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Abstract

Background: Bioturbators affect multiple biogeochemical interactions and have been suggested as suitable candidates to
mitigate organic matter loading in marine sediments. However, predicting the effects of bioturbators at an ecosystem level
can be difficult due to their complex positive and negative interactions with the microbial community.

Methodology/Principal Findings: We quantified the effects of deposit-feeding sea cucumbers on benthic algal biomass
(microphytobenthos, MPB), bacterial abundance, and the sediment–seawater exchange of dissolved oxygen and nutrients.
The sea cucumbers increased the efflux of inorganic nitrogen (ammonium, NH4

+) from organically enriched sediments,
which stimulated algal productivity. Grazing by the sea cucumbers on MPB (evidenced by pheopigments), however, caused
a net negative effect on primary producer biomass and total oxygen production. Further, there was an increased abundance
of bacteria in sediment with sea cucumbers, suggesting facilitation. The sea cucumbers increased the ratio of oxygen
consumption to production in surface sediment by shifting the microbial balance from producers to decomposers. This shift
explains the increased efflux of inorganic nitrogen and concordant reduction in organic matter content in sediment with
bioturbators.

Conclusions/Significance: Our study demonstrates the functional role and potential of sea cucumbers to ameliorate some
of the adverse effects of organic matter enrichment in coastal ecosystems.
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Introduction

Bioturbators enhance ecosystem functioning in marine sedi-

ments by modifying geochemical gradients, redistributing food

resources [1], and altering nutrient fluxes. All of these factors

influence coastal productivity [2]. Accordingly, the net effect of

bioturbators on sediment biogeochemical processes is often

markedly different from that predicted by simple linear food-

chain theory [1]. Yet predicting ecosystem-level effects of these

‘ecosystem engineers’ can be challenging owing to multiple

feedbacks and emergent properties [3,4]. Accordingly, the

potential consequences of losing these important functional groups

from overfishing [5] or physical disturbance of the benthos [6] has

ramifications for ocean ecosystems and human well-being. Global

invertebrate catches have increased six-fold since 1950 [5], with

overfishing causing population declines in 81% of sea cucumber

fisheries [5], a ubiquitous and functionally important group of

bioturbators [1]. Given their important role as bioturbators, it has

been suggested that the presence of deposit-feeding sea cucumbers

can reduce the accumulation of excess organic matter in coastal

sediments such as under aquaculture farms [7,8]. Furthermore,

incorporating sea cucumbers into the aquaculture of finfish or

bivalves may reduce pressure on overexploited wild populations

and add another valuable farmed resource.

Marine aquaculture is expanding rapidly to meet global food

demands, with the production of farmed fish reaching 50% of total

fisheries production in 2009 [9]. In parallel with this increased

production, however, comes a threat to marine ecosystems from

excessive deposition of organic material to the seabed. The

addition of organic matter, either as fish food and feces, or bivalve

feces and pseudo-feces, alters benthic oxygen demand [10] and the

structure and function of the benthos [11]. Benthic environments

contribute both directly (primary and secondary production) and

indirectly (through nutrient regeneration) to ecosystem energetics

[12] and provide habitat for benthic organisms and many pelagic

organisms at various stages of their lifecycle [13]. Thus,

maintaining the resilience of benthic habitats around aquaculture

farms is a key goal and challenge for resource managers [14].

Integrated multitrophic aquaculture (IMTA), whereby farm

nutrients and organic particulates are recycled through the co-

culture of species from different trophic levels, has been proposed

to reduce production costs and minimize deleterious ecological

effects of aquaculture [15]. However, in spite of research into fish–
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bivalve–seaweed combinations [16], the potential role of biotur-

bating benthic organisms in IMTA systems has received only

limited attention. Deposit-feeding sea cucumbers reduce the

accumulation of organic carbon under mussel farms [8] and thus

show promise as a management tool; however the complexity of

ecosystem functions performed by sea cucumbers demands a

better understanding of their interactions with sediment biogeo-

chemistry and benthic-pelagic coupling.

Most sea cucumbers are omnivorous deposit-feeders that not

only compete with, but also feed directly upon, benthic bacteria

[17]. Traditional food web models predict that bacteria, as the

intermediate consumer, will eventually be excluded in such

omnivorous associations [18]. However, the importance of

positive interactions/facilitation [19] and scale niche differenti-

ation [20] demonstrate that these traditional models have

overlooked complex interactions among species. The stimulatory

effects of sediment infauna on bacteria (e.g., increased O2

supply and release of reduced metabolites) are well understood

[21] and may also be relevant to epibenthic organisms such as

sea cucumbers. Moreover, by consuming and reconstituting

large quantities of sediment, deposit-feeding sea cucumbers may

create favorable conditions for bacterial activity [22]. Sediment

feeding sea cucumbers also elevate nutrient concentrations

through excretion [23], while bioturbation by burrowing

Echinocardium can enhance nutrient efflux from the sediments

[2]. The elevated nutrients in turn improve conditions for

sediment primary producers, notably microphytobenthos (MPB)

[2,24]. However, deposit-feeding sea cucumbers also graze and

through bioturbation can disturb MPB communities [25].

Moreover, positive and negative interactions can be dynamic,

varying in their relative strength along environmental gradients

[26]. The balance between organic matter (OM) remineraliza-

tion by bacteria and nutrient assimilation by primary producers

determines the rate of benthic-pelagic nutrient exchange and

organic matter content in marine sediments [27]. Thus, the

effect of bioturbation on microbial producers and decomposers

has important consequences for the potential of sea cucumbers

to ameliorate the effects of eutrophication.

In this study, we investigate the functional role of deposit-

feeding sea cucumbers as bioturbators and quantify their effect on

benthic algal biomass (chlorophyll-a of MPB), bacterial abun-

dance, and the sediment–seawater exchange of dissolved oxygen

and nutrients. We hypothesized firstly, that sea cucumbers would

facilitate OM decomposition through enhanced bacterial abun-

dance. Secondly, we hypothesized that producer (MPB) biomass

would initially increase in the presence of bioturbators due to

increased efflux of nutrients from the sediment, but that grazing by

the sea cucumbers results in no net overall increase in algal

biomass. We used the endemic deposit-feeding sea cucumber

Australostichopus mollis, which is common on subtidal sediment

throughout New Zealand and is of commercial interest as both a

quota and bycatch fishery. Sea cucumbers were exposed to

sediment enriched with feces and pseudofeces from the Green-

shellTM mussel Perna canaliculus, the dominant aquaculture species

in New Zealand.

Results

Biomass of the sea cucumbers increased by 1.6% on average

over the 14-day experiment. Sediment was predominantly mud

(,0.63 mm) and contained relatively high densities of macrofauna

(20–30 g w/w m22), typical of that found in sheltered areas in the

Marlborough Sounds [28,29].

Sediment Characteristics
Porosity of the top 0.5 cm of sediment was significantly higher

in cores with added mussel biodeposits (SM-cores) and biodeposits

plus sea cucumbers (SMSC-cores) compared to initial (I-cores) and

control cores (S-cores) (Table 1). No other significant differences in

porosity were detected at any interval. Organic matter (hereafter,

OM) content was greatest in the cores with mussel feces (SM-

cores), with 10.460.7% recorded in the top 0.5 cm after 14 days

(Figure 1). This was significantly greater than OM content in the

cores with mussel feces and sea cucumbers (SMSC-cores) for the

same period (7.960.7%) (Table 1). The OM content in surface

sediment of I and S-cores was 5.460.5% and 5.960.2%

respectively, significantly lower than for SM- and SMSC-cores.

Below 0.5 cm, the only significant differences were between I and

S-cores at 1–2 and 2–4 cm.

Chlorophyll a (chl a) and pheopigment concentrations were

greatest in the sediment surface (top 0.5 cm) across all treatments

(Figure 1). The mean chl a concentration in the surface of SM-

cores was .200 mg g dw21, significantly greater than concentra-

tions in I, S, and SMSC-cores (mean: 50–100 mg g dw21)

(Table 1). I, S, and SMSC-cores did not differ significantly in

chl a concentration. Pheopigment concentrations in the top 0.5 cm

were significantly greater in SM-cores (278649 mg g dw21) and

SMSC-cores (194646 mg g dw21) compared to I and S-cores

(3962 mg g dw21 and 3764 mg g dw21 respectively). There were

no significant differences among treatments in either chl a or

pheopigment concentrations below 0.5 cm.

Total chloro-pigment concentrations in A. mollis feces

(529630 mg g dw21) were significantly greater than concentra-

tions in the top 0.5 cm of SMSC-cores (297648 mg g dw21)

(Table 1, Figure 2). There was, however, no significant difference

in total chloro-pigment between A. mollis feces, mussel feces

(492619 mg g dw21), and the top 0.5 cm of SM-cores

(527687 mg g dw21). Although the mean chl a concentration of

162623 mg g dw21 in A. mollis feces was greater than in the top

0.5 cm of SMSC-cores (91618 mg g dw21), the ratio of chl a to

total chloro-pigment was not significantly different (31% com-

pared to 35%) (Figure 2). The proportion of chl a in chloro-

pigment was 12% in mussel biodeposits, 48% in SM-cores, and

65% in S-cores. Given that chl a is less stable than pheopigment,

the estimated 12% contribution from mussel biodeposits is

conservative.

There was a significant difference in bacterial abundance in the

top 0.5 cm of sediment in S, SM and SMSC-cores, but no

significant differences were detected at 0.5–1 or 1–1.5 cm

(Table 1). Bacterial abundance in surface interval was significantly

greater in SMSC-cores (1.660.36107 cells cm23) than either SM-

cores (0.760.16107 cells cm23) or S-cores

(0.460.16107 cells cm23) (Figure 1). There was no significant

difference between S and SM-cores, most likely due to the high

variance (C.V. = 0.33) among replicates of the SM-cores, although

bacterial abundance was on average 67% greater in the top

0.5 cm of SM-cores compared to S-cores.

Nutrient Fluxes
There was no significant difference in sediment–seawater fluxes

of NH4
+, NOx or PO4

32 among treatments before the experiment

(Table 1). Two cores had anomalously high NH4
+ flux rates before

and during the experiment and had to be removed from the NH4
+

analysis to meet statistical assumptions. NH4
+ flux varied

significantly between experimental days and across treatments,

but not between light/dark measurements (Table 1). There was

also a significant interaction between experimental day and light/

dark and experimental day and treatment, most likely due to the
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elevated NH4
+ influx across treatments on Day 2 of the

experiment (Figure 3). NH4
+ efflux was significantly greater in

SMSC-cores than in S and SM-cores, which exhibited no

significant difference from each other (Table 1). Rates of NH4
+

flux in the S and SM-cores remained similar across the 14-day

experiment, with mean fluxes of 8 to 222 mmol m22 h21 in SM-

cores and 15 to 219 mmol m22 h21 in S-cores. Conversely, aside

from the dark hours of Day 1, SMSC-cores demonstrated a mean

efflux of NH4
+ with mean efflux rates of 11–64 mmol m22 h21.

The flux of nitrite/nitrate (NOx) varied significantly between

experimental days but not across treatments or between light and

dark hours (Table 1). There was also a significant interaction

between experimental day and light/dark, likely due to the lower

influx of NOx during the light hours of Day 9 and/or the

significantly higher rates of NOx influx on Day 14 in all

treatments, particularly in SMSC-cores (Table 1, Figure 3).

Although variation among treatments was not significant, NOx

influx tended to be lowest in SMSC-cores. There was no

significant difference between S and SM-cores. When Day 14

was removed and the analysis re-run, variation between

treatments remained insignificant (Repeated Measures ANOVA,

F2, 9 = 3.27, p = 0.086).

The flux of phosphorus (PO4
32) varied significantly between

light and dark, but not between experimental days or treatments

(Table 1). There was a significant interaction between experimen-

tal day and treatment; and experimental day, treatment, and

light/dark, most likely due to Day 14. Diurnal patterns and

differences among treatments differed considerably from those on

Days 2–12 (Figure 3). When Day 14 was excluded, PO4
32 flux

rates varied significantly between both experimental days and

treatments (Table 1). There were significant interactions between

experimental day and light/dark and experimental day and

treatment. PO4
32 fluxes on Day 8 were significantly different to

those on Days 2 and 4. Rates of PO4
32 efflux increased in SMSC-

cores as the experiment progressed (Linear Regression,

R2 = 0.730, p,0.001), which probably explains the significant

interactions. Further, this increase together with a spike in PO4
32

efflux in SM-cores on Day 8, likely explains the significance of

experimental day. PO4
32 fluxes varied significantly between S and

SMSC-cores, but not between S and SM or SM- and SMSC-

cores. There was a PO4
32 influx in S-cores during all but the dark

hours of Day 12, whilst there was a mean PO4
32 efflux of

.0.2 mmol m22 h21 in SMSC-cores during all but the light and

dark hours of Day 2. Although there was no significant difference

between SM and SMSC-cores, the mean efflux from SM-cores

only exceeded 0.2 mmol m22 h21 twice from Day 2–12.

Sediment Oxygen Dynamics
Significant differences between light and dark hours for total O2

exchange (TOE), depth integrated O2 consumption/production

(R) and O2 penetration depth (OPD) demonstrate the importance

that microphyte photosynthesis had across all treatments in this

experiment (Table 1, 2). No significant difference in R was found

between I and S-cores during either light or dark hours (Table 1).

Likewise, the OPD’s in I and S-cores were similar during both

light and dark hours, ranging from 5.1–8.8 mm in S-cores and

from 6.1–9.3 mm in I-cores.

The addition of biodeposits had a significant effect on sediment

O2 dynamics. The OPD was significantly reduced in SM-cores in

comparison to S-cores, and, during dark hours, TOE (consump-

tion) was significantly higher in SM-cores than S-cores (Table 2).

During light hours, however, no significant difference was found in

TOE or R between S and SM-cores (Table 1). No significant

difference in R was detected between S and SM-cores during dark

hours. Nonetheless, the mean R in SM-cores was considerably

higher than in S-cores, and there was no overlap in the data. Thus,

a significant difference may have been obscured by low

replication.

Neither TOE during dark hours nor R during light hours

differed significantly between SM and SMSC-cores (Table 1). In

spite of this, the mean TOE in SM-cores during light hours was

considerably higher than that of SMSC-cores–SM-cores exhibiting

net O2 production (5866222 mm m22 h21) and SMSC-cores net

O2 consumption (22296191 mm m22 h21) (Table 2). Further-

more, there was no overlap in the data, suggesting that low

replication may have again obscured any significant difference.

The mean R during light hours was slightly lower in SMSC-cores

than in SM-cores although SMSC-cores had a considerably larger

standard error. Indeed, two SMSC-cores exhibited R values (1202

and 1238 mmol m22 h21) higher than in any SM-core whilst the

other two were lower than in any SM-core (499 and

2449 mmol m22 h21). During dark hours R was slightly higher

in SMSC-cores than in SM-cores and the OPD (during both light

Figure 1. Mean OM content (%), chlorophyll a and pheopigment concentrations (mg g dw21) and bacterial abundance
(107 cells cm23) at intervals in the top 5 cm of sediment. Error bars represent the standard error about the mean in the positive direction only.
doi:10.1371/journal.pone.0050031.g001
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and dark hours) was slightly shallower in SMSC-cores than in SM-

cores, however these differences were not significant.

Comparisons between R and TOE suggest that diffusive O2

exchange contributed most to TOE in SMSC-cores. During dark

hours, R accounted for 24% of the mean TOE in S-cores, 21% in

SM-cores and 28% in SMSC-cores. During light hours, R

accounted for 76% of TOE in S-cores and 146% in SM-cores.

The percentage could not be quantified for SMSC-cores because

TOE was negative and R positive, but suffice to say that R

indicated considerably higher production than TOE.

Discussion

The deposit-feeding sea cucumber Australostichopus mollis

suppressed benthic microalgae and facilitated bacterial activity,

thus causing a shift in the balance of benthic production and

decomposition processes. The increased efflux of inorganic

nitrogen from the sediments in the presence of the sea cucumber

promoted algal productivity; however, grazing of the microphytes

by the sea cucumbers had a net negative effect on primary

producer biomass. The activities of this species enhanced bacterial

abundance, which facilitated mineralization processes and pro-

vides a mechanistic explanation for the observed reduction in

sediment OM content. These changes in geochemistry exemplify

Table 1. Summary of statistical analyses. ‘Repeated Measures ANOVA’ is abbreviated to ‘RM ANOVA’ in the table.

Parameter/treatment F
df (treatment,
error) p Post hoc

General sediment
characteristics

Porosity 23.7 3, 11 ,0.001 SMSC = SM.I = S

(0–0.5 cm) Organic matter 28.98 3, 12 ,0.001 SM.SMSC.I = S

Chorophyll a 19.05 3, 10 ,0.001 SM.SMSC = I = S

Pheopigment 64.94 3, 9 ,0.001 SM = SMSC.I = S

Total chloro-pigment 57.13 4, 16 ,0.001 A. mollis feces = mussel feces = SM.SMSC

Bacterial abundance 12.36 2, 9 0.003 SMSC.SM = S

Nutrient exchange pre test NH4
+ solute exchange 1.1 3, 11 0.389

(One-way ANOVA) NOx solute exchange 2.36 3, 12 0.123

PO4
32 solute exchange 0.53 3, 12 0.673

NH4
+ exchange experimental day 6.91 6, 88 ,0.001 Day 2 differed from Days 4–14

(RM ANOVA) light/dark 2.39 1, 88 0.126

treatment 21.54 2, 8 0.001 SMSC.SM = S

experimental day*light/dark 10.61 6, 88 0.001

experimental day*treatment 3.16 12, 88 0.001

NOx exchange experimental day 6.78 6, 116 ,0.001 Day 14 differed from Days 2–12

(RM ANOVA) light/dark 0.13 1, 116 0.715

treatment 3.43 2, 9 0.078

experimental day*light/dark 2.82 6, 116 0.014

PO4
32 exchange experimental day 1.22 6, 116 0.303 Day 14 differed from Days 2–12

(RM ANOVA) light/dark 4.44 1, 116 0.037

treatment 2.58 2, 9 0.13

experimental day*treatment 3.46 12, 116 ,0.001

experimental day*treatment*light/
dark

4.5 12, 116 ,0.001

PO4
32 exchange (RM ANOVA) experimental day 3.63 5, 98 0.005 Day 8 differed from Days 2 and 4

(excluding Day 14) treatment 8.1 2, 9 0.01 SMSC = SM, SMSC.S, SM = S

experimental day*light/dark 3.69 5, 98 0.004

experimental day*treatment 2.84 10, 98 0.004

TOE (RM ANOVA) light/dark 169.92 1, 6 ,0.001

TOE (One-way ANOVA) treatment (dark hours) 27.82 2, 6 0.001 SM = SMSC.S

treatment (light hours) 5.39 2, 6 0.046 SMSC = SM, SMSC.S, SM = S

OPD (RM ANOVA) light/dark 56.55 1, 12 ,0.001

treatment 31.16 3, 12 ,0.001 SMSC = SM,I = S

R (RM ANOVA) light/dark 61.16 1, 12 ,0.001

R (One-way ANOVA) tr. (dark hours) 7.81 3, 12 0.004 S = I, SM, SM.I, SMSC = SM, SMSC.I, S

tr. (light hours) 0.224 3, 12 0.878

doi:10.1371/journal.pone.0050031.t001
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Figure 2. Pigment concentrations in the top 0.5 cm of sediment in S, SM and SMSC-cores, A. mollis feces (F) and mussel biodeposits
(B). (A) The total concentration of chloro-pigment (mg g dw21) and (B) the mean proportion (%) of chlorophyll a and pheopigment. Error bars
represent the standard error about the mean.
doi:10.1371/journal.pone.0050031.g002
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the significant role sea cucumbers can play in ameliorating the

effects of eutrophication and influencing nutrient cycling in coastal

ecosystems.

Sea Cucumbers Stimulate Bacteria and Facilitate OM
Decomposition

The deposit-feeding sea cucumbers increased bacterial abun-

dance and OM remineralization rates in coastal sediments, thus

providing a mechanism for enhanced OM decomposition in the

presence of bioturbators. The addition of mussel biodeposits

significantly increased OM content (Figure 1) and pigment

concentration (Figure 2) in surface sediment, consistent with

previous studies [30,31,32]. However, OM content was reduced

and nutrient efflux significantly elevated in sediment with A. mollis,

suggesting increased decomposer activity. Bacterial counts in the

sediment surface (Figure 1) and diurnal patterns in O2 exchange

(Table 2) demonstrate that A. mollis had a positive effect on

bacterial abundance. A. mollis respiration consumed only

2284664 mm m22 h21 relative to an O2 demand of

21,4116123 mm m22 h21 (Table 2) for other metabolic process-

es including bacterial decomposition. The stimulatory effects of

benthic infauna (e.g., polychaetes) on bacterial activity are well

documented [21,33,34], with positive interactions attributed to the

removal of inhibitory metabolites and the increased aerobic

sediment area associated with burrows and irrigation activity of

infauna [21]. Here we demonstrate that surface deposit-feeding

holothurians also stimulate bacteria through their reworking and

mixing of sediment particles (bioturbation) [35].

In addition, A. mollis may have enhanced bacteria through

deposition of feces in surface sediments. Fresh feces of holothurians

are enriched in organic matter (indicated by pigment concentra-

tions; Figure 2) and bacteria [36]. Moreover, the reduced diffusive

distances between food sources within these feces, and its

enhanced degradation state [37], may facilitate bacterial prolifer-

ation [32]. We propose that by reworking and reconstituting

sediment, A. mollis may provide preferable surface areas for

microbial decomposers, thus explaining their net positive effect on

bacterial abundance. When coupled with evidence that bacteria

may also have a positive effect on sea cucumbers–by enhancing

the ‘bioavailability’ of less labile organic matter [35], it is clear that

sea cucumber-bacterial interactions warrant further research.

Overall, sediment OM content was significantly reduced in the

presence of A. mollis, despite the high OM content in fresh A. mollis

feces and elevated bacterial abundance. While a higher proportion

of sediment OM content would have comprised bacteria in

SMSC-cores, bacteria have a maximum growth efficiency of

around 50% [38]. Thus, ,50% of organic matter assimilated by

bacteria is retained as sediment OM in the form of new bacterial

biomass, while the remainder is respired in inorganic form.

Accordingly, the presence of the microbial decomposers and the

reduced assimilation of remineralized nutrients by producers (see

below) resulted in a net overall decrease in sediment OM content

in the presence of A. mollis. While previous studies have argued the

potential of sea cucumbers to counter eutrophication directly

through their own energy requirements [7,8], our study demon-

strates that sea cucumbers can also ameliorate the effects of

eutrophication indirectly through facilitation of bacterial decom-

posers.

The possibility that A. mollis created favorable conditions for

bacteria by inducing changes in the benthic meiofauna should also

be considered as bioturbation can negatively impact some

meiofauna [39]. The current study does not include meiofauna

as this was not the focus of our study, and thus we cannot assess

the role of meiofauna on bacteria. Regardless of the specific

mechanism, our findings demonstrate that bacteria were stimu-

lated in the presence of omnivorous deposit-feeding sea cucumbers

and thus support the theory that bacterial facilitation may be

important for the persistence of omnivory in some benthic

communities [17].

The addition of biodeposits [32] and bioturbation [1] can affect

sediment geochemistry and nutrient exchange between the

sediment and overlying seawater. Bioturbators can increase the

efficiency of diffusive solute transport [40] due to interphase

mixing [41], which may have contributed to the elevated release of

nutrients in SMSC-cores. However, as no significant difference

was detected in porosity between SM and SMSC-cores, there is no

immediate support for this idea. Rather, bacterial counts (Figure 1)

and oxygen data (Table 2) demonstrate that bacteria proliferated

in the presence of sea cucumbers and this promoted OM

decomposition and affected benthic–pelagic exchange of nutrients.

The influx of NOx tended to be lower when A. mollis was present

(Figure 3), while there was increased availability of NH4
+ that

would aid nitrification (bacteria-mediated oxidation of NH4
+ to

NOx) and decrease the demand of denitrifiers for external sources

of NOx. With readily available NH4
+, O2 may be the main factor

limiting nitrification, perhaps explaining the reduced influx of

NOx. The presence of A. mollis tended to increase the efflux of

PO4
32, which, until Day 14, demonstrated a significant positive

correlation with time. In oxic conditions PO4
32 is readily

absorbed by iron oxides [42]. Thus, the A. mollis-induced

producer–decomposer shift would be expected to reduce O2

availability and hence promote the efflux of PO4
32. Clearly

through direct producer–decomposer interactions, A. mollis also

indirectly influenced a number of other sediment biogeochemical

processes including benthic-pelagic nutrient cycling. The range

and complexity of bioturbator-sediment biogeochemical interac-

tions documented in our study is consistent with that of previous

authors [1,2] and reiterates that diminished bioturbator abun-

Figure 3. The mean flux of NH4
+, NOx, and PO4

32 (mmol m22 h21) for each treatment on each of the experimental days. Error bars
represent the standard error about the mean. The black arrow illustrates when the first biodeposits were added. White areas signify light hours and
grey areas dark hours.
doi:10.1371/journal.pone.0050031.g003

Table 2. Comparisons of the oxygen penetration depth
(OPD), total (TOE) and depth-integrated O2 consumption rates
(R) for each treatment (I, S, SM and SMSC-cores) during dark
hours and light hours.

Dark
hours

Light
hours

Treat. R TOE OPD R TOE OPD

I 2162627 – 8.660.7 8236191 – 10.760.8

S 2202630 2827641 7.860.6 6486202 8496300 10.260.3

SM 2353650 21686664 4.760.4 8536121 5866222 6.860.1

SMSC 2390648 214116123 4.060.4 6236396 22296191 6.160.4

All rates of O2 consumption/production are in mmol m22 h21. Note: positive
values indicate production and negative values consumption.
doi:10.1371/journal.pone.0050031.t002
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dance is likely to have a considerable impact on sediment

geochemistry and ecology in coastal ecosystems [6,2].

Sea Cucumbers Influence Producer Biomass Directly and
Indirectly

The presence of deposit-feeding sea cucumbers directly

influenced producer biomass through bioturbation and grazing,

and indirectly influenced nutrient fluxes that affected microphytes

(Fig. S1). The presence of A. mollis had a positive effect on NH4
+

efflux from the organically enriched sediment during both light

and dark hours (Figure 3). As NH4
+ is an animal excretory product

[23], the direct metabolic activity of A. mollis contributed to the

observed NH4
+ efflux. However, these bioturbators also indirectly

promoted efflux of nitrogen from the sediments by facilitation of

bacterial decomposers that enhanced mineralization rates (see

above). Without the sea cucumbers (SM-cores), benthic producers

and decomposers maintained a tight balance, with MPB biomass

increasing in accordance with enhanced decomposer biomass so

that rates of NH4
+ efflux remained negligible (Figure 3). However,

when sea cucumbers were added to the cores, grazing and

bioturbation suppressed MPB, which further promoted NH4
+

efflux from the sediments into the overlying seawater.

Nutrient subsidies from biodeposits enhanced benthic algal

biomass (Figure 2; Fig. S2), but grazing by sea cucumbers resulted

in a net reduction in MPB biomass at high densities of A. mollis.

Indeed, NH4
+ flux approximated zero in cores with biodeposit

additions (SM-cores), suggesting assimilation of inorganic nitrogen

by the microphytes on the sediment surface. Moreover, in spite of

elevated O2 consumption in SM-cores (Table 2), there was no

significant difference in the total net O2 production in S and SM-

cores–a clear indication of greater MPB biomass in sediment with

biodeposits.

Grazing by the deposit feeding sea cucumbers (indicated by

high pigment concentrations in A. mollis feces; Figure 2) signif-

icantly reduced surface sediment algal biomass (Figure 1), and

outweighed any positive sea cucumber–microphyte interactions

(e.g., increased nutrient availability). By contrast, some studies

have documented a net positive effect of deposit-feeding

bioturbators (e.g., Echinocardium sp.) on microphytes [2,43]. This

may relate to species-specific differences in resource use [44],

which would caution against classifications such as ‘deposit-feeding

bioturbator’ when predicting functional roles of benthic organ-

isms.

Bioturbator density may also explain the disparity between our

findings and that of some previous studies since bioturbator

density can have a non-linear effect on microbial interactions [45].

This experiment used high sea cucumber densities (,1500 g m22)

as A. mollis has good survivorship at this density in organically-

enriched sediments [7] and since we wanted to test their potential

for intensive aquaculture applications. There was a net increase in

the biomass of sea cucumbers during our experiment, indicating

that the density used and the experimental conditions did not

adversely affect the physical condition of A. mollis. Other studies,

by contrast, have used lower densities of bioturbators. Alterna-

tively, our findings may demonstrate the importance of produc-

tivity gradients in determining the strength of the effect of sea

cucumber–microphyte interactions. Plant community interactions

can become less positive, or even negative as the environments

fertility increases [26,46]. A similar ‘dynamic’ relationship may

exist between bioturbators and MPB, whereby the increased

nutrient availability associated with bioturbation becomes less

important for MPB in nutrient rich sediments, although this

mechanism would require further investigation.

The ability of microphytes to control regeneration of nutrients

following significant deposition of algal detritus has not been

demonstrated to date. Our findings demonstrate that MPB were

stimulated by the addition of mussel biodeposits, and this

increased algal biomass in turn, influenced the benthic–pelagic

exchange of nutrients (see above). High MPB activity can starve

nitrifiers of NH4
+, driving denitrifiers demand for external sources

(influx) of NOx [47]. Any PO4
32 not assimilated directly by MPB

likely bonded with iron and manganese oxides in the O2 saturated

pore spaces that result from MPB photosynthesis. Given the

importance of phytodetritus for coastal food webs and biogeo-

chemical cycles [48], the relationship between pelagic productiv-

ity, deposition, and benthic productivity is an important area for

future research.

Conclusions
By facilitating bacterial abundance and suppressing microphy-

tobenthos, deposit-feeding sea cucumbers shift the microbial

balance in organically enriched marine sediments and redistribute

dissolved nutrients from the sediments into the pelagic environ-

ment. The associated ecosystem-level effects–significant changes in

nutrient cycling and sediment OM content, demonstrate that sea

cucumbers play an important functional role in the ecology of

coastal ecosystems and may be used to counter eutrophication

effects of finfish or bivalve farms.

Materials and Methods

Study Design
Sixteen intact sediment cores (ID = 8.4 cm, acrylic tube

length = 30 cm) were collected by SCUBA at 10 m (T = 10.5uC,

S = 32) in Four Fathom Bay (173u52.5’E, 41u09.1’S), Marlborough

Sounds, New Zealand, at a site unaffected by aquaculture farms

and where A. mollis is commonly found. The cores were

transported on ice in the dark to the laboratory where they were

connected to a stirred flow-through system in a controlled

temperature (CT) room set at 10uC and with a 12:12 light/dark

cycle. The photosynthetic active radiation (PAR) incident to the

sediment core surface was 12 mmol quanta s21 m22, simulating in

situ conditions [30]. Cores were left to settle for five days and the

experiment conducted over the following 14 days. Seawater was

maintained at 1061uC and supplied to each core at a rate of

5065 ml min21. The overlying seawater in each core was stirred

with a motor-driven magnetic rod to ensure a homogeneous,

oxygenated water column that did not resuspend the sediment.

Fresh mussel feces and pseudo-feces (feces hereafter) were

collected from farmed mussels (Perna canaliculus). The flow-through

system was temporarily turned off and 5.161 g wet weight (w/w)

homogenized feces were added to the overlying water column of

eight cores on day 1 and every second day for 14 days of the

experiment. Total feces additions to each core equated to

425 g w/w m22 d21, which approximates the median deposition

rate beneath bivalve farms [29].

Nutrient fluxes were measured in all 16 cores before the

experiment. Initial O2 concentration microprofiles and sediment

characteristics were determined on four cores (I-cores). Four of the

remaining 12 cores were randomly selected as control cores with

sediment only (S-cores), whilst the other eight cores were treated

with mussel feces as described above. Four of these cores only

received mussel feces (SM-cores) and four also received cultured

juvenile (3–6 cm) sea cucumbers, Australostichopus mollis (SMSC-

cores). We used similar densities of sea cucumbers trialed under

mussel farms [7]: between five and six A. mollis individuals, which

equated to a biomass of 9.2–9.5 g added to each SMSC-core.
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Biomass of sea cucumbers was determined at the start and end of

the experiment after starvation for 48 hours.

Nutrient fluxes were measured on alternate days to feces

additions during the experiment. Total O2 exchange (TOE) was

measured in three randomly selected cores, one from each

treatment. At the end of the experiment, the S, SM, and

SMSC-cores were profiled for sediment O2 concentration,

drained, and sub-cored to determine sediment characteristics.

Sediment O2 Profiling
Sediment pore water O2 microprofiles were measured at

100 mm increments from above the diffusive boundary layer to a

maximum depth of 8 mm using a micromanipulator and a Clark-

type microelectrode (Unisense) [49]. Three O2 microprofiles were

measured in each of the 16 cores during both light and dark hours.

Light measurements began four hours after illumination and dark

measurements began when the lights had been off for four hours.

For consistency, replicate microprofiles were done in a triangular

convention, with each profile approximately halfway between the

center of the core and the side. In SMSC-cores, A. mollis feces were

avoided. Any profiles that passed through burrows (steep increase

in O2 concentration in anoxic sediment layer) were excluded from

the analyses. The mean O2 penetration depth (OPD) and depth-

integrated O2 consumption/production (R) was calculated for

each core using PROFIX software. R was computed using the

porosity and the curvature of the line of best fit for each cores

mean O2 profile [50].

Sediment Characteristics
Two sub-cores (ID = 2.6 cm) were taken from each core,

sectioned at 0–0.5, 0.5–1, 1–2, 2–4, and 4–6 cm intervals, to

measure porosity, total organic matter (TOM) and chloropigment

(chlorophyll a and pheopigment, its degradation products). A third

sub-core was taken from S, SM, and SMSC-cores and sectioned at

0–0.5, 0.5–1 and 1–1.5 cm to quantify bacterial abundance. A

sample of A. mollis feces was taken from each of the SMSC-cores

and analyzed for chloropigment concentration. Samples of

homogenized mussel biodeposits were taken on the first and last

days of the experiment and also analyzed for chloropigment.

Chloropigment, chlorophyll a and pheopigment concentrations

were quantified spectrophotometrically and TOM was quantified

using loss-on-ignition (500uC for 5 hours). Porosity was calculated

as described by [40].

Bacterial Abundance
Bacteria were isolated from the sediment following a modified

method of [51]. Three milliliters of sterilized seawater were added

to each sediment sample, sonicated (60 s), shaken vigorously and

left to settle (30 s), and this procedure repeated three times. 3 ml of

supernatant was filtered through a 5 mm filter and distributed

evenly into three cryovials that were frozen in liquid nitrogen and

stored in a 280uC freezer. These three sub-samples were counted

and the mean bacterial counts (n = 3) used for statistical analyses.

Bacterial counts were determined by flow cytometry using a

FACSCalibur instrument (Becton Dickinson). The sheath fluid

was 0.2 mm filtered, de-ionized water and the analyzed volume

was calculated using TrucountTM (Becton Dickinson) beads as a

tracer. Bacteria samples were stained using SYBRII stain at a

concentration of 1024 of stock solution and then incubated in the

dark for 10–15 minutes before being analyzed following the

methods described by [52].

Nutrient and O2 Solute Exchange Rates
Nutrient flux and O2 measurements were conducted during

light and dark hours, except the pre-experiment nutrient

measurements that were conducted only in the dark. As for O2

microprofiles, light measurements began four hours after illumi-

nation, and dark measurements began when the lights had been

off for four hours. Solute exchange rates were quantified using

core incubations (3.5–6 h) and taking water samples at the

beginning and end of the incubation period to measure nutrient

(25 ml) and dissolved O2 (60 ml) concentrations. Nutrient samples

were immediately filtered (Whatman GF/C) and frozen at 220uC
before being analyzed within one month for NOx (as

NO3
2+NO2

2), NH4
+ and PO4

32 using a QuikChem 8000

Automated Ion Analyzer (Lachat Instruments Inc., Milwaukee,

WI, USA). The Winkler method was used to determine O2

concentrations.

To isolate the effect of A. mollis on the sediment O2

consumption, we measured their respiration after the 14-day

experiment. After starvation and weighing, the sea cucumbers

were fed mussel feces in the same quantities used during the

experiment. Each group of sea cucumbers was transferred into a

core containing sediment void of OM (ashed at 500uC for 5 h).

Using the same procedure as for O2 flux measurements, the rate at

which each group of sea cucumbers consumed O2 was quantified

during both light and dark hours. The values were used to correct

the TOE in SMSC-cores. Oxygen production values are presented

as positive fluxes and consumption as negative fluxes.

Statistical Analysis
One-way ANOVAs (a= 0.05) were used to compare sediment

characteristics across the four treatments at each depth interval.

One-way ANOVA analyses were used to compare chloropigment

in A. mollis feces, mussel feces, S, SM, and SMSC-cores and to test

for differences in nutrient concentrations among I, S, SM and

SMSC-cores before the experiment. For nutrient data collected

after mussel feces additions, Repeated Measures ANOVA tests

were used with experimental day and day/night (diurnal) as the

repeated measures factors, and core type as the third factor.

Repeated Measures ANOVAs were also used to test for significant

differences in OPD, R, and TOE with day/night as the repeated

measures factor and core type as the other factor. When significant

interactions were detected, one-way ANOVAs were employed.

Assumptions of normality and equality of variances were tested

using Levene’s test of equality and residual plots. Any data points

identified as outliers by residual plots were further investigated,

and when appropriate, eliminated from the analysis. Some

sediment characteristics data were log10 transformed to meet the

assumptions of normality.

Supporting Information

Figure S1 Schematic depicting the direct (solid lines)
and indirect (dashed lines) effects of the sea cucumber,
Australosticopus mollis, on remineralization and nitro-
gen efflux from the sediments, microphytobenthos
biomass and bacterial abundance. The direction of the

interaction, positive (+) or negative (2) is indicated and stronger

interactions are illustrated in bold arrows.

(TIF)

Figure S2 The sediment surface of a core (A) with no
biodeposits only (S-core), (B) with biodeposits (SM-core)
and (C) with biodeposits and sea cucumbers (SMSC-
cores). Microphytobenthos (MPB) (shown by a copper surface
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film) were stimulated following biodeposit additions (B) but were

visually disrupted in the presence of epibenthic sea cucumbers.

(EPS)

Acknowledgments

Marlborough Mussel Company are thanked for logistical support during

sediment core collection and the New Zealand National Institute of Water

and Atmospheric Research (NIWA) Mahanga Bay hatchery for supplying

the juvenile sea cucumbers. We are also grateful to R. van Baalen, A.

Growcott, I. Ruza, K. Thompson, and D. Pritchard, who provided

assistance with core collection and laboratory analysis. A. Karlson and P.K.

Probert kindly provided comments on earlier versions of this manuscript.

Author Contributions

Conceived and designed the experiments: TM JS-D CS. Performed the

experiments: TM. Analyzed the data: TM JS-D KV CS. Wrote the paper:

CS TM. Provided comments: KV JS-D.

References

1. Meysman FJR, Middelburg JJ, Heip CHR (2006) Bioturbation: a fresh look at

Darwin’s last idea. Trends in Ecology & Evolution 21: 688–695.

2. Lohrer AM, Thrush SF, Gibbs MM (2004) Bioturbators enhance ecosystem
function through complex biogeochemical interactions. Nature 431: 1092–1095.

3. Polis GA (1998) Ecology - Stability is woven by complex webs. Nature 395: 744–

745.

4. Michener WK, Baerwald TJ, Firth P, Palmer MA, Rosenberger JL, et al. (2001)

Defining and unraveling biocomplexity. Bioscience 51: 1018–1023.

5. Anderson SC, Flemming JM, Watson R, Lotze HK (2011) Rapid Global

Expansion of Invertebrate Fisheries: Trends, Drivers, and Ecosystem Effects.

PLOS ONE 6.

6. Thrush SF, Dayton PK (2002) Disturbance to marine benthic habitats by
trawling and dredging: Implications for marine biodiversity. Annual Review of

Ecology and Systematics 33: 449–473.

7. Slater MJ, Carton AG (2007) Survivorship and growth of the sea cucumber
Australostichopus (Stichopus) mollis (Hutton 1872) in polyculture trials with green-

lipped mussel farms. Aquaculture 272: 389–398.

8. Slater MJ, Carton AG (2009) Effect of sea cucumber (Australostichopus mollis)
grazing on coastal sediments impacted by mussel farm deposition. Marine

Pollution Bulletin 58: 1123–1129.

9. Naylor RL, Hardy RW, Bureau DP, Chiu A, Elliott M, et al. (2009) Feeding

aquaculture in an era of finite resources. Proceedings of the National Academy
of Sciences of the United States of America 106: 18040–18040.

10. Middelburg JJ, Levin LA (2009) Coastal hypoxia and sediment biogeochemistry.

Biogeosciences 6: 1273–1293.

11. Pearson TH, Rosenberg R (1978) Macrobenthic succession in relation to organic
enrichment and pollution of the marine environment. Oceanography and

Marine Biology Annual Review 16: 229–311.

12. Soetaert K, Middelburg JJ, Herman PMJ, Buis K (2000) On the coupling of
benthic and pelagic biogeochemical models. Earth-Science Reviews 51: 173–

201.

13. Marcus NH, Boero F (1998) Minireview: The importance of benthic-pelagic
coupling and the forgotten role of life cycles in coastal aquatic systems.

Limnology and Oceanography 43: 763–768.

14. Goldburg R, Naylor R (2005) Future seascapes, fishing, and fish farming.

Frontiers in Ecology and the Environment 3: 21–28.

15. Neori A, Troell M, Chopin T, Yarish C, Critchley A, et al. (2007) The need for a
balanced ecosystem approach to blue revolution aquaculture. Environment 49:

37–43.

16. Troell M, Ronnback P, Halling C, Kautsky N, Buschmann A (1999) Ecological
engineering in aquaculture: use of seaweeds for removing nutrients from

intensive mariculture. Journal of Applied Phycology 11: 89–97.

17. HilleRisLambers R, van de Koppel J, Herman PMJ (2006) Persistence despite
omnivory: benthic communities and the discrepancy between theory and

observation. Oikos 113: 23–32.

18. Diehl S (2003) The evolution and maintenance of omnivory: Dynamic

constraints and the role of food quality. Ecology 84: 2557–2567.

19. Bruno JF, Stachowicz JJ, Bertness MD (2003) Inclusion of facilitation into

ecological theory. Trends in Ecology & Evolution 18: 119–125.

20. van Nugteren P, Herman PMJ, Moodley L, Middelburg JJ, Vos M, et al. (2009)

Spatial distribution of detrital resources determines the outcome of competition
between bacteria and a facultative detritivorous worm. Limnology and

Oceanography 54: 1413–1419.

21. Kristensen E (2000) Organic matter diagenesis at the oxic/anoxic interface in
coastal marine sediments, with emphasis on the role of burrowing animals.

Hydrobiologia 426: 1–24.

22. Plante CJ, Jumars PA, Baross JA (1990) Digestive associations between marine
detritivores and bacteria. Annual Review of Ecology and Systematics 21: 93–

127.

23. Uthicke S (2001) Nutrient regeneration by abundant coral reef holothurians.

Journal of Experimental Marine Biology and Ecology 265: 153–170.

24. Uthicke S, Klumpp DW (1998) Microphytobenthos community production at a
near-shore coral reef: Seasonal variation and response to ammonium recycled by

holothurians. Marine Ecology Progress Series 169: 1–11.

25. Uthicke S (1999) Sediment bioturbation and impact of feeding activity of
Holothuria (Halodeima) atra and Stichopus chloronotus, two sediment feeding

holothurians, at Lizard Island, Great Barrier Reef. Bulletin of Marine Science
64: 129–141.

26. Maestre FT, Bautista S, Cortina J (2003) Positive, negative, and net effects in

grass-shrub interactions in mediterranean semiarid grasslands. Ecology 84:

3186–3197.

27. Giles H, Pilditch CA, Nodder SD, Zeldis JR, Currie K (2007) Benthic oxygen

fluxes and sediment properties on the northeastern New Zealand continental

shelf. Continental Shelf Research 27: 2373–2388.

28. Christensen PB, Glud RN, Dalsgaard T, Gillespie P (2003) Impacts of longline

mussel farming on oxygen and nitrogen dynamics and biological communities of

coastal sediments. Aquaculture 218: 567–588.

29. Hartstein ND, Stevens CL (2005) Deposition beneath long-line mussel farms.

Aquacultural Engineering 33: 192–213.

30. Kaspar HF, Gillespie PA, Boyer IC, Mackenzie AL (1985) Effects of mussel

aquaculture on the nitrogen-cycle and benthic communities in Kenepuru Sound,

Marlborough Sounds, New Zealand. Marine Biology 85: 127–136.

31. Nizzoli D, Welsh DT, Bartoli M, Viaroli P (2005) Impacts of mussel (Mytilus

galloprovincialis) farming on oxygen consumption and nutrient recycling in a

eutrophic coastal lagoon. Hydrobiologia 550: 183–198.

32. Giles H, Pilditch CA (2006) Effects of mussel (Perna canaliculus) biodeposit

decomposition on benthic respiration and nutrient fluxes. Marine Biology 150:

261–271.

33. Aller JY, Aller RC (1986) Evidence for localized enhancement of biological

activity associated with tube and burrow structures in deep-sea sediments at the

HEBBLE site, western North Atlantic. Deep Sea Research Part a. Oceano-

graphic Research Papers 33: 755–790.

34. Marinelli RL, Lovell CR, Wakeham SG, Ringelberg DB, White DC (2002)

Experimental investigation of the control of bacterial community composition in

macrofaunal burrows. Marine Ecology Progress Series 235: 1–13.

35. Roberts D, Gebruk A, Levin V, Manship BAD (2000) Feeding and digestive

strategies in deposit-feeding holothurians. Oceanography and Marine Biology

38: 257–310.

36. Amon RMW, Herndl GJ (1991) Deposit feeding and sediment II. Interrela-

tionship between Holothuria tubulosa (Holothurioidea, Echinodermata) and the

sediment microbial community. Marine Ecology 12: 163–174.

37. Sun MY, Aller RC, Lee C, Wakeham SG (1999) Enhanced degradation of algal

lipids by benthic macrofaunal activity: Effect of Yoldia limatula. Journal of Marine

Research 57: 775–804.

38. del Giorgio PA, Cole JJ (1998) Bacterial growth efficiency in natural aquatic

systems. Annual Review of Ecology and Systematics 29: 503–541.

39. Lohrer AM, Chiaroni LD, Hewitt JE, Thrush SF (2008) Biogenic disturbance

determines invasion success in a subtidal soft-sediment system. Ecology 89:

1299–1307.

40. Burdige DJ (2006) Geochemistry of Marine Sediments. Princeton University

Press: Princeton and Oxford.

41. Meysman FJR, Boudreau BP, Middelburg JJ (2005) Modeling reactive transport

in sediments subject to bioturbation and compaction. Geochimica et

Cosmochimica Acta 69: 3601–3617.

42. Sundby B, Gobeil C, Silverberg N, Mucci A (1992) The phosphorus cycle in

coastal marine sediments. Limnology and Oceanography 37: 1129–1145.

43. Thrush SF, Hewitt JE, Gibbs M, Lundquist C, Norkko A (2006) Functional role

of large organisms in intertidal communities: Community effects and ecosystem

function. Ecosystems 9: 1029–1040.

44. Godbold JA, Rosenberg R, Solan M (2009) Species-specific traits rather than

resource partitioning mediate diversity effects on resource use. PLOS ONE 4.

45. Aira M, Sampedro L, Monroy F, Dominguez J (2008) Detritivorous earthworms

directly modify the structure, thus altering the functioning of a microdecomposer

food web. Soil Biology & Biochemistry 40: 2511–2516.

46. Pugnaire FI, Luque MT (2001) Changes in plant interactions along a gradient of

environmental stress. Oikos 93: 42–49.

47. Dalsgaard T (2003) Benthic primary production and nutrient cycling in

sediments with benthic microalgae and transient accumulation of macroalgae.

Limnology and Oceanography 48: 2138–2150.

48. Karlson AML, Nascimento FJA, Naslund J, Elmgren R (2010) Higher diversity

of deposit-feeding macrofauna enhances phytodetritus processing. Ecology 91:

1414–1423.

49. Revsbech NP (1989) An oxygen microsensor with a guard cathode. Limnology

and Oceanography 34: 474–478.

Sea Cucumbers Reduce Organic Matter Loading

PLOS ONE | www.plosone.org 10 November 2012 | Volume 7 | Issue 11 | e50031



50. Berg P, Risgaard-Petersen N, Rysgaard S (1998) Interpretation of measured

concentration profiles in sediment pore water. Limnology and Oceanography
43: 1500–1510.

51. Epstein SS, Rossel J (1995) Enumeration of sandy sediment bacteria - Search for

optimal protocol Marine Ecology Progress Series 117: 289–298.

52. Lebaron P, Parthuisot N, Catala P (1998) Comparison of blue nucleic acid dyes

for flow cytometric enumeration of bacteria in aquatic systems. Applied and

Environmental Microbiology 64: 1725–1730.

Sea Cucumbers Reduce Organic Matter Loading

PLOS ONE | www.plosone.org 11 November 2012 | Volume 7 | Issue 11 | e50031


