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Physiological consequences of rising water
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Sea-level rise, drought and water diversion can all lead to rapid salinization of freshwater habitats, especially in coastal
areas. Increased water salinities can in turn alter the geographic distribution and ecology of freshwater species including
turtles. The physiological consequences of salinization for freshwater turtles, however, are poorly known. Here, we compared
the osmoregulatory response of two geographically separate populations of the freshwater Western Pond Turtle (Actinemys
marmorata)—a species declining across its range in western North America—to three constant salinities: 0.4 ppt, 10 ppt and
15 ppt over 2 weeks. We found that turtles from a coastal estuarine marsh population regulated their plasma osmolality
at lower levels than their conspecifics from an inland freshwater creek population 45 km away. Plasma osmolalities were
consistently lower in estuarine marsh turtles than the freshwater creek turtles over the entire 2-week exposure to 10 ppt and
15 ppt water. Furthermore, estuarine marsh turtles maintained plasma osmolalities within 1 SD of their mean field osmolalities
over the 2-week exposure, whereas freshwater creek turtles exceeded their field values within the first few days after exposure
to elevated salinities. However, individuals from both populations exhibited body mass loss in 15 ppt water, with significantly
greater loss in estuarine turtles. We speculate that the greater ability to osmoregulate by the estuarine marsh turtles may
be explained by their reduced feeding and drinking in elevated salinities that was not exhibited by the freshwater creek
population. However, due to mass loss in both populations, physiological and behavioural responses exhibited by estuarine
marsh turtles may only be effective adaptations for short-term exposures to elevated salinities, such as those from tides and
when traversing saline habitats, and are unlikely to be effective for long-term exposure to elevated salinity as is expected
under sea-level rise.
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Introduction 1999). Despite their importance to ecosystem function, these

systems are increasingly at risk of salinization due to land
Freshwater ecosystems deliver some of the most important conversion, agriculture and freshwater diversion (Naiman
goods and services to wildlife, fish, plants and humans around  and Turner, 2000). In the western United States, these factors
the world (Costanza et al., 1997; Wilson and Carpenter, are magnified by climate change, which has contributed to
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prolonged drought and sea-level rise (Herbert et al., 2015).
Drought and sea-level rise have further reduced water quality
by increasing water temperatures and salinities, particularly
in the Central Valley and coastal regions of California
(Cardona et al., 2004; Escriva-Bou et al.,2017). Furthermore,
past sea-level increases—20 cm in the last 100 years—
coupled with future projections — 0.74 m to 1.37 m by
2100 (Ackerly ef al., 2018)—suggest a continuing trend of
increasing mean water salinity across the San Francisco
Bay Estuary (SFBE; Cayan ef al., 2008a, 2008b; Cloern
etal.,2011).

Coastal water salinities act as a limiting factor for the
geographic distribution and ecology of many coastal fresh-
water organisms, particularly anadromous fish. For exam-
ple, variable salinities pose many challenges, like increased
energetic demands and physiological stress, for aquatic flora
and fauna, and in some cases threaten population sustain-
ability (Lee et al., 2015; Verhille et al., 2016). For reptiles
and amphibians, even small increases in salinities equivalent
to <1% seawater can dramatically affect physiological per-
formance and lead to death (Hall et al., 2017; Hopkins and
Brodie, 2015; Findlay and Kelly, 2011). While a few fresh-
water reptiles have adapted to brackish water environments
along coastlines, maintaining osmoregulatory homoeostasis
in chronically hypertonic environments can be physiologically
challenging, especially given the limited tolerance of most
freshwater reptiles to salinity (Agha et al., 2018; Dunson and
Mazzotti, 1989).

To survive in saline waters, a few freshwater turtles are
known to implement various behavioural and physiological
mechanisms that allow them to temporarily occupy brack-
ish water environments >0.5 ppt salinity for periods of
hours to months, depending on the species (Agha ez al.,
2018). These include moving between saline and freshwater
habitats, reducing feeding and drinking, increasing plasma
osmotic pressure relative to external environments by increas-
ing plasma urea concentration and in some cases using a
specialized lachrymal gland to excrete excess salt (Bower
et al., 2016; Gilles-Baillien, 1970; Harden et al., 2015). While
these mechanisms are effective means for tolerating saline
waters for a few freshwater turtle species (Bower ez al., 2016;
Dunson and Dunson, 1975), they are often ineffective for
many others that are highly sensitive to salinities >10 ppt
(Agha er al., 2018). Further, in previous studies where tur-
tles were chronically exposed to increased salinity (17.5-
35 ppt), rapid body water loss occurred, which resulted
in increased plasma osmolality and electrolytes, decreased
muscle moisture, body mass loss and, in some cases, mor-
tality after 7 days of salinity exposure (Bentley ez al., 1967;
Bower et al., 2016; Dunson and Seidel, 1986; Dunson, 1979;
Hong et al., 2014). Because these results have been found
for a limited number of species, further investigation of
how freshwater turtles respond to acute and chronic salinity
stress is important for conservation planning, as over 90%
of coastal freshwater turtles around the world will likely
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be affected by sea-level rise and resulting salinity by 2100
(Agha et al., 2018).

The Western Pond Turtle (Actinemys marmorata) is the
only freshwater turtle native to California (sensu lato) and
is currently considered a Species of Special Concern due to
population declines across its range in California, Oregon
and Washington. Much of this decline is the result of habitat
conversion, water diversion, agriculture and competition by
non-native species (Jennings and Hayes, 1994; Bury and
Germano, 2008; Bury ez al.,2012). However, mass mortalities
have been associated with drought and high salinity (Leidy
et al., 2016; Lovich et al., 2017). Although the species occurs
in the estuarine reaches of the SFBE where it is exposed to
variable water salinities, there is little information available
on its salinity tolerance and how they may cope with salt
water exposure. In addition, while salinity tolerances vary
widely among species, there is little information on divergence
in osmoregulatory function within wide-ranging species and
among geographically separated freshwater turtle popula-
tions (Agha et al., 2018). Given that Western Pond Turtles
inhabit brackish waters in the SFBE and isolated freshwater
areas of the Central Valley, there may be a history of evo-
lutionary divergence and local adaptation to variable water
salinities, such that differences in morphology, physiology
and behaviour may be readily detected in coastal popula-
tions that have needed to compensate for past and present
changes in salinity. Nonetheless, population-level differences
in salt-water tolerance and associated adaptive mechanisms in
response to elevated salinities are unknown for Western Pond
Turtles and the physiological response to projected salinities
associated with climate change and sea-level rise remains a
conservation concern (Agha ez al., 2018). Consequently, as
salinity continues to increase in concert with climate change
and water management-related challenges in the Central Val-
ley and SFBE, understanding how the widely distributed, but
declining, Western Pond Turtle will respond in ecologically
disparate habitats remains to be studied.

Here, we investigated the osmoregulatory responses of
Western Pond Turtles from an inland freshwater creek popu-
lation and a coastal estuarine marsh population to chronically
elevated salinities. We compared plasma [Na*], [K*] and
osmolality from individuals exposed to constant 0.4-ppt, 10-
ppt and 15-ppt salinities over a 2-week period. We predicted
that turtles from the coastal estuarine marsh population
would be better at maintaining osmoregulatory homeostasis
in the 10-ppt salinity treatment compared to their freshwater
counterparts because the estuarine turtles are often exposed
to elevated salinities as high as 10 ppt in the brackish water
extent of their range in the SFBE. We also predicted that
all turtles exposed to elevated water salinities beyond the
range observed in their coastal habitats—15 ppt—would be
unable to maintain osmotic and ionic homoeostasis, lose body
mass due to dehydration and show corresponding increases in
plasma [Na*], [K"] and osmolality that would exceed their
baseline field values.
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Figure 1: Map of western pond turtle (A. marmorata) collection
locations including the Suisun Marsh, Solano County in the SFBE (in
California) and the UC Davis Arboretum, Yolo County in the Central
Valley (in California).

Materials and methods

We collected Western Pond Turtles from two areas in Califor-
nia (Fig. 1): Suisun Marsh, Solano County and the University
of California Davis Arboretum, Yolo County. Suisun Marsh
is the largest contiguous brackish water marsh on the western
coast of North America and is located at the estuarine reaches
of the SFBE (Moyle et al., 2014). The Suisun Marsh system
includes a mixture of tidal, diked and managed marshes
that are connected to a diverse array of ditches, sloughs and
channels (Moyle et al., 2014). On average, seasonal water
salinities range from O ppt to 12 ppt where turtles have
been observed in Suisun Marsh (Bay-Delta Live, 2018). The
UC Davis Arboretum, located in the Central Valley, is a
managed waterway that runs along the southern border of
the campus and was formerly connected to the North Fork of
Putah Creek. Located near agriculture and urban landscapes,
UC Davis Arboretum is ~2.4 km in length and maintains
freshwater <1-ppt salinity throughout the year (Silbernagel
et al.,2013). Because our two sampling sites were ecologically
and environmentally disparate with regards to water salinity,
we refer to Suisun Marsh turtles as ‘estuarine marsh turtles’,
and UC Davis Arboretum turtles as ‘freshwater creek turtles’
below.

Between 12 June and 28 June 2018, we collected 20 adult
estuarine marsh turtles and 21 freshwater creek turtles. At
both sites, we captured turtles using hoop traps baited with
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dead sardines. All hoop traps were ~1.8 m long, 63.5-cm
hoop diameter with 3.8 cm squared mesh, made with knotted
nylon netting tied to three galvanized steel hoops (Memphis
Net and Twine, Memphis, TN). We determined our sample
size based on variation in blood chemistry from other salinity
tolerance studies on freshwater turtles (Bower et al., 2016;
Hong et al., 2014). We individually marked captured turtles
by creating notches in 1-3 marginal scutes on their carapace.
For each turtle, we recorded sex, maximum straight-line
carapace length (body size) using metric tree calipers and body
mass with a Pesola spring scale. To ensure we were collecting
adults for our study, we only retained individuals that were
>120 mm maximum straight-line carapace length (Holland,
1994).

Upon capture, we transported the turtles to UC Davis
where we housed them in a temperature-controlled building
(21°C) in groups of two to four (populations held indepen-
dently) in 1-m wide holding tanks with water temperatures
maintained at 19-21°C and salinity <1 ppt. We maintained a
natural photoperiod with lamps above each tank providing
direct UV light. Every 2 days and after every blood draw
we offered turtles canned sardines in freshwater throughout
the study, and we closely monitored food consumption and
removed excess food 24 h after feeding and 24 h prior to
blood draw. In addition, we monitored water pH, ammonia,
nitrite and nitrate daily with a colorimetric test kit (APL,
Calfont, PA, USA) and changed water every 1-3 days based
on these water quality tests.

During our study, we extracted blood in the field within 24 h
of capture and at specific time points during the experiment—
Day 0, 2, 4, 6, 13 and 20 (Table 1). We obtained 0.5 ml of
blood from the sub-carapacial sinus of each turtle using a 23-
gauge needle attached to a disposable 1-ml syringe irrigated
with sodium heparin (Bower et al., 2016). We recognize that
sodium heparin may have affected sodium measurements;
however, lithium heparin was not available during the study,
and we would not expect this protocol to have any systematic
effect on our comparisons across treatments or between pop-
ulations. After extraction, we immediately transferred blood
to a 1.5-ml polypropylene microcentrifuge tube and spun at
2700 rpm (centrifugal force ~700g) for 15 min to separate
plasma. Subsequently, we transferred the plasma from each
tube to sealed 1-ml cryogenic vials and immediately stored
samples at —80°C. We repeated these methods to extract and
store blood at pre-determined time points during our salinity
tolerance experiment (Table 1).

On 6 July 2018, we placed turtles in freshwater in groups of
2 to 4 across 12 independent tanks, providing all animals at
least 14 days to acclimate. The 12 tanks were assigned to one
of three treatments—0.4 ppt (freshwater control; henceforth
FW), 10 ppt and 15 ppt—and we assigned individuals to



Table 1: Experiment timeline for western pond turtles (A. marmorata)
from two populations during chronic exposure to varying salinities
during 2018. Pre-exposure A occurred from 12 to 28 June 2018,

Experimental Event

day

tanks to ensure balanced sample size and distributions of
sex and populations among treatments (Table 2). We selected
these experimental treatments based on the upper tolerance
specified for other freshwater turtle species (Bower ef al.,
2016; Dunson and Mazzotti, 1989; Hong et al., 2014) and
maximum water salinities (~12 ppt) in areas where Western
Pond Turtles have been observed and/or captured in Suisun
Marsh (Bay-Delta Live, 2018). This salinity gradient also
best represented the range of salinities that these turtles may
potentially be exposed to in the near future in inland parts
of their range (Palaima, 2012; Agha et al., 2018). On 20
July 2018, we gradually increased water salinity to meet the
assigned treatment concentration for each independent tank
over a 24-h period (~3 ppt increase every 6 h) using pre-mixed
Instant Ocean sea salt (Spectrum Brands, Inc, Blacksburg,
VA, USA). We monitored water salinity daily throughout
the experiment using a YSI 550A water quality instrument
YSI Inc, Yellow Springs, OH, USA) and adjusted as needed
to maintain =1 ppt of the specified salinity treatment, and
we maintained the water level of each tank high enough to
prevent complete emersion but low enough that turtles at rest
could easily lift their heads to breathe. We exposed all animals
to their specified treatments for 14 days and then returned
them to freshwater (0.4 ppt) for 6 days.

—_
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Table 2: Experimental design for indoor Western Pond Turtle

(A. marmorata) salinity tolerance study, including populations from
Suisun Marsh, Solano County (estuarine marsh) and University of
California Davis Arboretum, Yolo County, California (freshwater creek),
treatments (Freshwater at 0.4 parts per thousand: FW, 10 parts per
thousand: 10 ppt and 15 parts per thousand: 15ppt), sex (Female: F,
Male: M) and each populationstreatmentssex sample size. Each
number in the treatment matrix (except totals) represents the number
of individuals in an individual independent tank.

We took blood samples on Days 0, 2, 4, 6 and 13 and
after 6 full days in freshwater on day 20. Plasma osmolalities
were analysed using a calibrated vapor pressure osmometer
(Vapro® 5520, Wescor Inc., Logan, UT, USA). Plasma [Na™]
and [K*] were measured using a flame photometer (Model
02655-90, Cole-Parmer Instrument Company, Vernon Hills,
IL, USA).

Statistical analysis

We compared body size of individuals from estuarine marsh
and freshwater creek Western Pond Turtles using a linear
model, with body size as the response variable and population
and sex as fixed effects. To compare field osmolalities of
estuarine marsh and freshwater creek turtles, we analysed
plasma osmolality as a response variable and population,
sex and body size as fixed effects using a linear model.
To determine the effect of exposure to different salinities
in both populations over time, we analysed response vari-
ables (plasma osmolality, [Na*], [K*] and percent body mass
change) separately using linear mixed effects models (LMEs)
with an interaction between time (Days 0, 2, 4, 6 and 13),
population (estuarine marsh or freshwater creek), treatment
(0.4 ppt, 10 ppt or 15 ppt) and sex (M or F) as fixed
effects and a random intercept grouped by individual (ID)
nested within Tank (~TankIID). Our LMEs also included an
autoregressive (AR-1) correlation structure with ID nested
within time as a covariate [corAR1(form ~ TimelID)], which
accounted for correlation between consecutive osmolality
measurements from each individual within each population
by treatment (Littell et al., 2000). To assess the effect of
freshwater input on Day 14 and to determine recovery in
the week after salinity exposure, we reran each LME for the
time period Days 13 through 20. We conducted all analyses
using the software program R (R Development Core Team,
2016). We standardized explanatory variables following Cade
(2015), and we determined significance of model coefficients
at @ =0.05. All values are reported as mean =+ standard error.
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Figure 2: Body size (straight-line carapace length) for western pond
turtles (A. marmorata) collected from Suisun Marsh, Solano County
(estuarine marsh) and University of California Davis Arboretum, Yolo
County, California (freshwater creek) populations. Box plots represent
mean body size of each sex by habitat type with 25% quartiles, min
and max values. Estuarine marsh turtles were larger than freshwater
creek turtles (P =0.01), and males were larger than females across
both populations (P < 0.001).

Results

Estuarine marsh turtles (18.2 0.3 cm, 942 +35.4 g, N =20)
were larger on average than the freshwater creek turtles
(17.34£0.2 cm, 806 +£29.7 g, N =21; P =0.01; Fig. 2). Across
both populations, males (18.3+0.2 cm, 913 +£32.9 g, N =24)
were also larger than females (16.9+0.2 cm, 814 £35.2 g,
N =17; P <0.001; Fig. 2).

Estuarine marsh turtles had higher baseline field osmolalities
when captured than did the freshwater creek turtles
(291.6 +£2.8 versus 268.6+1.7 mmol/kg, respectively;
P <0.001), and males had higher osmolalities compared
to females (286.6 +2.9 versus 271.6+3.1 mmol/kg,
respectively; P < 0.001) (Fig. 3). Body size was not correlated
with baseline field osmolalities (P = 0.19).

Overall, estuarine marsh turtles maintained lower osmo-
lalities over time compared to their freshwater creek
counterparts with salinity exposure (P < 0.002; Fig. 4). Over
the duration of the experiment, both estuarine marsh and
freshwater creek populations in FW (0.4 ppt) treatments
had lower osmolalities compared to 10 (P <0.001) and
15 ppt (P <0.001). Estuarine marsh turtles in the 10-ppt
treatment had significantly lower osmolalities compared to
other populationssalinity treatments (P =0.01) except fresh-
water treatments, and freshwater creek turtles had slightly
higher osmolalities compared with other population*salinity
treatments (P =0.06). When parsed by sex, male estuarine
marsh turtles in the 10-ppt treatment had higher osmolalities
compared to females in the same treatment (P =0.04),

Research article

Sex
& Female
Male
=300+
<__°
[<}
=
7
(@]
& 280
7}
S
o

260 1

Estuarine Marsh Freshwater Creek

Population

Figure 3: Baseline field plasma osmolality values for Western Pond
Turtles (A. marmorata) collected from Suisun Marsh, Solano County
(estuarine marsh) and University of California Davis Arboretum, Yolo
County, California (freshwater creek) populations. Plasma osmolality
ranges are parsed by sex and population. Box plots represent mean
plasma osmolality of each sex by habitat type with 25% quartiles,
min and max values. Estuarine marsh turtles had higher baseline field
osmolalities when captured than did the freshwater creek turtles

(P < 0.001), and males had higher osmolalities compared to females
across both populations (P < 0.001).

and similarly, male freshwater creek turtles in the 15-ppt
treatment had higher osmolalities compared to their female
counterparts (P =0.03).

Estuarine marsh turtles did not differ from freshwater
creek turtles based on their plasma electrolyte ([Na*] and
[K*]) readings in the field ([Na*]: 132.15 +3.0 versus
132.4 4+ 5.1 mmol/L, respectively, P =0.85; [K*]: 3.1 £0.1
versus 2.95+0.1 mmol/L, respectively, P =0.63) and
throughout the duration of experiment ([Na*]: P =0.76, [K*]:
P =0.14) (Figs 5 and 6). During the exposure period, [K*]
measurements from all individuals did not reach or exceed
field [K™] values, whereas [Na*] did exceed field values from
Days 6 to 13. However, [Na*] and [K"] values increased for
both groups during the exposure period (P <0.001). Finally,
we found that body size did not appear to influence plasma
osmolality (P =0.37) or plasma electrolytes ([Na™]: P =0.06,
[K*]: P =0.09).

Estuarine marsh turtles had lower osmolalities than did
freshwater creek turtles (P =0.001) 6 days after being
returned to freshwater, and in the 10- and 15-ppt treatments,
they fell below field osmolality levels, whereas the freshwater
creek turtles did not return to their field osmolality levels
within 7 days (Fig. 7). After the return to freshwater, plasma
electrolytes ([Na*] and [K*]) in both populations returned to
within 1 SD of their baseline values.

Estuarine marsh turtles exposed to 15 ppt had the greatest
mass loss of all populationktreatment groups (Fig. 5). After
being returned to freshwater, estuarine marsh turtles had
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Figure 4: Mean plasma osmolality for Western Pond Turtles (A. marmorata) during chronic exposure to varying salinities (Days 0 to 20). Mean
plasma osmolality values (total number of solute particles per kilogram) are parsed by population and treatment and presented with standard
error (see Table 1 for sample sizes). Mean baseline field osmolality value for each population is denoted by horizontal dotted line, and when

turtles were moved to freshwater is denoted by a vertical dotted line.
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Figure 5: Mean [Na™] for Western Pond Turtles (A. marmorata) during chronic exposure to varying salinities (Days 0 to 20). Mean [Na™]
(mmol/L) are parsed by population and treatment and presented with standard error (see Table 1 for sample sizes). Mean baseline field [Na™]
value for each population is denoted by horizontal dotted line, and when turtles were moved to freshwater is denoted by a vertical dotted line.

a slightly greater increase in body mass compared to all
other populationktreatment, except FW (0.4 ppt) treatments
(P =0.06).

Freshwater creek turtles continued to feed throughout the
experiment despite showing external signs of dehydration
that included sunken eyes, temporal lobes and general
lethargy around Day 6. Estuarine marsh turtles in 15 ppt
stopped feeding at Day 2, and estuarine marsh turtles in
10 ppt stopped feeding at Day 7. All turtles that were exposed
to 15 ppt appeared lethargic and showed external signs of
dehydration by Days 12 to 14. The study was halted, and
all turtles were transferred to freshwater at Day 14 when
a freshwater creek turtle lost its righting ability and died

overnight in a 10-ppt treatment tank. After all turtles were
moved to freshwater, estuarine marsh turtles in 10 ppt and
15 ppt were observed actively drinking the freshwater over
multiple days and resumed eating after 6 days of freshwater
exposure. Subsequently, turtles were released back to their
point of capture in the wild.

Discussion

Most of the world’s freshwater turtle species have some
portion of their ranges along coastal areas and thus may have
some exposure to waterways with >1 ppt salinity (Agha ef al.
2018). Nevertheless, there has been little study of how turtle
species and populations vary in their osmoregulatory ability
in areas of increased salinity (but see Bower ez al., 2016). This
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Figure 6: Mean [K*] for Western Pond Turtles (A. marmorata) during chronic exposure to varying salinities (Day 0 to 20). Mean [K*] (mmol/L)
are parsed by population and treatment and presented with standard error (see Table 1 for sample sizes). Mean baseline field [K*] value for each
population is denoted by horizontal dotted line, and when turtles were moved to freshwater is denoted by a vertical dotted line.
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Figure 7: Mean percent body mass change for Western Pond Turtles (A. marmorata) during chronic exposure to varying salinities (Days 0 to 20).
Mean percent body mass change values are parsed by population and treatment and presented with standard error (see Table 1 for sample
sizes). When turtles were moved to freshwater is denoted by a vertical dotted line.

represents an important knowledge gap given that projected
sea-level rise and increasing diversion of freshwater to meet
human demands will lead to salinization of many coastal
waterways (Agha et al. 2018; Naiman and Turner, 2000).
Here, we found that a widely distributed freshwater turtle
varies in osmoregulatory strategy, with a population from an
estuarine marsh maintaining lower plasma osmolality when
exposed to 10- or 15-ppt salinity compared to a population
from an inland freshwater creek 45 km away.

Estuarine marsh turtles maintained lower plasma osmolal-
ities in comparison to freshwater creek turtles after exposure
to elevated salinities. These disparities in plasma osmolal-
ity could be attributed to differences in feeding behaviour
between the two populations, with turtles that have prior
experience with occasionally salty waters restricting their

drinking and feeding, responses previously seen in a few other
brackish water turtle species (Bower ef al., 2016; Davenport
and Ward, 1993). Alternatively, the discrepancy in plasma
osmolality could be explained by a difference in acclimatiza-
tion response between the two populations. Because plasma
[Na*t] and [K"] increased at similar rates in both freshwa-
ter and estuarine turtles, differences in plasma electrolytes
are unlikely to explain the differences in plasma osmolal-
ity. Though we did not measure plasma urea in our study,
we speculate that this interpopulation difference could be
explained by increased retention of urea in the freshwater
population as observed in diamond-backed terrapins (Mala-
clemys terrapin) exposed to different salinities (Gilles-Bail-
lien, 1970). The resulting higher plasma osmolality due to
increased plasma urea could maintain osmotic gradients that
favor hydration even in hypertonic environments. This is in
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line with the lower measured mass loss in the freshwater
compared to estuarine turtles. It appears then that estuarine
marsh turtles osmoregulate while freshwater creek turtles
osmoconform to their aquatic environment. Identifying the
underlying genetic, epigenetic or physiological mechanisms
that cause this difference in osmoregulatory strategy to ele-
vated salinities between populations is an area worthy of
future study.

Previous experimental studies on salinity tolerance in
freshwater turtles have often gauged salinity tolerance via
mass loss (Dunson and Seidel, 1986; Kinneary, 1993; Dunson
and Moll, 1980). While a study has noted that turtles are able
to maintain body mass under osmotically stressful conditions
(Bower et al., 2016), all turtles in our study lost body mass
during chronic salt exposure in both salinity treatments,
except for freshwater creek turtles in the 10-ppt treatments.
For instance, on Day 13, estuarine marsh turtles had lost on
average 1.3% of their body mass in the 10-ppt treatment
tanks and 6.4% body mass in the 15-ppt treatment tanks.
For freshwater creek turtles at Day 13, individuals gained on
average 1.7% body mass in the 10-ppt treatment tanks and
lost 3.5% in the 15-ppt treatment tanks. These mass losses
corresponded with a reduction in feeding and external signs
of dehydration during the experiment, with an exception
for the freshwater creek turtles that continued feeding
despite continuous exposure to elevated water salinities. The
combination of continued feeding and increased osmolalities
in freshwater creek turtles suggested that these individuals
did not adaptively respond via any discernable behavioural
mechanism during the study. Furthermore, individuals from
both populations exhibited elevated plasma osmolalities,
external signs of dehydration and high rates of body mass
loss when exposed to 15-ppt brackish water for over
2 weeks. Thus, these results indicate that while estuarine
marsh turtles may effectively osmoregulate under short- to
medium-term periods of continuous salt exposure, long-
term salinity stress (>14 days) may negatively impact
both coastal and inland populations. It remains to be seen
whether population-level differences in plasma osmolality are
associated with underlying genetic or epigenetic differences
between the populations or interpopulation differences in
salinity tolerance.

Turtles from the estuarine marsh had higher baseline
blood plasma osmolalities in the field compared to freshwater
creek individuals, in keeping with their occasional exposure
to salinities from 2-5 ppt and as great as 10 ppt in their
coastal habitat. In contrast, inland waterways where the
freshwater creek population resides rarely experience salini-
ties >1 ppt. Turtles from both populations had similar plasma
osmolalities after 2 weeks in freshwater before starting the
experiment, suggesting that field values may change over
time with freshwater input. Thus, Western Pond Turtles
may facultatively osmoconform or osmoregulate, similar to
Diamondback terrapins—a species restricted to brackish
water environments along the Atlantic and Gulf coasts of the
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United States—that maintain different plasma osmolalities
in waters with salinities ranging from 17.5 ppt to 34 ppt
and that are able to quickly adapt to freshwater and hypo-
osmotic conditions (Agha ez al., 2018; Gilles-Baillien, 1970).
Similarly, these results correspond well with previous studies
on coastal amphibians, where individuals from populations
closer to the ocean were generally less reactive to salt stress
than those found farther inland (Hopkins et al., 2016).

Differences in body size likely represent another evolu-
tionary adaptation to increased salinity in turtles (Agha ef al.
2018), and we speculate that these differences may underlie
some of the response variation between the two populations
of Western Pond Turtles and how they responded to elevated
salinities. Because rate of water loss, expressed as a proportion
of total mass, generally decreases with increasing body size,
it has been presumed that larger turtles have greater salinity
tolerance than smaller turtles (Dunson and Heatwole, 1986;
Dunson and Mazzotti, 1989; Kinneary, 1993). While we did
not find an explicit effect of body size in our models, it could
partly be confounded with population and sex, as estuarine
marsh turtles were significantly larger than freshwater creek
turtles and males were significantly larger than females. These
body size differences may correspond to the observed dif-
ferences between the groups—both populations and sexes—
in our study. These results also correspond well with other
freshwater turtle studies that have found that individuals in
brackish water tend to have larger body sizes compared to
their conspecifics from freshwater locales (Dunson and Maz-
zotti, 1989; Eisemberg et al., 2015; Kinneary, 1993; Pritchard,
2001).

Western Pond Turtles benefit from the commitment of
joint state-federal planning groups, private landowners and
research biologists who maintain the quality and quantity
of their critical freshwater habitats. However, water exports
and land management in SFBE and the Central Valley create
a unique predicament for fish and wildlife, most notably
freshwater fauna, because they influence the balance of fresh
and saline waters and water temperature (Cloern et al.,2011).
Water salinity is also affected by sea-level rise and low-
ered river inflow (Cloern et al., 2011; Jeppesen et al., 2015),
which is currently occurring at an unprecedented rate and
geographic scale (Herbert et al., 2015). Furthermore, spa-
tial and temporal variation of water salinity in coastal and
inland freshwater ecosystems is exacerbated by demands for
irrigation water, land clearance, industrial wastewater, river
regulation, storm surges and habitat restoration (Herbert
et al.,2015; Jeppesen et al., 2015). These natural and anthro-
pogenic effects raise water salinities in the SFBE (Knowles,
2002; Cloern et al., 2011), which can have both positive and
negative effects on native flora and fauna (Moyle et al.,2010).
While some of these environmental impacts are known stres-
sors for Western Pond Turtles, the effect of salinity changes
across the range is yet to be addressed. Furthermore, while
physiological responses observed during our study may be
an inadequate mechanism for dealing with chronic exposure
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to elevated salinity levels, behavioural responses could lead
to turtles tracking their preferred salinity levels by moving
inland. However, the extent to which turtles can migrate or
move inland in response to salinity changes remains unknown
given the myriad habitat management strategies along coastal
extents of their range combined with human development and
habitat loss and fragmentation. In conclusion, our study pro-
vides resolution and necessary warning, as our data suggest
that water management and climate change-mediated salinity
increases in isolated or tidally influenced coastal regions may
have negative consequences for the Western Pond Turtle now
and in the future.

Acknowledgements

All turtles were captured under California Department of
Fish and Wildlife Scientific Collecting Permit SC-13482. All
handling and animal treatment were performed in agree-
ment with the UC Davis Institutional Animal Care and Use
Committee protocol no. 20411. This work was supported
by the California Department of Water Resources Agreement
[4600011551] and University of California, Davis. We also
thank California Department of Fish and Wildlife for support
and site access for this study. We thank P. Moyle and D. Karp
for comments on earlier drafts of this manuscript.

Funding

This work was supported by the California Agricultural
Experimental Station of the University of California Davis
[CA-D-ASC-2098 to NAF].

References

Ackerly D, Jones A, Stacey M, Riordan B (2018) San Francisco
Bay Area Summary Report. California’s Fourth Climate Change
Assessment. Publication number: CCCA4-SUM-2018-005. http://
www.climateassessment.ca.gov/.

Agha M, Ennen JR, Bower DS, Nowakowski AJ, Sweat SC, Todd BD (2018)
Salinity tolerances and use of saline environments by freshwater
turtles: implications of sea level rise. Biol Rev 93: 1634—1648.

Bay-Delta Live (2018) https://www.baydeltalive.com. (last accessed 2
January 2019)

Bentley PJ, Bretz WL, Schmidt-Nielsen K (1967) Osmoregulation in the
diamondback terrapin, Malaclemys terrapin centrata. J Exp Biol 46:
161.

Bower DS, Scheltinga DM, Clulow S, Clulow J, Franklin CE, Georges
A (2016) Salinity tolerances of two Australian freshwater turtles,
Chelodina expansa and Emydura macquarii (Testudinata: Chelidae).
Conserv Physiol 4: doi: 10.1093/conphys/cow042.

Bury RB, Germano DJ (2008) Actinemys marmorata (Baird and Girard
1852)—Western Pond Turtle, Pacific pond turtle. Conservation biol-
ogy of freshwater turtles and tortoises: a compilation project of the

Research article

IUCN/SSC tortoise and freshwater turtle specialist group. Chelonian
Research Monographs 5: 001-001.9.

Bury RB, Welsh HH, Germano DJ, Ashton DT (2012) Western Pond Turtle:
biology, sampling techniques, inventory and monitoring, conserva-
tion, and management. Northwest Fauna 7: 1-128.

Cade BS (2015) Model averaging and muddled multimodel inferences.
Ecology 96: 237-2382.

Cardona A, Carrillo-Rivera JJ, Huizar-Alvarez R, Graniel-Castro E (2004)
Salinization in coastal aquifers of arid zones: an example from Santo
Domingo, Baja California Sur, Mexico. Environ Geol 45: 350-366.

Cayan DR, Maurer EP, Dettinger MD, Tyree M, Hayhoe K (2008a) Climate
change scenarios for the California region. Clim Change 87: 21-42.

Cayan DR, Bromirski PD, Hayhoe K, Tyree M, Dettinger MD, Flick RE
(2008b) Climate change projections of sea level extremes along the
California coast. Clim Change 87: 57-73.

Cloern JE, Knowles N, Brown LR, Cayan D, Dettinger MD, Morgan TL,
Jassby AD (2011) Projected evolution of California’s San Francisco
Bay-Delta-River system in a century of climate change. PLoS One 6:
€24465. https://doi.org/10.1371/journal.pone.0024465.

Costanza R et al. (1997) The value of the world’s ecosystem services and
natural capital. Nature 387: 253-260.

Davenport J, Ward JF (1993) The effects of salinity and temperature on
appetite in the diamondback terrapin Malaclemys terrapin (Latreille).
Herpetol J 3: 95-98.

Dunson WA (1979) Salinity tolerance and osmoregulation of the key
mud turtle, Kinosternon b. baurii. Copeia 1979: 548-552.

Dunson MK, Dunson WA (1975) The relation between plasma Na con-
centration and salt gland Na—K ATPase content in the diamond-
back terrapin and the yellow-bellied sea snake. J Comp Physiol 101:
89-97.

Dunson WA, Heatwole H (1986) Effect of relative shell size in turtles on
water and electrolyte composition. Am J Physiol Regul Integr Comp
Physiol 250: 1133-1137.

Dunson WA, Mazzotti FJ (1989) Salinity as a limiting factor in the distri-
bution of reptiles in Florida Bay: a theory for the estuarine origin of
marine snakes and turtles. Bull Mar Science 44: 229-244.

Dunson WA, Seidel ME (1986) Salinity tolerance of estuarine and insular
emydid turtles (Pseudemys nelsoni and Trachemys decussata). J Her-
petol 20: 237-245.

Eisemberg CC, Rose M, Yaru B, Amepou Y, Georges A (2015) Salinity of
the coastal nesting environment and its association with body size in
the estuarine pig-nosed turtle. J Zool 295: 65-74.

Escriva-Bou A, Gray B, Green S, Harter T, Howitt R, MacEwan D, Seavy N
(2017) Water Stress and a Changing San Joaquin Valley. Public Policy
Institute of California. https://www.ppic.org/content/pubs/report/
R_0317EHR.pdf

Findlay SE, Kelly VR (2011) Emerging indirect and long-term road salt
effects on ecosystems. Ann N'Y Acad Sci 1223: 58-68.


http://www.climateassessment.ca.gov/
http://www.climateassessment.ca.gov/
https://www.baydeltalive.com
https://dx.doi.org/ \ignorespaces 10.1093/conphys/cow042
https://doi.org/10.1371/journal.pone.0024465
https://www.ppic.org/content/pubs/report/R_0317EHR.pdf
https://www.ppic.org/content/pubs/report/R_0317EHR.pdf

Research article

Gilles-Baillien M (1970) Urea and osmoregulation in the diamond-
back terrapin Malaclemys centrata centrata (Latreille). J Exp Biol 52:
691-697.

Hall EM, Brady SP, Mattheus NM, Earley RL, Diamond M, Crespi EJ (2017)
Physiological consequences of exposure to salinized roadside ponds
on wood frog larvae and adults. Biol Conserv 209: 98—106.

Harden LA, Midway SR, Williard AS (2015) The blood biochemistry of
overwintering diamondback terrapins (Malaclemys terrapin). J Exp
Mar Biol Ecol 466: 34—41.

Herbert ER, Boon P, Burgin AJ, Neubauer SC, Franklin RB, Ardén M,
Hopfensperger KN, Lamers LP, Gell P (2015) A global perspective on
wetland salinization: ecological consequences of a growing threat to
freshwater wetlands. Ecosphere 6: 1-43.

Holland DC (1994) The Western Pond Turtle: habitat and history. Final
Report (No. DOE/BP/62137-1). US Department of Energy, Bonneville
Power Administration, Portland, Oregon, USA.

Hong M, Zhang K, Shu C, Xie D, Shi H (2014) Effect of salinity on
the survival, ions and urea modulation in red-eared slider
(Trachemys scripta elegans). Asian Herpetological Research 5:
128-136.

Hopkins GR, Brodie EDJ (2015) Occurrence of amphibians in saline
habitats: a review and evolutionary perspective. Herpetol Monogr 29:
1-27.

Hopkins GR, Brodie EDJ, Neuman-Lee LA, Mohammadi S, Brusch GAIV,
Hopkins ZM, French SS (2016) Physiological responses to salinity vary
with proximity to the ocean in a coastal amphibian. Physiol Biochem
Zool 89:322-330.

Jennings MR, Hayes MP (1994) Amphibian and reptile species of special
concernin California. California Department of Fish and Game, Inland
Fisheries Division, Rancho Cordova, California, USA, p. 255

Jeppesen E, Brucet S, Naselli-Flores L, Papastergiadou E, Stefanidis K,
Noges T, Bucak T (2015) Ecological impacts of global warming and
water abstraction on lakes and reservoirs due to changes in water
level and related changes in salinity. Hydrobiologia 750: 201-227.

Kinneary JJ (1993) Salinity relations of Chelydra serpentina in a Long
Island estuary. J Herpetol 27: 441-446.

Knowles N (2002) Natural and management influences on freshwater
inflows and salinity in the San Francisco Estuary at monthly to inter-
annual scales. Water Resour Res 38: 12.

Littell RC, Pendergast J, Natarajan R (2000) Modelling covariance
structure in the analysis of repeated measures data. Stat Med 19:
1793-1819.

Conservation Physiology - Volume 72019

Lovich JE, Quillman M, Zitt B, Schroeder A, Green DE, Yackulic C,
Goode E (2017) The effects of drought and fire in the extirpa-
tion of an abundant semi-aquatic turtle from a lacustrine envi-
ronment in the southwestern USA. Know/ Manag Aquat Ecosyst
418:18.

Lee S, Fadel JG, Haller LY, Verhille CE, Fangue NA, Hung SS (2015)
Effects of feed restriction on salinity tolerance in white sturgeon
(Acipenser transmontanus). Comp Biochem Physiol A Mol Integr Physiol
188: 156-167.

Leidy RA, Bogan MT, Neuhaus L, Rosetti L, Carlson SM (2016) Summer
die-off of western pond turtle (Actinemys marmorata) along an inter-
mittent coast range stream in Central California. Southwest Nat 61:
71-74.

Moyle PB, Lund JR, Bennett WA, Fleenor WE (2010) Habitat variability and
complexity in the upper San Francisco Estuary. San Francisco Estuary
and Watershed Science 8: 1-24.

Moyle PB, Manfree AD, Fiedler PL (2014) Suisun Marsh: Ecological History
and Possible Futures. University of California Press, Berkeley, Califor-
nia, USA

Naiman RJ, Turner MG (2000) A future perspective on North America’s
freshwater ecosystems. Ecol Appl 10: 958-970.

Palaima A (2012) Ecology, Conservation, and Restoration of Tidal Marshes:
The San Francisco Estuary. University of California Press, Berkeley,
California, USA

Pritchard PC (2001) Observations on body size, sympatry, and niche
divergence in softshell turtles (Trionychidae). Chelonian Conserv Biol
4:5-27.

R Development Core Team (2016) A language and Environment for Sta-
tistical Computing. R Foundation for Statistical Computing, Vienna,
Austria, http://www.r-project.org.

Silbernagel C, Clifford DL, Bettaso J, Worth S, Foley J (2013) Preva-
lence of selected pathogens in western pond turtles and sympatric
introduced red-eared sliders in California, USA. Dis Aquat Organ 107:
37-47.

Verhille CE, Dabruzzi TF, Cocherell DE, Mahardja B, Feyrer F, Foin TC,
Baerwald MR, Fangue NA (2016) Inter-population differences in salin-
ity tolerance and osmoregulation of juvenile wild and hatchery-
born Sacramento splittail. Conserv Physiol 4: doi:10.1093/conphys/
cov063.

Wilson MA, Carpenter SR (1999) Economic valuation of freshwater
ecosystem services in the United States: 1971-1997. Ecol Appl 9:
772-783.


http://www.r-project.org
https://dx.doi.org/10.1093/conphys/&break;cov063

	Physiological consequences of rising water salinity for a declining freshwater turtle
	Introduction 
	Materials and methods 
	Study locations 
	Turtle capture and maintenance 
	Blood extraction and storage 
	Salinity exposure experiment 
	Statistical analysis 

	Results 
	Turtle morphology 
	Plasma osmolality 
	Body mass change 
	Behavioural response 

	Discussion
	Funding




