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Abstract
For many plants, regeneration from seed is vital for population recovery. Climate change is modifying the global hydrological 
cycle and a primary factor controlling germination of marine plants: salinity. How altered salinity regimes, and especially 
altered porewater salinity regimes, will regulate early life history stages of estuarine seagrasses is poorly understood. Here, 
we quantified the porewater salinity dynamics in two ephemeral estuaries that are dominated by the cosmopolitan genus 
Ruppia. Seedbank, germlings (germinated seeds) and seedlings were found in salinities ranging from 5 to 110 over an annual 
cycle. To understand the germination ecology of the dominant species, Ruppia polycarpa, seeds were exposed to treatments 
simulating current salinity regimes and those predicted under climate change. Seeds underwent a Dormancy treatment (15, 
60, 150) followed by a Germination treatment (10, 20, 80). Generally, early life history stages were positively affected by 
hypersaline dormancy conditions if the subsequent Germination salinity was ≤ 20. Germination success was significantly 
higher for seeds transferred to 10 (65%) compared to 20 (49%) whilst no seeds germinated in 80 highlighting the risk of 
lower germination as estuaries become drier and more hypersaline with declining winter rainfall. However, germlings were 
found in situ in salinities ≥ 80 suggesting aspects of the salinity dynamics, not captured by our experimental conditions, may 
broaden tolerances. Dormant seeds were continuously present in situ and seedlings were observed throughout the whole of 
the growing season. These results are indicative of bet-hedging strategies. Future research should explore the capacity of 
these strategies to afford resilience to R. polycarpa to salinity variability under climate change.

Keywords  Dormancy · Germination · Porewater salinity · Recovery · Bet-hedging

Introduction

Foundation marine plant species improve ecosystem func-
tion and provide goods and services which are integral to the 
livelihood and well-being of humanity (Gaylard et al. 2020; 
Kendrick et al. 2019; Orth et al. 2006). Management of these 
species has shifted from a focus on current condition to 
enhancing ecological resilience so that populations persist, 
and goods and services are retained in the long term (Collier 

et al. 2020). To achieve this objective, the important drivers 
that promote population persistence over time need to be 
known (Borja et al. 2013). In complex ecological systems, 
where human modification is extensive and the influence 
of climate change is amplified, there is considerable uncer-
tainty about the factors that are most important for confer-
ring resilience (Ontoria et al. 2019).

Anthropogenic climate change is altering the climate 
including critical environmental cues that could impact the 
ability of organisms to complete their life cycles (Radchuk 
et al. 2013). Germination is one of the earliest stages in the 
life cycle of plants and generally requires particular envi-
ronmental conditions, or combinations of these, for seed 
dormancy release to prompt germination (Shan et al. 2018). 
The more specific the requirements of germination, the more 
vulnerable this stage to the effects of changing conditions 
associated with climate change (Infante-Izquierdo et al. 
2019) For terrestrial plants, understanding of germination 
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conditions has enabled predictions regarding the effects of 
climate change (Mondoni et al. 2012) but understanding to 
enable these predictions for aquatic plants is limited (York 
et al. 2017). The germination strategy and variety of germi-
nation requirements between and within species will interact 
to influence the effects of climate change. Species that adopt 
a generalist germination strategy can germinate occur over a 
broad range of conditions which is likely to be more benefi-
cial under increasingly unpredictable conditions than species 
with a specialist strategy that have more specific germination 
requirements (Barga et al. 2017). Global warming is altering 
environmental conditions in coastal ecosystems that could 
affect the timing and success rates of recruitment from seeds 
(Orth et al. 2000). Salinity is affected by evaporation, rainfall 
patterns and oceanic exchange and which in turn are also 
influenced by climate-driven gradual warming and extreme 
events (Tweedley et al. 2019). Marine and freshwater flow-
ering plants are currently under-represented in studies to 
understand seed traits and germination strategies which lim-
its the capacity to predict the effects of climate change on 
recovery dynamics (Kendrick et al. 2022).

Estuaries rank amongst the most productive ecosystems on 
earth owing to the environmental heterogeneity created by the 
salinity gradient (McKinney et al. 2006; Veale et al. 2014). 
Salinity is affected by drivers of global change including 
temperature, precipitation and sea-level rise (Poloczanska 
et al. 2007). Between 2011 and 2020, global surface tem-
peratures were 0.88 °C higher than those in 1850–1900 and 
the regularity of marine heatwaves has doubled since the 1980s 
(Intergovernmental Panel on Climate Change 2021). Higher 
temperatures result in greater evaporation, drying and increased 
propensity towards hypersalinity (Tweedley et al. 2019). Given 
estuaries are typically shallow and oceanic exchange is limited 
naturally (Scanes et al. 2020) or by human modification (Cyrus 
et al. 2011), salinity regimes in these ecosystems may be at 
greater risk of modification under climate change (Du and Park 
2019; Wilson and Dunton 2018). For many plant species in 
estuarine environments, the salinity gradient governs the life 
cycle strategy they adopt (Brock 1986). The more variable the 
habitat salinity regime, the more likely the occurrence of spe-
cies that adopt an annual life cycle such as R. polycarpa and 
R. tuberosa, whereas in stable salinity habitats, R. megacarpa 
tends to dominate and adopts a perennial life cycle (Brock 
1983). With the emergence of more severe salinity conditions 
from climate change, species may die off more frequently 
increasing the dependence on sexual reproduction and a sedi-
ment seedbank for recovery (Statton et al. 2017) and putting 
long-term persistence at risk (Wilson and Dunton 2018).

Seagrasses are critical habitat-forming species that per-
form unique ecological and economic roles in estuaries 
(Beck et al. 2001; Hanington 2014). Worldwide loss of sea-
grasses has resulted in increased emphasis on understanding 
the factors that influence their recovery. For seagrasses that 

rely mainly on germination from the sediment seedbank for 
meadow regeneration, the environmental conditions required 
for germination processes represent a major knowledge gap 
(Kendrick et al. 2022). Generally, for species that produce 
dormant seeds, low salinity conditions, usually following 
the wet season, are considered necessary to break physio-
logical dormancy and induce germination (Harrison 1991). 
This understanding has emerged from field observations and 
experiments that replicate the range of surface water salini-
ties within a habitat (Carruthers et al. 1997; Kim et al. 2013). 
However, salinity of the sediment porewater, where dor-
mant seeds reside, can differ from the surface water salinity 
because of seasonality, sediment properties, tidal inundation 
and evapotranspiration (Moffett et al. 2012). Thus, quantifica-
tion of porewater salinity may help to delineate the conditions 
required to break dormancy and initiate seed germination. 
Germination requirements may also vary amongst popula-
tions. For instance, Koch and Seeliger (1988) found that for 
Ruppia maritima, seeds from a salt marsh characterised by 
fluctuating salinity germinated across a broader range of 
salinities than seeds from a habitat with more stable salini-
ties. Thus, porewater salinity conditions during dormancy 
and germination have the potential to influence germination 
success and the amount of subsequent recovery but responses 
to changes in salinity may also differ amongst populations 
exposed to different local conditions. Experiments expos-
ing different populations of a species to similar environmen-
tal conditions are useful to understand whether variation in 
response has a genetic (adaptation) or phenotypic (acclima-
tion) basis (Connolly et al. 2018; Maxwell et al. 2014).

Species of the genus Ruppia occur across all six global 
bioregions (Short et al. 2007) and are ecologically important, 
providing food and habitat for fish and waterbirds (Keats and 
Osher 2007; Tatu et al. 2007). These species tolerate a range 
of environmental conditions and so usually dominate variable 
and disturbed coastal ecosystems, with their abundance and 
distribution within those systems driven mainly by salinity 
fluctuations (Strazisar et al. 2015). Extreme salinities and 
extreme variation in salinity have been implicated in the dis-
appearance of Ruppia spp. from estuaries in the United States 
and Australia, due to reduced freshwater inflows and evapora-
tion (Strazisar et al. 2013a; Whipp 2010). In Australia, cur-
rent observations and predicted trends include more regular 
and persistent hypersalinity in estuaries (Hallett et al. 2018). 
These scenarios could affect the ability of the four Ruppia 
spp. that occur in the continent to germinate and recover 
(Brock 1986), making it a useful case study for examining the 
impacts of altered salinity regimes on seagrass resilience that 
might be expected in habitats that seasonally dry out and are 
common in Mediterranean-climate regions. Whilst consider-
able work has been done to understand the germination ecol-
ogy of Ruppia spp. (Brock 1982; Koch and Seeliger 1988; 
Strazisar et al. 2021), variation in salinity tolerances amongst 
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populations suggests the need for system-specific studies to 
investigate germination cues and inform management.

The aim of this study was to understand the germination 
ecology of Ruppia polycarpa in relation to porewater salinity 
dynamics. In a field study, we quantified the range of porewa-
ter salinities that occurred over the complete life cycle of R. 
polycarpa including in areas that seasonally dry out. We then 
used this information to experimentally test how different 
combinations of dormancy-period salinity and germination-
period salinity affect seed germination, time to germination 
and seedling establishment, including salinity conditions that 
mimicked future, climate change-driven conditions.

Methods

Two seasonally hypersaline estuaries form part of the Vasse 
Wonnerup Wetland System in southwestern Australia 
(Fig. 1). The seagrass R. polycarpa dominates and co-occurs 
with R. megacarpa. The life cycle of both species is annual 

with meadows relying on their seedbank for regeneration 
each winter, when freshwater flows into the system and 
salinity is generally lower, and dying off completely towards 
the end of summer when salinity increases with more intense 
evaporation and the upper reaches partly drying out. Long-
term monitoring has generated some understanding of how 
surface salinities affect the adult standing stock of Ruppia 
spp. (Paice and Chambers 2020) but porewater salinity has 
not been measured and its effects on early life history stages 
are unknown. The average salinities are generally higher in 
the Wonnerup but the range is broader in the Vasse with 
lower minima and higher maximum salinities, although there 
is inter-annual variation in these patterns (Table 1). The 
Vasse estuary is fed by three rivers with varying flows and 
which may result in more temporal and spatial variation in 
salinity than in the Wonnerup which is fed by a single river  
(Department of Water 2010) (Fig. 1). Surge barriers on the 
exit channels of each estuary can be opened at different 
times and for varying durations and may also produce dif-
ferences in salinity (pers comm L. Kalnejais).

Fig. 1   Vasse and Wonnerup estuaries in southwestern Australia. All sites 
where sediment cores were collected to assess the depth-distribution of 
early life cycle stages of Ruppia spp. and porewater salinity conditions 
were upstream of the surge barriers. One core was collected from six 

sites (green) which retained water from July 2019 to January 2020(n = 1/
month). Three cores were collected from three zones in the areas that 
seasonally dry in June 2019 and January 2020 (yellow) (n = 3/month)
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Field Sampling (Porewater and Early Life Stages)

Field sampling was conducted to characterise the range of 
porewater salinities that the sediment seedbank is exposed 
to during critical life history stages using two approaches. 
First, porewater salinity changes were characterised at sites 
where seagrasses completed their full life cycle from early 
germination to senescence. One sediment core was collected 
each month from June 2019 to January 2020 from three sites 
in each of the Vasse and Wonnerup estuaries (Fig. 1). For 
the second approach, porewater salinity was evaluated at two 
sites in the Vasse Estuary that dry out seasonally but support 
seagrass during their inundated period and were likely to 
display more extreme salinities than the permanently inun-
dated sites. Sampling was conducted at the end and at the 
start of the dry season (June 2019 and January 2020, respec-
tively), when the seedbank is usually dormant and no adult 
plants were present. Within each site, three replicate cores 
were collected from each of three zones which differed in 
their degree of drying: above the water’s edge, at the water’s 
edge and in the shallow inundated. The information from 
the field sampling was used to inform the treatments for 
the germination experiment. For both approaches, sediment 
cores (9.6 cm Ø) were pushed to a depth of 15 cm to collect 
sediment and porewater. A bung was placed immediately 
at the bottom of the core, surface water was removed by 
syphoning and another bung was placed at the top of the 
core. Cores were secured upright and transported back to 
Edith Cowan University for processing. Within 48 h of col-
lection, cores were sliced at 5-cm intervals and each slice 
placed in a separate sealed bag and stored at 4 °C prior to 
processing. Porewater salinity was measured at three depth 
intervals (0–5, 5–10 and 10–15 cm) by extracting the pore-
water with a Wildco™ sediment squeezer with 100 µm 
mesh and measuring salinity using a conductivity meter. 
After porewater salinity was measured, each sediment depth 
interval was placed on a 750-µm sieve which trapped seeds, 
germlings and seedlings that are > 1 mm in diameter (Brock 
1982) and rinsed with seawater. Following Mason (1967), all 
three life stages were identified to species and then counted. 
Only seeds within intact seed coats were included in the 
seedbank density count. Germlings were defined as those 

that had an emerging cotyledon (> 1 mm but < 10 mm) indi-
cating germination had occurred whilst seedlings were cate-
gorised when the leaf was longer than 1 cm and adventitious 
roots were present, indicative of successful establishment 
(Gu et al. 2018).

Seed Viability Assessment

Seedbank viability assessments were conducted on seeds 
of R. polycarpa (155) and R. megacarpa seeds (77) col-
lected in February 2021. Within a week of collection, seed 
embryos were separated from their seed coats and placed in 
1% tetrazolium chloride solution for 48 h in darkness. Seeds 
examined under a dissecting scope were considered viable 
when the embryo stained red (Hendry and Grime 1993).

Seed Collection

Seeds of R. polycarpa were collected directly from the 
reproductive shoots of adult plants from the Vasse and 
Wonnerup estuaries in November 2019 and kept in water 
from the collection site during transportation. In the labora-
tory, seeds from each estuary were stored in separate tanks 
(28 × 20 × 14 cm) covered with black plastic. Each tank con-
tained seawater diluted with rainwater to a salinity of 15 and 
maintained at 21 °C, (i.e. the salinity and temperature at the 
time of collection). The seeds were maintained under these 
conditions for 9 months until the experiment began, at the 
time when seed germination is observed in the Vasse and 
Wonnerup estuaries.

Experimental Design

A mesocosm experiment was designed to test the effects of 
the estuary of origin (Estuary, levels: Vasse, Wonnerup); 
porewater salinity when the seed is dormant (‘Dormancy’, 
levels: 15, 60, 150); and the porewater salinity when the seed 
is germinating (‘Germination’, 10, 20, 80) on the germina-
tion of R. polycarpa (Fig. 2). The levels within each porewa-
ter salinity factor reflected the range of porewater salinities 
that seeds, germlings and seedlings are currently exposed 
to in the Vasse and Wonnerup estuaries (see the “Results” 
section for details) and may be exposed to under a drying 
climate (Hallett et al. 2018; Hughes 2003). The experiment 
was conducted in an outdoor mesocosm facility from August 
to October 2020 and comprised two phases. During phase 
1, seeds were subjected to one of the Dormancy conditions 
for nine days and then, in phase 2, to one of the Germina-
tion treatments for 40 days (Fig. 2). For phase 2, a random 
block design was used with three replicate Blocks set up per 
estuary (n = 3). Each Block was a large (850 L), temperature-
controlled water tank and within each, were nine smaller (5 
L) tanks. Each smaller tank contained ten seeds and was 

Table 1   Annual mean (minimum–maximum) salinity. Data retrieved 
from Water Information Reporting websi​te

Year Vasse estuary Wonnerup estuary

2016 6 (0–96) 10 (0.4–48)
2017 10 (0.4–51) 15 (1.0–38)
2018 23 (0.9–97) 14 (0.6–86)
2019 19 (0.8–83) 23 (1.6–83)
2020 17 (0.6–72) 17 (3–66)

https://www.water.wa.gov.au/maps-and-data/monitoring/water-information-reporting
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randomly assigned one of the 9 Dormancy × Germination 
treatment combinations, so that across all 3 Blocks, there 
were 3 replicates of each combination (Fig. 2).

Treatment salinities were made by mixing freshwater and 
Red Sea Salt Coral Pro Marine Aquarium Salt™. During the 
Dormancy phase, seeds were placed into tanks containing 
the solution (without sediment), in darkness with water tem-
perature initially 21 °C and reduced by 1 °C per day to reach 
13.5 °C, the in situ peak germination temperature. No seeds 
germinated during this phase. For the Germination phase, each 
small tank within each Block had 10 plastic cells filled with a 
mixture of washed sand (98%), dried macrophyte wrack (1%) 
and an inoculant (1%) by weight (~ 90 g) of sediment from the 
collection site. One seed was placed in each cell just below the 
sediment but with the beak still visible so that the emergence 
of the cotyledon, indicative of germination, could be noted 
(Koch and Seeliger 1988). Each small tank was filled with 3 
L of the Germination salinity solution with around 5 cm of 
the tank remaining above the water level in the Block tank so 
that the salinity was maintained. Mean daily sunshine hours 
ranged from 6 h in August to 8 h in October (www.​bom.​gov.​
au). Average in-water midday light intensity was 373 µmol 
photons m−2 s−1 measured using a MicroPAR quantum sen-
sor In-situ Marine Optics Pty Ltd, Western Australia.

Salinity and temperature were checked daily with a Thermo-
scientific multimeter in each tank. Salinity adjustments were 

made to ensure salinity was ± 0.5 PSU of target salinity. Water 
levels were maintained via additions of premade salinity treat-
ment solutions to reduce salinity variations due to evaporation. 
Temperature was maintained using heater-chiller units (Teco 
TK2000). One HOBO data logger (UA-001–64) was placed 
in the central small tank in each Block to measure temperature 
at hourly intervals. Mean water temperature was 12.5 °C and 
ranged from 10 to 16 °C, reaching the extremes only for short 
periods (1–2 h) on some days. Tanks were cleaned regularly 
to remove algae and debris. Water changes in the small tanks 
were completed every two weeks by syphoning out 1.5 L and 
replacing with 1.5 L of freshly made treatment solution.

Experimental Measurements

Germination (% per small tank) was recorded daily for the 
full seven weeks including Dormancy and Germination peri-
ods. Minimum time to germination (days) was calculated as 
the number of days from the start of the treatment phase for 
the first seed to germinate and average time to germination 
(days) was the mean for all seeds that had germinated in that 
small tank by the end of the experiment. Seedling establish-
ment (%) was recorded at the end of the experiment as a 
percentage. The leaf extension of seedlings was recorded 
fortnightly by measuring the length from the end of the leaf 
to the cotyledon. The number of branches was recorded, and 

Fig. 2   Experimental design to test the effects of estuary of origin, porewater salinity during dormancy and germination on the germination ecol-
ogy of Ruppia polycarpa 

http://www.bom.gov.au
http://www.bom.gov.au
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the length of each branch recorded (distance from the tip of 
the branch to the main leaf), and these lengths summed for 
each plant. The summed growth per seed was expressed as 
an extension rate based on the time from seed germination 
(mm day−1), and averaged for all seedlings per small tank. 
At the end of the experiment, all seedlings were separated 
into above (leaves) and below (roots) ground material, dried 
at 60 °C for 48 h and weighed. A growth rate was calculated 
for the above, below and total biomass for each seedling (mg 
day−1) and then averaged for each small tank.

Statistical Analyses

Response variables were analysed using permutational analy-
sis of variances (PERMANOVA) to determine the main and 
interactive effects of Estuary, the Dormancy salinity and the 
Germination salinity. Factors were as follows: Estuary (fixed), 
Block nested within Estuary (random, 6 levels, 3 per Estuary), 
Dormancy salinity (fixed) and Germination salinity (fixed). 
No seeds germinated in the 80 salinity treatments so these data 
were excluded from the analyses. Where Block was statistically 
non-significant (p > 0.05), this factor was removed and the data 
‘pooled’ following Underwood (1990). Homogeneity of mul-
tivariate dispersions was checked with PERMDISP on the raw 
data for all response variables. If PERMDISP not met (p < 0.05), 
then transformations were applied and PERMDISP was re-run. 
Above-ground biomass was the only variable to require trans-
formation (square root). Thus, statistical significance was set to 
p < 0.05 for all analyses. Post hoc pairwise tests were used to 
identify the significantly different levels within each significant 
main effect or interaction. The analyses were conducted using 
PRIMER v7 software (Clarke and Gorley 2015) with the PER-
MANOVA add-on module (Anderson et al. 2008).

Results

Approximately 93% of all seeds found at the seagrass sam-
pling sites were R. polycarpa with the remainder R. meg-
acarpa, so only R. polycarpa is reported on. The average 
viability of R. polycarpa seeds 47.7 ± 6.3%. Across both 
estuaries and all months, the average seed density ranged 
from 9 ± 6 to 24 ± 14 m−3, average germling density ranged 
from 0 to 0.1 ± 0.2 m−3 and average seedling density ranged 
from 0 to 6 ± 8 m−3 and generally, densities were higher 
at < 5 cm depth (Supplementary Fig. 1, Fig. 2).

Porewater Salinity Conditions over the Life 
Cycle of Seagrasses and in Seasonally Dry Areas 
Supporting Early Life Stages

Porewater salinity trends were similar across the two estu-
aries, declining over winter-spring (August to September/

October) and then increasing over spring into summer 
(November to January; Fig. 2). The timing and magnitude 
of minima varied between the two estuaries, reaching 5 in 
September in the Vasse estuary and 10 in October in the 
Wonnerup estuary (Fig. 2). Maxima occurred in January in 
the Vasse and Wonnerup reaching 40 and 45, respectively 
(Fig. 2). Dormant seeds dominated across both estuar-
ies, months and depths (Fig. 2). Seedlings were present 
across most depth intervals and months, except December 
(Fig. 2). Germlings generally occurred in < 10-cm depth, 
earlier months (July to October) and in the Wonnerup 
(Fig. 2).

At the sites which seasonally dried, porewater salin-
ity varied between seasons, across the hydrologic gradient 
within the sites and with sediment depth (Fig. 3). In both 
seasons, maximum porewater salinities occurred above the 
water’s edge but were higher at the end of the dry season 
(max. ~ 110) compared to the start (max. ~ 70) (Fig. 3). The 
depth of these maximum values differed between seasons, 
occurring deeper (5–10 cm) at the end of the dry season and 
shallower (0–5 cm) at the start of the dry season (Fig. 2). 
In submerged sediments, surface and porewater salinity 
(0–5 cm) varied more at the start of the dry season when the 
surface water had a higher salinity (42 at the surface versus 
30 in the pore water) compared to the end of the dry season 
when the porewater salinity was higher (52 versus 60, respec-
tively). In submerged sediments, there was greater variation 
in porewater salinity with increasing depth at the end of the 
dry season (60 to 85) compared to at the start of the dry sea-
son (25–35, Fig. 3).

Experimental Study

Seed Germination (%)

Across estuaries and treatments, germination rates ranged 
between 0 and 77% (Fig. 4A). Germination occurred in the 
10 (41–77%) and 20 (9–70%) Germination treatments but 
not in the 80 treatments (Fig. 4A). There was a significant 
effect of each factor Estuary, Dormancy salinity and Ger-
mination salinity on germination rate, with no significant 
interactions (Fig. 4A; Table 2). The sum of squares (SS) 
indicated that Dormancy salinity (SS = 10,809) explained 
51% of the total variation (SS total = 21,265). Significantly 
fewer seeds from the Vasse germinated compared to the 
Wonnerup (34% v 42%). Seeds previously exposed to 15 
had significantly lower germination (23 ± 15%) compared 
to those previously exposed to 60 (49 ± 25%) or to 150 
(43 ± 22%) (Fig. 4A). Germination was significantly higher 
for seeds transferred into 10 (66 ± 8%) compared to those 
transferred into 20 (49 ± 16%).
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Mean Time and Minimum Time to Germination (Days)

The average time to germination was between 13 ± 2 and 
29 ± 3 days (Fig. 5B). There was a significant effect of Estu-
ary and Germination salinity on the mean time to germi-
nation (days) but no effect of Dormancy salinity and no 
significant interactive effects (Table 2), with Germination 
salinity explaining 41% of the variance. Seeds from the 
Vasse estuary germinated significantly faster (18 d) than 
those from the Wonnerup (22 d; Fig. 5B). Seeds germinated 
significantly quicker when transferred into 10 (17 days) 
compared to 20 (24 days).

The minimum time to germination ranged from 
8 ± 0.3 days to 26 ± 4.5 days (Fig. 5C) and was significantly 

affected by a Dormancy × Germination salinity interaction 
(p = 0.0024, Table 2). For seeds subjected to the 10 Germi-
nation treatment, those previously exposed to 15 (11 days) 
or 60 (10 days) Dormancy treatment germinated in signifi-
cantly less time than those exposed to 150 (13 days). In 
contrast, for seeds subjected to the 20 Germination treat-
ment, those previously exposed to 60 (14 days) germinated 
in significantly fewer days than those previously exposed 
to 15 (26.4 days) or 150 (18.5 days) (Fig. 5C).

Seedling Establishment (%)

On average, seedling establishment occurred for 23–77% of 
seeds that had germinated (Fig. 4D). Seedling establishment 

Fig. 3   Mean porewater salinity () in the surface water and in the 
sediment at three depth intervals: 0–5 cm, 5–10 cm and 10–15 cm in 
inundated areas. Each month, from July 2019 to January 2020, one 

replicate core was collected at each site in the Vasse estuary (n = 3) 
and the Wonnerup estuary (n = 3), southwestern Australia. Circles 
indicate presence of early life history stages of Ruppia spp

Fig. 4   Mean porewater salinity () in the sediment at three depth inter-
vals: 0–5  cm, 5–10  cm and 10–15  cm along a gradient of drying. 
Three replicate cores were collected at each point along the gradient 

at two sites (n = 6) at the end (June 2019) and start of the dry season 
(January 2020) within the Vasse estuary, southwestern Australia. Cir-
cles indicate presence of early life history stages of Ruppia spp
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was not affected by the Estuary the seeds originated from 
with similar values recorded for the Vasse estuary (32 ± 6%) 
and Wonnerup (37 ± 6%) (Estuary, p = 0.1255, Table 2, 
Fig. 4D). There were significant main effects of Dormancy 
salinity (p = 0.0001) and Germination salinity (p = 0.0003) 
on seedling establishment. For Dormancy salinity, estab-
lishment was significantly higher for seeds previously 

exposed to 60 (46 ± 8%) than those previously exposed to 
150 (37 ± 7%) which was significantly higher again than 
the 15 (21 ± 6%). For Germination salinity, more seedlings 
established in the 10 treatments (62 ± 4%) compared to the 
20 treatments (41 ± 6%; p = 0.0011). Approximately 44% 
of the variance in seedling establishment was explained by 
the Dormancy group (SS = 8536) compared to 19% by the 

Table 2   Results from 
PERMANOVA statistical 
tests examining the influence 
of location (Location), 
Dormancy salinity (15, 60, 
150) and Germination salinity 
(Treatment: 10, 20, 80) average 
seed germination (%) and 
average minimum number of 
days to germination. Significant 
effects (p ≤ 0.05) are indicated 
in bold text

Source df F p df F p

Average seed germination (%) Mean time to germination (days)
Estuary 1 4.92 0.04 1 9.29 0.007
Dormancy 2 23.61 0.0001 2 2.91 0.07
Germination 1 10.07 0.004 1 34.55 0.0001
Est × Dor 2 0.65 0.53 2 1.27 0.30
Est × Ger 1 0.54 0.47 1 0.04 0.85
Dor × Ger 2 2.32 0.12 2 3.22 0.06
Est × Dor × Ger 2 0.10 0.91 2 1.18 0.32
Residual 24 23
Total 35 34
Minimum time to germination (days) Average seedling establishment (%)
Estuary 1 4.04 0.06 1 2.50 0.1
Dormancy 2 11.36 0.0006 2 17.84 0.0001
Germination 1 48.38 0.0001 1 16.19 0.0003
Est × Dor 2 0.43 0.7 2 1.01 0.4
Est × Ger 1 0.01 0.9 1 0.02 0.9
Dor × Ger 2 8.45 0.002 2 2.20 0.1
Est × Dor × Ger 2 0.18 0.8 2 0.02 0.9
Residual 23 23
Total 34 34
Average shoot extension rate (mm 

day−1)
Average growth (mg day−1)

Estuary 1 1.11 0.3 1 0.0002 0.6
Dormancy 2 2.67 0.09 2 0.0004 0.6
Germination 1 14.36 0.001 1 0.0002 0.7
Est × Dor 2 3.90 0.04 2 0.0007 0.5
Est × Ger 1 0.26 0.6 1 0.0009 0.3
Dor × Ger 2 0.36 0.7 2 0.002 0.1
Est × Dor × Ger 2 0.46 0.6 2 0.0008 0.4
Residual 23
Total 34
Average above-ground growth (mg 

day−1)
Average below-ground growth (mg day−1)

Estuary 1 3.17 0.09 1 0.04 0.8
Dormancy 2 0.61 0.6 2 0.49 0.6
Germination 1 0.77 0.4 1 0.0004 0.9
Est × Dor 2 0.70 0.5 2 0.48 0.6
Est × Ger 1 0.09 0.7 1 1.30 0.3
Dor × Ger 2 0.09 0.9 2 2.78 0.08
Est × Dor × Ger 2 0.41 0.7 2 0.55 0.6
Residual 22 22
Total 33 33



1247Estuaries and Coasts (2023) 46:1239–1252	

1 3

Germination salinity group (SS = 3872) (total SS = 20,299) 
Fig. 5D.

Shoot Extension Rate (mm day−1) and Growth (mg day−1)

Shoot extension rates ranged between 1.2 ± 0.2 and 
3 ± 0.2 mm day−1 (Fig. 4E). Germination salinity had a 
significant effect on shoot extension rate with higher rates 
for seedlings in 10 (2.61 mm day−1) compared to those in 
20 (1.77 mm day−1) (p = 0.0014, Table 2). There was also a 
significant interactive effect of Estuary × Dormancy salinity 
on leaf extension (p = 0.0369, Table 2). Within the Vasse 
estuary, the shoot extension rate was significantly higher 
for seedlings previously exposed to 60 (2.70 mm day−1) 
compared to those exposed to 15 (1.96 mm day−1), but 
in the Wonnerup shoot extension rate was similar across 
all Dormancy salinity treatments. Like seedling establish-
ment, Dormancy salinity explained more of the variance in 
shoot extension rate than Germination salinity (26% versus 
14% respectively, Table 2). Seedling growth ranged from 

0 to 0.14 mg day−1 (Fig. 4F) but the differences amongst 
Estuaries, Dormancy and/or Germination salinity groups 
were not significant (Table 2). The results for above-ground 
and below-ground growth were similar to total growth 
(Table 2).

Discussion

Understanding the environmental cues that initiate germina-
tion of foundation plant species is crucial for predicting how 
global change will affect their resilience (Cumming et al. 
2017). Our findings show that porewater salinity dynam-
ics are one such environmental cue, being critical for the 
release of seeds from dormancy and their subsequent ger-
mination success for the seagrass R. polycarpa. Two aspects 
of the porewater salinity dynamics appear to be important: 
the absolute salinities that seeds experience and a signifi-
cant change in salinity. Provided salinity declined to low 
levels, either 20 or 10, seeds that were previously exposed 

Fig. 5   Effect of Dormancy salinity (15, 60, 150) and Germination 
salinities (10 and 20) on germination processes (mean ± SE) of Rup-
pia polycarpa seeds collected from two estuaries in southwestern 
Australia. Seed germination (A), time to germination (B), minimum 
time to germination (C), seedling establishment (D), shoot extension 
rate (E), growth rate (F). Note that a Germination salinity of 80 was 

also used in the experiment but no seeds germinated so the group was 
excluded from the analyses. Letters represent the outcomes of pair-
wise PERMANOVA tests for significant differences between Dor-
mancy groups. The symbols ‘greater than’ or ‘lesser than’ indicate 
the direction of the significant difference between seeds in the Germi-
nation salinity groups
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to hypersalinities (150 or 60) germinated more quickly and 
more seeds germinated overall. Where the salinity only 
declined to 80 we saw no germination. These findings indi-
cate a ‘benefit’ of exposure to hypersalinity during the dry 
season through enhanced seed germination if subsequent 
winter rainfall reduces salinity sufficiently. However, they 
also hint at potentially negative consequences for the sea-
grass if future climate change alters the timing or magnitude 
of salinity changes within estuaries.

Seasonal Drying and Wetting Creates Dynamic 
Porewater Salinity Regime Which Strongly Affects 
Germination

The conditions seeds are exposed to during dormancy can 
affect germination (Wetson et al. 2008). In this study, ger-
mlings were found across a range of salinity conditions in 
the sediment porewaters but predominantly during June to 
August, when they experienced a shift from hyper- to hypo-
salinity. Our experiment confirmed that this type of change 
in salinity enhanced germination, especially if seeds were 
transferred from hypersaline conditions to salinities less than 
20. Such ‘salt stimulation’ has been reported for other Rup-
pia spp. (van Vierssen et al. 1984) and species occupying 
salt marshes (Woodell 1985). Exposure to high salinities 
and/or drying is considered beneficial for germination as 
it ruptures the seed coat and enables the uptake of water 
as soon as rainfall occurs and stimulates enzyme activity 
needed for embryonic growth (Leopold and Kriedemann 
1975). Our observed lack of germination when seeds were 
transferred into the 80 treatment suggests that the ‘benefit’ 
of exposure to hypersaline conditions during dormancy 
will manifest only if salinity is then reduced sufficiently. 
Low salinities enhance the magnitude of germination (as 
shown in this study), lower abiotic stress (Touchette 2007) 
and enhance seedling survival (Strazisar et  al. 2013a). 
Seagrasses evolved in freshwater environments and began 
colonising marine systems over 100 million years ago, so 
enhanced performance in low salinities may reflect their evo-
lutionary history (Waycott et al. 2006). This may explain 
why in 10 compared to 20, we recorded greater overall ger-
mination, generally in less time and with higher seedling 
establishment and subsequent growth (as measured by leaf 
extension). Based on our findings, the optimum for R. poly-
carpa seeds and seedlings is likely closer to 10, which lies 
between 5 reported for R. sinensis (Gu et al. 2018) and 15 
for R. maritima (Koch and Dawes 1991). Our findings also 
suggest that there is some sort of threshold of change in 
salinity for germination to occur and that this probably lies 
between 80 and 20, though we can be no more precise than 
that. Overall, these results confirm that porewater salinity 

dynamics are important drivers of seed dormancy release 
and germination of R. polycarpa.

Strategies Adopted at Early Life Stages Could Afford 
Resilience to Altered Salinity Regimes

Our observations of dormant seeds and germlings over the 
entire field sampling period and over a range of in situ salini-
ties are indicative of a plant with strategies well suited to a 
highly variable environment. Only a proportion of R. poly-
carpa seeds germinated even though conditions were favour-
able which was evidenced by germlings also being present. 
The combination of a persistent seedbank and variation in 
the timing of dormancy release ‘bet-hedge’ against changing 
conditions changing before reproduction can successfully 
occur and reduces the risk of extinction (Gremer et al. 2016). 
Germination of R. polycarpa was not limited to a particular 
salinity, rather it occurred over a range of salinity conditions. 
Having general requirements for germination can increase 
the total number of individuals that reproduce and contrib-
ute to replenishing of the seedbank in habitats with unpre-
dictable conditions (Barga et al. 2017) and under climate 
change (Gremer and Venable 2014). We also observed that 
R. polycarpa germlings first appeared in June, the start of the 
growing season and when salinity begins to decline, indica-
tive of germination cuing (Donohue et al. 2010). Such early 
germination would increase the duration that seedlings were 
exposed to low salinity conditions, increasing the likelihood 
of completing their life cycle and reproducing (Strazisar 
et al. 2013b). By adopting a combination of bet-hedging and 
germination cuing, we conclude that R. polycarpa is adapted 
to tolerate variable salinity conditions. However, changes 
in conditions from climate change can disrupt bet-hedging 
strategies (Ooi et al. 2009). Therefore, we stress the need to 
investigate the mechanisms which uphold these strategies of 
R. polycarpa to improve our understanding of its ability to 
respond to future pressures.

In the experiment, no germlings occurred in 80 but, in the 
field, were found in a broad range of salinities from 60 to 
110. Vollebergh and Congdon (1986) recorded germination of 
R. polycarpa in a Victorian saltmarsh in high salinities (40), 
again contrasting our experimental findings. These contrasting 
experimental and field observations might be explained by the 
nature of the salinity regimes in the different studies. In the 
experiment, seeds were exposed to pulsed salinity treatments, 
abruptly changing from hypersalinity to hyposaline condi-
tions, whereas in the field salinity changed gradually over 
time. Gradual changes in salinity allow for osmotic adjustment 
and can extend the salinity tolerance of seedlings (Strazisar 
et al. 2013a) and adults (Griffin and Durako 2012). Another 
plausible explanation relates to the highly heterogenous nature 
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of sediments at small spatial scales. It is possible that there 
were variations in salinity at small spatial scales that were not 
captured by the temporal and spatial resolution of monitor-
ing adopted here (Stockdale et al. 2009), such as from fresh 
localised groundwater inflow. This small-scale variation in 
porewater salinity is supported from the field studies where, at 
some times of year, the porewater salinity was lower at depth. 
Climate change will induce both gradual and acute changes 
to salinity (Tweedley et al. 2019). Further studies comparing 
the effects of both scenarios will improve our understanding 
of the implications for R. polycarpa.

Modifications to Salinity Regimes Under Global 
Change May Shift Germination Timing

Our results confirmed that, under current conditions, R. 
polycarpa displays a winter annual reproductive strategy and 
germination behaviour that is influenced by porewater salin-
ity, characteristics that make it susceptible to future changes 
in rainfall and salinity regimes. For Mediterranean-climate 
regions, predicted climate change impacts include reductions 
in winter rainfall and more intense summer rainfall events 
(Andrys et al. 2017), with both likely to alter the temporal 
dynamics of porewater salinity. Whilst we showed that a 
decline to 20 is adequate to trigger germination, salinity may 
not decline to this level as winters become drier, lowering 
seed germination and seedling survival (Kim et al. 2013). 
This scenario is more applicable to systems with relatively 
low freshwater input, such as the Wonnerup estuary in our 
study. Reductions in salinity may also occur later, delay-
ing germination to later in the winter and requiring the life 
cycle to be completed more quickly to ensure reproduc-
tion occurs before the system dries. Alternatively, extreme 
summer rainfall may dramatically reduce salinity (Du et al. 
2019) causing seeds to germinate far earlier than normal, 
with the risk of germlings dying if the subsequent conditions 
are unfavourable. The implications of such shifts in germina-
tion timing are likely to depend on how the effects manifest 
in subsequent life cycle stages. For alpine species, a shift in 
the timing of germination posed the greatest risk to seedlings 
(Mondoni et al. 2012). The consequence of changes in the 
timing of germination was not addressed in this study and 
require further research.

Site‑Level Differences Show Variation 
in Germination Success Could Confer Resilience

Site-level differences in germination responses to environ-
mental conditions are useful to know to improve predictions 
of species’ responses to climate change (Koch and Seeliger 

1988). In our study, site-specific differences manifested in two 
ways. Seed germination was higher in the Wonnerup estuary 
but seeds from the Vasse estuary germinated in less time on 
average. Greater seed germination would increase the likeli-
hood of seedlings becoming adults and producing propagules 
provided conditions were favourable (Olesen and Sand-Jensen 
1994). However, climate change can shorten ‘windows of 
opportunity’ for critical life history transitions (Mondoni 
et al. 2012). Thus, the strategy of earlier germination may 
be more advantageous in the context of climate change since 
it would enable plants to reach sexual maturity quicker and 
reproduce for longer periods of time, promoting persistence 
in subsequent seasons (Donohue et al. 2005). Seeds from the 
Vasse estuary appear to have traits that could confer greater 
resilience to future environmental change. The mechanism 
explaining these differences is unclear since the porewater 
salinity regimes of both estuaries were similar. Future work 
should seek to increase understanding of seed ecology as well 
as identifying the mechanisms influencing these differences to 
test future-proofing methods for macrophyte restoration (Wood 
et al. 2019).

Sediment Seedbank Assessment Reveals Dynamic 
Salinity Regime and Potential Bottlenecks 
to Seagrass Resilience

Quantifying sediment microenvironmental conditions that can 
affect early life stages is important for understanding the resil-
ience of seagrass and salt marsh in variable salinity environ-
ments (Wiegert et al. 1983). In estuarine systems that support 
annual populations, our results revealed that critical life his-
tory stages of seagrasses (seeds, germlings and seedlings) are 
exposed to very different salinity conditions in the sediment 
compared to the overlying surface water. To our knowledge, 
the present study is one of the few investigations to describe 
the porewater salinity conditions that early life history stages 
of seagrass are exposed to and relate this to germination. Pore-
water analyses revealed a highly dynamic and unique salinity 
regime that did not always reflect surface salinity conditions. 
For instance, at particular times and locations there was vari-
ation in salinity through the sediment profile and the nature 
of these patterns varied over time. There did appear to be an 
overlap in the seasonal trends in surface and porewater salin-
ity; both declined during winter following rainfall however, 
porewater salinity can also be affected by other factors such 
as subsurface flow (Moffett et al. 2012). There is a need for 
future ecological modelling of estuarine responses to climate 
change to factor in porewater concentrations and conditions 
rather than simply assuming surface water conditions are all 
that plants experience and are responding to.
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Conclusions

This study is one of the few investigations to describe pore-
water salinity conditions and provides evidence that early 
life history processes of seagrass, including seed dormancy 
and germination, are synchronised to the seasonal drying 
and wetting of highly seasonal estuarine habitats. A shift 
from higher to lower salinity was an important environ-
mental cue that enhanced the germination of R. polycarpa 
seeds but only if salinity was reduced enough. On this basis, 
we predict that declining winter rainfall could reduce ger-
mination however, extreme rainfall events in summer may 
induce summer germination with potentially negative con-
sequences. Germination was not restricted to a particular 
salinity but occurred over a range of salinities, indicative of 
bet-hedging. This strategy could enable regeneration even 
under increasing salinities associated with warming. Assess-
ments of the performance of later life history stages follow-
ing delayed or unseasonal germination are needed to fully 
understand whether populations can reproduce and persist 
as salinity becomes more erratic.

Supplementary Information  The online version contains supplemen-
tary material available at https://​doi.​org/​10.​1007/​s12237-​023-​01195-w.

Acknowledgements  We are very grateful to ECU staff and volun-
teers for fieldwork assistance, in particular Caitlyn O’Dea and Marta 
Sanchez Alarcon. We thank DWER staff including Kath Lynch, Joanna 
Browne and Linda Kalnejais for fieldwork assistance and information 
regarding management of the system. Thanks to Terry McFarlane for 
assistance with species identification.

Author Contribution  CW, KM and PL made substantial contributions 
to conception and design, analysis and interpretation of data. CW led 
the field and laboratory data collection and drafting and finalising the 
manuscript. SS made substantial contributions to data acquisition in 
the field and laboratory, conception and design and reviewing the 
manuscript. JB made substantial contributions to data acquisition in 
the laboratory and reviewing the manuscript.

Funding   Open Access funding enabled and organized by CAUL and 
its Member Institutions. Funding was provided through an industry 
scholarship with Edith Cowan University and supported by the Depart-
ment of Water and Environmental Regulation through the Healthy 
Estuaries, Western Australian State Government initiative. Funding 
was also provided by Kathryn McMahon.

Declarations 

Conflict of Interest  The authors declare no competing interests.

Open Access  This article is licensed under a Creative Commons Attri-
bution 4.0 International License, which permits use, sharing, adapta-
tion, distribution and reproduction in any medium or format, as long 
as you give appropriate credit to the original author(s) and the source, 
provide a link to the Creative Commons licence, and indicate if changes 
were made. The images or other third party material in this article are 
included in the article's Creative Commons licence, unless indicated 
otherwise in a credit line to the material. If material is not included in 
the article's Creative Commons licence and your intended use is not 

permitted by statutory regulation or exceeds the permitted use, you will 
need to obtain permission directly from the copyright holder. To view a 
copy of this licence, visit http://​creat​iveco​mmons.​org/​licen​ses/​by/4.​0/.

References

Anderson, M.J., R.N. Gorley,  and K.R. Clarke.  2008. PERMANOVA+ 
for PRIMER: Guide to software and statistical methods.

Andrys, J., J. Kala, and T.J. Lyons. 2017. Regional climate projections 
of mean and extreme climate for the southwest of Western Aus-
tralia (1970–1999 compared to 2030–2059). Climate Dynamics 
48: 1723–1747. https://​doi.​org/​10.​1007/​s00382-​016-​3169-5.

Barga, S., T.E. Dilts, and E.A. Leger. 2017. Climate variability affects 
the germination strategies exhibited by arid land plants. Oecologia 
185: 437–452. https://​doi.​org/​10.​1007/​s00442-​017-​3958-5.

Beck, M., K.L. Heck, K. Able, D. Childers, D. Eggleston, B. Gillanders, 
B. Halpern, C. Hays, K. Hoshino, T. Minello, R.J. Orth, P. Sheri-
dan, and M.P. Weinstein. 2001. The identification, conservation, 
and management of estuarine and marine nurseries for fish and 
invertebrates. BioScience 51: 633. https://​doi.​org/​10.​1641/​0006-​
3568(2001)​051[0633:​ticamo]​2.0.​co;2.

Borja, A., M. Elliott, J.K. Andersen, A.C. Cardoso, J. Carstensen, 
J.G. Ferreira, A.S. Heiskanen, J.C. Marques, J.M. Neto, H. 
Teixeira, L. Uusitalo, M.C. Uyarra, N. Zampoukas. 2013. Good 
Environmental Status of marine ecosystems: What is it and how 
do we know when we have attained it? Marine Pollution Bul-
letin 76: 16–27.

Brock, M.A. 1983. Reproductive allocation in annual and perennial 
species of the submerged aquatic halophyte Ruppia. Ecology 
71: 811–818.

Brock, M.A. 1982. Biology of the salinity tolerant genus Ruppia L. 
in saline lakes in South Australia I. Morphological variation 
within and between species and ecophysiology. Aquatic Botany 
13: 219–248. https://​doi.​org/​10.​1016/​0304-​3770(82)​90062-6.

Brock, M.A., 1986. Adaptation to Fluctuations rather than to 
Extremes of Environmental Parameters, Limnology. ed.

Carruthers, T.J.B., J. Wilshaw,  and D.I. Walker. 1997. Ecology of 
Ruppia megacarpa and its epiphytes in Wilson Inlet, the influence 
of physical factors.

Clarke, K.R., and R.N. Gorley.  2015. PRIMER v7: user manual/
tutorial, PRIMER-E, Plymouth.

Collier, C.J., A.B. Carter, M. Rasheed, L. McKenzie, J. Udy, R. 
Coles, J. Brodie, M. Waycott, K.R. O’Brien, M. Saunders, M. 
Adams, K. Martin, C. Honchin, C. Petus, and E. Lawrence. 2020. 
An evidence-based approach for setting desired state in a com-
plex Great Barrier Reef seagrass ecosystem: A case study from 
Cleveland Bay. Environmental and Sustainability Indicators 7: 
100042. https://​doi.​org/​10.​1016/j.​indic.​2020.​100042.

Connolly, R.M., T.M. Smith, P.S. Maxwell, A.D. Olds, P.I. Macreadie,  
and C.D.H. Sherman. 2018. Highly disturbed populations of 
seagrass show increased resilience but lower genotypic diver-
sity. Frontiers of Plant Science 9: 1–9. https://​doi.​org/​10.​3389/​
fpls.​2018.​00894.

Cumming, E., J.C. Jarvis, C.D.H. Sherman, P.H. York, and T.M. 
Smith. 2017. Seed germination in a southern Australian temper-
ate seagrass. PeerJ 2017: 1–19. https://​doi.​org/​10.​7717/​peerj.​
3114.

Cyrus, D., H. Jerling, F. MacKay, and L. Vivier.   2011. Lake St 
Lucia, Africa’s largest estuarine lake in crisis: combined effects 
of mouth closure, low levels and hypersalinity. South African 
Journal Science 107. https://​doi.​org/​10.​4102/​sajs.​v107i3/​4.​291.

Department of Water. 2010. Vasse Wonnerup Wetlands and Geographe 
Bay water quality improvement plan. Retrieved from: https://​www.​

https://doi.org/10.1007/s12237-023-01195-w
http://creativecommons.org/licenses/by/4.0/
https://doi.org/10.1007/s00382-016-3169-5
https://doi.org/10.1007/s00442-017-3958-5
https://doi.org/10.1641/0006-3568(2001)051[0633:ticamo]2.0.co;2
https://doi.org/10.1641/0006-3568(2001)051[0633:ticamo]2.0.co;2
https://doi.org/10.1016/0304-3770(82)90062-6
https://doi.org/10.1016/j.indic.2020.100042
https://doi.org/10.3389/fpls.2018.00894
https://doi.org/10.3389/fpls.2018.00894
https://doi.org/10.7717/peerj.3114
https://doi.org/10.7717/peerj.3114
https://doi.org/10.4102/sajs.v107i3/4.291
https://www.wa.gov.au/system/files/2022-12/Vasse-Wonnerup-and-Geographe-water-qualityimprovement-plan.pdf


1251Estuaries and Coasts (2023) 46:1239–1252	

1 3

wa.​gov.​au/​system/​files/​2022-​12/​Vasse-​Wonne​rup-​and-​Geogr​aphe-​
water-​quali​tyimp​rovem​ent-​plan.​pdf.

Donohue, K., L. Dorn, C. Griffith, E. Kim, A. Aguilera, C.R. Polisetty, 
and J. Schmitt. 2005. The Evolutionary Ecology of Seed Ger-
mination of Arabidopsis thaliana: Variable Natural Selection on 
Germination Timing. Evolution (N. Y). 59: 758–770.

Donohue, K., R. Rubio de Casas, L. Burghardt, K. Kovach, and C.G. 
Willis. 2010. Germination, postgermination adaptation, and spe-
cies ecological ranges. Annual Review of Ecology Evolution and 
Systematics 41: 293–319. https://​doi.​org/​10.​1146/​annur​ev-​ecols​ys-​ 
102209-​144715.

Du, J., and K. Park. 2019. Estuarine salinity recovery from an extreme 
precipitation event: Hurricane Harvey in Galveston Bay. Science 
of the Total Environment 670: 1049–1059. https://​doi.​org/​10.​
1016/j.​scito​tenv.​2019.​03.​265.

Du, J., K. Park, T.M. Dellapenna, and J.M. Clay. 2019. Dramatic 
hydrodynamic and sedimentary responses in Galveston Bay and 
adjacent inner shelf to Hurricane Harvey. Science of the Total 
Environment 653: 554–564. https://​doi.​org/​10.​1016/j.​scito​tenv.​
2018.​10.​403.

Gaylard, S., M. Waycott, and P. Lavery. 2020. Review of Coast and 
Marine Ecosystems in Temperate Australia Demonstrates a 
Wealth of Ecosystem Services. Frontiers in Marine Science 7: 
1–15. https://​doi.​org/​10.​3389/​fmars.​2020.​00453

Gremer, J.R., S. Kimball, and D.L. Venable. 2016. Within-and among-
year germination in Sonoran Desert winter annuals: Bet hedging 
and predictive germination in a variable environment. Ecology 
Letters 19: 1209–1218. https://​doi.​org/​10.​1111/​ele.​12655.

Gremer, J.R., and D.L. Venable. 2014. Bet hedging in desert winter 
annual plants: Optimal germination strategies in a variable envi-
ronment. Ecology Letters 17: 380–387. https://​doi.​org/​10.​1111/​
ele.​12241.

Griffin, N.E., and M.J. Durako. 2012. The effect of pulsed versus grad-
ual salinity reduction on the physiology and survival of Halophila 
johnsonii Eiseman. Marine Biology 159: 1439–1447. https://​doi.​
org/​10.​1007/​s00227-​012-​1923-8.

Gu, R., Y. Zhou, X. Song, S. Xu, X. Zhang, H. Lin, S. Xu, S. and S. 
Zhu. 2018. Effects of temperature and salinity on Ruppia sin-
ensis seed germination, seedling establishment, and seedling 
growth. Marine Pollution Bulletin 134: 177–185. https://​doi.​org/​
10.​1016/j.​marpo​lbul.​2017.​08.​013.

Hallett, C.S., A.J. Hobday, J.R. Tweedley, P.A. Thompson, K. McMahon,  
and F.J. Valesini. 2018. Observed and predicted impacts of cli-
mate change on the estuaries of south-western Australia, a Medi-
terranean climate region. Regional Environmental Change 18: 
1357–1373. https://​doi.​org/​10.​1007/​s10113-​017-​1264-8.

Hanington, P. 2014. Biogeochemical processes in permeable estuarine 
sediments following benthic community change: implication for 
system dynamics & Lyngby majuscula blooms in Deception Bay, 
Queensland 4–121.

Harrison, P.G., 1991. Mechanisms of seed dormancy in an annual pop-
ulation of Zostera marina (eelgrass) from the Netherlands. Cana-
dian Journal of Botany 69: 1972–1976. https://​doi.​org/​10.​1139/​
b91-​247.

Hendry, G.A.F., and J.P. Grime. 1993. Methods in comparative plant 
ecology, a laboratory manual. Springer Science & Business Media.

Hughes, L., 2003. Climate change and Australia: Trends, projections 
and impacts. Austral Ecology 28: 423–443.

Infante-Izquierdo, M., M. Castillo, B.J. Grewell, F. Nieva,  and A. 
Muñoz-Rodríguez. 2019. Differential effects of increasing salinity 
on germination and seedling growth of native and exotic invasive 
cordgrasses. Plants.

Intergovernmental Panel on Climate Change. “Climate change 2021: 
The physical science basis. Contribution of Working Group I to the 
Sixth Assessment Report of the Intergovernmental Panel on Cli-
mate Change,” V. Masson-Delmotte et al., Eds. (Cambridge Univ. 

Press, 2021). https://​www.​ipcc.​ch/​report/​ar6/​wg1/​downl​oads/​ 
report/​IPCC_​AR6_​WGI_​Full_​Report_​small​er.​pdf.

Keats, R.A., and L.J. Osher. 2007. The Macroinvertebrates of Ruppia 
(Widgeon Grass) Beds in a Small Maine Estuary. Northeastern 
Naturalist 14: 481–491.

Kendrick, G.A., R.J. Nowicki, Y.S. Olsen, S. Strydom, M.W. Fraser, E.A. 
Sinclair, J. Statton, R.K. Hovey, J.A. Thomson, D.A. Burkholder,  
K.M. McMahon, K. Kilminster, Y. Hetzel, J.W. Fourqurean, M.R. 
Heithaus, and R.J. Orth. 2019. A Systematic Review of How Mul-
tiple Stressors From an Extreme Event Drove Ecosystem-Wide 
Loss of Resilience in an Iconic Seagrass Community. Frontiers in 
Marine Science 6. https://​doi.​org/​10.​1007/​s12237-​023-​01195-w, 
https://​doi.​org/​10.​3389/​fmars.​2019.​00455

Kendrick, G.A., R.J. Orth, E.A. Sinclair,  and J. Statton. 2022. Effect 
of climate change on regeneration of seagrasses from seeds, Plant 
Regeneration from Seeds. INC. https://​doi.​org/​10.​1016/​b978-0-​12-​
823731-​1.​00011-1.

Kim, D.H., K.T. Aldridge, J.D. Brookes, and G.G. Ganf. 2013. The 
effect of salinity on the germination of Ruppia tuberosa and Rup-
pia megacarpa and implications for the Coorong: A coastal lagoon 
of southern Australia. Aquatic Botany 111: 81–88. https://​doi.​org/​
10.​1016/j.​aquab​ot.​2013.​06.​008.

Koch, E.W., and C.J. Dawes. 1991. Influence of salinity and tempera-
ture on the germination of Ruppia maritima L. from the North 
Atlantic and Gulf of Mexico. Aquatic Botany 40: 387–391. https://​
doi.​org/​10.​1016/​0304-​3770(91)​90083-H

Koch, E.W., and U. Seeliger. 1988. Germination ecology of two Ruppia 
maritima L. populations in Southern Brazil. Aquatic Botany 31: 
321–327. https://​doi.​org/​10.​1016/​0304-​3770(88)​90020-4.

Leopold, C. and P. Kriedemann. 1975. Plant growth and development.
Mason, R. 1967. The species of Ruppia in New Zealand. New Zealand 

Journal Botany 5: 519–531. https://​doi.​org/​10.​1080/​00288​25X.​
1967.​10428​771.

Maxwell, P.S., K.A. Pitt, D.D. Burfeind, A.D. Olds, R.C. Babcock, 
and R.M. Connolly. 2014. Phenotypic plasticity promotes per-
sistence following severe events: Physiological and morphologi-
cal responses of seagrass to flooding. Journal of Ecology 102: 
54–64. https://​doi.​org/​10.​1111/​1365-​2745.​12167.

Mckinney, R.A., S.R. Mcwilliams, and M.A. Charpentier. 2006. Waterfowl- 
habitat associations during winter in an urban North Atlantic estu-
ary. Biological Conservation 132: 239–249. https://​doi.​org/​10.​
1016/j.​biocon.​2006.​04.​002.

Moffett, K.B., S.M. Gorelick, R.G. McLaren, and E.A. Sudicky. 2012. 
Salt marsh ecohydrological zonation due to heterogeneous veg-
etation-groundwater-surface water interactions. Water Resource 
Research 48. https://​doi.​org/​10.​1029/​2011W​R0108​74.

Mondoni, A., G. Rossi, S. Orsenigo, and R.J. Probert. 2012. Climate 
warming could shift the timing of seed germination in alpine 
plants. Annals of Botany 110: 155–164. https://​doi.​org/​10.​1093/​
aob/​mcs097.

Olesen, B., and K.A.J. Sand-Jensen. 1994. Demography of shallow eel-
grass (Zostera Marina) populations-shoot dynamics and biomass 
development. Journal of Ecology 82: 379–390.

Ontoria, Y., A. Cuesta-Gracia, J.M. Ruiz, J. Romero, and M. Pérez. 
2019. The negative effects of short-term extreme thermal events 
on the seagrass Posidonia oceanica are exacerbated by ammonium 
additions. PLoS One 14: 1–19. https://​doi.​org/​10.​1371/​journ​al.​
pone.​02227​98.

Ooi, M.K.J., T.D. Auld, and A.J. Denham. 2009. Climate change and 
bet-hedging: Interactions between increased soil temperatures and 
seed bank persistence. Global Change Biology 15: 2375–2386. 
https://​doi.​org/​10.​1111/j.​1365-​2486.​2009.​01887.x.

Orth, R.J., M.C. Harwell, E.M. Bailey, A. Bartholomew, J.T. Jawad, 
A.V. Lombana, K.A. Moore, J.M. Rhode, and H.E. Woods. 2000. 
A review of issues in seagrass seed dormancy and germination: 
Implications for conservation and restoration. Marine Ecology  

https://www.wa.gov.au/system/files/2022-12/Vasse-Wonnerup-and-Geographe-water-qualityimprovement-plan.pdf
https://www.wa.gov.au/system/files/2022-12/Vasse-Wonnerup-and-Geographe-water-qualityimprovement-plan.pdf
https://doi.org/10.1146/annurev-ecolsys-102209-144715
https://doi.org/10.1146/annurev-ecolsys-102209-144715
https://doi.org/10.1016/j.scitotenv.2019.03.265
https://doi.org/10.1016/j.scitotenv.2019.03.265
https://doi.org/10.1016/j.scitotenv.2018.10.403
https://doi.org/10.1016/j.scitotenv.2018.10.403
https://doi.org/10.3389/fmars.2020.00453
https://doi.org/10.1111/ele.12655
https://doi.org/10.1111/ele.12241
https://doi.org/10.1111/ele.12241
https://doi.org/10.1007/s00227-012-1923-8
https://doi.org/10.1007/s00227-012-1923-8
https://doi.org/10.1016/j.marpolbul.2017.08.013
https://doi.org/10.1016/j.marpolbul.2017.08.013
https://doi.org/10.1007/s10113-017-1264-8
https://doi.org/10.1139/b91-247
https://doi.org/10.1139/b91-247
https://www.ipcc.ch/report/ar6/wg1/downloads/report/IPCC_AR6_WGI_Full_Report_smaller.pdf
https://www.ipcc.ch/report/ar6/wg1/downloads/report/IPCC_AR6_WGI_Full_Report_smaller.pdf
https://doi.org/10.1007/s12237-023-01195-w
https://doi.org/10.3389/fmars.2019.00455
https://doi.org/10.1016/b978-0-12-823731-1.00011-1
https://doi.org/10.1016/b978-0-12-823731-1.00011-1
https://doi.org/10.1016/j.aquabot.2013.06.008
https://doi.org/10.1016/j.aquabot.2013.06.008
https://doi.org/10.1016/0304-3770(91)90083-H
https://doi.org/10.1016/0304-3770(91)90083-H
https://doi.org/10.1016/0304-3770(88)90020-4
https://doi.org/10.1080/0028825X.1967.10428771
https://doi.org/10.1080/0028825X.1967.10428771
https://doi.org/10.1111/1365-2745.12167
https://www.sciencedirect.com/science/article/abs/pii/S0006320706001522?via%3Dihub
https://www.sciencedirect.com/science/article/abs/pii/S0006320706001522?via%3Dihub
https://doi.org/10.1029/2011WR010874
https://doi.org/10.1093/aob/mcs097
https://doi.org/10.1093/aob/mcs097
https://doi.org/10.1371/journal.pone.0222798
https://doi.org/10.1371/journal.pone.0222798
https://doi.org/10.1111/j.1365-2486.2009.01887.x


1252	 Estuaries and Coasts (2023) 46:1239–1252

1 3

Progress Series 200: 277–288. https://​doi.​org/​10.​3354/​ 
meps2​00277.

Orth, R.J., T.J.B. Carruthers, W.C. Dennison, C.M. Duarte, J.W. Fourqurean,  
K.L. Heck, A.R. Hughes, G.A. Kendrick, W.J. Kenworthy, S. 
Olyarnik, F.T. Short, M. Waycott, S.L. Williams. 2006. A global 
crisis for seagrass ecosystems. Bioscience 56, 987–996. https://​doi.​
org/​10.​1641/​0006-​3568(2006)​56[987:​AGCFSE]​2.0.​CO;2

Paice, R.L., and J.M. Chambers. 2020. Macrophytes and Macroalgae 
in the Vasse Wonnerup Wetland System Results of Seasonal Inte-
grated Ecological Monitoring, Winter 2019 to Autumn 2020.

Poloczanska, E.S., R.C. Babcock, A. Butler, A.J. Hobday, O. Hoegh-
Guldberg, T.J. Kunz, R. Matear, D.A. Milton, T.A. Okey, and A.J. 
Richardson. 2007. Climate change and Australian marine life, in: 
Gibson, R.N., Atkinson, R.J.A., Gordon, J.D.M. (Eds.), Ocean-
ography and Marine Biology: An Annual Review. CRC Press, 
pp. 407–478.

Radchuk, V., C. Turlure, and N. Schtickzelle. 2013. Each life stage 
matters: The importance of assessing the response to climate 
change over the complete life cycle in butterflies. Journal of Ani-
mal Ecology 82: 275–285. https://​doi.​org/​10.​1111/j.​1365-​2656.​
2012.​02029.x.

Scanes, E., P.R. Scanes, and P.M. Ross. 2020. Climate change rapidly 
warms and acidifies Australian estuaries. Nature Communications 
11: 1–11. https://​doi.​org/​10.​1038/​s41467-​020-​15550-z.

Shan, L., W. Zhao, Y. Li, Z. Zhang, and T. Xie. 2018. Precipitation 
amount and frequency affect seedling emergence and growth of 
Reaumuria soongarica in northwestern China. Journal of Arid 
Land 10: 574–587. https://​doi.​org/​10.​1007/​s40333-​018-​0013-2.

Short, F., T. Carruthers, W. Dennison, and M. Waycott. 2007. Global 
seagrass distribution and diversity: A bioregional model. Journal 
of Experimental Marine Biology and Ecology 350: 3–20. https://​
doi.​org/​10.​1016/j.​jembe.​2007.​06.​012.

Statton, J., R. Sellers, K.W. Dixon, K. Kilminster, D.J. Merritt, and 
G.A. Kendrick. 2017. Seed dormancy and germination of Hal-
ophila ovalis mediated by simulated seasonal temperature 
changes. Estuarine, Coastal and Shelf Science 198: 156–162. 
https://​doi.​org/​10.​1016/j.​ecss.​2017.​08.​045.

Stockdale, A., W. Davison, and H. Zhang. 2009. Micro-scale biogeo-
chemical heterogeneity in sediments: A review of available tech-
nology and observed evidence. Earth-Science Rev. 92: 81–97. 
https://​doi.​org/​10.​1016/j.​earsc​irev.​2008.​11.​003.

Strazisar, T., M.S. Koch, and C.J. Madden. 2015. Seagrass (Ruppia 
maritima L.) Life history transitions in response to salinity dynam-
ics along the Everglades-Florida Bay ecotone. Estuaries and 
Coasts 38: 337–352. https://​doi.​org/​10.​1007/​s12237-​014-​9807-4.

Strazisar, T., M.S. Koch, C.J. Madden, J. Filina, P.U. Lara, and A. Mattair.  
2013a. Salinity effects on Ruppia maritima L. seed germination 
and seedling survival at the Everglades-Florida Bay ecotone. 
Journal Experimental Marine Biology Ecology 445: 129–139. 
https://​doi.​org/​10.​1016/j.​jembe.​2013.​02.​045.

Strazisar, T., M.S. Koch, E. Dutra, and C.J. Madden. 2013b. Ruppia 
maritima L. seed bank viability at the Everglades-Florida Bay 
ecotone. Aquatic Botany 111: 26–34. https://​doi.​org/​10.​1016/j.​
aquab​ot.​2013.​08.​003.

Strazisar, T., M.S. Koch, C.W. Santangelo, and C.J. Madden. 2021. 
Abiotic and biotic interactions control Ruppia maritima life his-
tory development within a heterogeneous coastal landscape. Estu-
aries and Coasts. https://​doi.​org/​10.​1007/​s12237-​020-​00870-6.

Tatu, K.S., J.T. Anderson, L.J. Hindman, and G. Seidel. 2007. Mute 
Swans’ Impact on Submerged Aquatic Vegetation in Chesapeake 
Bay. Journal of Wildlife Management 71: 1431–1439. https://​doi.​
org/​10.​2193/​2006-​130.

Touchette, B.W. 2007. Seagrass-salinity interactions: Physiological 
mechanisms used by submersed marine angiosperms for a life at 
sea. Journal of Experimental Marine Biology and Ecology 350: 
194–215. https://​doi.​org/​10.​1016/j.​jembe.​2007.​05.​037.

Tweedley, J.R., S.R. Dittmann, A.K. Whitfield,  K. Withers, S.D. Hoeksema,  
and  I.C. Potter. 2019. Hypersalinity: global distribution, causes, 
and present and future effects on the biota of estuaries and lagoons, 
in: Coasts and estuaries: The Future. pp. 523–546. https://​doi.​org/​
10.​1016/​B978-0-​12-​814003-​1.​00030-7.

Underwood, A.J. 1990. Experiments in ecology and management: 
Their logics, functions and interpretations. Australian Journal of 
Ecology 15: 365–389. https://​doi.​org/​10.​1111/j.​1442-​9993.​1990.​
tb014​64.x.

Van Vierssen, W., C.M. Van Kessel, and J.R. Van Der Zee. 1984. On 
the germination of Ruppia taxa in western Europe. Aquatic Bot-
any 19: 381–393. https://​doi.​org/​10.​1016/​0304-​3770(84)​90050-0.

Veale, L., J.R. Tweedley, K.R. Clarke, C.S. Hallett, and I.C. Potter. 
2014. Characteristics of the ichthyofauna of a temperate mic-
rotidal estuary with a reverse salinity gradient, including inter-
decadal comparisons. Journal of Fish Biology 85: 1320–1354. 
https://​doi.​org/​10.​1111/​jfb.​12467.

Vollebergh, P., and R.A. Congdon. 1986. Germination and growth 
of Ruppia polycarpa and Lepilaena cylindrocarpa in ephemeral 
saltmarsh pools, Westernport Bay Victoria. Aquatic Botany 26: 
165–179.

Waycott, M., G. Procaccini, S. Zoologica, A. Dohrn, and D.H. Les,. 
2006. Chapter 2: Seagrass Evolution, Ecology and Conserva-
tion: A Genetic Perspective, in: Seagrasses: Biology, Ecology 
and Conservation. Springer, Netherlands. https://​doi.​org/​10.​
1007/1-​4020-​2983-7.

Wetson, A.M., C. Cassaniti, and T.J. Flowers. 2008. Do conditions dur-
ing dormancy influence germination of Suaeda maritima? Annals 
of Botany 101: 1319–1327. https://​doi.​org/​10.​1093/​aob/​mcn041.

Whipp, R. 2010. Decline of Ruppia species in the Coorong lagoons, 
SA, Australasian Plant Conservation.

Wiegert, R.G., A.G Chalmers, and P.F. Randerson. 1983. Productivity 
Gradients in Salt Marshes: The Response of Spartina Alterniflora 
to Experimentally Manipulated Soil Water Movement. Oikos 41: 
1–6.

Wilson, S.S., and K.H. Dunton. 2018. Hypersalinity during regional 
drought drives mass mortality of the seagrass Syringodium fili-
forme in a subtropical lagoon. Estuaries and Coasts 41: 855–865. 
https://​doi.​org/​10.​1007/​s12237-​017-​0319-x.

Wood, G., E.M. Marzinelli, M.A. Coleman, A.H. Campbell, N.S. Santini,  
L. Kajlich, J. Verdura, J. Wodak, P.D. Steinberg, and A. Vergés. 
2019. Restoring subtidal marine macrophytes in the Anthropo-
cene: Trajectories and future-proofing. Marine and Freshwater 
Research 70: 936–951. https://​doi.​org/​10.​1071/​MF182​26

Woodell, S.R.J. 1985. Salinity and seed germination patterns in 
coastal plants. Vegetatio 61: 223–229. https://​doi.​org/​10.​1007/​
BF000​39828.

York, P.H., T.M. Smith, R.G. Coles, S.A. McKenna, R.M. Connolly, A.D. 
Irving, E.L. Jackson, K. McMahon, J.W. Runcie, C.D.H. Sherman,  
B.K. Sullivan, S.M. Trevathan-Tackett, K.E. Brodersen, A.B. 
Carter, C.J. Ewers, P.S. Lavery, C.M. Roelfsema, E.A. Sinclair,  
S. Strydom, J.E. Tanner, K. van Dijk, F.Y. jent, Warry,   M.  
Waycott,  and S. Whitehead. 2017. Identifying knowledge gaps 
in seagrass research and management: An Australian perspective. 
Marine Environment Research 127: 163–172. https://​doi.​org/​10.​
1016/j.​maren​vres.​2016.​06.​006.

https://doi.org/10.3354/meps200277
https://doi.org/10.3354/meps200277
https://academic.oup.com/bioscience/article/56/12/987/221654
https://academic.oup.com/bioscience/article/56/12/987/221654
https://doi.org/10.1111/j.1365-2656.2012.02029.x
https://doi.org/10.1111/j.1365-2656.2012.02029.x
https://doi.org/10.1038/s41467-020-15550-z
https://doi.org/10.1007/s40333-018-0013-2
https://doi.org/10.1016/j.jembe.2007.06.012
https://doi.org/10.1016/j.jembe.2007.06.012
https://doi.org/10.1016/j.ecss.2017.08.045
https://doi.org/10.1016/j.earscirev.2008.11.003
https://doi.org/10.1007/s12237-014-9807-4
https://doi.org/10.1016/j.jembe.2013.02.045
https://doi.org/10.1016/j.aquabot.2013.08.003
https://doi.org/10.1016/j.aquabot.2013.08.003
https://doi.org/10.1007/s12237-020-00870-6
https://doi.org/10.2193/2006-130
https://doi.org/10.2193/2006-130
https://doi.org/10.1016/j.jembe.2007.05.037
https://doi.org/10.1016/B978-0-12-814003-1.00030-7
https://doi.org/10.1016/B978-0-12-814003-1.00030-7
https://doi.org/10.1111/j.1442-9993.1990.tb01464.x
https://doi.org/10.1111/j.1442-9993.1990.tb01464.x
https://doi.org/10.1016/0304-3770(84)90050-0
https://doi.org/10.1111/jfb.12467
https://doi.org/10.1007/1-4020-2983-7
https://doi.org/10.1007/1-4020-2983-7
https://doi.org/10.1093/aob/mcn041
https://doi.org/10.1007/s12237-017-0319-x
https://doi.org/10.1071/MF18226
https://doi.org/10.1007/BF00039828
https://doi.org/10.1007/BF00039828
https://doi.org/10.1016/j.marenvres.2016.06.006
https://doi.org/10.1016/j.marenvres.2016.06.006

	The ability of Ruppia polycarpa to regenerate from seed depends on seasonal porewater salinity dynamics and declining winter rainfall could delay recruitment
	The Ability of Ruppia polycarpa to Regenerate from Seed Depends on Seasonal Porewater Salinity Dynamics and Declining Winter Rainfall Could Delay Recruitment
	Abstract
	Introduction
	Methods
	Field Sampling (Porewater and Early Life Stages)
	Seed Viability Assessment
	Seed Collection
	Experimental Design
	Experimental Measurements
	Statistical Analyses

	Results
	Porewater Salinity Conditions over the Life Cycle of Seagrasses and in Seasonally Dry Areas Supporting Early Life Stages
	Experimental Study
	Seed Germination (%)
	Mean Time and Minimum Time to Germination (Days)
	Seedling Establishment (%)
	Shoot Extension Rate (mm day−1) and Growth (mg day−1)


	Discussion
	Seasonal Drying and Wetting Creates Dynamic Porewater Salinity Regime Which Strongly Affects Germination
	Strategies Adopted at Early Life Stages Could Afford Resilience to Altered Salinity Regimes
	Modifications to Salinity Regimes Under Global Change May Shift Germination Timing
	Site-Level Differences Show Variation in Germination Success Could Confer Resilience
	Sediment Seedbank Assessment Reveals Dynamic Salinity Regime and Potential Bottlenecks to Seagrass Resilience

	Conclusions
	Anchor 25
	Acknowledgements 
	References


