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On the use of 31P NMR for the 
quantification of hydrosoluble 
phosphorus-containing compounds 
in coral host tissues and cultured 
zooxanthellae
Claire Godinot1,2, Marc Gaysinski3, Olivier P. Thomas4,5, Christine Ferrier-Pagès1,2 & 
Renaud Grover1,2

31P Nuclear Magnetic Resonance (NMR) was assessed to investigate the phosphorus-containing 
compounds present in the tissues of the scleractinian coral Stylophora pistillata as well as of cultured 
zooxanthellae (CZ). Results showed that phosphorus-containing compounds observed in CZ were 
mainly phosphate and phosphate esters. Phosphate accounted for 19 ± 2% of the total phosphorus 
compounds observed in CZ maintained under low P-levels (0.02 μM). Adding 5 mM of dissolved 
inorganic phosphorus (KH2PO4) to the CZ culture medium led to a 3.1-fold increase in intracellular 
phosphate, while adding 5 mM of dissolved organic phosphorus led to a reduction in the concentration 
of phosphorus compounds, including a 2.5-fold intracellular phosphate decrease. In sharp contrast 
to zooxanthellae, the host mainly contained phosphonates, and to a lesser extent, phosphate esters 
and phosphate. Two-months of host starvation decreased the phosphate content by 2.4 fold, while 
bleaching of fed corals did not modify this content. Based on 31P NMR analyses, this study highlights 
the importance of phosphonates in the composition of coral host tissues, and illustrates the impact of 
phosphorus availability on the phosphorus composition of host tissues and CZ, both through feeding of 
the host and inorganic phosphorus enrichment of the CZ.

Scleractinian corals form reefs in shallow, oligotrophic waters, where nutrient, and phosphorus concentrations 
in particular, are relatively low compared to other aquatic systems1–3. Nevertheless, phosphorus enters into the 
composition of many biological molecules (deoxyribonucleic and ribonucleic acids, adenosine triphosphate, 
phospholipids …) and plays a central role in life processes, often limiting coral calcification and photosynthe-
sis4–6. Once taken up, phosphorus is however efficiently retained by corals and their symbiotic dinoflagellates, 
called zooxanthellae, which are harbored within coral endodermal cells (Fig. 1). This is one of the reasons why 
corals can flourish in nutrient-poor waters. Due to the physiological importance of phosphorus-containing com-
pounds, associated with their scarcity in reef waters, the knowledge of phosphorus cycling pathways and spe-
ciation within corals is of key importance for a better understanding of reef ecosystems. Both are still relatively 
poorly understood in corals, while they have been extensively studied in other aquatic and marine organisms. 
Phosphorus-containing molecules, such as phosphate ions, polyphosphates, phosphate esters (molecules with 
O-P or C-O-P bonds) and phosphonates (molecules with a C-P bond), have been described and/or quantified in 
cnidarians and other marine invertebrates7–9. Phosphate is a source of phosphorus directly available for the cellu-
lar metabolism, and its internal concentration in algae is linked with the state of algal differentiation10, and with 
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the external phosphate concentrations11–13. Polyphosphates are considered as phosphorus storage molecules and 
cation sequestration complexes in living cells14, but they are not systematically present in marine organism such 
as algae or giant clams, in which two studies failed to observe them15,16. The recent discovery of polyphosphate 
granules produced by bacteria in sponges underlines the importance of the phosphate cycle in the context of the 
“Darwin’s paradox”: paradox”: How can high production flourish in low-nutrient conditions17? Finally, phos-
phonates which commonly occur as lipid, proteinaceous and glycoprotein conjugates18–20, may represent a major 
source of phosphorus for marine microorganisms21–24, and cnidarians18,25–27, accounting for 10% to as much as 
50% of cellular particulate phosphorus. Although their metabolic importance remains unclear9,20, the presence of 
resistant C-P bonds in lipids has been suggested to provide increased strength and protection to organisms that 
lack protective outer coatings of chitin or cellulose28. All the above phosphorus-containing molecules occur at all 
levels of corals and zooxanthellae metabolism, and especially in membrane composition and lipid reserves. They 
therefore play a key role in the energetics and functioning of the symbiosis. A better knowledge of their composi-
tion and concentration in both members of the symbiosis would strengthen our knowledge on P-cycling in corals 
and on the importance of phosphorus and phosphorus-containing molecules for the growth and maintenance 
of corals.

In various cnidarians and in symbiotic clams, phosphorus-containing molecules have also been stud-
ied16,18,27,29–31, and some have been quantified. For example, ATP content in coral tissues has been estimated to 
be 8–53 μ g ATP g−1, with a decrease with coral bleaching30 or with starvation in the symbiotic anemone Aiptasia 
pulchella27. Phospholipids have been estimated to represent ca. 25% of anemone lipids, half of which are present 
in the symbionts29. In various sea anemones, it was reported that a specific phosphonate, aminoethyl phosphonate 
(AEP), is often abundantly present18,25–27. So far most studies on cnidarians have focused on only one kind of 
phosphorus-containing compounds, and attempts at quantification have been rare. The simultaneous detection 
of all types of hydrosoluble phosphorus-containing molecules can be achieved by the use of nuclear magnetic 
resonance (NMR) spectroscopy in solution32. 31P NMR spectroscopy typically distinguishes phosphate, polyphos-
phates, phosphonates, and various phosphates esters by their chemical shifts (Fig. 2). Despite the key information 
that can be gained using 31P NMR spectroscopy on coral samples, there are only few previous studies in the litera-
ture that reported the use of this technique on cnidarians26,27,31. Two of them used in vivo 31P NMR on live polyps 
of the sea anemones Anemonia pulchella and A. viridis to investigate host adenylate ratio (ATP/(ADP +  ATP)), 
but failed to observe any phosphorus signal when trying to examine freshly isolated zooxanthellae27,31. The last 
study examined the phosphate and phosphonates composition of extracts from the sea anemone Bunadosoma sp., 
but more with the aim of refining existing hydrolytic procedures of phosphonates in marine samples rather than 
examining the phosphorus metabolism26.

The aim of the present study is to assess the use of 31P NMR spectroscopy for the determination and quan-
tification of the hydrosoluble phosphorus-containing compounds present in the two components of the coral 
symbiosis, in order to pave the way for an understanding of the phosphorus metabolism in corals. For this pur-
pose, the robustness of the 31P NMR spectroscopy tool was first examined in the host and zooxanthellae of the 
scleractinian coral Stylophora pistillata. The potential of this tool was then examined with a series of experiments, 
which aimed at determining the impact of several environmental conditions on the phosphorus composition of 
cultured zooxanthellae (CZ) and coral host tissues. We targeted environmental conditions which are known to 
have a major impact on the phosphorus composition of corals from the literature. For CZ, we assessed the impact 
of phosphorus enrichment and culture age, considering that different growth stages are known to affect the phos-
phorus composition in other algae10. Host feeding constitutes an organic phosphorus source, which is known to 
affect coral uptake of dissolved phosphorus6,33,34, and may therefore modify the content of different phosphorus 
derivatives within the symbiosis. We thus examined the impact of feeding on host tissue phosphorus composi-
tion. Finally, we assessed the impact of bleaching on the phosphorus composition of host tissues, as symbiont loss 
may affect the phosphorus provisions of the host. This study thus broadens the array of tools enabling the assess-
ment of coral nutrient metabolism, with the potential to determine the impact of various environmental stressors 
on the phosphorus metabolism of corals.

Results
Cultured zooxanthellae.  The phosphorus compounds observed in CZ were mainly phosphate and phos-
phate mono- and diesters, which accounted for 83–91% of the total phosphorus compounds, and, to a much 
lesser extent, polyphosphates (5–8%) and phosphonates (3–12%; Fig. 3). Phosphate accounted for 19 ±  2% of 
the total phosphorus compounds observed in the unenriched control zooxanthellae (Fig. 3a). Overall, dissolved 

Figure 1.  Location of zooxanthellae within the coral host (Pictures by C. Godinot). 
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inorganic phosphorus (DIP) enrichment led to an increase in the contents of phosphate, phosphate esters and 
polyphosphates (Fig. 3 and Table 1). In contrast, dissolved organic phosphorus (DOP) enrichment led to a reduc-
tion in the content of all phosphorus compounds observed on the spectra. For example, a 3.1-fold increase in 
phosphate content was observed in the presence of DIP, while a 2.5-fold decrease was obtained with DOP enrich-
ment (Table 1).

Ageing of CZ cultures impacted the phosphate content of CZ, which increased by 2.6-fold between day 15 and 
38 (Table 1). All other peaks increased as well, but the number of compounds present was not modified (data not 
shown).

Host tissues.  In contrast to cultured zooxanthellae, the phosphorus compounds observed in host tissues 
were mainly a large diversity of phosphonates, which accounted for 53–63% of the total phosphorus compounds 
observed, and to a lesser extent, phosphate and phosphate esters, which accounted for 37–47% (Fig. 4). Phosphate 
accounted for 6–13% of the total phosphorus compounds observed.

Important host feeding increased the ratio of phosphate relative to the phosphonate peak at 21.2 ppm com-
pared to that of control corals, while host starvation induced a decrease of this ratio (Table 2 and Fig. 4). Indeed, 
control corals had 48.7 ±  0.3% phosphate (relative to the phosphonate peak at 21.2 ±  0.01 ppm), a percentage 
which increased to 61.2 ±  1.2% with a high feeding regime, and which decreased to 20.2% with a 2-months 
starvation. Symbiont loss (i.e., bleaching) did not modify the phosphate content (49.3%) as compared to control 
corals. No other major variations occurred in the rest of the NMR spectra (Fig. 4).

Spiking the bleached host sample with 5.0 μ mol of AEP (Fig. 5) showed that peak 4 on Fig. 4 is not AEP, since 
the shift of that peak (16.55 ppm, peak 2 on Fig. 5) did not match the shift of the AEP peak (17.1 ppm, peak 1 on 
Fig. 5).

Freshly isolated zooxanthellae (FIZ).  As detailed in the ESM, results from a preliminary experiment 
(cross-contamination) showed that the centrifugation technique used to isolate FIZ from host cells led to a con-
tamination of FIZ spectra by host tissues, while the reverse was not observed. Therefore, we conclude in the ESM 
that the separation technique by centrifugation was not suitable for FIZ observations by 31P NMR, and we then 
decided to discard the subsequent FIZ spectra, while keeping the results obtained for the host.

Discussion
All hydrosoluble phosphorus compounds will be detected within a sample by NMR spectroscopy in solution, 
while phosphorus nuclei involved in insoluble or immobilized compounds are usually not seen due to heteroge-
neity factors, as it is usually the case for membrane phospholipids for example, which generally form micelles in 
water solutions. Nucleic acids, especially those involved in large macromolecules such as DNA and RNA, also fall 
in that category, and were not observed in this study. We therefore focused on hydrosoluble species of phosphorus 
in this “in solution” NMR study that are of high interest as available substances for different kind of metabolisms.

Figure 2.  Chemical shifts (δ) of biological phosphorus compound classes expected to occur in coral 
cells at physiological pH. Chemical shifts are a synthesis of published values from the literature and from 
values obtained during this study. Shaded areas indicate the three general classes of phosphorus compounds 
considered in this study: phosphonates, phosphate and phosphate-esters, and polyphosphates.
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The developed NMR protocol was not applicable to FIZ. A previous study on the anemone A. pulchella also 
failed to develop a protocol for FIZ examination, and only shows background noise for FIZ spectra27. However, 

Figure 3.  Impact of the phosphorus enrichment in the culture medium (ASP-8A medium, which contains 
0.02 μM phosphate) on the phosphorus composition of cultured zooxanthellae (CZ). (a) control CZ 
enriched with ASP-8A medium. (b) CZ enriched with 5 mM phosphate (DIP). (c) CZ enriched with 5mM of 
beta-glycerophosphate (DOP). The three spectra were vertically scaled to the scale given in the upper-right 
corner. Values in black on the spectra represent the integration (relative to a PPA integration of 1.00 for 5 μ mol 
of PPA). Colored values indicate the relative content of each class of compounds indicated by the shaded areas, 
and the underlined ones in brackets indicate the relative phosphate content. The underlined value and the arrow 
indicate the phosphate peak.
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in that latter study, failure may have been due to a lack of material, since Steen et al. performed the analyses with 
only 2.3 ×  106 FIZ per sample (0.9 ×  106 FIZ mg animal prot−1, and a protein content of 1.0 mg animal protein 
per anemone), which is insufficient for the sensitivity of 31P NMR. In the present study, FIZ concentrations were 
one or two orders of magnitude higher (0.5–3.0 ×  108 FIZ per sample), and the lack of applicability of the 31P 
NMR protocol was not due to a low compound concentration, but rather to contamination by host tissues, and 
to losses of soluble phosphate from the zooxanthellae pellet, during separation by centrifugation (See Supporting 
Information).

Conversely, symbiont contamination of the host tissue was negligible. Centrifugation has been used in count-
less of physiological studies to separate zooxanthellae from host tissues, but its efficiency has been less frequently 
examined. In the coral Pocillopora damicornis, contamination of FIZ by host tissues was of ca. 6.0%, and that 
host tissue contamination is of ca. 1.3%, therefore estimating that the separation of algae and animal tissue by 
centrifugation is about 95% efficient and that mutual contamination of fractions does not constitute a significant 
error35. Other studies on green hydra estimated similar separation efficiencies of ca. 90%36,37, but highlighted that 
contamination by the remaining 10% may be very high for some applications37. Alternative separation techniques 
such as centrifugation through a Percoll gradient or filtration have been successively used to reduce contamina-
tion of FIZ by host tissues38–40, but their rather low yield due to material losses may hamper their applicability 
to NMR. Additional studies are thus required to achieve contamination-free isolation of FIZ from host tissues 
before 31P NMR can be successfully applied to symbiotic zooxanthellae; and while experiments performed with 
CZ are informative, one should keep in mind that they do not give a full account of the phosphorus metabolism 
and composition of the holobiont.

Host tissues and cultured zooxanthellae differed in their phosphorus composition, with abundant and diverse 
phosphonates in the host (four peaks) versus scarce phosphonates in CZ (one peak), and polyphosphates only 
observed in CZ. Additionally, P-ester regions covered a wider spectral range in host tissues than in CZ, and are 
therefore presumably representative of different P-esters chemical diversities. A previous 31P NMR study on A. 
pallida revealed four peaks in the polyphosphate region for ATP, ADP, adenylate and reductants27. Similar spectra 
were observed in Anemonia viridis31. Polyphosphates were absent for host tissues in the present study, and only 
one peak was observed in the polyphosphate region for CZ, which is consistent with results from previous studies 
on algae15, and giant clams16. On the light of the results obtained in sponges17, polyphosphates may be present 
in granule forms as in this case they would not be observed by NMR in solution. However, to date there is no 
evidence of the presence of such granules in corals and this phenomenon may be restricted to sponges and their 
associated bacteria. It is important to underline that some polyphosphates may have been present in the host and 
CZ, but at concentrations too low to afford observable signals by NMR.

The relative absence of phosphonates in CZ differs from previous reports that phosphonates can occur in a 
large variety of marine protozoans, including dinoflagellates7,8. Conversely, the diversity and abundance of phos-
phonates in host tissues are in agreement with previous reports which showed that they may represent as much 
as 30–50% of the total phosphorus content in cnidarians18,26,27. While in sea anemones, it was reported that AEP 
is often abundantly present18,25–27, in the present study, AEP was not found in the host. The peak observed in the 
vicinity of the AEP peak (peak 1 on Fig. 5) may have been one of its common derivatives, methylaminoethyl 
phosphonate, or amino phosphonopropanoate, that is also frequently observed in anemones9,25,27. In A. pallida, 
it was hypothesized that phosphonates were membranar phosphonolipids, because of the typical asymmetric 
shape of the corresponding peaks on the NMR spectra, which is indicative of membrane components in NMR27. 
The same conclusion may also be given in the present study for the phosphonates evidenced in the host spectra 
(Fig. 4).

In CZ, the phosphate content measured in the present study (between 1.3 and 10.3 fmol P zooxanthellae−1; 
Table 1), and the range of calculated phosphate concentrations (between 3–7 and 26–54 mmol P L−1; Table 1) are, 
to the best of our knowledge, the first report of phosphate concentrations in zooxanthellae cells. The phosphate 
content is consistent with reports of total phosphorus content of zooxanthellae from S. pistillata (between 40 
and 60 fmol P zooxanthellae−1)34,41, but is two to three orders of magnitude lower than reports of total phos-
phorus content of zooxanthellae from the coral P. damicornis (5–10 pmol P zooxanthellae−1)33. The millimolar 

Treatment

Phosphate content Phosphonate content
Percentage of phosphate 
relative to phosphonate

(μmol P.sample−1) (μmol P.g−1 sample) (μmol P.sample−1) (μmol P.g−1 sample) (%)

Highly fed (larger sample) 21.0 2.8 33.2 4.2 63.3

Highly fed (smaller sample) 7.9 1.0 13.4 1.6 59.2

Control (larger sample) 41.0 5.1 83.7 10.4 49.0

Control (smaller sample) 13.6 1.6 28.1 3.3 48.4

Starved 7.5 0.9 37.1 4.5 20.2

Bleached 8.8 1.2 17.8 2.6 49.3

Table 1.   Variation of phosphate relative to the phosphonate peak with a δ of 21.2 ppm in host tissues 
from corals submitted to three different feeding regimes and from bleached corals. The first two treatments 
(highly fed and control) were duplicated, each time with a c.a. 3 fold difference in coral biomass used for the 
extraction, in order to verify that sample biomass did not influence the results in the range tested. Data are 
normalized per sample and per sample weight.
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concentration calculated in the present study is consistent with concentrations found in other algal cells (between 
1 and 15 mmol P L−1)42–45.

The 31P NMR protocol presented here allowed for the examination of the impact of environmental conditions 
on the phosphorus composition of CZ and host tissues.

The intracellular phosphorus enrichment of CZ with ageing, and especially their phosphate enrichment, is 
consistent with previous reports that intracellular phosphate pools increase with the phase of differentiation (i.e. 
culture age) of algal cultures10.

DIP enrichment of the CZ cultures led to an intracellular phosphorus enrichment, with a 3.1-fold increase in 
phosphate content and phosphate concentration, from 12.4 to 38.3 mmol P L−1. Previous NMR studies had simi-
larly shown that phosphate enrichment, and phosphate depletion, of algal cultures, respectively led to an increase, 
and a decrease, of the intracellular phosphate content11–13. Conversely, DOP enrichment led to a 2.5 fold decrease 
of the phosphate content and concentration of CZ. One hypothesis to explain such poor use of DOP by CZ in the 
DOP-enriched cultures is that they had a low alkaline phosphatase activity (APA), as already observed in some 
cultures6, and therefore could not optimally use DOP.

Figure 4.  Impact of host feeding (a–c) and symbiotic status (b,d) on the phosphorus composition of host 
tissues. (a) highly fed corals. (b) control corals. (c) starved corals. (d) bleached corals. Arrow 1 indicates the PPA 
standard (0.5 μ mol), arrow 2 the phosphate peak, arrow 3 the 21.2 ppm phosphonate peak, and arrow 4 the peak 
tentatively identified as an AEP derivative. Percentages in black indicate the proportion of phosphate relative to 
the 21.2 phosphonate peak. Colored values indicate the relative content of each class of compounds indicated by 
the shaded areas, and the underlined ones in brackets indicate the relative phosphate content.
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In the host, intracellular phosphate increased with feeding, which is in agreement with a recent report that 
zooplankton feeding provides DIP and DOP to corals (ca. 3 μ g cm−2 d−1 for DIP +  DOP)46. The lack of impact 
of bleaching on the phosphate content was probably linked to that strong impact of feeding, as bleached corals 
were fed by the same nutritive regime as control corals. Furthermore, as zooxanthellae photosynthates transferred 
to the host mostly consist in carbon- and nitrogen-rich compounds such as glycerol and maltose, but not in 
phosphorus-rich compounds, no major impact of symbiont loss on host phosphorus composition is expected47–50.

The importance of phosphonates in the composition of host compounds (53–63% of total host phosphorus 
compounds) was highlighted for the first time, and the response of coral and CZ phosphorus composition to 
ambient phosphorus pools was established. Since phosphonates were only abundant and diverse in the host, their 
synthesis is likely not dependent upon the symbionts. Also, symbiont loss did not impact the phosphorus com-
position of the host, demonstrating that, as far as phosphorus composition is concerned, the phosphorus metab-
olism of the host is not greatly impacted by the symbionts. Therefore, it seems important to follow this study by 
attempts at 1) identifying the phosphonates present in the host in order to elucidate their biological role, and at 2) 
improving the isolation of FIZ for 31P NMR measurements, in order to examine the phosphorus composition of 
the symbionts as well and to examine the dependency of their phosphorus composition upon host metabolism. 

Treatment 

Zooxanthellae content Phosphate content Phosphate content of CZ
Phosphate 

concentration in CZ

(108 zooxanthellae.sample−1) (μmol P.sample−1) (fmol P zooxanthellae−1) (mmol P L−1)

15-days old CZ 2.19 0.55 2.51 9.37

22-days old CZ 3.05 1.02 3.34 12.4

38-days old CZ 4.07 2.70 6.63 24.75

22-days old CZ +  DIP 5.21 5.35 10.3 38.30

22-days old CZ +  DOP 3.36 0.45 1.34 5.0

Table 2.   Variation of CZ phosphate content at various growth stages and with various sources of 
phosphorus in the culture medium (ASP-8A medium, which contains 0.02 μM phosphate). 15 and 22-days 
old CZ are logarithmically growing, while 38 days old-CZ are in stationary phase51. The culture medium was 
enriched with either ASP-8A medium (22-days old CZ, control), 5 mM of KH2PO4 (22-days old CZ +  DIP), or 
5 mM of beta-glycerophosphate (2-days old CZ +  DOP).

Figure 5.  Spiking of the bleached host sample with 5.0 μ mol of AEP (a) and comparison with the pure bleached 
host sample (b). Arrow 1: AEP peak, arrow 2: phosphonate peak closest to the AEP peak, and arrow 3: 0.5 μ mol 
PPA.
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Solid-state NMR analysis would also afford valuable information on the composition and distribution of phos-
phorus compounds within the organisms.

Methods
Experiments with cultured zooxanthellae.  Zooxanthellae from the species Symbiodinium microadriati-
cum, initially isolated from the scleractinian coral Stylophora pistillata, were cultured in 125-ml Erlenmeyer flasks 
containing autoclaved ASP-8A medium at pH 8.2 and maintained in an incubator (Sanyo, UK). The ASP-8A 
medium contained 0.02 μ M of phosphate, ammonium, and nitrate. Growth temperature was 25.0 ±  0.5 °C, and 
light was provided by daylight fluorescent tubes (15,000 K) at 80 μ mol photons m−2 s−1 on a 14 h:10 h light:dark 
cycle.

In the first experiment, the impact of dissolved phosphorus enrichment was tested on the CZ phosphorus 
composition. Logarithmically growing CZ (aged 19 days51) were enriched with either: i) 1 mL of ASP-8A medium 
(control), ii) 1 mL of a stock solution of KH2PO4 (for a final concentration of 5 mM inorganic phosphate),  
iii) 1 mL of a stock solution of beta-glycerophosphate (for a final concentration of 5 mM organic phosphorus). The 
CZ from the 3 treatments were collected 3 days after the enrichments for 31P NMR measurements, and were thus 
22-days old at the time of NMR measurements.

In a second experiment, we tested whether the phosphorus composition changed with the growth phase. 
Logarithmically growing CZ (aged 15 days) were therefore compared to stationary-phase CZ (aged 38 days)51.

All CZ used for the NMR measurements were collected at the same time of day (between 09:00 and 10:00 hrs), 
and were washed 3 times (centrifugation at 2000 g, for 5 min, at 4 °C) in a buffer (called the “cytoplasmic buffer”)52. 
This buffer contained approximate cytosolic concentrations of major ions in cnidarian cells53,54. Phosphatase 
inhibitors were added to prevent the hydrolysis of organic phosphorus compounds (50 mM NaF, 1 mM Na3VO4) 
and mannitol to adjust osmolarity to 1,100 mOsm l−1 55. pH of the “cytoplasmic buffer” was adjusted to 7.4 with 
1 M HCl and with 25 mM Pipes. For each NMR measurement, a 1 mL aliquot of the CZ was taken for cells counts 
(a yield of 2.2–5.2 108 zooxanthellae was typically harvested). After a final centrifugation (2,000 g, for 5 min, 
at 4 °C), 6 mL of boiling 50 mM EDTA was added to the CZ pellet and the homogenate was boiled for 7 min 
at 100 °C16. The mixture was then centrifuged at 12,000 g for 10 min, the pellet discarded, and the supernatant 
freeze-dried.

Experiments with cultured corals.  Colonies of the scleractinian coral S. pistillata were maintained in 
aquaria supplied with natural seawater (exchange rate 2% h−1) containing low phosphate (<0.05 μ mol L−1), 
nitrate (< 0.4 μ mol L−1) and ammonium (< 0.5 μ mol L−1) concentrations. Seawater salinity was 38.2, pH was 
8.1 ±  0.1, temperature was maintained at 25.0 ±  0.5 °C, and irradiance was 150 μ mol photons m−2 s−1.

We first tested the impact of feeding on the phosphorus composition in coral hosts. Corals were subjected to 
three different feeding regimes during two months: i) “highly fed” corals, fed 5 times per week with both frozen 
krill and live Artemia salina nauplii, ii) “control” corals, fed 2 times per week with the same food, and iii) “starved” 
corals, which were not fed for 2 months before the NMR measurements.

In the following experiment, we tested the impact of bleaching (symbiont loss) on the phosphorus composi-
tion of the coral host, by comparing symbiotic and highly bleached (aposymbiotic) S. pistillata hosts. Bleached 
colonies were prepared by culturing colonies for 6 weeks in the dark, and fed a regime similar to the control corals 
from the previous experiment. Microscopy observations confirmed that symbiont density was 3 orders of mag-
nitude lower in bleached (6.7 ×  103 zooxanthellae cm−2) than in normal colonies (2.5 ×  106 zooxanthellae cm−2).

All corals used for the NMR measurements were collected at the same time of day (between 09:00 and 
10:00 hrs). The isolation of coral tissues from the skeleton and the subsequent separation of host tissues from 
FIZ were performed on ice (0–4 °C), in the “cytoplasmic buffer” described above. For each NMR measurement, 
20 branch tips (5.0 ±  1.0 cm long, 1.0 ±  0.2 cm wide) of S. pistillata colonies were sampled using surgical bone 
cutters, and crushed with a hammer. The skeletal fragments were covered with the “cytoplasmic buffer”, and the 
tissues were removed by agitation in a flask35. The crude suspension was then filtered by gravity through a 40 μ m 
mesh net to break cell aggregates, homogenized in a Dounce homogenizer, and sonicated for 10 minutes to break 
the animal cells and separate them from the zooxanthellae (0–4 °C). Separation was completed by 3 successive 
centrifugations at 2000 g, for 5 min, at 4 °C. The animal supernatants were pooled, and 5 μ mol of phenylphos-
phonic acid (PPA) were added to act as an internal calibration standard during NMR measurements. Samples 
were then lyophilized during 48 h.

31P NMR measurements.  Just before the NMR experiments, the freeze-dried samples were redissolved in 
4 mL buffer. This buffer (hereafter referred to as the “NMR buffer”) contained 50 mM TES (Sigma Aldrich, CAS 
Number 7365-44-8), 10% D2O in deionized water (DIW), and had a pH of 7.412,56. For all measurements, a quan-
tification of the peaks was achieved by adding a known quantity (between 0.5 and 5.0 μ mol) of phenylphosphonic 
acid as an internal quantification standard before freeze-drying.

All 31P NMR spectra were recorded at 298 ±  0.1 K (temperature control BCU 05, BVT 3000), on a BRUKER 
AVANCE DRX 500 spectrometer (500.13 MHz proton frequency and 202.45 MHz 31P frequency) equipped with a 
direct probehead (10 mm PH BBO H-D). D2O was used for internal lock purposes. H3PO4 was used as an external 
reference for spectrum calibration to express the chemical shift (δ , expressed in parts per million, ppm) of phos-
phorus compounds. All NMR experiments were carried out using pulse sequences supplied by the spectrometer 
manufacturer (BRUKER – TOPSPIN 2.1). Each 31P NMR spectrum was acquired using 20.3 kHz Spectral Width, 
64 K complex data point, an acquisition time of 1.6 s, a relaxation delay of 1.2 s, a number of scan between 19000 
and 20000, a number of dummy scan of 32, and a 45° flip angle pulse width. 31P NMR experiments where per-
formed without 1H decoupling. The 45° pulse was set at 6.50 μ s. Prior to Fourier transformation, free induction 
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decays (FIDs) were multiplied by an exponential line broadening function of 10 Hz. The resulting spectra were 
manually phased and baseline corrected.

31P NMR calibration.   Preliminary tests were performed to ensure that NMR experiments were run under 
optimal conditions with coral samples (See Supporting Information). We i) showed that PPA is a good internal 
calibration standard for 31P NMR experiments involving corals, and ii) determined an equation to calculate the 
phosphate chemical shift comparing with PPA (which greatly helped to identify the phosphate peak in the gen-
erally dense region of the spectra where it occurs). We also iii) performed a cross-contamination experiment 
which demonstrated that the centrifugation technique used to separate FIZ and host tissue is not suitable for the 
observation of zooxanthellae freshly isolated from coral tissues by 31P NMR. Therefore, only host tissues were 
subsequently examined.

Duplicated experiments showed that measures were highly repeatable (Table 1), and that the content of each 
hydrosoluble phosphorus compound could be determined with a precision of ± 2%, and the calibration curve 
performed between pH and the δP was useful to examine the phosphate content of all samples (See Supporting 
Information).

Phosphorus quantification.   Phosphate content was quantified for each CZ and host sample using the ratio of 
phosphate to PPA peaks integration (values are expressed as μ mol of P). For CZ, results were normalized both 
to cell concentration and cell volume (expressed in fmol of phosphate per zooxanthellae, as well as in mmol 
phosphate L−1). This latter parameter was calculated using a mean diameter of 7–9 μ m for CZ, which gives a total 
volume of 1.8–3.8 10−13 L zooxanthellae−1, considering zooxanthellae as spherical. The so-called phosphorus 
concentration obtained by this calculation gives the range of phosphorus concentration in the cytoplasm of the 
CZ, but one should note that the subdivision of zooxanthellae cells by organelles was not taken into account in 
this rough calculation. For animal host tissues, on the contrary, normalization by cell numbers was not possible 
(no counting possible), and phosphate content was quantified using the same method as described by Steen27. 
Following this approach, the signal assigned to a specific phosphonate (δ 21.2 ±  0.01 ppm) that was always pres-
ent on the spectra, and was assumed constant (i.e., concentration independent of environmental conditions), and 
the phosphate content was calculated relative to that phosphonate peak (values are expressed as percentages). For 
CZ and host tissues, phosphate, phosphate esters, phosphonate and polyphosphate contents were also calculated 
relative to the total phosphorus content observed on each spectra (values expressed as percentages).

References
1.	 Bythell, J. C. Nutrient uptake in the reef-building coral Acropora palmata at natural environmental concentrations. Mar. Ecol. Prog. 

Ser. 68, 65–69 (1990).
2.	 Furnas, M. J. Net in situ growth rates of phytoplankton in an oligotrophic, tropical shelf ecosystem. Limnol. Oceanogr. 36, 13–29 

(1991).
3.	 Szmant, A. M. Nutrient enrichment on coral reefs: Is it a major cause of coral reef decline? Estuaries 25, 743–766 (2002).
4.	 D’Elia, C. F. The uptake and release of dissolved phosphorus by reef corals1,2. Limnol. Oceanogr. 22, 301–315 (1977).
5.	 Jackson, A. E. & Yellowlees, D. Phosphate Uptake by Zooxanthellae Isolated from Corals. Proc. R. Soc. London, B 242, 201–204 

(1990).
6.	 Annis, E. R. & Cook, C. B. Alkaline phosphatase activity in symbiotic dinoflagellates (zooxanthellae) as a biological indicator of 

environmental phosphate exposure. Mar. Ecol. Prog. Ser. 245, 10–20 (2002).
7.	 Kittredge, J. S. & Roberts, E. A Carbon-Phosphorus Bond in Nature. Science 164, 37–42 (1969).
8.	 Kittredge, J. S., Horiguchi, M. & Williams, P. M. Aminophosphonic acids: Biosynthesis by marine phytoplankton. Comp. Biochem. 

Physiol. 29, 859–863 (1969).
9.	 Quin, L. D. & Quin, G. S. Screening for carbon-bound phosphorus in marine animals by high-resolution 31P-NMR spectroscopy: 

coastal and hydrothermal vent invertebrates. Comp. Biochem. Physiol., Part B: Biochem. Mol. Biol. 128, 173–185 (2001).
10.	 Sianoudis, J., Mayer, A. & Leibfritz, D. Investigation of intracellular phosphate pools of the green alga Chlorella using 31P nuclear 

magnetic resonance. Org. Magn. Reson. 22, 364–368 (1984).
11.	 Elgavish, A., Elgavish, G. A., Halmann, M. & Berman, T. Phosphorus Utilization And Storage in Batch Cultures of the Dinoflagellate 

Peridinium Cinctum F. Westii. J. Phycol. 16, 626–633 (1980).
12.	 Watanabe, M., Kohata, K. & Kunugi, M. 31P Nuclear Magnetic Resonance Study of Intracellular Phosphate Pools and Polyphosphate 

Metabolism in Heterosigma Akashiwo (Hada) Hada (Raphidophyceae). J. Phycol. 23, 54–62 (1987).
13.	 Feuillade, J., Bielicki, G. & Renou, J.-P. 31P-NMR study of natural phytoplankton samples. Hydrobiologia 300–301, 391–398 (1995).
14.	 Kulaev, I. S., Vagabov, V. M. & Kulakovskaya, T. V. In The Biochemistry of Inorganic Polyphosphates Ch. 3, 37–44 (John Wiley & Sons, 

Ltd, 2004).
15.	 Lundberg, P., Weich, R. G., Jensen, P. & Vogel, H. J. Phosphorus-31 and Nitrogen- 14 NMR Studies of the Uptake of Phosphorus and 

Nitrogen Compounds in the Marine Macroalgae Ulva lactuca. Plant Physiol. 89, 1380–1387 (1989).
16.	 Belda, C. A., Lucas, J. S. & Yellowlees, D. Nutrient limitation in the giant clam-zooxanthellae symbiosis: effects of nutrient 

supplements on growth of the symbiotic partners. Mar. Biol. 117, 655–664 (1993).
17.	 Zhang, F. et al. Phosphorus sequestration in the form of polyphosphate by microbial symbionts in marine sponges. Proc. Natl. Acad. 

Sci. USA 112, 4381–4386 (2015).
18.	 Kittredge, J. S., Roberts, E. & Simonsen, D. G. The Occurrence of Free 2-Aminoethylphosphonic Acid in the Sea Anemone, 

Anthopleura elegantissima*. Biochemistry 1, 624–628 (1962).
19.	 Grayson, M. & Griffith, E. J. Topics in Phosphorus Chemistry. (Interscience Publishers, 1967).
20.	 Hori, T., Horiguchi, M. & Hayashi, A. Biochemistry of Natural C-P Compounds. (Japanese Association for Research on the 

Biochemistry of C-P Compounds, 1984).
21.	 Benitez-Nelson, C. R., O’Neill, L., Kolowith, L. C., Pellechia, P. & Thunell, R. Phosphonates and particulate organic phosphorus 

cycling in an anoxic marine basin. Limnol. Oceanogr. 49, 1593–1604 (2004).
22.	 Dyhrman, S. T. et al. Phosphonate utilization by the globally important marine diazotroph Trichodesmium. Nature 439, 68–71 

(2006).
23.	 Martinez, A., Tyson, G. W. & Delong, E. F. Widespread known and novel phosphonate utilization pathways in marine bacteria 

revealed by functional screening and metagenomic analyses. Environ. Microbiol. 12, 222–238 (2010).
24.	 Villarreal-Chiu, J. F., Quinn, J. P. & McGrath, J. W. The genes and enzymes of phosphonate metabolism by bacteria, and their 

distribution in the marine environment. Front. Microbiol. 3, 19 (2012).



www.nature.com/scientificreports/

1 0Scientific Reports | 6:21760 | DOI: 10.1038/srep21760

25.	 Quin, L. D. 2-Aminoethylphosphonic Acid in Insoluble Protein of the Sea Anemone Metridium dianthus. Science 144, 1133–1134 
(1964).

26.	 Henderson, T. O., Glonek, T., Hilderbrand, R. L. & Myers, T. C. Phosphorus-31 nuclear magnetic resonance studies of the 
phosphonate and phosphate composition of the sea anemone, Bunadosoma, sp. Arch. Biochem. Biophys. 149, 484–497 (1972).

27.	 Steen, G. R. Impact of symbiotic algae on sea anemone metabolism: analysis by in vivo 31P nuclear magnetic resonance spectroscopy. 
J. Exp. Zool. 240, 315–325 (1986).

28.	 Ansell, G. B., Hawthorne, J. N. & Dawson, R. M. C. Form and function of phospholipids. (Elsevier Scientific Pub. Co., 1973).
29.	 Patton, J. S., Abraham, S. & Benson, A. A. Lipogenesis in the intact coral Pocillopora capitata and its isolated zooxanthellae: Evidence 

for a light-driven carbon cycle between symbiont and host. Mar. Biol. 44, 235–247 (1977).
30.	 Fang, L.-S., Chen, Y.-W. J. & Soong, K.-Y. Methodology and Measurement of ATP in Coral. Bull. Mar. Sci 41, 605–610 (1987).
31.	 Rands, M. L., Douglas, A. E., Loughman, B. C. & Ratcliffe, R. G. Avoidance of Hypoxia in a Cnidarian Symbiosis by Algal 

Photosynthetic Oxygen. Biol. Bull. 182, 159–162 (1992).
32.	 Clark, L. L., Ingall, E. D. & Benner, R. Marine organic phosphorus cycling: novel insights from nuclear magnetic resonance. Am. J. 

Sci. 299, 724–737 (1999).
33.	 Muller-Parker, G., Cook, C. B. & D’Elia, C. F. Feeding affects phosphate fluxes in the symbiotic sea anemone Aiptasia pallida. Mar. 

Ecol. Prog. Ser. 60, 283–290 (1990).
34.	 Godinot, C., Ferrier-Pagés, C. & Grover, R. Control of phosphate uptake by zooxanthellae and host cells in the scleractinian coral 

Stylophora pistillata. Limnol. Oceanogr. 54, 1627–1633 (2009).
35.	 Muscatine, L. & Cernichiari, E. Assimilation of Photosynthetic Products of Zooxanthellae by a Reef Coral. Biol. Bull. 137, 506–523 

(1969).
36.	 Cook, C. B. Benefit to Symbiotic Zoochlorellae from Feeding by Green Hydra. Biol. Bull. 142, 236–242 (1972).
37.	 McAuley, P. J. Quantitative Estimation of Movement of an Amino Acid from Host to Chlorella Symbionts in Green Hydra. Biol. Bull. 

173, 504–512 (1987).
38.	 Tytler, E. M. & Spencer Davies, P. A method of isolating clean and viable zooxanthellae by density gradient centrifugation. Limnol. 

Oceanogr. 28, 1266–1268 (1983).
39.	 Santos, S. R., Taylor, D. J. & Coffroth, M. A. Genetic comparison of freshly isolated versus cultured symbiotic dinoflagellates: 

implications for extrapolating to the intact symbiosis. J. Phycol. 37, 900–912 (2001).
40.	 Treignier, C., Grover, R., Ferrier-Pagés, C. & Tolosa, I. Effect of light and feeding on the fatty acid and sterol composition of 

zooxanthellae and host tissue isolated from the scleractinian coral Turbinaria reniformis. Limnol. Oceanogr. 53, 2702–2710 (2008).
41.	 Godinot, C., Ferrier-Pagès, C., Montagna, P. & Grover, R. Tissue and skeletal changes in the scleractinian coral Stylophora pistillata 

Esper 1797 under phosphate enrichment. J. Exp. Mar. Biol. Ecol. 409, 200–207 (2011).
42.	 Eppley, R. W. Sodium exclusion and potassium retention by the red marine alga, Porphyra perforata. J. Gen. Physiol. 41, 901–911 

(1958).
43.	 Atkinson, A. W., Gunning, B. E. S., John, P. C. L. & McCullough, W. Dual Mechanisms of Ion Absorption. Science 176, 694–695 

(1972).
44.	 Raven, J. A. Phosphate transport in Hydrodictyon africanum. New Phytol. 73, 421–432 (1974).
45.	 Reed, R. H., Collins, J. C. & Russell, G. The Effects of Salinity upon Ion Content and Ion Transport of the Marine Red Alga Porphyra 

purpurea (Roth) C.Ag. J. Exp. Bot. 32, 347–367 (1981).
46.	 Wijgerde, T., Diantari, R., Lewaru, M. W., Verreth, J. A. & Osinga, R. Extracoelenteric zooplankton feeding is a key mechanism of 

nutrient acquisition for the scleractinian coral Galaxea fascicularis. J. Exp. Biol. 214, 3351–3357 (2011).
47.	 Muscatine, L. Glycerol excretion by symbiotic algae from corals and tridacna and its control by the host. Science 156, 516–519 

(1967).
48.	 Battey, J. F. & Patton, J. S. Glycerol translocation in Condylactis gigantea. Mar. Biol. 95, 37–46 (1987).
49.	 Gattuso, J. P. & Jaubert, J. Effect of light on oxygen and carbon dioxide fluxes and on metabolic quotients measured in situ in a 

zooxanthellate coral. Limnol. Oceanogr. 35, 1796–1804 (1990).
50.	 Venn, A. A., Loram, J. E. & Douglas, A. E. Photosynthetic symbioses in animals. J. Exp. Bot. 59, 1069–1080 (2008).
51.	 Steen, R. G. Evidence for facultative heterotrophy in cultured zooxanthellae. Mar. Biol. 95, 15–23 (1987).
52.	 Venn, A. A. et al. Imaging intracellular pH in a reef coral and symbiotic anemone. Proc. Natl. Acad. Sci. USA 106, 16574–16579 

(2009).
53.	 Herrera, F. C., López, I., Egea, R. & Zanders, I. P. Short-term osmotic responses of cells and tissues of the sea anemone, Condylactis 

gigantea. Comp. Biochem. Physiol. A: Physiol. 92, 377–384 (1989).
54.	 Goiran, C., Allemand, D. & Galgani, I. Transient Na+  stress in symbiotic dinoflagellates after isolation from coral-host cells and 

subsequent immersion in seawater. Mar. Biol. 129, 581–589 (1997).
55.	 Hagedorn, M. et al. Analysis of internal osmolality in developing coral larvae, Fungia scutaria. Physiol. Biochem. Zool. 83, 157–166 

(2010).
56.	 Gupta, R. K., Gupta, P., Yushok, W. D. & Rose, Z. B. Measurement of the dissociation constant of MgATP at physiological nucleotide 

levels by a combination of 31P NMR and optical absorbance spectroscopy. Biochem. Biophys. Res. Commun. 117, 210–216 (1983).

Acknowledgements
We thank Willem Schipper and Andrew McKeon from thermPhos (Germany) for kindly providing the 
polyphosphate standard used in this study and information on their use. We are grateful to S. Sikorski for 
assistance in sample preparation. This research was supported by the government of the Principality of Monaco. 
Financial support to C.G. was provided by the École Normale Supérieure and the Centre Scientifique de Monaco.

Author Contributions
C.G., O.P.T., R.G., M.G. and C.F.P. designed the experiment. C.G. and M.G. performed the experiments. C.G. 
analyzed the data. C.G., R.G., C.F.P. and O.P.T. wrote the paper. All authors discussed the results and commented 
on the manuscript at all stages.

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep
Competing financial interests: The authors declare no competing financial interests.
How to cite this article: Godinot, C. et al. On the use of 31P NMR for the quantification of hydrosoluble 
phosphorus-containing compounds in coral host tissues and cultured zooxanthellae. Sci. Rep. 6, 21760;  
doi: 10.1038/srep21760 (2016).

http://www.nature.com/srep


www.nature.com/scientificreports/

1 1Scientific Reports | 6:21760 | DOI: 10.1038/srep21760

This work is licensed under a Creative Commons Attribution 4.0 International License. The images 
or other third party material in this article are included in the article’s Creative Commons license, 

unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license, 
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this 
license, visit http://creativecommons.org/licenses/by/4.0/

http://creativecommons.org/licenses/by/4.0/

	On the use of 31P NMR for the quantification of hydrosoluble phosphorus-containing compounds in coral host tissues and cult ...
	Results

	Cultured zooxanthellae. 
	Host tissues. 
	Freshly isolated zooxanthellae (FIZ). 

	Discussion

	Methods

	Experiments with cultured zooxanthellae. 
	Experiments with cultured corals. 
	31P NMR measurements. 

	Acknowledgements
	Author Contributions
	﻿Figure 1﻿﻿.﻿﻿ ﻿ Location of zooxanthellae within the coral host (Pictures by C.
	﻿Figure 2﻿﻿.﻿﻿ ﻿ Chemical shifts (δ) of biological phosphorus compound classes expected to occur in coral cells at physiological pH.
	﻿Figure 3﻿﻿.﻿﻿ ﻿ Impact of the phosphorus enrichment in the culture medium (ASP-8A medium, which contains 0.
	﻿Figure 4﻿﻿.﻿﻿ ﻿ Impact of host feeding (a–c) and symbiotic status (b,d) on the phosphorus composition of host tissues.
	﻿Figure 5﻿﻿.﻿﻿ ﻿ Spiking of the bleached host sample with 5.
	﻿Table 1﻿﻿. ﻿  Variation of phosphate relative to the phosphonate peak with a δ of 21.
	﻿Table 2﻿﻿. ﻿  Variation of CZ phosphate content at various growth stages and with various sources of phosphorus in the culture medium (ASP-8A medium, which contains 0.



 
    
       
          application/pdf
          
             
                On the use of 31P NMR for the quantification of hydrosoluble phosphorus-containing compounds in coral host tissues and cultured zooxanthellae
            
         
          
             
                srep ,  (2016). doi:10.1038/srep21760
            
         
          
             
                Claire Godinot
                Marc Gaysinski
                Olivier P. Thomas
                Christine Ferrier-Pagès
                Renaud Grover
            
         
          doi:10.1038/srep21760
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 Macmillan Publishers Limited
          10.1038/srep21760
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep21760
            
         
      
       
          
          
          
             
                doi:10.1038/srep21760
            
         
          
             
                srep ,  (2016). doi:10.1038/srep21760
            
         
          
          
      
       
       
          True
      
   




