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Thermal discharge-created increasing 
temperatures alter the bacterioplankton 
composition and functional redundancy
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Abstract 

Elevated seawater temperature has altered the coupling between coastal primary production and heterotrophic 
bacterioplankton respiration. This shift, in turn, could influence the feedback of ocean ecosystem to climate warming. 
However, little is known about how natural bacterioplankton community responds to increasing seawater tempera-
ture. To investigate warming effects on the bacterioplankton community, we collected water samples from tempera-
ture gradients (ranged from 15.0 to 18.6 °C) created by a thermal flume of a coal power plant. The results showed 
that increasing temperatures significantly stimulated bacterial abundance, grazing rate, and altered bacterioplankton 
community compositions (BCCs). The spatial distribution of bacterioplankton community followed a distance similar-
ity decay relationship, with a turnover of 0.005. A variance partitioning analysis showed that temperature directly 
constrained 2.01 % variation in BCCs, while temperature-induced changes in water geochemical and grazing rate indi-
rectly accounted for 4.03 and 12.8 % of the community variance, respectively. Furthermore, the relative abundances of 
24 bacterial families were linearly increased or decreased (P < 0.05 in all cases) with increasing temperatures. Notably, 
the change pattern for a given bacterial family was in concert with its known functions. In addition, community 
functional redundancy consistently decreased along the temperature gradient. This study demonstrates that elevated 
temperature, combined with substrate supply and trophic interactions, dramatically alters BCCs, concomitant with 
decreases in functional redundancy. The responses of sensitive assemblages are temperature dependent, which could 
indicate temperature departures.
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Introduction
Climate warming has led to an accelerating pace of 
elevated seawater temperature (EST) (Brown et  al. 
2004), which is evidenced by long-term observations 
and prediction model (Pachauri et  al. 2014; Vezzulli 
et  al. 2012). The EST has imposed negative effects on 
ocean ecosystems (Hoegh-Guldberg and Bruno 2010), 
such as expanded range of red tides (McLeod et  al. 
2012), enhanced mass mortality of benthic organisms 
(Coma et  al. 2009), and increased virulence of bacterial 

pathogens (Bally and Garrabou 2007). The indoor mes-
ocosms studies have found that warming tightens the 
coupling between phytoplankton production and bacte-
rial respiration, thus leading to an increased recycling of 
organic matter (and CO2) (Hoppe et al. 2008; Scheibner 
et al. 2014; Wohlers et al. 2009). It is now recognized that 
the biological carbon pool of the oceans largely relies on 
the balance between primary production and microbial 
respiration (Calleja et al. 2005), which is one of the major 
uncertainties in predicting future climate warming. How-
ever, despite its importance, the knowledge on how bac-
terioplankton community responds to ocean warming is 
scarce.

Long-term observational data have shown that ocean 
warming significantly alters microbial community 
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composition (Hoegh-Guldberg and Bruno 2010; Vezzulli 
et al. 2012). However, this approach is restricted because 
there are few long-term data sets available. Alterna-
tively, laboratory manipulation of temperature has been 
adopted to address warming effects on microbial activi-
ties, while the conclusions are contradictory (Hoppe 
et al. 2008; Sarmento et al. 2010; Wohlers et al. 2009). For 
example, bacterial respiration is consistently accelerated 
(Hoppe et  al. 2008), or unaffected (Wohlers et  al. 2009) 
along seawater temperature gradient. Interestingly, there 
are similarly confusing results regarding the structures of 
bacterioplankton community, with some cases showing 
thermal sensitivity (Dziallas and Grossart 2011; Scheib-
ner et al. 2014), and others not (Shade et al. 2012b). It is 
likely that the direct warming effects are overridden by 
other abiotic and/or biotic factors, e.g., warming-induced 
changes in nutrient levels and grazing rate. Consist-
ently, a few studies have shown that predation pressure 
is the major driver of differences in bacterial assemblages 
(Scheibner et al. 2014; Zöllner et al. 2009). However, the 
stochastic nature of hydrology, i.e., daily tide and water 
flow, could create pronounced homogeneity of micro-
bial communities (Finlay 2002), consequently modify or 
even obscure the warming effects. Nevertheless, to pre-
dict the consequences of ocean warming on microbial 
assemblages, analyses of natural communities in  situ 
environmental conditions might yield different, and per-
haps more reliable, inferences of underlying temperature 
relationships than the responses derived from simula-
tion experiments. Indeed, it is likely that the microbial 
communities respond differentially to natural and 
experimental seawater warming (Sarmento et  al. 2010). 
Furthermore, available microcosm and/or mesocosm 
experiments to date only design one or two elevated 
temperature levels (Dziallas and Grossart 2011; Lindh 
et al. 2013; Scheibner et al. 2014). For these reasons, it is 
unclear whether the responses of the natural bacterio-
plankton community are temperature dependent, mir-
roring what has been observed in artificial experiments 
(Hoppe et al. 2008). Given the functional importance of 
microbial community in biogeochemical cycling (Azam 
and Malfatti 2007), the linkage between microbial com-
position and function have received considerable atten-
tion. However, no consensus has been emerged, with 
some studies show a close interplay between microbial 
community composition and ecosystem function (Logue 
et al. 2016; Wu et al. 2015; Xiong et al. 2015b), while oth-
ers demonstrate weak (Lindström et al. 2010), or incon-
sistent (Freimann et  al. 2013; Langenheder et  al. 2005) 
associations. A plausible explanation for these discrepant 
patterns is that microbial communities exhibit functional 
redundancy (different microbial communities execute a 
functional process at the same rate) (Allison and Martiny 

2008). Findings from both field studies (Vezzulli et  al. 
2012) and laboratory experiments (Dziallas and Gros-
sart 2011; Scheibner et al. 2014) have shown, for example, 
that warming exerts a strong filtering effect on bacterio-
plankton assemblages (Adams et  al. 2010). Changes in 
bacterial composition, in turn, could alter functional 
redundancy (Allison and Martiny 2008). Recently, func-
tional redundancy has been applied as an index to evalu-
ate the buffering capacity of a microbial community to 
changing environments (Miki et al. 2014; Wilhelm et al. 
2015). Therefore, to better understand the functional 
responses of ecosystem to EST, it is required to quantify 
to what extent that the functional redundancy of bacte-
rial communities is altered by ocean warming.

Here we explore bacterioplankton communities within 
the temperature flume of a coal power plant in Xiangshan 
Bay, China. Thermal discharge has resulted in elevated 
temperatures from 15.0 to 18.6 °C in a local scale (Addi-
tional file 1: Table S1), thereby facilitating the predicted 
range of future temperature predictions for the next cen-
tury (Pachauri et  al. 2014). Thus, the temperature gra-
dient design provides an ideal model to delineate real 
responses of bacterioplankton community to the ongoing 
ocean warming. Although this system is not exact proxy 
for global ocean changes, it can offer some in situ insights 
into bacterioplankton responses. A comprehensive study 
has shown that the successions of diatomaceous and 
macrophytic populations are linearly associated with the 
temperature gradient created by the thermal flume of a 
nuclear power plant (Hillebrand et  al. 2010). In addi-
tion, mesocosms studies consistently show that elevated 
temperatures promote bacterial respiration (Hoppe et al. 
2008; Scheibner et  al. 2014; Wohlers et  al. 2009), sug-
gesting that bacterial functional redundancy is low in 
response to warming. For these reasons, we hypothesize 
that increasing temperatures would select specialist spe-
cies (either increase/decrease or replace one another), 
resulting in an incremental dissimilarity and decreased 
functional redundancy of bacterioplankton community. 
If this is the case, specialist assemblages can be identified 
to indicate this responsive pattern.

Materials and methods
Study site and seawater sample collection
The Xiangshan Bay (29°25′–29°47′ N, 121°25′–122°30′ 
E, Fig. 1) located in the eastern Ningbo city, China. It is 
a long narrow embayment connected to the East China 
Sea, with a residence time of 60 days in the middle sec-
tion (Jiang et al. 2013). The Datang power plant, located 
at the middle bay, began operations in December 2005 
(Fig.  1). The power plant pumps seawater as cooling 
water, with an annual thermal discharge of 1.55 × 109 m3. 
To span a range of temperatures, surface water samples 
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(at 0.5 m depth) outward from the influent site, including 
a control site W8 where 15.2 km apart from the discharge 
point, were collected during a cruise conducted by the 
Marine Environmental Monitoring Center of Ningbo 
on 15 April 2015 (Fig.  1). At each site, five biological 
replicates were taken within a 30  m by 30  m area for a 
total of 50 samples. Samples were pre-filtered through a 
nylon mesh (100 μm pore size), then were stored in acid-
washed polyethylene terephthalate bottles (5  L) within 
icebox during the cruise. Global positioning system 
(GPS) recorded coordinates at each sampling point.

Water temperature and pH were recorded in situ. Dis-
solved oxygen (DO) was measured by Winkler titrations 
(Eaton et  al. 2005). The levels of NO3

−, NO2
−, NH4

+, 
PO4

3−, Cl− and chemical oxygen demand (COD) were 
analyzed following standard methods (AQSIQ 2007). 
Dissolved inorganic nitrogen concentration was cal-
culated as the sum of NH4

+, NO3
− and NO2

−. Chloro-
phyll a (Chl a) level was measured following previously 
described methods (Xiong et al. 2014b).

Bacterial and nanoflagellate abundance, and grazing rate 
estimation
To count bacterial abundance, duplicate 2  mL sam-
ples were fixed with 100  μl of formaldehyde (2  % final 
concentration), filtered onto 0.2  μm black polycarbon-
ate filters (Whatman), then immediately stained with 
DAPI (100 μg mL−1) for 15 min at 4 °C in dark (AQSIQ 
2007). The cells were enumerated using an epifluo-
rescence microscope (Nikon 80I) at 1000×. A similar 
approach was used to count nanoflagellate abundance, 
while nanoflagellate were fixed with glutaraldehyde (1 % 

final concentration), and filtered onto 0.8  μm poros-
ity black polycarbonate filters. Heterotrophic and auto-
trophic/mixotrophic groups were distinguished by the 
presence of chlorophyll autofluorescence (Scheibner 
et  al. 2014). A linear model, logG = −3.21 +  0.99log-
NHF + 0.028T + 0.55logB, was applied to estimate graz-
ing rate as proposed before (Vaqué et al. 1994), where G 
is the grazing rate (bact.  mL−1  h−1), HNF is the abun-
dance of heterotrophic nanoflagellates (HNF mL−1), T is 
the water temperature, and B is the bacterial abundance 
(bact. mL−1).

DNA extraction, bacterial 16S rRNA gene amplification 
and sequencing
For DNA extraction, approximate 1 L water samples were 
filtered onto a 0.2  μm porosity membrane (Millipore, 
Boston, MA, USA) on the sampling day. The filters were 
immediately frozen at −80  °C until further processing. 
Filtration volume for each sample was recorded to cal-
culate DNA yield. Community DNA was extracted using 
a Power Soil® DNA isolation kit (MO BIO Laboratories, 
Carlsbad, CA, USA) according to the manufacturer’s pro-
tocol. The gDNA extracts were quantified with a spectro-
photometer (NanoDrop Technologies, Wilmington, DE, 
USA). The V3–V4 regions of bacterial 16S rDNA gene 
was amplified using primer set 338F (5′-ACTCCTACGG-
GAGGCAGCA-3′) and 806R (5′-GGACTACHVGGGT-
WTCTA-AT-3′), with overhang sequences as adaptors to 
link to the barcodes at the 5′ end for each primer. Each 
sample was amplified in triplicate with a 30  μl reaction 
volume under the following thermocycling: an initial 
denaturation step at 95  °C for 3  min, then 28 cycles of 
denaturation at 95 °C for 30 s, annealing at 50 °C for 30 s, 
and extension at 72  °C for 45  s, finalized with a 10 min 
extension step at 72 °C. The PCR products for each sam-
ple were pooled and purified employing a PCR fragment 
purification kit (Takara, Japan). Nucleic acid yields were 
checked using the Quant-iT PicoGreen dsDNA quanti-
fication kit (Invitrogen, Carlsbad, CA, USA). The puri-
fied products were combined into equimolar ratios 
for paired-end (PE) library preparation, and 300  bp PE 
sequencing on a Miseq Illumina platform (Illumina, San 
Diego, CA, USA).

Processing of sequencing data
The paired reads were joined with FLASH using default 
setting (Magoč and Salzberg 2011). Raw FASTQ files 
were processed using the Quantitative Insights Into 
Microbial Ecology (QIIME v1.8.0) pipeline (Caporaso 
et  al. 2010b). The sequences were quality filtered on 
the basis of quality score, sequence length, chimera and 
primer mismatch thresholds. In brief, the homopolymer 
runs exceeding 6 bp were removed and chimera checked 

Fig. 1 Map of the location of the Datang power plant and the sites 
sampled. The base-map was downloaded from the national geo-
physical data center (http://www.ngdc.noaa.gov/, open accessible), 
then were created in Surfer 10 software (Golden software, Golden, 
CO, USA)

http://www.ngdc.noaa.gov/
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using USARCH (Edgar et  al. 2011). To obtain bacterial 
metabolic functional traits for functional redundancy 
assay, bacterial sequences were binned into opera-
tional taxonomic units (OTUs, 97  % similarity), then 
were classified taxonomically against a closed reference 
(Greengenes database 13.8) and aligned using PyNAST 
(Caporaso et al. 2010a). After taxons have been assigned, 
OTUs affiliated with Archaea, Chloroplasts, unclassi-
fied (not affiliated with Bacteria) were removed from the 
dataset.

Statistical analysis
To correct for sampling efforts, normalization was done 
across samples through a randomly selected subset of 
18,380 reads from each sample. A multivariate regres-
sion tree (MRT) analysis was used to explain the rela-
tionship between bacterial diversity and environmental 
variables in a visualized tree (De’Ath 2002). Relation-
ships between bacterioplankton community composi-
tions (BCCs) were visualized by principal coordinates 
analysis (PCoA) based on weighted UniFrac distances. 
Pairwise distances between sites were calculated based 
on sampling geographic coordinates using distance_
matrix_from_mapping.py script in Qiime (Caporaso 
et  al. 2010b). A linear regression fit between the pair-
wise similarities and geographic distances was used to 
assess the distance-decay for similarity relationship 
(Xiong et al. 2014b). A forward selection was employed 
to select the most important variables that shaped 
BCCs in a distance-based multivariate linear model 
(DistLM) (McArdle and Anderson 2001). The forward 
selection sequentially added one variable that improves 
the selection criterion (R2) the most at each step, until 
no improvement in (R2) (McArdle and Anderson 
2001). Then, a variance partitioning analysis (VPA) was 
employed using partial-RDA (redundancy analysis) 
with adjusted R2 to calculate the relative importances 
of the biogeochemical factors on the variation of BCCs 
(Ramette and Tiedje 2007).

The OTUs table was normalized by dividing the 
abundance of each OTU by its predicted 16S copy 
number, producing the KEGG (Kyoto Encyclopaedia of 
Genes and Genomes) classified functions of the com-
munity by Phylogenetic Investigation of Communities 
by Reconstruction of Unobserved States (PICRUSt) 
(Langille et  al. 2013). To evaluate warming effects on 
functionality (MF), we applied a power law function 
MF =  cORα, where MF is functional redundancy, OR 
is orthologue number as a function of rarefied OTUs 
richness, α is a functional redundancy index with lower 
values indicating larger functional redundancy (Wil-
helm et al. 2015).

Results
Thermal discharge effects on biogeochemical variables
Compared with ambient temperature (15.0 ± 0.2 °C) in the 
control site W8, thermal discharge substantially increased 
the adjacent surface seawater temperatures, ranged from 
0.6 to 3.6 °C at the impacted sites (Additional file 1: Table 
S1). As expected, there was a negatively correlation (Pear-
son coefficient, r = −0.38, P = 0.004) between tempera-
tures and the geographic distances from the effluent point. 
The EST, in turn, dramatically altered the geochemical var-
iables, that is, the seawater temperatures were positively 
correlated with the concentrations of PO4

3− (r =  0.523, 
P < 0.001) and COD (r = 0.300, P = 0.039), and negatively 
correlated with the levels of NO3

− (r = 0.410, P = 0.003) 
and DO (r = −0.330, P = 0.011) (Additional file 1: Table 
S2). In addition, EST significantly stimulated the level of 
Chl a (r =  0.410, P =  0.003, Additional file  1: Table S2), 
bacterial cell density (r =  0.241, P =  0.032), DNA yield 
(a proxy for microbial biomass, r = 0.572, P < 0.001) and 
grazing rate (r = 0.645, P = 0.001) (Additional file 1: Figure 
S1). In contrast, EST did not dramatically alter water pH 
and salinity (Additional file 1: Table S1).

The response of bacterioplankton community to elevated 
temperature
After quality control, we obtained 1,412,135 clean 
sequences, and 18,392–33,296 reads per sample (mean 
25,675 ± 3742). The dominant phyla or classes across the 
samples were Alphaproteobacteria (mean relative abun-
dance, 31.4 %), followed by Bacteroidetes (22.7 %), Gam-
maproteobacteria (24.7  %) and Actinobacteria (8.0  %) 
(data not shown). The BCCs were substantially different 
(P < 0.001 for all comparisons, sequential Bonferroni sig-
nificance) among the sampling sites (Fig. 2a). The cluster 
pattern was more visible when samples were coded by 
temperature departures (Fig. 2b). Consistently, the BCCs 
were distinct (P  <  0.01) between each pair temperature 
departures (Table  1). In addition, seawater temperature 
highly ranked in splitting the first (31.2  %) and second 
(18.6  %) branch of the MRT, confirming the primary of 
temperature in controlling bacterial diversity (Additional 
file 1: Figure S2).

Spatial distribution of bacterioplankton community
It appears that water flow and tide could homogenize 
bacterioplankton assemblages (Keuter et al. 2015). Thus, 
we tested whether the spatial distribution of bacterio-
plankton community is random. The turnover rate of 
the distance-decay for similarity relationship was esti-
mated by a linear regression between community simi-
larity vs. geographic distance for each pair-wise samples 
(Xiong et al. 2012). As a result, a significant (r = −0.418, 
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P  <  0.001) distance-similarity decay relationship was 
observed with a turnover of 0.005 (Fig. 3).

Factors shaping the variation of BCCs
To minimize the autocorrelation between the biogeo-
chemical variables, a forward selection was used to 
reduce the number of explanatory variables to retain only 
the most important ones (McArdle and Anderson 2001). 

As a result, temperature, grazing rate, COD, PO4
3− and 

DO were selected for a subsequent variance partitioning 
analysis (Table 2). These variables were empirically cate-
gorized into three groups, i.e. geographic distance, biotic 
factor (i.e., grazing rate) and abiotic seawater parameters. 
Geographic distance constrained substantially more vari-
ations (12.9  %) than seawater variables (6.4  %), whereas 
grazing rate independently explained 12.8  % of the 
observed variation (Fig. 4). In addition, approximate 10 % 
variation of the BCCs was constrained by the interaction 
of geographic distance and seawater variables (Fig.  4), 
which is in concert with the notion that coastal BCCs is 
controlled by spatially structured environmental gradi-
ent (Wang et  al. 2015). However, there was still a large 
proportion (54.5  %) of the variation unexplained by the 
above selected biogeochemical variables (Fig. 4).

Identification of key bacterial families for characterizing 
increasing temperature
Here, we focused on the temperature effects on the bac-
terial assemblages, thus screening the taxa that linearly 
responded to the increasing temperatures. As a result, 24 
bacterial families were identified, whose relative abun-
dances significantly correlated (P < 0.05 in all cases) with 
temperature (Fig.  5). The relative abundances of bacte-
rial families affiliated with Bacteroidetes were consist-
ently increased along the temperature gradient, while the 
assemblages belonged to Gammaproteobacteria (with 
the exception of Alteromonadaceae) showed an oppo-
site pattern. In contrast, the bacterial families affiliated 
with Alphaproteobacteria and Actinobacteria divergently 
responded to the increasing temperatures (Fig. 5).

Fig. 2 Principal coordinates analysis (PCoA) of the bacterioplankton 
communities derived from the weighted UniFrac distance matrix. 
Samples were coded by sampling sites (a) and temperature depar-
tures (b)

Table 1 Community dissimilarity test (P values) 
between  temperature departures based on  analysis 
of similarity (ANOSIM)

Control ΔT 0–1 °C ΔT 1–2 °C ΔT 2–3 °C ΔT >3 °C

Control

 ΔT 0–1 °C 0.0084

 ΔT 1–2 °C 0.0003 0.0020

 ΔT 2–3 °C 0.0001 0.0001 0.0001

 ΔT >3 °C 0.0090 0.0016 0.0002 0.0020

Fig. 3 Distance-decay for similarity relationship for the bacterio-
plankton communities. The turnover rate, w (the regression slope), 
is estimated using a linear regression (log–log space approach) fit 
between the pairwise similarity (1-weighted UniFrac distance) values 
and geographic distances
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Changes in functional redundancy along temperature 
gradient
The mean nearest sequenced taxon index [NSTI, the sum 
of phylogenetic distances for each organism (weighted 
by the frequency) in the community to its nearest rela-
tive with a sequenced reference genome (Langille et  al. 
2013)] was 0.18 ± 0.03 (standard error) across the sam-
ples. A comparable mean NSTI has been detected for the 
soils, wherein PICRUSt produced accurate metagenome 
predictions (Langille et  al. 2013). Thus, the predicted 
functional traits in this study are reliable. The functional 

redundancy was estimated by the coefficient of the 
power-law relationship (Miki et al. 2014). There were sig-
nificant saturating relationships between rarified OTUs 
richness and the predicted functional diversity (Shannon 
index) for control and each temperature level (Fig.  6). 
Functional redundancy was the highest at the control site 
(α =  0.00580, Fig.  6a), and consistently decreased with 
increasing temperatures, for example, α = 0.00760 at the 
ΔT >3 °C sites (Fig. 6d). Thus, the EST could reduce the 
functional redundancy of bacterial community.

Discussion
It is commonly accepted that marine biota is under the 
threat of ocean warming (Coma et  al. 2009; Pachauri 
et  al. 2014). However, studies of climate warming in 
oceans have lagged behind that of terrestrial ecosys-
tems (Hoegh-Guldberg and Bruno 2010). Here, to mimic 
ocean warming effects on bacterioplankton community, 
we collected a unique dataset from a temperature gradi-
ent created by thermal discharge. The bacterial diversity, 
composition and functional redundancy were substan-
tially altered by increasing temperatures, while the vari-
ation was primarily controlled by the indirectly warming 
effects. Our findings were congruent with ecological the-
ory positing relationships between disturbance intensity 
and microbial response (Allison and Martiny 2008; Shade 
et al. 2012a), mirroring what has been observed for mac-
roorganisms (Laliberte et al. 2010).

Thermal discharge substantially stimulated bacterial 
density and grazing rate (Additional file  1: Figure S1), 
which is in accordance with the notion that the growth 
rates of protists increase to a similar degree as those of 
bacteria with increasing temperatures (Rose and Caron 

Table 2 Results of  distance-based multivariate lin-
ear model for  BCC showing the percentage of  variation 
explained by  individual environmental variables (ignor-
ing other variables); and  forward-selection of  variables, 
where amount explained by each variable added to model 
is conditional on variables already in the model

The italic values indicate significant correlation between biogeochemical factors 
and BCC, P < 0.05 level

Variable F P Variation (%) Cumulative (%)

Variables fitted individually

Grazing rate 4.31 0.001 8.4

PO4
3− 3.52 0.001 7.0

Temperature 3.26 0.001 6.5

Chlorophyll a 2.64 0.005 5.3

Salinity 2.61 0.003 5.3

Chemical oxygen 
demand

1.88 0.023 3.9

NH3·H2O 1.40 0.127 2.9

Cl− 1.36 0.139 2.8

Dissolved oxygen 1.31 0.140 2.7

NH4
+ 1.22 0.215 2.5

NO2
− 1.14 0.271 2.4

NO3
− 0.96 0.433 2.0

pH 0.82 0.672 1.7

Oil 0.78 0.762 1.6

Variables fitted sequentially

Grazing rate 4.31 0.001 8.4 8.4

PO4
3− 3.86 0.001 7.1 15.5

Chemical oxygen 
demand

2.00 0.006 3.5 19.0

Dissolved oxygen 1.93 0.013 3.3 22.3

Temperature 1.72 0.022 3.0 25.3

Salinity 1.44 0.060 2.4 27.7

NO2
− 1.40 0.075 2.3 30.0

pH 1.22 0.159 2.0 32.0

NO2
− 1.17 0.204 1.9 33.9

Cl− 1.13 0.249 1.8 35.7

Oil 1.12 0.244 1.8 37.5

NH3·H2O 1.03 0.396 1.7 39.2

NH4
+ 1.02 0.407 1.7 40.9

Chlorophyll a 0.93 0.536 1.5 41.4

Fig. 4 Variation partitioning analysis of bacterioplankton community 
explained by grazing rate (G), geographic distance (D), and environ-
mental factors (E). a General outline, b variation partitioning percent-
ages. Each number represents the biological variation partitioned 
into the relative effects of each factor or a combination of factors. The 
edges of the triangle presented the variation explained by each factor 
alone. The sides of the triangles presented, interactions of any two 
factors and the middle of the triangles represented interactions of all 
three factors. The explained percentage of each environmental factor 
was shown in the rectangle
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2007). However, both long-term observations and theo-
retical predictions point towards a decrease in bacterial 
abundance with increasing temperature (Brown et  al. 
2004; Sarmento et  al. 2010). This discrepancy could be 
due to the ecosystem complexity. In oligotrophic con-
ditions, warming-stimulated bacterial growth could be 
constrained by resource limitation (López-Urrutia and 
Morán 2007), whereas our study bay is highly eutrophic 
as a result of a typical aquaculture area for three dec-
ades (Xiong et  al. 2015a). Warming-stimulated nutrient 
and Chl a levels (Additional file  1: Table S2, as a proxy 
of phytoplankton primary production) provide available 
substrates to heterotrophic bacteria, which is supported 
by the report that elevated temperature diminish the 
time lag between the peaks of phytoplankton primary 
production and bacterial degradation (Hoppe et al. 2008). 
Our findings are in accordance with previous studies 
wherein an increase in temperature with sufficient sub-
strate supply enable bacterial abundance to temporarily 
exceed grazing losses (Sarmento et  al. 2010; Scheibner 
et  al. 2014). Thus, warming stimulated rate of bacterial 
proliferation is faster than that of grazing, resulting in 

an increased biomass flux from bacteria to grazer (Addi-
tional file 1: Figure S1).

Given the huge population sizes and rapid dispersal 
abilities of microbiota (Finlay 2002), the true effects of 
temperature on BCCs could be masked or modified by 
immigrants from nearby localities. However, we found 
temperature was an important factor in constraining 
bacterial diversity and composition (Fig.  2b; Additional 
file  1: Figure S1), though only a minor variation was 
directly explained by temperature (Table  2; Fig.  4). One 
possible explanation for this pattern is that water flow 
and tide lead to a stochastic colonization by dispersed 
bacteria (Shade et  al. 2012a). Consistently, about half 
of the variation was unconstrained by the selected vari-
ables (Fig. 4). Alternatively, the dimensionality reduction 
procedure loses some information, leading to a relatively 
low explained variation (depend on the complexity of 
the original data) (Digby and Kempton 2012). Never-
theless, a minor direct warming effect has been repeat-
edly detected on soil bacterial composition, whereas the 
predominant variation is controlled via indirect warm-
ing effects on biotic and geochemical variables (Xiong 

Fig. 5 The occurrences of the 24 dominant bacterial families over the temperature gradient. The diameters of the circles are proportional to the 
mean relative abundances of each family at a given temperature departure
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et  al. 2014a; Zhou et  al. 2012). Consistently, we found 
that grazing rate alone constrained a high percentage 
(12.8 %) of the community variation (Fig. 4). In addition, 
a significant distance-decay for similarity relationship 
was detected (Fig. 3), which is in concert with the result 
that geographic distance contributed the highest varia-
tion of BCCs (Fig.  4). Taken together, the spatial distri-
bution of bacterioplankton community is not random, 
which is subjected to temperature departures by thermal 
discharge.

Subsequently, we asked whether sensitive bacterial 
assemblages are indicative for temperature gradient. 
As a result, 24 bacterial families were screened, whose 
relative abundances were significantly associated with 
increasing temperature (Fig. 5). Importantly, for a given 
bacterial family, the change pattern (linearly increased or 
decreased along the temperature gradient) of the relative 
abundance is supported by its known biology and ecol-
ogy. For example, bacterial families affiliated with Bacte-
roidetes monotonically increased along the temperature 

gradient (Fig. 5), indicating that they share the same life 
strategy, i.e., prefer warming. This assertion is evidenced 
by the high similarities in the core genomes among many 
Bacteroidetes species (Fernández-Gómez et  al. 2013). 
Members of this group are able to degrade complex 
organic substrates, while the remineralization rate is tem-
perature dependent (John et  al. 2014). The recruitment 
of Bacteroidetes group in a warmer ocean may reduce 
burial rates of organic carbon, thereby contributing a 
positive feedback to warming. Gammaproteobacteria 
species are vulnerable to grazing (Beardsley et al. 2003). 
Consistently, grazing rate was promoted with increasing 
warming (Additional file 1: Figure S1A), thereby reducing 
the relative abundances of Gammaproteobacteria assem-
blages, with the exception of Alteromonadaceae (Fig. 5). 
Indeed, some families of Gammaproteobacteria, such 
as Psychromonadaceae and Shewanellaceae, are known 
to thrive in cold habitats (Hau and Gralnick 2007), evi-
denced by decreased relative abundances of those fami-
lies along increasing temperatures (Fig.  5). In contrast, 
Alteromonadaceae species have relatively high optimal 
growth temperatures, and are motile by using one polar 
flagellum (López-Pérez and Rodriguez-Valera 2014), 
thereby facilitating them escape from prey. It should 
be noted that some Alteromonadaceae species are fish 
pathogen (Gudmundsdóttir and Björnsdóttir 2007), thus 
its enrichment may impose a serious threat to adjacent 
aquaculture. This assertion is supported by the finding 
that the abundance of predicted bacterial invasion fac-
tors positively correlated (Pearson coefficient, r = 0.347, 
P = 0.02) with increasing temperature (Data not shown). 
Warming can selectively promote cyanobacterial growth 
due to their high optimal growth temperatures (Jöhnk 
et  al. 2008), which is in accordance with our result that 
the relative abundance of Synechococcaceae was posi-
tively associated with increasing temperature (Fig.  5). 
Similarly, the increased abundance of Synechococcaceae 
has been detected in warming mesocosms (Scheibner 
et  al. 2014) and long-term observation data (Vezzulli 
et al. 2012). Overall, changes in the relative abundances 
of these sensitive bacterial families are temperature 
dependent, which could indicate temperature departures.

The ultimate goal of ecological studies is to predict how 
compositional changes of microbial community would 
alter ecosystem functions (Shade et  al. 2012a). However, 
this interplay is generally confounded by community 
functional redundancy (Allison and Martiny 2008). To 
our knowledge, no studies have directly tested how shifts 
in community assembly affect the functional redundancy. 
Here, we showed that increasing temperature linearly 
decreased functional redundancy (Fig. 6), which is in par-
allel with pronounced changes in BCCs. Thus, increas-
ing temperature has enhanced niche selection, thereby 

Fig. 6 Metabolic orthologue accumulation curves for temperature 
control (a), ΔT 0–1 °C (b), ΔT 1–2 °C (c), ΔT 2–3 °C d and ΔT >3 °C (e). 
Functional redundancy linearly decreases along the temperature 
gradient
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reducing the stochastic processes of birth and coloni-
zation of new species (Wu et  al. 2015). Consistently, a 
relevant work shows that disturbances select more phy-
logenetically convergent bacterioplankton communities, 
and increase deterministic processes in shaping BCCs 
(Xiong et al. 2015a). It is likely that less genetically diverse 
communities lose taxa with complementary response 
traits after a disturbance (Shade et al. 2012a). If this is the 
case, increasing temperatures in the thermal discharge 
would reduce resilience and decrease functional stability 
of bacterioplankton communities. Currently, our capabil-
ity to predict the direction of ocean ecosystem to climate 
change is hampered by the uncertainty on how microbial 
response, e.g., functional adaptation or change, to warm-
ing (Shade et al. 2012a). Our results confirmed the latter 
case, suggesting that the rates of community adaptation 
do not keep up with these fast environmental changes. 
However, the activity of bacteria determines the air-sea 
exchange of CO2 via heterotrophic respiration, or car-
bon sequestration through biological carbon pump and 
carbon flux to fisheries (Azam and Malfatti 2007). The 
decreased functional redundancy, in turn, may disrupt the 
balance of microbial food loop as it was. For this reason, it 
is mandatory to investigate the ecological consequences of 
such declines in functional redundancy in further works.

In conclusion, global warming has imposed a major 
threat to marine ecosystem. Here, we applied thermal 
discharge-created increasing temperatures to mimic the 
climate warming effects on the bacterioplankton commu-
nity. We found that increasing temperatures, combined 
with substrate supply and trophic interactions signifi-
cantly altered the BCCs, while the variation was primar-
ily shaped by the indirectly warming effects. In addition, 
we identified 24 bacterial families that closely associated 
with increasing temperatures, thus holding the potential 
to indicate temperature departures. Notably, increasing 
temperatures reduce the community functional redun-
dancy, which, in turn, may affect the stability of marine 
ecosystem. For this reason, further studies are needed to 
evaluate the ecological consequences of increasing tem-
peratures on a time scale.

Abbreviations
BCCs: bacterioplankton community compositions; PCR: polymerase chain 
reaction; OTUs: operational taxonomic units; KEGG: Kyoto encyclopaedia of 

Additional file

Additional file 1: Table S1. Measurements of geochemical factors of 
the 10 sampling sites. Table S2. Pearson correlations between seawater 
temperature and biogeochemical variables. Figure S1. Pearson correla-
tions between seawater temperature and bacterial abundance (A), DNA 
yield (a proxy for microbial biomass) (B), and grazing rate (C). Figure S2. 
Multivariate regression tree (MRT) of bacterial diversity associated with 
driving biogeochemical factors.

genes and genomes; PICRUSt: phylogenetic investigation of communities by 
reconstruction of unobserved states.

Authors’ contributions
JX and DZ have conceived and designed experiments. JX, SX and PQ have 
performed the experiments. JX and PQ have analyzed the data. DZ, LL and FY 
have contributed reagents/analysis tools. JX has written the research paper 
with help from DZ. All authors read and approved the final manuscript.

Author details
1 School of Marine Sciences, Ningbo University, Ningbo 315211, China. 2 Col-
laborative Innovation Center for Zhejiang Marine High-efficiency and Healthy 
Aquaculture, Ningbo 315211, China. 3 College of Biological and Environmental 
Sciences, Zhejiang Wanli University, Ningbo 315000, China. 4 Marine Environ-
mental Monitoring Center of Ningbo, SOA, Ningbo 315012, China. 

Competing interests
The authors declare that they have no competing interests.

Ethical statement
This article does not contain any studies with human participants or animals 
performed by any of the authors.

Funding
This work was supported by the Zhejiang Provincial Natural Science Founda-
tion of China (LY15D060002), the Natural Science Foundation of Ningbo City 
(2015A610246), and the KC Wong Magna Fund of Ningbo University.

Received: 18 August 2016   Accepted: 30 August 2016

References
Adams HE, Crump BC, Kling GW. Temperature controls on aquatic bacterial 

production and community dynamics in arctic lakes and streams. Environ 
Microbiol. 2010;12(5):1319–33.

Allison SD, Martiny JB. Resistance, resilience, and redundancy in microbial 
communities. Proc Nat Acad Sci USA. 2008;105:11512–9.

AQSIQ. The specification for marine monitoring of China-Part 4: seawater 
analysis (GB 17378.4-2007). General administration of quality supervision, 
inspection and quarantine (AQSIQ) of the People’s Republic of China. (in 
Chinese). 2007.

Azam F, Malfatti F. Microbial structuring of marine ecosystems. Nat Rev Micro-
biol. 2007;5(10):782–91.

Bally M, Garrabou J. Thermodependent bacterial pathogens and mass mortali-
ties in temperate benthic communities: a new case of emerging disease 
linked to climate change. Global Change Biol. 2007;13(10):2078–88.

Beardsley C, Pernthaler J, Wosniok W, Amann R. Are readily culturable bacteria 
in coastal North Sea waters suppressed by selective grazing mortality? 
Appl Environ Microbiol. 2003;69(5):2624–30.

Brown JH, Gillooly JF, Allen AP, Savage VM, West GB. Toward a metabolic theory 
of ecology. Ecology. 2004;85(7):1771–89.

Calleja ML, Duarte CM, Navarro N, Agusti S. Control of air-sea CO2 disequilibria 
in the subtropical NE Atlantic by planktonic metabolism under the ocean 
skin. Geophys Res Lett. 2005;32(8):L08606.

Caporaso JG, Bittinger K, Bushman FD, DeSantis TZ, Andersen GL, Knight R. 
PyNAST: a flexible tool for aligning sequences to a template alignment. 
Bioinformatics. 2010a;26(2):266–7.

Caporaso JG, Kuczynski J, Stombaugh J, Bittinger K, Bushman FD, Costello 
EK, Fierer N, Pena AG, Goodrich JK, Gordon JI. QIIME allows analysis 
of high-throughput community sequencing data. Nat Methods. 
2010b;7(5):335–6.

Coma R, Ribes M, Serrano E, Jiménez E, Salat J, Pascual J. Global warming-
enhanced stratification and mass mortality events in the Mediterranean. 
Proc Nat Acad Sci USA. 2009;106(15):6176–81.

De’Ath G. Multivariate regression trees: a new technique for modeling species-
environment relationships. Ecology. 2002;83(4):1105–17.

Digby P, Kempton RA. Multivariate analysis of ecological communities, vol. 5. 
Berlin: Springer Science & Business Media; 2012.

http://dx.doi.org/10.1186/s13568-016-0238-4


Page 10 of 10Xiong et al. AMB Expr  (2016) 6:68 

Dziallas C, Grossart HP. Temperature and biotic factors influence bacterial 
communities associated with the cyanobacterium Microcystis sp. Environ 
Microbiol. 2011;13(6):1632–41.

Eaton AD, Clesceri LS, Greenberg AE. Standard methods for the examination of 
water and wastewater. Washington, DC: American Public Health Associa-
tion; 2005. p. 20001–3710.

Edgar RC, Haas BJ, Clemente JC, Quince C, Knight R. UCHIME improves 
sensitivity and speed of chimera detection. Bioinformatics. 
2011;27(16):2194–200.

Fernández-Gómez B, Richter M, Schüler M, Pinhassi J, Acinas SG, González JM, 
Pedrós-Alió C. Ecology of marine Bacteroidetes: a comparative genomics 
approach. ISME J. 2013;7(5):1026–37.

Finlay BJ. Global dispersal of free-living microbial eukaryote species. Science. 
2002;296(5570):1061–3.

Freimann R, Bürgmann H, Findlay SE, Robinson CT. Bacterial structures and 
ecosystem functions in glaciated floodplains: contemporary states and 
potential future shifts. ISME J. 2013;7(12):2361–73.

Gudmundsdóttir BK, Björnsdóttir B. Vaccination against atypical furunculosis 
and winter ulcer disease of fish. Vaccine. 2007;25(30):5512–23.

Hau HH, Gralnick JA. Ecology and biotechnology of the genus Shewanella. 
Annu Rev Microbiol. 2007;61:237–58.

Hillebrand H, Soininen J, Snoeijs P. Warming leads to higher species turnover in 
a coastal ecosystem. Global Change Biol. 2010;16(4):1181–93.

Hoegh-Guldberg O, Bruno JF. The impact of climate change on the world’s 
marine ecosystems. Science. 2010;328(5985):1523–8.

Hoppe HG, Breithaupt P, Walther K, Koppe R, Bleck S, Sommer U, Jürgens K. 
Climate warming in winter affects the coupling between phytoplankton 
and bacteria during the spring bloom: a mesocosm study. Aquat Microb 
Ecol. 2008;51(2):105–15.

Jöhnk KD, Huisman J, Sharples J, Sommeijer B, Visser PM, Stroom JM. Summer 
heatwaves promote blooms of harmful cyanobacteria. Global Change 
Biol. 2008;14(3):495–512.

Jiang Z, Liao Y, Liu J, Shou L, Chen Q, Yan X, Zhu G, Zeng J. Effects of fish farming on 
phytoplankton community under the thermal stress caused by a power plant 
in a eutrophic, semi-enclosed bay: induce toxic dinoflagellate (Prorocentrum 
minimum) blooms in cold seasons. Mar Pollut Bull. 2013;76(1):315–24.

John EH, Wilson JD, Pearson PN, Ridgwell A. Temperature-dependent remin-
eralization and carbon cycling in the warm Eocene oceans. Palaeogeogr 
Palaeoecol. 2014;413:158–66.

Keuter S, Rahav E, Herut B, Rinkevich B. Distribution patterns of bacterioplank-
ton in the oligotrophic south-eastern Mediterranean Sea. FEMS Microbiol 
Ecol. 2015;91(8):070.

López-Pérez M, Rodriguez-Valera F. The family Alteromonadaceae. The Prokary-
otes. Berlin: Springer; 2014. p. 69–92.

López-Urrutia Á, Morán XAG. Resource limitation of bacterial production 
distorts the temperature dependence of oceanic carbon cycling. Ecology. 
2007;88(4):817–22.

Laliberte E, Wells JA, DeClerck F, Metcalfe DJ, Catterall CP, Queiroz C, Aubin I, 
Bonser SP, Ding Y, Fraterrigo JM. Land-use intensification reduces func-
tional redundancy and response diversity in plant communities. Ecol Lett. 
2010;13(1):76–86.

Langenheder S, Lindström ES, Tranvik LJ. Weak coupling between community 
composition and functioning of aquatic bacteria. Limnol Oceanogr. 
2005;50(3):957–67.

Langille MG, Zaneveld J, Caporaso JG, McDonald D, Knights D, Reyes JA, Cle-
mente JC, Burkepile DE, Thurber RLV, Knight R. Predictive functional profil-
ing of microbial communities using 16S rRNA marker gene sequences. 
Nat Biotech. 2013;31(9):814–21.

Lindh M, Riemann L, Baltar F, Romero-Oliva C, Salomon P, Granéli E, Pinhassi J. 
Consequences of increased temperature and acidification on bacterio-
plankton community composition during a mesocosm spring bloom in 
the Baltic Sea. Environ Microb Rep. 2013;5(2):252–62.

Lindström ES, Feng XM, Granéli W, Kritzberg ES. The interplay between bacte-
rial community composition and the environment determining function 
of inland water bacteria. Limnol Oceanogra. 2010;55(5):2052–60.

Logue JB, Stedmon CA, Kellerman AM, Nielsen NJ, Andersson AF, Laudon H, 
Lindström ES, Kritzberg ES. Experimental insights into the importance 
of aquatic bacterial community composition to the degradation of dis-
solved organic matter. ISME J. 2016;10:533–45.

Magoč T, Salzberg SL. FLASH: fast length adjustment of short reads to improve 
genome assemblies. Bioinformatics. 2011;27(21):2957–63.

McArdle BH, Anderson MJ. Fitting multivariate models to community 
data: a comment on distance-based redundancy analysis. Ecology. 
2001;82(1):290–7.

McLeod DJ, Hallegraeff GM, Hosie GW, Richardson AJ. Climate-driven range 
expansion of the red-tide dinoflagellate Noctiluca scintillans into the 
Southern Ocean. J Plankton Res. 2012;34(4):332–7.

Miki T, Yokokawa T, Matsui K. Biodiversity and multifunctionality in a microbial 
community: a novel theoretical approach to quantify functional redun-
dancy. P Roy Soc Lond B Sci. 2014;281(1776):20132498.

Pachauri RK, Allen M, Barros V, Broome J, Cramer W, Christ R, Church J, Clarke L, 
Dahe Q, Dasgupta P. Climate Change 2014: synthesis report. Contribu-
tion of working Groups I, II and III to the fifth assessment report of the 
intergovernmental panel on climate change. 2014.

Ramette A, Tiedje JM. Multiscale responses of microbial life to spatial distance 
and environmental heterogeneity in a patchy ecosystem. Proc Nat Acad 
Sci USA. 2007;104(8):2761–6.

Rose JM, Caron DA. Does low temperature constrain the growth rates of het-
erotrophic protists? Evidence and implications for algal blooms in cold 
waters. Limnol Oceanogr. 2007;52(2):886–95.

Sarmento H, Montoya JM, Vázquez-Domínguez E, Vaqué D, Gasol JM. Warming 
effects on marine microbial food web processes: how far can we go 
when it comes to predictions? Philos T R Soc B. 2010;365(1549):2137–49.

Scheibner M, Dörge P, Biermann A, Sommer U, Hoppe H-G, Jürgens K. Impact of 
warming on phyto-bacterioplankton coupling and bacterial community com-
position in experimental mesocosms. Environ Microbiol. 2014;16(3):718–33.

Shade A, Peter H, Allison SD, Baho DL, Berga M, Bürgmann H, Huber DH, 
Langenheder S, Lennon JT, Martiny JB. Fundamentals of microbial com-
munity resistance and resilience. Front Microbiol. 2012a;3:417.

Shade A, Read JS, Youngblut ND, Fierer N, Knight R, Kratz TK, Lottig NR, Roden 
EE, Stanley EH, Stombaugh J. Lake microbial communities are resilient 
after a whole-ecosystem disturbance. ISME J. 2012b;6(12):2153–67.

Vaqué D, Gasol J, Marrasé C. Grazing rates on bacteria-the signifi-
cance of methodology and ecological factors. Mar Ecol Progr Ser. 
1994;109(2):263–74.

Vezzulli L, Brettar I, Pezzati E, Reid PC, Colwell RR, Höfle MG, Pruzzo C. Long-
term effects of ocean warming on the prokaryotic community: evidence 
from the vibrios. ISME J. 2012;6(1):21–30.

Wang K, Ye X, Chen H, Zhao Q, Hu C, He J, Qian Y, Xiong J, Zhu J, Zhang D. 
Bacterial biogeography in the coastal waters of northern Zhejiang, East 
China Sea is highly controlled by spatially structured environmental 
gradients. Environ Microbiol. 2015;17(10):3898–913.

Wilhelm L, Besemer K, Fragner L, Peter H, Weckwerth W, Battin TJ. Altitudinal 
patterns of diversity and functional traits of metabolically active microor-
ganisms in stream biofilms. ISME J. 2015;9:2454–64.

Wohlers J, Engel A, Zöllner E, Breithaupt P, Jürgens K, Hoppe H-G, Sommer U, 
Riebesell U. Changes in biogenic carbon flow in response to sea surface 
warming. Proc Nat Acad Sci USA. 2009;106(17):7067–72.

Wu J, Xiong J, Hu C, Shi Y, Wang K, Zhang D. Temperature sensitivity of soil 
bacterial community along contrasting warming gradient. Appl Soil Ecol. 
2015;94:40–8.

Xiong J, Chen H, Hu C, Ye X, Kong D, Zhang D. Evidence of bacterioplankton 
community adaptation in response to long-term mariculture distur-
bance. Sci Rep. 2015a;5:15274.

Xiong J, He Z, Shi S, Kent A, Deng Y, Wu L, Van Nostrand JD, Zhou J. Elevated 
CO2 shifts the functional structure and metabolic potentials of soil micro-
bial communities in a C4 agroecosystem. Sci Rep. 2015b;5:9316.

Xiong J, Liu Y, Lin X, Zhang H, Zeng J, Hou J, Yang Y, Yao T, Knight R, Chu H. 
Geographic distance and pH drive bacterial distribution in alkaline lake 
sediments across Tibetan Plateau. Environ Microbiol. 2012;14(9):2457–66.

Xiong J, Sun H, Peng F, Zhang H, Xue X, Gibbons SM, Gilbert JA, Chu H. Char-
acterizing changes in soil bacterial community structure in response to 
short-term warming. FEMS Microbiol Ecol. 2014a;89(2):281–92.

Xiong J, Ye X, Wang K, Chen H, Hu C, Zhu J, Zhang D. Biogeography of the sedi-
ment bacterial community responds to a nitrogen pollution gradient in 
the East China Sea. Appl Environ Microbiol. 2014b;80(6):1919–25.

Zöllner E, Hoppe H-G, Sommer U, Jürgens K. Effect of zooplankton-mediated 
trophic cascades on marine microbial food web components (bacteria, 
nanoflagellates, ciliates). Limnol Oceanogr. 2009;54(1):262–75.

Zhou J, Xue K, Xie J, Deng Y, Wu L, Cheng X, Fei S, Deng S, He Z, Van Nostrand 
JD. Microbial mediation of carbon-cycle feedbacks to climate warming. 
Nat Clim Change. 2012;2(2):106–10.


	Thermal discharge-created increasing temperatures alter the bacterioplankton composition and functional redundancy
	Abstract 
	Introduction
	Materials and methods
	Study site and seawater sample collection
	Bacterial and nanoflagellate abundance, and grazing rate estimation
	DNA extraction, bacterial 16S rRNA gene amplification and sequencing
	Processing of sequencing data
	Statistical analysis

	Results
	Thermal discharge effects on biogeochemical variables
	The response of bacterioplankton community to elevated temperature
	Spatial distribution of bacterioplankton community
	Factors shaping the variation of BCCs
	Identification of key bacterial families for characterizing increasing temperature
	Changes in functional redundancy along temperature gradient

	Discussion
	Authors’ contributions
	References




