilhelmshaven, Germany 2008; 24: 1-200.

Spilmont N, Davoult D, Migné A. Benthic primary production during emersion: in-situ measurements
and potential primary production in the Seine Estuary (English Channel, France). Mar Pollut Bull 2006;
53: 49-55. https://doi.org/10.1016/j.marpolbul.2005.09.016 PMID: 16297939

Galvan K, Fleeger JW, Fry B. Stable isotope addition reveals dietary importance of phytoplankton and
microphytobenthos to saltmarsh infauna. Mar Ecol Prog Ser 2008; 359: 37—49.

Christianen MJ, Middelburg JJ, Holthuijsen SJ, Jouta J, Compton TJ, Van der Heide T, et al. Benthic
primary producers are key to sustain the Wadden Sea food web: stable carbon isotope analysis at
landscape scale. Ecology 2017; 98: 1498-1512. https://doi.org/10.1002/ecy.1837 PMID: 28369845

De Jonge VN. Wind-driven tidal and annual gross transport of mud and microphytobenthos in the Ems
Estuary, and its importance for the ecosystem. In: Dyer KR, D’Elia CF, editors. Changes in fluxes in
estuaries. Olsen & Olsen, Fredensborg; 1995. pp. 29-40.

Barranguet C, Kromkamp J, Peene J. Factors controlling primary production and photosynthetic char-
acteristics of intertidal microphytobenthos. Mar Ecol Prog Ser 1998; 173: 117—-126.

Serddio J, Cartaxana P, Coelho H, Vieira S. Effects of chlorophyll fluorescence on the estimation of
microphytobenthos biomass using spectral reflectance indices. Remote Sens Environ 2009; 113:
1760-1768.

Varela M, Penas E. Primary production of benthic microalgae in an intertidal sand flat of the Ria de
Arosa, NW Spain. Mar Ecol Prog Ser 1985; 25: 111-119.

Brotas V, Cabrita T, Portugal A, Serddio J, Catarino F. Spatio-temporal distribution of the microphyto-
benthic biomass in intertidal flats of Tagus Estuary (Portugal). In: Balvay Gérard, editor. Space Parti-
tion within Aquatic Ecosystems. Springer, Dordrecht; 1995. pp. 93—104.

Herman PM, Middelburg JJ, Heip CH. Benthic community structure and sediment processes on an
intertidal flat: results from the ECOFLAT project. Cont Shelf Res 2001; 21: 2055-2071.

Herman PMJ, Van Kessel T, Vroom J, Dankers P, Cleveringa J, De Vries B, et al. Mud dynamics in the
Wadden Sea Towards a conceptual model. Report Deltares 2018; 11202177-000-ZKS-0011.

Billerbeck M, Regy H, Bosselmann K, Huettel M. Benthic photosynthesis in submerged Wadden Sea
intertidal flats. Estuar Coast Shelf Sci 2007; 71: 704—716.

Van der Wal D, Wielemaker-Van den Dool A, Herman PMJ. Spatial Synchrony in Intertidal Benthic
Algal Biomass in Temperate Coastal and Estuarine Ecosystems. Ecosystems 2010; 13: 338-351.

Juneau P, Barnett A, Méléder V, Dupuy C, Lavaud J. Combined effect of high light and high salinity on
the regulation of photosynthesis in three diatom species belonging to the main growth forms of inter-
tidal flat inhabiting microphytobenthos. J Exp Mar Biol Ecol 2015; 463: 95-104.

McGlathery KJ, Sundback K, Fong P. Estuarine benthic algae. 2nd ed. In: Day JW et al, editors. Estu-
arine Ecology. Wiley-Blackwell; 2012. pp. 203-234.

Montani S, Magni P, Abe N. Seasonal and interannual patterns of intertidal microphytobenthos in com-
bination with laboratory and areal production estimates. Mar Ecol Prog Ser 2003; 249: 79-91.

Brito AC, Benyoucef |, Jesus B, Brotas V, Gernez P, Mendes CR, et al. Seasonality of microphyto-
benthos revealed by remote sensing in a South European estuary. Cont Shelf Res 2013; 66: 83-91.

Geyer RW, MacCready P. The Estuarine Circulation. Annu Rev Fluid Mech 2014; 46: 175-197.

Lionard M, Muylaert K, Van Gansbeke D, Vyverman W. Influence of changes in salinity and light inten-
sity on growth of phytoplankton communities from the Schelde river and estuary (Belgium/The Nether-
lands). Hydrobiologia 2005; 540: 105—115.

Ha HJ, Kim H, Noh J, Ha HK, Khim JS. Rainfall effects on the erodibility of sediment and microphyto-
benthos in the intertidal flat. Environ Pollut 2018; 242: 2051-2058 https://doi.org/10.1016/j.envpol.
2018.06.079 PMID: 30231459

Pereira HM, Ferrier S, Walters M, Geller GN, Jongman RHG, Scholes RJ, et al. Essential biodiversity
variables. Science 2013; 339: 277-278. https://doi.org/10.1126/science.1229931 PMID: 23329036

Muller-Karger FE, Miloslavich P, Bax NJ, Simmons S, Costello MJ, Sousa Pinto |, et al. Advancing
marine biological observations and data requirements of the complementary essential ocean variables
(EOVs) and essential biodiversity variables (EBVs) frameworks. Front Mar Sci 2018; 5: 211.

Cadée GC. Has input of organic matter to the western Wadden Sea increased during the last
decades? In: Laane RWPM, Wolff WJ, editors. The role of organic matter in the Wadden Sea. Texel:
Netherlands Institute of Sea Research Publication Series; 1984 (10). pp. 71-82.

PLOS ONE | https://doi.org/10.1371/journal.pone.0246012  July 6, 2021 29/32


https://doi.org/10.1371/journal.pone.0044155
http://www.ncbi.nlm.nih.gov/pubmed/22952910
https://doi.org/10.1016/j.marpolbul.2005.09.016
http://www.ncbi.nlm.nih.gov/pubmed/16297939
https://doi.org/10.1002/ecy.1837
http://www.ncbi.nlm.nih.gov/pubmed/28369845
https://doi.org/10.1016/j.envpol.2018.06.079
https://doi.org/10.1016/j.envpol.2018.06.079
http://www.ncbi.nlm.nih.gov/pubmed/30231459
https://doi.org/10.1126/science.1229931
http://www.ncbi.nlm.nih.gov/pubmed/23329036
https://doi.org/10.1371/journal.pone.0246012

PLOS ONE

Assessing MPB biomass using spectral information

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42,

43.

44.

45.

46.

47.

48.

49.

50.

51.

Facca C, Sfriso A, Socal G. Changes in abundance and composition of phytoplankton and microphyto-
benthos due to increased sediment fluxes in the Venice Lagoon, ltaly. Estuar Coast Shelf Sci 2002;
54:773-792.

De Jonge VN, De Boer WF, De Jong DJ, Brauer VS. Long-term mean annual microphytobenthos chlo-
rophyll a variation correlates with air temperature. Mar Ecol Prog Ser 2012; 468: 43-56.

Benyoucef |, Blandin E, Lerouxel A, Jesus B, Rosa P, Méléder V, et al. Microphytobenthos interannual
variations in a north-European estuary (Loire estuary, France) detected by visible-infrared multispec-
tral remote sensing. Estuar Coast Shelf Sci 2014; 136: 43-52.

Cartaxana P, Vieira S, Ribeiro L, Rocha RJ, Cruz S, Calado R, da Silva JM. Effects of elevated temper-
ature and CO 2 on intertidal microphytobenthos. BMC Ecol 2015; 15: 1-10. https://doi.org/10.1186/
$12898-014-0033-5 PMID: 25626963

Zhou Z, Ye Q, Coco G. (2016). A one-dimensional biomorphodynamic model of tidal flats: Sediment
sorting, marsh distribution, and carbon accumulation under sea level rise. Adv Water Resour 2016;
93: 288-302.

Kromkamp JC, Morris EP, Forster RM, Honeywill C, Hagerthey S, Paterson DM. Relationship of inter-
tidal surface sediment chlorophyll concentration to hyperspectral reflectance and chlorophyll fluores-
cence. Estuaries Coast 2006; 29: 183-196.

Daggers TD, Kromkamp JC, Herman PMJ, Van der Wal D. A model to assess microphytobenthic pri-
mary production in tidal systems using satellite remote sensing. Remote Sens Environ 2018; 211:
129-145.

Longhurst A, Sathyendranath S, Platt T, Caverhill C. An estimate of global primary production in the
ocean from satellite radiometer data. J Plankton Res 1995; 17: 1245-1271.

Behrenfeld MJ, Falkowski PG. A consumer’s guide to phytoplankton primary productivity models. Lim-
nol Oceanogr 1997; 42: 1479-1491.

Joint I, Groom SB. Estimation of phytoplankton production from space: current status and future poten-
tial of satellite remote sensing. J Exp Mar Biol Ecol 2000; 250: 233-255. https://doi.org/10.1016/
$0022-0981(00)00199-4 PMID: 10969171

Van der Wal D, Herman PMJ, Forster RM, Ysebaert T, Rossi F, Knaeps E, et al. Distribution and
dynamics of intertidal macrobenthos predicted from remote sensing: response to microphytobenthos
and environment. Mar Ecol Prog Ser 2008; 367: 57-72.

Kriegler FJ, Malila WA, Nalepka RF, Richardson W. Preprocessing transformations and their effects
on multispectral recognition. Proceedings of the Sixth International Symposium on Remote Sens Envi-
ron; 1969. pp. 97-131.

Rouse JW, Haas RH, Schell JA, Deering DW. Monitoring Vegetation Systems in the Great Plains with
ERTS. 3rd ERTS Symposium, NASA SP-351, Washington DC; 1973 December 10—14.

Immitzer M, Vuolo F, Atzberger C. First Experience with Sentinel-2 Data for Crop and Tree Species
Classifications in Central Europe. Remote Sens 2016; 8: 166.

Topaloglu RH, Sertel E, Musaoglu N. Assessment of Classification Accuracies of Sentinel-2 and Land-
sat-8 Data for Land Cover/Use Mapping. In: Proceedings of the International Archives of the Photo-
grammetry, Remote Sensing and Spatial Information Sciences; 2016 July12—19; Prague, Czech
Republic. 2016.

Ogilvie A, Belaud G, Massuel S, Mulligan M, Le Goulven P, Calvez R. Surface water monitoring in
small water bodies: Potential and limits of multi-sensor Landsat time series. J Hydrol Earth Syst Sci
2018; 22: 4349.

Méléder V, Barillé L, Launeau P, Carrére V, Rincé Y. Spectrometric constraint in analysis of benthic
diatom biomass using monospecific cultures. Remote Sens Environ 2003; 88: 386—400.

Barillé L, Mouget JL, Méléder V, Rosa P, Jesus B. Spectral response of benthic diatoms with different
sediment backgrounds. Remote Sens Environ 2001; 115: 1034—1042.

Murphy RJ, Tolhurst TJ, Chapman MG, Underwood AJ. Estimation of surface chlorophyll-a on an
emerged mudflat using field spectrometry: accuracy of ratios and derivative-based approaches. Int J
Remote Sens 2005; 26: 1835-1859.

Kwon BO, Lee Y, Park J, Ryu J, Hong S, Son S, et al. Temporal dynamics and spatial heterogeneity of
microalgal biomass in recently reclaimed intertidal flats of the Saemangeum area, Korea. J Sea Res
2016; 116: 1-11.

Antoine D, Morel A. Oceanic primary production: 1. Adaptation of a spectral light-photosynthesis model
in view of application to satellite chlorophyll observations. Global Biogeochem Cycles 1996; 10: 43-55.

De Brouwer JFC, Stal LJ. Short-term dynamics in microphytobenthos distribution and associated
extracellular carbohydrates in surface sediments of an intertidal mudflat. Mar Ecol Prog Ser 2001;
218:33—44.

PLOS ONE | https://doi.org/10.1371/journal.pone.0246012  July 6, 2021 30/32


https://doi.org/10.1186/s12898-014-0033-5
https://doi.org/10.1186/s12898-014-0033-5
http://www.ncbi.nlm.nih.gov/pubmed/25626963
https://doi.org/10.1016/s0022-0981(00)00199-4
https://doi.org/10.1016/s0022-0981(00)00199-4
http://www.ncbi.nlm.nih.gov/pubmed/10969171
https://doi.org/10.1371/journal.pone.0246012

PLOS ONE

Assessing MPB biomass using spectral information

52,

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

Consalvey M., Paterson DM, Underwood GJ. The ups and downs of life in a benthic biofilm: migration
of benthic diatoms. Diatom Res 2004; 19: 181-202.

Jesus B, Mendes CR, Brotas V, Paterson DM. Effect of sediment type on microphytobenthos vertical
distribution: Modelling the productive biomass and improving ground truth measurements. J Exp Mar
Biol Ecol 2006; 332: 60-74.

Compton TJ, Holthuijsen S, Mulder M, Van Arkel M, Kleine Schaars L, Koolhaas A, et al. Shifting base-
lines in the Ems Dollard estuary: A comparison across three decades reveals changing benthic com-
munities. J Sea Res 2017; 127: 119-132.

De Jonge VN. Physical processes and dynamics of microphytobenthos in the Ems estuary (The Neth-
erlands). Ministry of Transport, Public Works and Water Management, Directorate-General for Public
Works and Water Management, Tidal Waters Division; 1992.

Van Es FB. A preliminary carbon budget for a part of the Ems estuary: the Dollard. Helgol Mar Res
1977; 30: 283-294.

Colijn F, De Jonge VN. Primary production of microphytobenthos in the Ems-Dollard Estuary. Mar
Ecol Prog Ser 1984; 14: 185-196.

Brinkman AG, Riegman R, Jacobs P, Kuhn S. Meijpoom A. Ems-Dollard primary production research:
Full data report. Report IMARES Wageningen UR, IJmuiden, the Netherlands; 2015: C160/14.

Van Maren DS, Winterwerp JC, Vroom J. Fine sediment transport into the hyper-turbid lower Ems

river: the role of channel deepening and sediment-induced drag reduction. Ocean Dyn 2015; 65: 589—
605.

Van Maren DS, Oost AP, Wang ZB, Vos PC. The effect of land reclamations and sediment extraction
on the suspended sediment concentration in the Ems Estuary. Marine Geology 2016; 376: 147—157.

ED2050. The program Eems-Dollard [Cited 21 December 2020]. Available from: https://
eemsdollard2050.nl/english/.

Compton TJ, Holthuijsen S, Koolhaas A, Dekinga A, Ten Horn J, Smith J, et al. (2013). Distinctly vari-
able mudscapes: distribution gradients of intertidal macrofauna across the Dutch Wadden Sea. J Sea
Res 2013; 82: 103-116.

Arar EJ, Collins GB. In vitro determination of chlorophyll a and pheophytin a in marine and freshwater
algae by fluorescence. National Exposure Research Laboratory Report 1997; 445.0—1.

MaclIntyre HL, Cullen JJ. Primary production by suspended and benthic microalgae in a turbid estuary:
timescales of variability in San Antonio Bay, Texas. Mar Ecol Prog Ser 1996; 145: 245-268.

Lewis MR, Smith JC. A small volume, short-incubation-time method for measurement of photosynthe-
sis as a function of incident irradiance. Mar Ecol Prog Ser 1983; 13: 99-102.

Pei S, Laws EA. Does the 14C method estimate net photosynthesis? Implications from batch and con-
tinuous culture studies of marine phytoplankton. Deep Sea Res 12013; 82: 1-9.

Jacobs P, Kromkamp JC, Van Leeuwen SM., Philippart CJM. Planktonic primary production in the
western Dutch Wadden Sea. Mar Ecol Prog Ser 2020; 639: 53-71.

R Core Team. R: A language and environment for statistical computing. 2018. R Foundation for Statis-
tical Computing, Vienna, Austria, version 3.5.1. https://www.R-project.org/.

Silsbe GM, Malkin SY. Phytotools: Phytoplankton production tools. 2015. R package Version 1.0.
Available from https://CRAN.R-project.org/package=phytotools.

Eilers PHC, Peeters JCH. A model for the relationship between light intensity and the rate of photosyn-
thesis in phytoplankton. Ecol Modell 1988; 42: 199-215.

Dekker R, Waasdorp D. Het macrozoobenthos op twaalf raaien in de Waddenzee en de Eems-Dollard
in 2007. NIOZ-rapport 2008 (5). NIOZ: Texel. 64 p.

Van Vierssen W, Hootsmans MJM, Vermaat JE. Lake Veluwe, a macrophyte-dominated system
under eutrophication stress. Dordrecht: Kluwer Academic Publishers, 1994. 376 p.

Strahler B, Muller AHJ, Lucht W, Schaaf C, Tsang T, Gao F, et al. MODIS BRDF/albedo product: algo-
rithm theoretical basis document version 5.0. MODIS documentation 1999; 23.4: 42—47.

Roy DP, Li J, Zhang HK, Yan L, Huang H, Li Z. Examination of Sentinel-2A multi-spectral instrument
(MSI) reflectance anisotropy and the suitability of a general method to normalize MSI reflectance to
nadir BRDF adjusted reflectance. Remote Sens Environ 2017; 199: 25-38.

Wentworth CK. A scale of grade and class terms for cladistic sediments. J Geol 1922; 30: 377-392.

Sakshaug E, Bricaud A, Dandonneau Y, Falkowski PG, Kiefer DA, Legendre L, et al. Parameters of
photosynthesis: definitions, theory and interpretation of results. J Plankton Res 1997; 19:1637-1670.

Kromkamp JC, Morris E, Forster RM. Microscale variability in biomass and photosynthetic activity of
microphytobenthos during a spring-neap tidal cycle. Front Mar Sci 2020; 7:562.

PLOS ONE | https://doi.org/10.1371/journal.pone.0246012  July 6, 2021 31/32


https://eemsdollard2050.nl/english/
https://eemsdollard2050.nl/english/
https://www.R-project.org/
https://CRAN.R-project.org/package=phytotools
https://doi.org/10.1371/journal.pone.0246012

PLOS ONE

Assessing MPB biomass using spectral information

78.

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

89.

90.

91.

92,

93.

94,

95.

96.

97.

98.

99.

100.

Davoult D, Migné A, Créach A, Gevaert F, Hubas C, Spilmont N, et al. Spatio-temporal variability of
intertidal benthic primary production and respiration in the western part of the Mont Saint-Michel Bay
(Western English Channel, France). Hydrobiologia 2009; 620:163-72.

Asmus RM, Bauerfeind E. The microphytobenthos of Konigshafen—spatial and seasonal distribution
on a sandy tidal flat. Helgol Mar Res 1994; 48: 257-276.

Cartaxana P, Cruz S, Gameiro C, Kiihl M. Regulation of intertidal microphytobenthos photosynthesis
over a diel emersion period is strongly affected by diatom migration patterns. Front Microbiol 2016; 7:
872. https://doi.org/10.3389/fmicb.2016.00872 PMID: 27375593

Blanchard GF, Guarini JM, Gros P, Richard P. Seasonal effect on the relationship between the photo-
synthetic capacity of intertidal microphytobenthos and temperature. J Phycol 1997; 33: 723-728.

Morris EP, Kromkamp JC. Influence of temperature on the relationship between oxygen- and fluores-
cence-based estimates of photosynthetic parameters in a marine benthic diatom (Cylindrotheca clos-
terium). Eur J Phycol 2003; 38: 133-142.

Demers S, Therriault JC, Bourget E, Bah A. Resuspension in the shallow sublittoral zone of a macroti-
dal estuarine environment: wind influence. Limnol Oceanogr 1987; 32: 327-339.

Cadée GC, Hegeman J. Primary production of the benthic microflora living on tidal flats in the Dutch
Wadden Sea. J Sea Res 1974; 8: 260-291.

Savelli R, Dupuy C, Barillé L, Lerouxel A, Guizien K, Philippe A, et al. On biotic and abiotic drivers of
the microphytobenthos seasonal cycle in a temperate intertidal mudflat: a modelling study. Biogeos-
ciences 2018; 15: 7243-7271.

Admiraal W, Peletier H, Zomer H. Observations and experiments on the population dynamics of epipe-
lic diatoms from an estuarine mudflat. Estuar Coast Shelf Sci 1982; 14: 471-487.

De Jonge VN, Van Beusekom JEE. Wind- and tide-induced resuspension of sediment and microphyto-
benthos from tidal flats in the Ems estuary. Limnol Oceanogr 1995; 40: 766—778.

Orvain F, Sauriau P-G, Sygut A, Joassard L, Le Hir P. Interacting effects of Hydrobia ulvae bioturbation
and microphytobenthos on the erodibility of mudflat sediments. Mar Ecol Prog Ser 2004; 278: 205—
233.

De Jonge VN, Colijn F. Dynamics of microphytobenthos biomass in the Ems estuary. Mar Ecol Prog
Ser 1994; 104: 185-196.

Stal LJ, de Brouwer JFC. Biofilm formation by benthic diatoms and their influence on the stabilization
of intertidal mudflat. In Rullkétter J, editor, BioGeoChemistry of Tidal Flats. Proceedings of a Workshop
at the Hanse Institute of Advanced Study, May 14—17, Delmenhorst, Germany. Wilhelmshaven: For-
schungszentrum Terramare. 2003. p. 109-111.

Cahoon LB, Nearhoof JE, Tilton CL. Sediment grain size effect on benthic microalgal biomass in shal-
low aquatic ecosystems. Estuaries 1999; 22:735-741.

Morris EP, Forster RM, Peene J, Kromkamp JC. Coupling between Photosystem Il electron transport
and carbon fixation in microphytobenthos. Aquat Microb Ecol 2008; 50: 301-311.

Migné A, Gevaert F, Creach A, Spilmont N, Chevalier, Davoult D. Photosynthetic activity of intertidal
microphytobenthic communities during emersion: in-situ measurements of chlorophyll fluorescence
(PAM) and CO2-flux (IRGA). J Phycol 2007; 43: 864-873.

Migné A, Spilmont N, Davoult D. In-situ measurements of benthic primary production during emersion:
seasonal variations and annual production in the Bay of Somme (eastern English Channel, France).
Cont Shelf Res 2004; 24: 1437-1449.

Maclntyre HL, Cullen JJ. Fine-scale vertical resolution of chlorophyll and photosynthetic parameters in
shallow-water benthos. Mar Ecol Prog Ser 1995; 122: 227-237.

Kuhl M, Lassen C, Jargensen BB. Light penetration and light intensity in sandy marine sediments mea-
sured with irradiance and scalar irradiance fibre-optic microprobes. Mar Ecol Prog Ser 1994; 105:
139-148.

Smale DA, Wernberg T, Oliver EC, Thomsen M, Harvey BP, Straub SC, et al. Marine heatwaves
threaten global biodiversity and the provision of ecosystem services. Nat Clim Change 2019; 9: 306—
312.

Oliver EC, Benthuysen JA, Darmaraki S, Donat MG, Hobday AJ, Holbrook NJ, et al. Marine heat-
waves. Annu Rev Mar Sci 2020; 13: 313-342.

Herman PMJ, Middelburg JJ, van de Koppel J, Heip CHR. Ecology of estuarine macrobenthos. In:
Estuaries. 29 ed. 1999. p. 195-240. (Advances in Ecological Research; 29).

Klein Tank A, Beersma J, Bessembinder J, Van den Hurk B, Lenderink G. KNMI 14 climate scenarios
for the Netherlands. KNMI publication: Brochure KNMI’14 climate scenarios, revised editions; 2015.

PLOS ONE | https://doi.org/10.1371/journal.pone.0246012  July 6, 2021 32/32


https://doi.org/10.3389/fmicb.2016.00872
http://www.ncbi.nlm.nih.gov/pubmed/27375593
https://doi.org/10.1371/journal.pone.0246012

