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Abstract
A forager’s energy intake rate is usually constrained by a combination of handling time, encounter rate and digestion 
rate. On top of that, food intake may be constrained when a forager can only process a maximum amount of certain toxic 
compounds. The latter constraint is well described for herbivores with a limited tolerance to plant secondary metabolites. 
In sulfidic marine ecosystems, many animals host chemoautotrophic endosymbionts, which store sulfur compounds as an 
energy resource, potentially making their hosts toxic to predators. The red knot Calidris canutus canutus is a molluscivore 
shorebird that winters on the mudflats of Banc d’Arguin, where the most abundant bivalve prey Loripes orbiculatus hosts 
sulfide-oxidizing bacteria. In this system, we studied the potential effect of sulfur on the red knots’ intake rates, by offering 
Loripes with various sulfur content to captive birds. To manipulate toxicity, we starved Loripes for 10 days by removing 
them from their symbiont’s energy source sulfide. As predicted, we found lower sulfur concentrations in starved Loripes. 
We also included natural variation in sulfur concentrations by offering Loripes collected at two different locations. In both 
cases lower sulfur levels in Loripes resulted in higher consumption rates in red knots. Over time the red knots increased their 
intake rates on Loripes, showing their ability to adjust to a higher intake of sulfur.

Keywords  Digestive constraint · Lucinid bivalve · Red knot · Sulfide · Toxicity

Introduction

Constraints on a forager’s intake rate are important aspects 
of its prey and patch choice (Stephens and Krebs 1986) 
and have been studied for a long time. For example, in his 
seminal work, Holling (1959) showed that prey density, 
searching efficiency and handling time constrain a forager’s 
ingestion rate. Later he showed that satiation also limits a 
forager’s energy intake rate (Holling 1966). This is a general 
constraint that occurs when rate of ingestion exceeds rate 
of digestion temporarily (Belovsky 1984; Charnov 1976; 
Jeschke et al. 2002).

Toxicity of food sets another ‘internal’ limitation to maxi-
mum intake rate. The toxin constraint is set by a maximum 
tolerance to a toxin by the consumers (Hirakawa 1995). 
Common toxins are the secondary metabolites present in 
plants, animals and microorganisms (Luckner 2013). In 
plants, such compounds function as chemical defense against 
herbivores (Freeland and Janzen 1974; Iason 2005; Singer 
et al. 2002), and in animals toxins can also lead to avoid-
ance or reduction of predation (Berenbaum 1995; Bloxham 
et al. 2014; Lindquist and Hay 1995). In microorganisms, 
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the synthesis of secondary metabolites occurs commonly 
(Berdy 2005; O’Brien and Wright 2011). Plants and animals 
that live in symbioses with microorganisms therefore often 
contain toxins, which can help defend them against herbi-
vores and predators (Clay 2014; Flórez et al. 2015; White 
and Torres 2009).

Symbioses between marine invertebrates have evolved 
multiple times in diverse animal and bacterial groups, and 
are found widespread in the oceans from shallow-water sea-
grass meadows to deep-sea hydrothermal vents and seeps 
(Dubilier et al. 2008). If the bacteria in these symbioses 
store elemental sulfur as an intermediate of hydrogen sulfide 
oxidation, the tissues of their hosts can contain 10 times 
more sulfur than animals that do not host sulfur-oxidizing 
symbionts (Vetter and Fry 1998). Thus, in contrast to the 
above examples, sulfur would not be considered a second-
ary metabolite, but an intermediate of the symbiont’s core 
energy metabolism. Their role as nutritional symbionts has 
been relatively well studied (Felbeck and Somero 1982; 
Sogin et al. 2020), but so far, their potential role as defensive 
symbionts that protect the host against predation by storage 
of large amounts of sulfur has received far less attention. In 
the one study that has so far addressed this topic, Kicklighter 
et al. (2004) observed a limited intake by shallow-water 
generalist consumers, fishes and crabs, on tissues of some 
animals from hydrocarbon seeps and hydrothermal vents. 
In that study, four out of the five unpalatable tissues were 
trophosome and gill tissues, which contain endosymbionts 
that use sulfide as an energy source and store elemental sul-
fur. In contrast, the gill tissues of mussels that contain endo-
symbionts that do not use sulfide, appeared to be palatable. 
This suggests that the accumulation of sulfur, particularly 
in the form of elemental sulfur, by sulfur-oxidizing bacte-
ria might cause unpalatability of host tissues and therefore 
shape a toxin constraint for predators in sulfidic ecosystems.

In intertidal mudflats predators have access to ani-
mals living in sulfidic sediment layers (Jørgensen 1982). 
Especially sediments of seagrass beds are rich in sulfide 
because of the large amount of organic matter, which is 
decomposed by sulfate reducing bacteria under anaero-
bic conditions, with sulfide as an end product (Jørgensen 
1982; Jørgensen et al. 2019; Marbà et al. 2007). In turn, 
sulfide is used as energy source by chemoautotrophic bac-
teria that are living in the sediment, but also live as endo-
symbionts in the gill tissue in lucinid bivalves (Jørgensen 
et al. 2019; Taylor and Glover 2000). Some species of the 
Lucinidae family are found in high densities in seagrass 
meadows where they live between the seagrass rhizomes 
in the sulfide-rich sediments (van der Heide et al. 2012). 
During low tide, shorebirds feed on these lucinids, despite 
the fact that ingestion of these prey induces diarrhea in the 
birds and that intake rates on these lucinids are lower than 
on other bivalve species (Oudman et al. 2015, 2014; van 

Gils et al. 2013). This limited intake rate might be caused 
by the ingestion of sulfur, stored within the bacterial sym-
bionts (Oudman et al. 2014).

If sulfur ingestion is the cause for this limited intake rate 
on lucinid bivalves, this can be tested by offering consum-
ers prey with different amounts of sulfur. Consumers would 
then be expected to reach higher intake rates when sulfur 
levels are lower. An opportunity to possibly manipulate sul-
fur concentrations in lucinid bivalves is by ‘starving’ them 
(Elisabeth et al. 2014; Lechaire et al. 2008). In this proce-
dure, bivalves are taken out of the sulfidic sediment, and 
without sulfide inflow, the chemoautotrophic bacteria most 
likely will oxidize their stored elemental sulfur to dissolved 
sulfate, which is subsequently excreted. Another possibil-
ity to obtain lucinid bivalves with varying sulfur levels is 
by collecting them from different locations as sulfur levels 
inside lucinid bivalves might vary spatially, as a result of 
varying sulfide levels in the sediment (Rossi et al. 2013). 
Sulfur levels inside lucinids would be expected to be higher 
in dense seagrass beds, likely with a high sulfide production 
(Larkum et al. 2006), compared to lucinids from locations 
with lower seagrass cover.

In this study we present a feeding experiment with cap-
tive individuals of a molluscivore specialist, in which we 
measured the intake rates on lucinid bivalves with varying 
toxin levels, induced by a starvation treatment, but also by 
natural (i.e. spatial) variation.

Materials and methods

Study system

The study was carried out in January and February 2018 in 
Parc National du Banc d’Arguin in Mauritania (20°14'N, 
16°06'W), where red knots Calidris canutus canutus (Lin-
naeus, 1758) feed amongst others on Loripes orbiculatus 
(Poli, 1795) (Oudman 2017; van Gils et al. 2012). Red knots 
are midsized shorebirds (average weight in winter in Mau-
ritania 124 g, ten Horn et al. unpub. data), that breed in 
Arctic Siberia and winter along the coast of West Africa, 
notably Banc d’Arguin (Leyrer et al. 2006; Piersma 2007). 
There, they forage on seagrass-covered (Zostera noltii, Hor-
nem.) intertidal mudflats (Wolff and Smit 1990). Loripes 
orbiculatus, the most abundant mollusk species in this eco-
system (Ahmedou Salem et al. 2014; Honkoop et al. 2008), 
is thin-shelled and hosts sulfide-oxidizing bacteria in their 
gills (Herry et al. 1989; Petersen et al. 2016). They live in 
between the rhizomes of the seagrass at a depth of 3.5 cm 
on average, available to red knots which are probing the 
wet sediment with their bill of 3.5 cm on average (van Gils 
et al. 2016).
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Birds

The red knots for the experiment were caught with mist nets 
during the night at a high-tide roost, called Abelgh Eiznaya, 
close to the PNBA research station at Iwik (Leyrer et al. 
2006). They were brought to the research station, where 
they were individually marked with color rings and their 
body size measures were taken. From then on, they were 
housed in small individual cages (0.5 m × 0.5 m × 0.5 m) and 
every morning they were put together in a larger cage in 
which they could socialize and wash themselves for about 
an hour. The individual cages contained a fresh water tray 
and a food tray (both round plastic cups, height 3 cm, diam-
eter 10 cm, without sediment). Overnight they were offered 
staple food which was a mixture of Loripes and flesh of the 
large bivalve Senilia senilis (Linnaeus, 1758). We limited 
the amount of overnight food to keep the birds at a relatively 
low but healthy body weight (range 92–129 g), aiming for 
maximum intake rates during the experimental trials (van 
Gils et al. 2005). Freshwater was always available for the 
birds. The experiment started when all birds were observed 
to have eaten Loripes from their individual food trays, which 
was 5–7 days after catching.

Bivalves

Loripes subjects were collected at two different locations 
to exploit a potential source of natural variation in sulfur 
content: location A, with a relatively dense seagrass cover 
of 94% (Abelgh Eiznaya, 19°53′33.24′′N, 16°18′50.28′′W) 
and location B, with relatively low seagrass cover of 44% 
(Twimitirt, 19°52′29.16′′N, 16°17′15.66′′W) (S. Yahya 
Cheikhna Lemrabott et al. unpub. data). Preliminary data 
indicated that Loripes from the two sites differed in sulfur 
concentration (J. de Fouw, unpub. data). Loripes subjects 
were collected daily from either one of the two locations 
by sieving the top layer of mud (2 mm mesh). Half of the 
collected Loripes was used in the experiment the same day 
as control subjects, and the other half went into a starvation 
treatment, in which the specimens were placed in water-
permeable bags in the sea nearby the research station for 
10 days. The aim of the starvation treatment was a reduction 
in sulfur concentration in Loripes subjects (Elisabeth et al. 
2014).

Experiment

We measured intake rates of red knots feeding on Loripes 
during half-hour feeding trails. We used a 2 × 2 experimen-
tal design in which we offered red knot subjects Loripes that 
varied in sulfur concentration (Starved versus Control) and 
the location from which they were collected (Locations A 
and B). In total, we conducted 480 trials, using 12 birds over 

20 consecutive days. Each day, every bird was subject to 
two trials: one trial with Starved Loripes and one trial with 
Control Loripes, both from the same location, alternating the 
locations each successive day. Bird subjects were prevented 
from feeding for at least two hours before a trial started to 
ensure maximal intake rates (Oudman et al. 2015). To pre-
vent interference of size-specific characteristics and pref-
erences, we only used Loripes with a length ranging from 
9.0 mm to 11.0 mm (red knots have strong size-preferences 
Dekinga and Piersma 1993; Onrust et al. 2013)). This range 
was selected based on abundance and feasibility for the birds 
to swallow them. Given this narrow size range, we assume 
that the captive red knots select their prey randomly from 
the feeding tray, but if a certain size would be preferred, we 
expect this to be equal across treatments.

Response variables

Before every session we randomly selected 5 and 10 Loripes 
specimens, for sulfur determination and dry mass measure-
ments, respectively. The specimens for sulfur determina-
tion were preserved in formaldehyde, dried in the labora-
tory, ground to fine powder in a ball mill and analyzed for 
total sulfur content (% dry weight) on an elemental analyzer 
(Thermo Scientific). The specimens meant for dry weight 
determination were opened up and dried in the field sta-
tion and later brought back to the Netherlands, where they 
were further dried at 60 °C. Afterwards, flesh and shell was 
weighted separately.

To determine the birds’ intake rate, the number of con-
sumed Loripes specimen were determined by subtracting 
the number of Loripes leftover at end of a trial (range 6–60) 
from the number of Loripes offered at the onset of a trial 
(range 50–70, but mostly 60 – this number was chosen such 
that the birds would always have enough to eat in the trials).

Gizzard height and width of the birds were measured at 
Day 2, 6 and 9 of the experiment, using ultrasonography 
(Dietz et al. 1999). With these measurements gizzard masses 
were estimated (Dietz et al. 1999), which consequently were 
used to calculate potential shell processing rates (van Gils 
et al. 2003).

Statistical analysis

To analyze the variation of sulfur percentage (S), flesh 
dry mass (DM) and shell mass (SM) between the sampled 
Loripes, several linear mixed-effects models were created 
for all response variables separately, using lme4 in R (Bates 
et al. 2014), with all possible combinations of Treatment (T), 
Location (L) and Day (D) as fixed effects and Session as a 
random effect. An intercept-only model was also included. 
The best approximating model, i.e. the model with the fewest 
parameters within 2 ∆AICc of the top model, was selected 
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based on Akaike’s Information Criterium, adjusted for small 
sample size (AICc) (Burnham and Anderson 2002), using 
the AICcmodavg package in R (Mazerolle 2017). The varia-
tion in intake rates (I, the number of Loripes eaten per trial), 
was modeled the same way, with Treatment, Location and 
Day as fixed effects and both Session and individual Bird 
(ID) as random effects.

To understand how much sulfur the red knots consumed 
in their trials, the average amount of sulfur (in mg) per 
individual Loripes was calculated per treatment, by mul-
tiplying the average flesh dry mass by the average sulfur 
percentage, both per treatment. For visualization, standard 
errors were calculated with the variance of these products 
(Goodman 1960) and the minimum sample size (which was 
for the sulfur measurements, rather than the dry weight 
measurements).

Results

Both the location and the starvation treatment caused vari-
ation in total sulfur content of Loripes, as aimed for. The 
best approximating model to explain variation in Loripes 
total sulfur content (n = 195, Table 1) showed that starvation 
resulted in a lower percentage of total sulfur in an individual 
Loripes (estimate =  – 0.684 percentage point, df = 40.92, 
t =  – 3.925) and that Loripes from location B contained a 
lower percentage of total sulfur than Loripes from location 
A (estimate = -0.378 percentage point, df = 40.90, t = -2.169) 
(Fig. 1a, Table S1).

The starvation treatment did not affect the mass of the 
Loripes. The best approximating model for dry flesh mass 
of Loripes included location only (Table S2), in which the 
dry mass in location B was 1.16 mg lower than in loca-
tion A (df = 39.94, t =  – 2.125, Table S1). Shell mass was 
not affected by any of the variables, the best approximating 
model was the intercept-only model (Table S2).

For the variation in intake rates, i.e. the number of 
Loripes consumed by a red knot per trial (n = 480), the best 
approximating model included starvation treatment, experi-
ment day and location (Table 2). This model showed that the 
intake rate was higher on starved Loripes (estimate = 1.34, 
df = 39.06, t = 2.574) and on Loripes from location B (esti-
mate = 1.57, df = 39.06, t = 3.005) (Fig. 1b, Table S1). Addi-
tionally, it showed an increased intake rate of 1.01 per day, 
independent of treatment (df = 39.06, t = 22.164) (Fig. 2, 

Table 1   Linear mixed-
effect models relating sulfur 
percentage (S) of individual 
Loripes to starvation treatment 
(T), location of Loripes 
collection (L) and sampling 
day (D)

Analysis includes 195 individual Loripes. Session is included as random effect. Models are sorted by AICc. 
Only models with AICcWt > 0.01 are shown, so the intercept-only model dropped out

Model K AICc ∆AICc AICcWt Cum.Wt LL

 ~ T + L + (1|Session) 5 602.88 0 0.37 0.37  – 296.28
 ~ T*L + (1|Session) 6 604.53 1.65 0.16 0.53  – 296.04
 ~ T + D + L + (1|Session) 6 604.99 2.11 0.13 0.66  – 296.27
 ~ T + (1|Session) 4 605.22 2.35 0.12 0.78  – 298.51
 ~ T*L + D + (1|Session) 7 606.66 3.78 0.06 0.84  – 296.03
 ~ T*D + L + (1|Session) 7 606.79 3.91 0.05 0.89  – 296.1
 ~ T + D*L + (1|Session) 7 607.01 4.13 0.05 0.94  – 296.2
 ~ T + D + (1| Session) 5 607.23 4.35 0.04 0.98  – 298.46
 ~ T*D + (1|Session) 6 609.02 6.14 0.02 0.99  – 298.29

Fig. 1   Starvation of Loripes lowers sulfur content, leading to higher 
intake rates of red knots. a Mean ± s.e.m. total sulfur percentage in 
individual Loripes. b Mean ± s.e.m. number of Loripes consumed per 
trial by red knots. Sample sizes are indicated within bars
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Table S1), resulting in a doubling of the intake rate through-
out the experiment.

To calculate shell mass processing rates, we used the 
mean gizzard masses (g ± s.e.m.) observed on experiment 
day 2, 6 and 9: 6.7 ± 0.15, 6.6 ± 0.20, 6.7 ± 0.69.

Discussion

The intake rate of red knots was higher on Loripes with 
lower total sulfur contents (Fig. 1), which is consistent with 
our expectation. The starvation treatment, in which Loripes 
was kept in seawater for ten days without contact with the 
sediment, led to lower concentrations of sulfur (Fig. 1a). 
Sulfur levels in Loripes also varied spatially, with higher 
contents in Loripes collected in a dense seagrass field than in 
Loripes from a mudflat with lower seagrass cover (Fig. 1a).

Taking the results one step further, and trying to under-
stand how the quantitative differences shape a consump-
tion constraint, proves a little harder. One would expect 
that the sulfur constraint works such that there is a max-
imum amount of sulfur that can be processed per time 
unit (as holds for the shell material processing constraint 
found earlier in red knots by van Gils et al. (2003); and as 
modelled theoretically by Hirakawa (1995)). Hence, mul-
tiplying the sulfur contents (in mg, by multiplication of 
sulfur percentage by dry flesh mass) per Loripes with the 
number of Loripes ingested by a red knot per trial should 
form a constant across treatments (i.e. total amount of 
sulfur ingested per trial). It does not. With a reduction in 
the amount of sulfur per Loripes, intake rate goes up less 
steeply than expected (Fig. 3: blue arrows vs. grey lines). 
In other words, highest sulfur uptakes (~ 18 mg per trial) 
occur in the treatment where Loripes contains the highest 
sulfur concentration (unstarved Loripes from location A).

Table 2   Linear mixed-effect 
models relating the intake rate 
(I) of individual Loripes by 
captive red knots to starvation 
treatment of Loripes (T), 
experiment day (D) and location 
of Loripes collection (L)

Analysis includes 480 trials, with 12 birds on 20 subsequent days. Session and individual bird are included 
as random effect. Models are sorted by AICc. Only models with AICcWt > 0.01 are shown, so the intercept-
only model dropped out

Model K AICc ∆AICc AICcWt Cum.Wt LL

 ~ T + D + L + (1|Session) + (1|ID) 7 2964.33 0 0.36 0.36  – 1475.04
 ~ T*D + L + (1|Session) + (1|ID) 8 2965.53 1.20 0.20 0.56  – 1474.61
 ~ T + D*L + (1|Session) + (1|ID) 8 2966.08 1.76 0.15 0.70  – 1474.89
 ~ T*L + D + (1|Session) + (1|ID) 8 2966.35 2.02 0.13 0.84  – 1475.02
 ~ T*L + D*L + (1|Session) + (1|ID) 9 2968.11 3.78 0.05 0.89  – 1474.86
 ~ D + L + (1|Session) + (1|ID) 6 2968.39 4.06 0.05 0.94  – 1478.10
 ~ T*L + T*D + D*L + (1|Session) + (1|ID) 10 2969.35 5.03 0.03 0.97  – 1474.44
 ~ T + D + (1|Session) + (1|ID) 6 2970.39 6.06 0.02 0.98  – 1479.11

Fig. 2   Intake rates of red knots on Loripes increased throughout the 
experiment. Dots show intake rates averaged ± s.e.m. per session (40 
sessions, with 12 birds (N = 480)). The y-axis on the right, shows the 
required gizzard mass per dot. Green lines show calculated gizzard 
mass, based on gizzard measurements and therewith predicted maxi-
mum intake rates

Fig. 3   Numerical intake rate of red knots in relation to Loripes sul-
fur content. Dots show intake rates averaged ± s.e.m. for each loca-
tion and treatment, against sulfur mass per Loripes averaged ± s.e.m. 
Arrows show effect on intake rate and sulfur contents of starvation 
treatment within each location. Gray lines in the background show 
lines of equal sulfur intake (mg per trial)
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So, although our results clearly link sulfur content of the 
bivalves to palatability, based on the available data, we could 
not determine a mechanism of sulfur toxicity. This might 
be because the total sulfur measured in Loripes consist of 
several compounds, including intermediates of bacterial 
sulfur oxidation such as thiosulfate and sulfite, in addition 
to hydrogen sulfide and elemental sulfur (Cary et al. 1989; 
Dando et al. 1986; Lebata 2000). These sulfur compounds 
differ in toxicity and the measured amounts might there-
fore not translate directly into the ‘degree’ of toxicity. Thio-
sulfate and sulfite are non-toxic, but hydrogen sulfide is a 
well-known toxin that inhibits mitochondrial cytochrome 
oxidase (Cooper and Brown 2008). Elemental sulfur was 
shown to have toxic effects in ruminants if ‘excessive’ quan-
tities above 0.4% of total feed intake was ingested (Kandylis 
1984). This toxic effect of elemental sulfur is thought to be 
due to its reduction to hydrogen sulfide under anoxic condi-
tions in the digestive tract. Elemental sulfur may be directly 
toxic to the red knots, or the toxic effects may be indirect due 
to transformation of elemental sulfur to hydrogen sulfide in 
the digestive tract. Regardless of the exact mechanism and 
sulfur compound involved, our results are consistent with 
the hypothesis that sulfur storage in the animal tissues due to 
the metabolic activity of the symbionts causes toxic effects 
in predators.

Despite not knowing the mechanism of sulfur toxicity, 
we propose two additional reasons for the ‘mismatch’ of the 
results with our quantitative expectations. First, red knots 
might run into their ‘normal’ shell mass processing con-
straint (van Gils et al. 2003, 2006), when feeding on less 
toxic Loripes (i.e. Loripes with a lower sulfur concentra-
tion). We measured gizzard size, which sets the shell mass 
processing capacity (van Gils et al. 2003), three times dur-
ing the first 9 days of the experiment. In the first week of 
the experiment, intake rates fell below the maximum intake 
rate set by the gizzard size (Fig. 2: blue bars), showing that 
gizzard size is not a limiting factor. After this, intake rates 
and therewith required gizzard sizes increased, exceeding 
the gizzard sizes measured in the first days (Fig. 2). Poten-
tially, gizzard size started playing a role after this point, but 
in that case the effect of sulfur on the intake rate would be 
reduced, which would have improved the model that con-
tained interactions of both the location and starvation effect 
with day. However, the best approximating model did not 
contain these interactions, indicating that the effects were 
stable throughout the experiment. So, although not meas-
ured, gizzard sizes probably increased in the second half of 
the experiment and did therefore not limit intake rates.

Second, digestive efficiency may decrease with an 
increase in Loripes sulfur concentration and that the amount 
of actually assimilated sulfur is the true constraint and 
remained constant across treatments and locations. In fact, 
it has been shown earlier that digestive efficiency did go 

down with an increased consumption of (untreated) Loripes 
(V. Hin & T. Oudman, unpubl. data; Oudman 2017), most 
likely associated with the diarrhea effect that comes when 
eating Loripes (see Oudman et al. 2014).

Increased consumption over time

Another surprising quantitative result that warrants dis-
cussion, is the steady increase in the Loripes intake rate 
throughout the entire experiment, with an intake twice 
as high in the end as in the beginning of the experiment 
(Fig. 2). This would only be possible if the gizzards had 
grown, to enable higher shell processing rates (see right ver-
tical axis of Fig. 2). But this also means a doubled amount 
of sulfur intake, raising the question how it is possible that 
the red knots were able to process sulfur at such higher rates. 
One possibility is that the red knots gradually adjusted their 
gut microbiome. Gut bacteria can degrade toxins (Ceja-
Navarro et al. 2015; Kikuchi et al. 2012; Kohl et al. 2014; 
Ping et al. 2007) and the microbiome shifts quickly after a 
diet switch (Turnbaugh et al. 2009; Zhang et al. 2012). Dur-
ing the first two days prior to the start of the experiments, 
when the birds were offered Loripes, but not all of them 
would immediately accept this mildly toxic diet, we found 
an effect of bill length on whether the birds would accept 
eating Loripes. It turned out that the birds that accepted 
Loripes as their diet had longer bills than birds that initially 
refused to eat Loripes, a result that was also found in two 
pilot experiments (Fig. 4, t-test = 3.86, df = 32, p < 0.001). 
This is remarkable, because a longer bill is not necessary to 
obtain food from the feeding trays, and other staple food was 
also eaten from there. We know that in the wild, birds with 
longer bills consume more Loripes (Fig. 3A in van Gils et al. 
2016; up to 40% of their diet in the birds with the longest 
bills), most likely because they can probe deeper and thus 

Fig. 4   Long-billed birds accepted Loripes sooner than short-billed 
birds. Boxes show the distribution of the bill lengths of individual red 
knots, that consumed (Yes) or rejected (No) Loripes in their second 
trial before the start of the experiment
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have access to a larger proportion of the burrowed Loripes 
population. Potentially, these birds have already ‘gardened’ 
a gut microbiome that is better suited to deal with the sulfur 
uptake that comes with consuming Loripes. Analysis of red 
knot gut microbiome samples might provide answers in the 
future.

An intriguing question is why red knots in the wild are not 
adapted to eating Loripes at the high rates found in the last 
days of the experiment. In the mudflats of Banc d’Arguin, 
Loripes is the most abundant bivalve species (Ahmedou 
Salem et al. 2014) and with a high flesh to shell ratio, it 
has a high digestive quality (Oudman et al. 2014; van Gils 
et al. 2005; Verlinden and Wiley 1989). It would therefore 
be very beneficial to be adapted to cope with sulfur, enabling 
high intakes rate on Loripes. However, consuming Loripes, 
and thus ingesting sulfur, comes with negative side-effects, 
like diarrhea (Oudman et al. 2014). The diarrhea probably 
causes an osmoregulatory problem, because in marine envi-
ronments there is no fresh water to compensate for this water 
loss. Living in saline environments and ingesting bivalves 
whole is already challenging for the red knots’ osmoregula-
tory system, because of the high salt intake (Gutiérrez 2014; 
Verboven and Piersma 1995). Red knots are adapted to that 
by having relatively large salt glands, which are capable 
of excreting high salt concentrations (Blakey et al. 2006; 
Gutiérrez et al. 2012; Staaland 1967; Verboven and Piersma 
1995). However, salt excretion costs energy (Gutiérrez 
2014) and having to compensate for water loss by drinking 
seawater raises these costs. On top of that, Gutiérrez et al. 
(2015) showed that red knots in an experimental setting with 
high salinity and high environmental temperatures reduced 
their food intake, which negatively affected several physi-
ological and condition-related traits. In our experiment we 
offered fresh water ad libitum, which enabled compensa-
tion for water loss and therewith higher intake rates. This is 
in line with the experiment of Oudman et al. (2014), who 
found higher Loripes intake rates when offering fresh water, 
compared to offering seawater or no water. Nevertheless, 
throughout the full period of our experiment, birds contin-
ued to suffer from diarrhea, indicating that adaptation to 
Loripes consumption did not eliminate its negative con-
sequences. It is possible that the diarrhetic water loss per 
Loripes consumed declined as the experiment progressed, 
but we did not measure that.

Natural variation of toxicity

With sulfur levels in Loripes varying between and within 
mudflats, red knots can potentially lower their sulfur intake 
by accepting Loripes to their diet at spots where their sul-
fur content is low. This might explain foraging patterns and 
diet choices at certain locations (Oudman et al. 2018; van 
Gils et al. 2015). We collected Loripes at two locations and 

found a difference in sulfur content and thus toxin con-
straint, resulting in higher intake rates on Loripes from the 
less toxic location. However, these specimens also had lower 
body masses and may therefore not be more beneficial to 
forage upon (mean DM intake in control trials: location A: 
0.589 g, less toxic location B: 0.564 g). This difference in 
body mass reflects a difference in body condition, which 
is higher in a dense seagrass meadow with higher sulfide 
levels in the sediment (van der Geest et al. 2020; van der 
Heide et al. 2012). The endosymbionts in their gills presum-
ably thrive better under high sulfide conditions, resulting in 
higher sulfur levels per Loripes (van der Geest et al. 2020). 
The difference we found between locations is probably too 
small to affect foraging patterns, but it would be interesting 
to study how sulfur content and body mass of Loripes varies 
spatially. There might be spots where these characteristics 
are more beneficial, i.e. low sulfur content and high body 
mass, than in the locations we collected them (Rossi et al. 
2013). Subsequently, it would be interesting to see if forag-
ing red knots include more Loripes in their diet in those 
places. Toxicity of Loripes might also be size dependent 
(Roques et al. 2020; Rossi et al. 2013). We selected only 
part of the suitable sized Loripes for this experiment, but 
individuals outside this range might be more of less toxic 
and this could also be related to their depth (sulfide lev-
els increase with sediment depth). Seasonality might also 
affect the sulfur content in Loripes and the subsequent toxin 
constraint (Cardini et al. 2019; Roques et al. 2020). Van 
der Geest et al. (2014) showed that the contribution of the 
endosymbionts to the diet of Loripes is lowest in autumn and 
highest in spring, potentially limiting intake rates on Loripes 
in spring the most. This might shape a problem for red knots 
fueling up for spring migration, especially since non-toxic 
bivalve species are depleted in spring (Ahmedou Salem et al. 
2014). Piersma et al. (2005) indeed found fueling rates of red 
knots in Banc d’Arguin to be relatively low.

Concluding remarks

Sulfur inhibits intake rates for red knots foraging on Loripes. 
Intake rates are higher on starved Loripes, that contain less 
sulfur, and on Loripes from a mudflat where their toxic load 
is lower. Intake rates on Loripes increased during the experi-
ment, but in the wild this might not be possible, without 
access to freshwater to compensate for water loss, caused 
by diarrhea. From the perspective of the Loripes, the sulfur-
containing endosymbionts not only provide them with nutri-
tion, it also limits predation on them by red knots and likely 
other consumers. This might be one of the key factors in the 
successful life of Loripes (reaching densities of up to 4000 
individuals per m2 (van der Geest et al. 2011)) and therewith 
healthy seagrass meadows (van der Heide et al. 2012).



76	 Oecologia (2022) 199:69–78

1 3

Supplementary Information  The online version contains supplemen-
tary material available at https://​doi.​org/​10.​1007/​s00442-​022-​05170-3.

Acknowledgements  We thank Jones Quartey, Michelle Jewell, Sas-
kia Kühn, Susanne van Donk, Sil Piek and Sarah Zauner for helping 
with the hard work, collecting Loripes every day and taking care of 
the birds. We thank Anne Dekinga and Job ten Horn for catching the 
birds and taking their measurements. We thank Paul van der Ven of 
the General Instrumentation facility at Radboud University Nijmegen 
for sulfur elemental analysis. We also thank Parc National du Banc 
d’Arguin, especially Lemhaba Ould Yarba, for facilitating the expedi-
tions. Lastly, we thank Matthijs van der Geest and Theunis Piersma, 
handling editor Chris Whelan and two anonymous reviewers for their 
comments on the manuscript, and Dick Visser for preparing the figures.

Author contribution statement  JvG and JP conceived the concept. JvG 
and TO designed methodology and collect the data. TO analysed the 
data and led the writing of the manuscript. All authors contributed to 
the drafts and gave final approval for publication. JvG provided funding 
and supervised the project.

Funding  The work was supported by structural NIOZ fund-
ing to J.A.v.G., J.d.F. was supported by NWO Open Competition 
#ALWOP.203. J.M.P was supported by a Vienna Science and Tech-
nology Fund Vienna Research Group grant.

Availability of data and material  Data are available in the Royal Neth-
erlands Institute for Sea Research (NIOZ) data repository: https://​doi.​
org/​10.​25850/​nioz/​7b.b.​8c.

Code availability  Not applicable.

Declarations 

Conflicts of interest  No competing interests declared.

Ethics approval  Ethics approval was not required for this study accord-
ing to local legislation [law of Mauritania].

Consent to participate  Not applicable.

Consent to publication  Not applicable.

References

Ahmedou Salem MV, van der Geest M, Piersma T, Saoud Y, van Gils 
JA (2014) Seasonal changes in mollusc abundance in a tropi-
cal intertidal ecosystem, Banc d’Arguin (Mauritania): testing 
the ‘depletion by shorebirds’ hypothesis. Estuar Coast Shelf Sci 
136:26–34

Bates D, Mächler M, Bolker B, Walker S (2014) Fitting linear mixed-
effects models using lme4. J Stat Softw 67:1–48

Belovsky GE (1984) Herbivore optimal foraging: a comparative test of 
three models. Am Nat 124:97–115

Berdy J (2005) Bioactive microbial metabolites. J Antibiot 58:1–26
Berenbaum MR (1995) The chemistry of defense: theory and practice. 

Proc Natl Acad Sci USA 92:2–8
Blakey R, Zharikov Y, A. Skilleter G, (2006) Lack of an osmotic con-

straint on intake rate of the eastern curlew Numenius madagas-
cariensis. J Avian Biol 37:299–305

Bloxham L, Bateson M, Bedford T, Brilot B, Nettle D (2014) The 
memory of hunger: developmental plasticity of dietary selectivity 
in the European starling, Sturnus vulgaris. Anim Behav 91:33–40

Burnham KP, Anderson DR (2002) A practical information-theoretic 
approach: Model selection and multimodel inference, 2nd edn. 
Springer-Verlag, New-York

Cardini U et al (2019) Chemosymbiotic bivalves contribute to the 
nitrogen budget of seagrass ecosystems. ISME J 13:3131–3134

Cary S, Vetter R, Felbeck H (1989) Habitat characterization and 
nutritional strategies of the endosymbiont-bearing bivalve Luci-
noma aequizonata. Mar Ecol Prog Ser 55:31–45

Ceja-Navarro JA et  al (2015) Gut microbiota mediate caffeine 
detoxification in the primary insect pest of coffee. Nat Com-
mun 6:7618

Charnov EL (1976) Optimal foraging: attack strategy of a mantid. Am 
Nat 110:141–151

Clay K (2014) Defensive symbiosis: a microbial perspective. Funct 
Ecol 28:293–298

Cooper CE, Brown GC (2008) The inhibition of mitochondrial 
cytochrome oxidase by the gases carbon monoxide, nitric oxide, 
hydrogen cyanide and hydrogen sulfide: chemical mechanism and 
physiological significance. J Bioenerg Biomembr 40:533–539

Dando P, Southward A, Southward E (1986) Chemoautotrophic sym-
bionts in the gills of the bivalve mollusc Lucinoma borealis and 
the sediment chemistry of its habitat. Proc Royal Soc London Ser 
B Biol Sci 227:227–247

Dekinga A, Piersma T (1993) Reconstructing diet composition on the 
basis of faeces in a mollusc-eating wader, the knot Calidris canu-
tus. Bird Study 40:144–156

Dietz MW, Dekinga A, Piersma T, Verhulst S (1999) Estimating organ 
size in small migrating shorebirds with ultrasonography: an inter-
calibration exercise. Physiol Biochem Zool 72:28–37

Dubilier N, Bergin C, Lott C (2008) Symbiotic diversity in marine 
animals: the art of harnessing chemosynthesis. Nat Rev Microbiol 
6:725–740

Elisabeth NH et al (2014) Comparative modifications in bacterial gill-
endosymbiotic populations of the two bivalves Codakia orbiculata 
and Lucina pensylvanica during bacterial loss and reacquisition. 
FEMS Microbiol Ecol 89:646–658

Felbeck H, Somero GN (1982) Primary production in deep-sea hydro-
thermal vent organisms: roles of sulfide-oxidizing bacteria. Trends 
Biochem Sci 7:201–204

Flórez LV, Biedermann PH, Engl T, Kaltenpoth M (2015) Defensive 
symbioses of animals with prokaryotic and eukaryotic microor-
ganisms. Nat Prod Rep 32:904–936

Freeland WJ, Janzen DH (1974) Strategies in herbivory by mammals: 
the role of plant secondary compounds. Am Nat 108:269–289

Goodman LA (1960) On the exact variance of products. J Am Stat 
Assoc 55:708–713

Gutiérrez JS (2014) Living in environments with contrasting salinities: 
a review of physiological and behavioural responses in waterbirds. 
Ardeola 61:233–256

Gutiérrez JS et al (2012) Functional ecology of saltglands in shore-
birds: flexible responses to variable environmental conditions. 
Funct Ecol 26:236–244

Gutiérrez JS, Soriano-Redondo A, Dekinga A, Villegas A, Masero JA, 
Piersma T (2015) How salinity and temperature combine to affect 
physiological state and performance in Red Knots with contrasting 
non-breeding environments. Oecologia 178:1077–1091

Herry A, Diouris M, Le Pennec M (1989) Chemoautotrophic symbi-
onts and translocation of fixed carbon from bacteria to host tis-
sues in the littoral bivalve Loripes lucinalis (Lucinidae). Mar Biol 
101:305–312

Hirakawa H (1995) Diet optimization with a nutrient or toxin con-
straint. Theor Popul Biol 47:331–346

https://doi.org/10.1007/s00442-022-05170-3
https://doi.org/10.25850/nioz/7b.b.8c
https://doi.org/10.25850/nioz/7b.b.8c


77Oecologia (2022) 199:69–78	

1 3

Holling CS (1959) Some characteristics of simple types of predation 
and parasitism. Can Entomol 91:385–398

Holling CS (1966) The functional response of invertebrate predators 
to prey density. MemEntomol Soc Canada 98:5–86

Honkoop PJ, Berghuis EM, Holthuijsen S, Lavaleye MS, Piersma T 
(2008) Molluscan assemblages of seagrass-covered and bare 
intertidal flats on the Banc d’Arguin, Mauritania, in relation 
to characteristics of sediment and organic matter. J Sea Res 
60:255–263

Iason G (2005) The role of plant secondary metabolites in mammalian 
herbivory: ecological perspectives. Proc Nutr Soc 64:123–131

Jeschke JM, Kopp M, Tollrian R (2002) Predator functional responses: 
discriminating between handling and digesting prey. Ecol Monogr 
72:95–112

Jørgensen BB (1982) Mineralization of organic matter in the sea bed—
the role of sulphate reduction. Nature 296:643

Jørgensen BB, Findlay AJ, Pellerin A (2019) The biogeochemical sul-
fur cycle of marine sediments. Front Microbiol 10:849

Kandylis K (1984) Toxicology of sulfur in ruminants. J Dairy Sci 
67:2179–2187

Kicklighter CE, Fisher C, Hay ME (2004) Chemical defense of hydro-
thermal vent and hydrocarbon seep organisms: a preliminary 
assessment using shallow-water consumers. Mar Ecol Prog Ser 
275:11–19

Kikuchi Y, Hayatsu M, Hosokawa T, Nagayama A, Tago K, Fukatsu T 
(2012) Symbiont-mediated insecticide resistance. Proc Natl Acad 
Sci USA 109:8618–8622

Kohl KD, Weiss RB, Cox J, Dale C, Denise Dearing M (2014) Gut 
microbes of mammalian herbivores facilitate intake of plant tox-
ins. Ecol Lett 17:1238–1246

Larkum AW, Orth RJ, Duarte CM (2006) Seagrasses: biology, ecolo-
gyand conservation. Phycologia 45:5

Lebata JHL (2000) Elemental sulfur in the gills of the mangrove mud 
clam Anodontia edentula (Family Lucinidae). J Shellfish Res 
19:241–245

Lechaire J-P, Frébourg G, Gaill F, Gros O (2008) In situ characteriza-
tion of sulphur in gill-endosymbionts of the shallow water lucinid 
Codakia orbicularis (Linné, 1758) by high-pressure cryofixation 
and EFTEM microanalysis. Mar Biol 154:693–700

Leyrer J, Spaans B, Camara M, Piersma T (2006) Small home ranges 
and high site fidelity in red knots (Calidris c. canutus) wintering 
on the Banc d’Arguin. Mauritania J Ornithol 147:376–384

Lindquist N, Hay ME (1995) Can small rare prey be chemically 
defended? The case for marine larvae. Ecology 76:1347–1358

Luckner M (2013) Secondary metabolism in microorganisms, plants 
and animals. Springer Science & Business Media

Marbà N, Holmer M, Gacia E, Barron C (2007) Seagrass beds and 
coastal biogeochemistry. Seagrasses: biology, ecology and con-
servation. Springer, pp 135–157

Mazerolle MJ (2017) Package ‘AICcmodavg’. R package
O’Brien J, Wright GD (2011) An ecological perspective of microbial 

secondary metabolism. Curr Opin Biotechnol 22:552–558
Onrust J, De Fouw J, Oudman T, Van Der Geest M, Piersma T, Van 

Gils JA (2013) Red Knot diet reconstruction revisited: context 
dependence revealed by experiments at Banc d’Arguin, Maurita-
nia. Bird Study 60:298–307

Oudman T, Onrust J, de Fouw J, Spaans B, Piersma T, van Gils JA 
(2014) Digestive capacity and toxicity cause mixed diets in red 
knots that maximize energy intake rate. Am Nat 183:650–659

Oudman T, Hin V, Dekinga A, van Gils JA (2015) The effect of diges-
tive capacity on the intake rate of toxic and non-toxic prey in an 
ecological context. PLoS One 10:e0136144

Oudman T et al (2018) Resource landscapes explain contrasting pat-
terns of aggregation and site fidelity by red knots at two wintering 
sites. Mov Ecol 6:1–12

Oudman T (2017) Red knot habits: An optimal foraging perspective on 
intertidal life at Banc d’Arguin, Mauritania

Petersen JM et al (2016) Chemosynthetic symbionts of marine inver-
tebrate animals are capable of nitrogen fixation. Nat Microbiol 
2:1–11

Piersma T (2007) Using the power of comparison to explain habitat 
use and migration strategies of shorebirds worldwide. J Ornithol 
148:45–59

Piersma T et al (2005) Fuel storage rates before northward flights in 
Red Knots worldwide: Facing the severest ecological constraint in 
tropical intertidal environments? Birds of Two Worlds: the ecol-
ogy and evolution of migration. Johns Hopkins University Press, 
Baltimore, Maryland, USA, pp 262–273

Ping L et al (2007) A novel Dps-type protein from insect gut bacteria 
catalyses hydrolysis and synthesis of N-acyl amino acids. Environ 
Microbiol 9:1572–1583

Roques C et al (2020) A trade-off between mucocytes and bacteriocytes 
in Loripes orbiculatus gills (Bivalvia, Lucinidae): a mixotrophic 
adaptation to seasonality and reproductive status in a symbiotic 
species? Mar Biol 167:1–16

Rossi F et al (2013) Spatial distribution and nutritional requirements 
of the endosymbiont-bearing bivalve Loripes lacteus (sensu 
Poli, 1791) in a Mediterranean Nanozostera noltii (Hornemann) 
meadow. J Exp Mar Biol Ecol 440:108–115

Singer M, Bernays E, Carriere Y (2002) The interplay between nutri-
ent balancing and toxin dilution in foraging by a generalist insect 
herbivore. Anim Behav 64:629–643

Sogin EM, Leisch N, Dubilier N (2020) Chemosynthetic symbioses. 
Curr Biol 30:R1137–R1142

Staaland H (1967) Anatomical and physiological adaptations of the 
nasal glands in Charadriiformes birds. Comp Biochem Physiol 
23:933–944

Stephens DW, Krebs JR (1986) Foraging theory. Princeton University 
Press

Taylor JD, Glover EA (2000) Functional anatomy, chemosymbiosis 
and evolution of the Lucinidae. Geol Soc London Spec Public 
177:207–225

Turnbaugh PJ, Ridaura VK, Faith JJ, Rey FE, Knight R, Gordon 
JI (2009) The effect of diet on the human gut microbiome: a 
metagenomic analysis in humanized gnotobiotic mice. Sci Trans-
lat Med 1:6ra14-16ra14

van der Geest M, van Gils JA, van der Meer J, Olff H, Piersma T (2011) 
Suitability of calcein as an in situ growth marker in burrowing 
bivalves. J Exp Mar Biol Ecol 399:1–7

van der Geest M, Sall AA, Ely SO, Nauta RW, van Gils JA, Piersma T 
(2014) Nutritional and reproductive strategies in a chemosymbi-
otic bivalve living in a tropical intertidal seagrass bed. Mar Ecol 
Prog Ser 501:113–126

van der Geest M, van der Heide T, Holmer M, de Wit R (2020) First 
field-based evidence that the seagrass-lucinid mutualism can miti-
gate sulfide stress in seagrasses. Front Mar Sci 7:11

van der Heide T et al (2012) A three-stage symbiosis forms the founda-
tion of seagrass ecosystems. Science 336:1432–1434

van Gils JA, Piersma T, Dekinga A, Dietz MW (2003) Cost-benefit 
analysis of mollusc-eating in a shorebird II. Optimizing gizzard 
size in the face of seasonal demands. J Exp Biol 206:3369–3380

van Gils JA et al (2005) Digestive bottleneck affects foraging deci-
sions in red knots Calidris canutus. I. Prey choice. J Anim Ecol 
74:105–119

van Gils JA, Piersma T, Dekinga A, Battley PF (2006) Modelling phe-
notypic flexibility: an optimality analysis of gizzard size in red 
knots Calidris canutus. Ardea 94:409

van Gils JA, van der Geest M, Jansen EJ, Govers LL, de Fouw J, 
Piersma T (2012) Trophic cascade induced by molluscivore preda-
tor alters pore-water biogeochemistry via competitive release of 
prey. Ecology 93:1143–1152



78	 Oecologia (2022) 199:69–78

1 3

van Gils JA et al (2013) Toxin constraint explains diet choice, survival 
and population dynamics in a molluscivore shorebird. Proc Royal 
Soc B 280:20130861

van Gils JA, van der Geest M, De Meulenaer B, Gillis H, Piersma T, 
Folmer EO (2015) Moving on with foraging theory: incorporating 
movement decisions into the functional response of a gregarious 
shorebird. J Anim Ecol 84:554–564

van Gils JA et al (2016) Body shrinkage due to Arctic warming reduces 
red knot fitness in tropical wintering range. Science 352:819–821

Verboven N, Piersma T (1995) Is the evaporative water loss of Knot 
Calidris canutus higher in tropical than in temperate climates? 
Ibis 137:308–316

Verlinden C, Wiley RH (1989) The constraints of digestive rate: an 
alternative model of diet selection. Evol Ecol 3:264–272

Vetter R, Fry B (1998) Sulfur contents and sulfur-isotope compositions 
of thiotrophic symbioses in bivalve molluscs and vestimentiferan 
worms. Mar Biol 132:453–460

White JF Jr, Torres MS (2009) Defensive mutualism in microbial sym-
biosis. CRC Press

Wolff W, Smit C (1990) The Banc d’Arguin as an environment for 
coastal waders. Ardea 78:17–38

Zhang C, Zhang M, Pang X, Zhao Y, Wang L, Zhao L (2012) Struc-
tural resilience of the gut microbiota in adult mice under high-fat 
dietary perturbations. ISME J 6:1848–1857


	Sulfur in lucinid bivalves inhibits intake rates of a molluscivore shorebird
	Abstract
	Introduction
	Materials and methods
	Study system
	Birds
	Bivalves
	Experiment
	Response variables
	Statistical analysis

	Results
	Discussion
	Increased consumption over time
	Natural variation of toxicity

	Concluding remarks
	Acknowledgements 
	References




