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While ocean acidiﬁcation (OA) is expected to have wide-ranging negative effects on marine species, organisms currently living in variable pH environments that expose them intermittently to pH values approaching those predicted for the future, may be better adapted to tolerate prolonged
exposure to high pCO2 levels caused by OA. Seasonal upwelling brings low pH water to the surface along the Paciﬁc Coast of North America. In
Monterey Bay, California Euphausia paciﬁca, a key species supporting a diverse multi-trophic-level ecosystem, currently experiences broad pCO2
and pH ranges due to both diel vertical migrations and seasonal upwelling. We determined tolerances of E. paciﬁca to prolonged exposure to pH
levels predicted for 2100 by maintaining adults at two pCO2 levels (380 and 1200 matm) for 2 months. Rates of survival and moulting were the same
at both pCO2 levels. High pCO2 slowed growth in all size classes. In additional experiments to determine pCO2 threshold levels above which
E. paciﬁca is adversely affected, survival was not affected down to pH 6.96 (6050 matm), but declined rapidly at pH 6.92 (7228 matm) and lower,
with 100% mortality within 10 d at pH 6.89.
Keywords: growth, krill, moulting, ocean acidiﬁcation, survival, threshold.

Introduction
Ocean acidification (OA) is the decline in ocean pH and carbonate
ion concentration caused by the uptake of atmospheric CO2 by
ocean surface waters (Orr et al., 2005; Fabry et al., 2008; Doney
et al., 2009). Many biological investigations of OA show adverse
effects on marine organisms, including reduced growth, lower calcification rates, reduced fertilization success, and abnormal larval
development (Kurihara et al., 2004; Kleypas et al., 2006; Andersson
et al., 2011; Ross et al., 2011). However, these effects vary across
taxa and habitats (Kroeker et al., 2010), and some studies show positive or no effects of OA (Ries et al., 2009; Kroeker et al., 2010;
Wittmann and Pörtner, 2013).
A quickly expanding area of research is the role of natural environmental variation in determining the tolerances of organisms to
future OA levels. Near shore habitats around Monterey Bay,
California experience highly variable pH and pCO2 levels caused
by seasonal wind-driven upwelling that brings deep, CO2-rich
waters to the surface (Feely et al., 2008). These habitats can fluctuate
# International

by 0.35 pH units over several days (Hofmann et al., 2011).
Organisms living in such upwelling regions may already be well
adapted to future OA, due to histories of repeated exposure to
lower pH water for much of the year (Thomsen et al., 2010; Lewis
et al., 2013). Conversely, these organisms may already be living
near their limits of tolerance (Yu et al., 2011), and may face increasing pH stress in the future, since OA is likely to increase the frequency, duration, and intensity of low pH conditions (Feely et al.,
2008; Hauri et al., 2009; Gaylord et al., 2011; Barton et al., 2012).
As a group, crustaceans have mixed responses to OA, but overall,
they seem more tolerant of OA than many other taxa (Kroeker et al.,
2010, 2013; Wittmann and Pörtner, 2013). At ecologically relevant
elevated pCO2 levels, crustaceans may experience declines in egg
production, hatching success, growth, and survival and/or
changes in mineral content of structures (Kurihara et al., 2008;
Arnold et al., 2009; Findlay et al., 2009; Long et al., 2013; Lewis
et al., 2013; Cripps et al., 2014; Sperfeld et al., 2014; Zheng et al.,
2015), although many crustacean species show no negative effects
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Material and methods
Collections
We collected krill after sunset (when krill had migrated to the
surface), 13 kilometres offshore in Monterey Bay by taking
oblique tows from 30 m depth to the surface using a 1-m diameter
plankton net (500 mm mesh) with a 1 l, non-filtering codend. Krill

were sorted on-board ship into groups of 8 –10 individuals that were
placed in 750 ml jars and kept on ice in a cooler for transport back to
the Long Marine Laboratory of the University of California, Santa
Cruz. Once at the laboratory, krill were maintained individually in
750 ml jars of filtered seawater in darkness in a water table at 98C
for 1 week before the experiments began. Each krill was fed to
excess daily by adding 10 ml of a diatom culture (Thalassiosira;
3–5 × 105 cells ml21) to each 750 ml jar; this was supplemented
every 4 –5 d with newly hatched brine shrimp (Artemia) nauplii.
This feeding regime was continued throughout the experiment.
Krill were maintained at ambient pCO2 before the start of the
experiment.

Seawater preparation
Mixtures of air and CO2 with the desired pCO2 were prepared by
adding a small amount of certified pure CO2 gas (Prax-Air) to a
30 l steel cylinder, then adding compressed air until the desired concentration was reached. pCO2 content was monitored with a CO2
analyser (Quibit Systems S151). New gas mixtures were blended
twice a week throughout the study. The seawater supply at the
Long Marine Laboratory is taken from Monterey Bay, passed
through sand filters to header tanks, then gravity-fed to individual
laboratories. We then filtered the water to 0.2 mm, and stored it in
20 l carboys. The appropriate pCO2 gas mixture was bubbled into
the carboys for 4 d through gel membrane bubblers, until the
water equilibrated with the gas, and pH was at the desired level.
Experimental seawater was prepared weekly.

Growth experiment
Experimental design
We measured effects of pCO2 on krill survival, intermoult period,
and growth in a single factor, two-treatment experiment. The two
pCO2 levels were selected to represent recent atmospheric levels
(pCO2 ¼ 380 ppm, pHT ¼ 8.01) and a level above the IPCC scenario RCP8.5 or “high emissions scenario” for 2100 (pCO2 ¼
1200 ppm, pHT ¼ 7.60) (Stocker et al., 2013; Edenhofer et al.,
2014). Both treatments were housed in a single water table maintained at 9 + 18C by recirculating the water through an inline
chiller (Aqua Logic Delta Star). 98C is representative of conditions
in Monterey Bay at 200 m depth and within the temperature
range of maximum growth efficiency for E. pacifica (Iguchi and
Ikeda, 1995; Pennington and Chavez, 2000). The table held ten
20 l glass aquaria (five per treatment). Each aquarium was sealed
with a gas-tight plexiglas lid, and contained four polycarbonate
jars standing in seawater. Each jar held one adult krill in 750 ml
of seawater (20 individuals per treatment).
The seawater in each aquarium, and in each jar within the aquarium, was pre-equilibrated to the desired pCO2 level, and the treatment pCO2 –air mixture was pumped slowly through the lid of
each aquarium to maintain the desired pCO2 level in the headspace
of each aquarium. The top of each jar was open to the aquarium
headspace to maintain the pCO2. Water in every jar was changed
every 2 d. The krill were maintained in darkness, except for a few
minutes each day while they were checked for moults under low
light. pH and temperature were measured daily in each jar with an
Oakton WD-35613 hand-held pH meter. Water samples (100 ml)
were taken from each aquarium every 7 d, poisoned with mercuric
chloride, and stored for subsequent total dissolved carbon (CT) and
alkalinity (AT) analyses. The experiment ran for 57 d, from 21
August through 16 October 2012. One krill died from trauma and
was excluded from all analyses.
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at these levels (Arnold et al., 2009; McConville et al., 2013).
Within-taxon differences in responses to increased pCO2 are often
attributed to differences in metabolic rates, habitat variation,
and/or life stages (Pane and Barry, 2007; Kroeker et al., 2013;
Cripps et al., 2014).
Euphausiids, commonly known as krill, are pelagic marine crustaceans with global distributions (Mauchline and Fisher, 1969).
Krill form ecologically and economically important links between
primary producers (phytoplankton) and many forage and commercial fish species (e.g. salmon, herring) that feed directly on krill, as
well as to the seabirds and great whales at the top of these food
chains. Despite their importance in marine foodwebs, responses
of krill to OA remain largely unknown. Previous studies have
focused primarily on the Antarctic krill, Euphausia superba, in
which embryonic development and larval behaviour were unaffected at pCO2 of 1000 matm, but eggs completely failed to hatch at
2000 matm (Kawaguchi et al., 2011, 2013). Adult E. superba
respond to elevated pCO2 by increasing feeding rates and excretion
of nutrients, both of which suggest OA increases metabolic rates
(Saba et al., 2012). The only northern hemisphere species studied
to date is Nyctiphanes couchii, which lives in the northern Atlantic
and is abundant in the North Sea and Celtic Sea. Elevated pCO2
reduced survival and increased the proportion of deaths associated
with moulting in sub-adult N. couchii, but did not affect intermoult
period or growth rate (Sperfeld et al., 2014).
Euphausia pacifica is a dominant krill species in the northeast
Pacific, with a North American range extending from Southern
California to Alaska (Brinton, 1962). Euphausia pacifica is abundant
year-round in Monterey Bay, California, where it is associated with
the deep waters of the submarine Monterey Canyon. Major population increases of E. pacifica occur following upwelling in late spring
and early summer (Brinton, 1976). These dense aggregations of
E. pacifica support large populations of resident and migratory seabirds (Ainley et al., 1996), pinnipeds and cetaceans, including the
largest ocean predator (blue whale), that are attracted to Monterey
Bay in summer to feed (Croll et al., 2005).
Adult E. pacifica typically undergo diel vertical migrations, often
from hundreds of meters depth during the day to the surface at night
where they feed (Brinton, 1976; Bollens et al., 1992; Marinovic, and
Mangel, 1999). Off the Pacific coast of North America, where strong
summer winds induce upwelling of cold, high pCO2, and low-pH
water, vertical migration of E. pacifica exposes them daily to pH
ranges from 8.1 at the surface to 7.6 at depth (Feely et al., 2008).
While little is known about how E. pacifica will be affected by
increased pCO2, juveniles in one study tolerated pH 7.54 for 7 d
(pH was lowered by addition of acid, not increased pCO2)
(Yamada, and Ikeda, 1999).
We assessed the effects of continuous exposure of adult E. pacifica
to high pCO2/low pH by measuring survival, growth, and moulting
frequency during a 2-month incubation experiment. The results led
to additional survival experiments, across a broad pH range that was
designed to constrain pCO2 values for the critical thresholds of pH
tolerance.
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Survival, intermoult period, and growth

using an automated open cell titration procedure. Instruments
were calibrated using certified seawater standards (Batch 118)
from Andrew Dickson’s laboratory at the Scripps Institution of
Oceanography. pH, pCO2, and aragonite saturation state (Varag)
were calculated with CO2sys software (Pierrot et al., 2006) using
the CT and AT data and CO2 disassociation constants from
(Mehrbach et al., 1973), refitted by Dickson and Millero (1987).
pH is expressed in total scale (pHT). Daily pH meter measurements
were calibrated against the CO2sys calculated carbonate data.

Statistical analyses

The upper thresholds of tolerance of E. pacifica to high pCO2/low
pH were determined in experiments using methods similar to
those in the growth experiment. The main differences were that
treatment levels were determined by pH instead of pCO2 because
the CO2 monitor was not rated to test gases above 2000 ppm.
Experimental water was prepared by bubbling very high pCO2 gas
into seawater in plastic carboys then diluting with ambient pCO2
seawater until the desired pH was achieved. Each experimental jar
was filled with pre-equilibrated water and sealed with a gas-tight
lid to prevent CO2 off-gassing because no additional gas was
pumped into the headspace. Jars were placed directly into the
water table, which was maintained at 138C. While this experiment
was conducted at a temperature slightly higher than the growth experiment, it is still within the range of temperatures experienced by
E. pacifica in surface waters and at the upper limit of maximum
growth efficiency for E. pacifca (maximum growth efficiency
peaks at 118C) (Iguchi and Ikeda, 1995; National Data Buoy
Center, 2015). Each jar was checked every morning for mortality,
and the water in the jars was replaced every 2 d.
Two thresholds were defined: (i) days until 50% of animals were
dead and (ii) days until all animals were dead. Eight pH treatments
from pH 7.87 to 6.84 were tested, with eight krill per treatment, and
the experiment ran for 16 d. pH and temperature were measured
daily in each jar (with the krill remaining alive) using an Oakton
WD-35613 hand-held pH meter, and 100 ml discrete water
samples were taken from representative jars approximately every
4 d for complete CT and AT analyses and to calibrate the hand-held
pH meter readings.

All statistical analyses used the software JMP PRO 12. All chemical
data are reported as mean + 1 standard deviation (s.d.). In the
growth experiment, mean values for all chemical parameters were
calculated per aquaria and used to determine the mean for each
treatment group.
Total survival over the course of the experiment was first analysed
in a nested proportional hazards model (aquaria nested within
pCO2 treatment). Since there was no significant effect of aquaria
on survival (Wald test, p ¼ 0.9973), the aquarium term was
dropped from the analyses and individual krill were used as replicates to increase the power of subsequent analyses.
Individuals with fewer than 3 moults were excluded from intermoult period and growth analyses. Consecutive intermoult periods
were recorded for each individual krill, and the effect of duration of
the experiment (days) on intermoult period was tested in a one-way
ANOVA. Because there was no effect of duration (F3,222 ¼ 0.9589,
p ¼ 0.4124), the mean intermoult period was calculated for each individual and a nested one-way ANOVA was run (aquaria nested
within treatment) to compare mean intermoult periods in the two
pCO2 treatments.
Growth rates were estimated by regressing telson size on day of
the experiment, with aquaria nested within pCO2 treatment to
account for any aquaria level effects. A quantile regression was
used to determine whether growth rate, or the effect of pCO2 on
growth, differed along a distribution of sizes in the krill population.
Quantile regression estimates the relationship between dependent
and predictor variables in different quantiles of the response variable, and not just the mean value as in least-squares regression.
Because linear growth rates may change with body size, mean
values may mask some of the variation in responses; quantile regression techniques allow more detailed examination of the variation in
responses across sizes and assessment of different responses (e.g.
maximum, average, or minimum). Growth rates of krill in the
90th, 50th, and 10th size quantiles were compared.
For the pCO2 threshold experiments, survival was expressed as
number of days until (i) 50% mortality and (ii) 100% mortality.
Kaplan –Meier survival curves were plotted as the daily proportion
alive against number of days from start of the experiment in a
stepped format. A log-rank test (also known as Mantel-Cox) was
used to test for differences in the survival curves of the pH treatments. The log-rank test compares the observed number of deaths
and the expected number of deaths, with the null hypothesis that
the expected number of deaths is the same between groups.

Chemical analyses

Results

Water samples were collected and poisoned with mercuric chloride
following standard practices (Dickson et al., 2007) before being
stored. They were analysed for total inorganic carbon (CT) using a
CM5011 carbon coulometer (UIC, Inc.) and total alkalinity (AT)

Growth experiment
Chemical data

pCO2 threshold experiments

Table 1 summarizes water conditions in the growth experiment. In both
treatments, temperature and salinity remained constant within the
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Krill were checked daily for moulting and mortality by transferring
each animal and its treatment water into a white plastic tub, searching for moulted exoskeletons, then returning the krill and water to
the jar. All moults were collected and measured immediately using
a Wild M3 dissecting microscope outfitted with a Canon Rebel
2Ti DSLR camera, and the images were analysed using ImageJ software (NIH). Growth was determined from the difference in telson
length of consecutive moults, measured from the middle of the
rounded rise at the anterior end to the posterior tip of the telson
(spines excluded). The telson is well preserved in moults, and its
length is proportional to total body length (Shaw et al., 2010).
Between moults, euphausiids can grow larger, maintain size, or
shrink (often in response to stressful conditions) (Marinovic and
Mangel, 1999), so size is not a continuous monotonic-positive progression. Growth rate during the experiment was calculated for each
individual by fitting a regression line to repeated telson measurements against number of days since start of the experiment. Rates
are reported as change in telson length per day (mm d21).
For comparison with published growth data, absolute growth
rates (mm d21) were calculated by converting telson length into
total body length using the equation from Shaw et al. (2010) for
E. pacifica:
Total length (mm) ¼ (4.937 × telson length (mm)) 2 0.4142
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Table 1. Carbonate chemistry parameters (mean + 1 s.d.) of
seawater in krill growth experiment.
Parameter
pHT
pCO2 matm
AT mmol kg21
CT mmol kg21
Varag
Temp (8C)
Salinity (ppt)
N

Low pCO2
8.06 + 0.05
395 + 58
2244 + 9
2068 + 16
1.94 + 0.17
8.9 + 0.2
33 + 0.5
5

High pCO2
7.60 + 0.06
1289 + 179
2255 + 8
2238 + 12
0.77 + 0.09
8.9 + 0.2
33 + 0.5
5

p-value
,0.0001
,0.0001
0.06
,0.001
,0.001
1
1

Initial body size (mm)
Size class
Minimum
10th quantile
50th quantile
Mean + 1 s.d.
90th quantile
Maximum

Low CO2
8.72
8.85
11.20
11.57 + 2.32
14.97
16.49

High CO2
8.51
9.16
11.14
11.84 + 2.37
15.94
16.29

Body length (mm) calculated using equation from Shaw et al. (2010) for
regression of total length on telson length.

Table 2. Survival, intermoult period (mean + s.d.), and estimated
telson growth rates (quantile + s.e.) of E. paciﬁca in the growth
experiment.
Treatment group
Survival (%)
Intermoult period (days)
Telson growth rate
(mm d21)
10th Quantile
50th Quantile
90th Quantile

Low pCO2
70.0
6.2 + 0.4

High pCO2
78.9
6.1 + 0.2

p-value
0.3688
0.2232

0.009 + 0.0013
0.006 + 0.0009 ,0.001
0.009 + 0.0023
0.005 + 0.0016
0.6
0.001 + 0.0020 20.005 + 0.0013 ,0.001

limits of instrumental precision throughout the experiment. Mean
pCO2 in the high pCO2 treatment was 3.3 times greater than in the
low pCO2 treatment (1289 matm vs. 395 matm; t ¼ 10.64, d.f. ¼ 8
p , 0.0001), and this maintained a difference between treatments of
0.46 pHT units (7.60 vs. 8.06; t ¼ 213.90 d.f. ¼ 8, p , 0.0001). Total
inorganic carbon was higher in the high pCO2 treatment (CT ¼ 2238
vs. 2068 mmol kg21; t ¼ 18.95, d.f. ¼ 8, p , 0.001) while aragonite
saturation state was lower (Varag ¼ 0.77 vs. 1.94, t ¼ 213.32,
d.f. ¼ 8, p , 0.001). Total alkalinity was similar in both treatments
(AT ¼ 2255 vs. 2244 mmol kg21; t ¼ 2.19, d.f. ¼ 8, p ¼ 0.06).

Survival
Ten of the 39 individual krill died during the experiment (six in low
pCO2 and four in high pCO2), giving survival of 70 and 79%, respectively, but the difference was not significant (Table 2; Wald
test, p ¼ 0.3688).

Moulting
The intermoult period (time between moults) of individual krill did
not change during the experiment (ANOVA, F3,322 ¼ 0.9589, p ¼
0.4124). Krill moulted on average every 6 d in both treatments,
and the rate was not affected by pCO2 level (Table 2; F8,9 ¼ 1.451,
p ¼ 0.2232).

Growth
Mean initial telson length of krill was 2.46 + 0.47 mm (average of
both CO2 treatments; range ¼ 1.81 –3.42 mm), which is equivalent
to 11.74 + 2.34 mm (range 8.51 – 16.48 mm) total body length calculated using Shaw’s equation (Shaw et al., 2010). Initial calculated
body sizes for both CO2 treatments are provided in Table 3. The sizes
of krill in the experiment are associated with both juvenile and adult
stages (Brinton et al., 1999). There were no differences in initial sizes

Figure 1. Fitted growth rates of 10th, 50th, and 90th size quantiles of
E. paciﬁca in high and low pCO2 treatments. Solid lines represent
estimated growth rates; shaded areas are 95% conﬁdence intervals.
Intercepts and slopes are ﬁtted using estimated parameters from
quantile regression. This ﬁgure is available in black and white in print
and in colour at ICES Journal of Marine Science online.
between the pCO2 treatments (ANOVA, F1,9 ¼ 0.197, p ¼ 0.6646).
Growth between moults varied among individuals and many individuals both grew and shrank at different times during the 57-d experiment. Overall, telson growth (average of both pCO2 treatments)
was fastest in smaller (10th percentile) krill (0.008 mm d21) compared with 0.006 mm d21 in the 50th percentile krill, while the
largest (90th percentile) krill declined in length over the course of
the experiment (20.002 mm d21).
Krill in all size classes at low pCO2 grew faster than at high pCO2
(Figure 1, Table 2). Smaller krill (10th percentile) grew faster in the
low pCO2 treatment (0.009 mm d21) than in the high pCO2 treatment (0.006 mm d21; p , 0.001). The trend was similar in the
50th size quantile, but growth rates in this size class were more variable (low pCO2: 0.009 mm d21 vs. high pCO2: 0.005 mm d21; p ¼
0.06). For the largest krill (90th percentile), those at high pCO2
shrank (20.005 mm d21), while krill in the low pCO2 treatment
had slow but positive growth (0.001 mm d21; p , 0.001).

pCO2 threshold experiments
Water chemistry
Water conditions during the threshold experiment are summarized in
Table 4. Mean pH for the eight treatments ranged from 7.87 to 6.84.
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Data were compared with two-sample t-tests. Mean values + s.d. of pCO2
and aragonite saturation state (Varag) calculated using CO2sys with measured
input variables total alkalinity (AT), total dissolved inorganic carbon (CT),
salinity, and temperature. Temperature was measured directly daily using
hand-held meter.

Table 3. Initial body length (mm) of krill.
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Table 4. Carbonate chemistry of experimental seawater in threshold experiments.
Mean pHT
7.87 + 0.04
7.82 + 0.09
7.05 + 0.05
7.02 + 0.06
6.96 + 0.06
6.92 + 0.04
6.89 + 0.02
6.84 + 0.02

pCO2 (matm)
712 + 200
938 + 800
5364 + 2343
4349 + 677
6052 + 1256
7228 + 2022
9906 + 4720
8889 + 340

AT (mmol kg21)
2257 + 48
2289 + 58
2295 + 44
2289 + 42
2254 + 39
2326 + 9
2249 + 37
2300 + 13

CT (mmol kg21)
2138 + 43
2154 + 98
2479 + 89
2429 + 30
2467 + 33
2588 + 85
2606 + 152
2631 + 3

Varag
1.53 + 0.46
1.80 + 1.31
0.3 + 0.23
0.29 + 0.04
0.21 + 0.05
0.19 + 0.06
0.17 + 0.13
0.15 + 0.01

Run
1
2
1
2
2
1
2
1

Mean values + 1 s.d. (n ¼ 3 –6) of pCO2 and aragonite saturation state (Varag) calculated using CO2sys with measured input variables total alkalinity (AT), total
dissolved inorganic carbon (CT), salinity (33.5 + 0.5 ppt), and temperature (14.0 + 0.88C). Mean values of pHT and temperature (n ¼ 26–118) were measured
directly daily using hand-held meter, then corrected against calculated pH using CT and AT parameters in CO2sys. Correction factor applied was 2.367 + (0.6856
× pH meter value), R 2 ¼ 0.80, p , 0.0001, n ¼ 35. The experiment was performed as two consecutive runs (four pH levels at a time), indicated by run number.

pHT
7.87
7.82
7.04
7.02
6.96
6.92
6.89
6.84

Days until 50% dead
.16
.16
.16
.16
8
6
6
3

Days until 100% dead
.16
.16
.16
.16
.16
10
6
6

Survival (%)
66.7
62.5
75
75
50
0
0
0

Total alkalinity (AT) was independent of pH (ANOVA; F7,34 ¼ 2.02;
p ¼ 0.0895), but aragonite saturation (Varag) (F7,34 ¼ 8.19; p ,
0.0001) declined significantly with declining pH. Total inorganic
carbon (CT) (F7,34 ¼ 21.44; p , 0.0001) and pCO2 (F7,34 ¼ 9.30;
p , 0.0001) both increased with declining pH.

Survival
The median survival thresholds (days until 50% died) for the four
pH treatments ≥7.02 were .16 d (Table 5). This contrasts with
the lowest three pH treatments (pH 6.92, 6.89, and 6.84) in which
median thresholds were either 6 or 3 d, and all animals were dead
by day 10. The intermediate treatment (pH 6.96) had a median
threshold of 8 d, but the four remaining krill were still alive at the
end of the experiment (16 d).
There were significant differences in the survival curves of the 8 pH
groups (log-rank test x 2 ¼ 48.5, d.f. ¼ 7, p , 0.001; Figure 2). The
survival curves of the four highest pH groups did not differ significantly from each other (x 2 ¼ 2.09, d.f. ¼ 3, p ¼ 0.55), and they did not
differ from the intermediate (pH 6.96) group (x 2 ¼ 4.66, df ¼ 4,
p ¼ 0.32). Survival curves in the lowest three pH levels also did not
differ significantly from each other (x 2 ¼ 4.86, df ¼ 2, p ¼ 0.09),
but they were all significantly lower than at the intermediate level
(pH 6.96) (x 2 ¼ 10.57, df ¼ 3, p ¼ 0.01). Taken together, these
results suggest a significant decline in survival occurs between pH
6.96 and 6.92, with mortality increasing rapidly below pH 6.96.

Discussion
In the growth experiment, a pCO2 level of 1200 matm had no effect
on either survival or moulting frequency. This pCO2 level corresponds to the IPCC “high emissions” scenario for 2100 and is also
the upper pCO2 level currently experienced by E. pacifica during
their diel migrations. These findings differ from those reported
for the Atlantic krill, Nyctiphanes couchii, which had greater mortality at lower pCO2 levels (800 and 1100 matm), although its’ highest

Figure 2. Kaplan– Meier survival curves for E. paciﬁca in the pCO2
threshold experiments. Data are proportions remaining alive each day
in each pH treatment. Line shades indicate the pH groupings described
in the text and each curve is labelled with the speciﬁc pH treatment. pH
treatments within each group did not differ statistically. The high and
intermediate pH groups did not differ from each other, but both the
high and intermediate pH groups were statistically different from the
low group (p ¼ 0.01). This ﬁgure is available in black and white in print
and in colour at ICES Journal of Marine Science online.
mortality was at a pCO2 of 1700 matm (Sperfeld et al., 2014), a level
considerably higher than we used in our growth study.
Sperfeld et al. (2014) also found increased pCO2 had no effect on
moult rates in N. couchii in a 34 d experiment; this is consistent with
our results over 57 d, and supports a more general hypothesis that
the moulting process in krill may be unaffected by pCO2, at least
for short-term exposures of up to 60 d. The average intermoult
period in our study (6 d) was within the range reported elsewhere
for E. pacifica (4–10 d) (Pinchuk and Hopcroft, 2007). Although
intermoult period in our growth experiment was not affected by
increased pCO2, intermoult period is known to vary in response
to other environmental conditions, including temperature and
food availability (Fowler et al., 1971; Buchholz, 1991; Chang and
Mykles, 2011). Because intermoult period is physiologically constrained to some degree (Fowler et al., 1971; Marinovic and
Mangel, 1999), hormonal control of the timing of moulting may
outweigh environmental cues related to changing pH. It is also
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Table 5. Survival of E. paciﬁca in the pCO2 threshold experiments.
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migrations (500 m), models predict pCO2 will not exceed
3500 matm by the year 2100 (Brewer and Peltzer, 2009). In our
experiments, E. pacifica survived short-term exposure to pCO2 of
6000 matm, nearly twice the maximum predicted level.
While mortality rates did not differ at intermediate pCO2 levels,
we did see some behavioural changes, including periods of inactivity, abnormal swimming, and periods lying on their backs. This suggests that, although the critical threshold for mortality is near pH
6.92, non-lethal physiological effects are present at higher pH
levels. It is known that some organisms are less able to buffer
changes in pCO2 when exposed simultaneously to hypoxic conditions (Pane and Barry, 2007), and since pO2 also declines with
depth, increasing hypoxia with depth may increase the vulnerability
of E. pacifica to additional OA stresses. In our experiments, pO2 was
always equivalent to that of surface water in equilibrium with the
atmosphere; therefore, we cannot predict how relatively hypoxic
conditions at their migration depths may affect E. pacfica’s tolerance
of elevated pCO2.
While responses of larval E. pacifica to pCO2 remain unknown,
larvae of this species do remain near the surface until late larval or
early juvenile stages, so early life stages are not exposed to the
daily variations in pH and temperature experienced by adults
during vertical migrations. Perhaps early developmental stages
may be more susceptible to harm from increasing OA than adults.
In the Antarctic E. superba, embryonic development and larval behaviour were unaffected at pCO2 of 1000 matm, but eggs completely
failed to hatch at 2000 matm (Kawaguchi et al., 2011, 2013).
Because organisms living where natural variation in pCO2/pH is
common tend to have broader tolerances of fluctuations in pCO2/
pH, perhaps the natural (e.g. pre-industrial) regimes of pCO2 variation experienced by organisms may determine their sensitivity to
future changes in ocean chemistry, and hence be a good predictor
of likely responses to OA (Hofmann et al., 2011; Lewis et al.,
2013). This may be because organisms living in more variable environments are more likely to have evolved well-developed acid–base
regulation systems for active maintenance of internal osmotic and
ionic balances, and these systems may enable them to buffer
changes in pH due to OA (Seibel and Walsh, 2003; Pane and
Barry, 2007).
Since E. pacifica regularly experiences a range of pCO2 values
during its diel migration, it probably has well-developed acid –
base regulation systems, and these may enhance its survival when
exposed to elevated pCO2 for long periods, and also during
extreme though short-term pH declines. Whether E. pacifica uses
increased acid– base regulation or metabolic suppression to tolerate
exposures to low pH, the reduced growth rates in our experiments
suggest that even organisms likely to be well adapted for acid–
base regulation under high pCO2 may be adversely affected by
OA. Consequently, the central role of E. pacifica in coastal ecosystems may be affected indirectly by elevated pCO2 acting on
growth or other processes (e.g. reproduction) or on early life
stages (eggs, larvae). Because E. pacifica inhabits an ecosystem
likely to see increased frequency and intensity of acidic events
(Feely et al., 2008), understanding its responses to high pCO2 is critical for understanding the ecosystem-wide effects of OA.
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possible that hormones respond only to internal osmotic conditions
within the organism, and if these are highly regulated, hormones
may not be sensitive to environmental pH or pCO2.
Many individuals both grew and shrank at different times during
the growth experiment, and since similarly variable growth has been
reported previously for E. pacifica (Marinovic and Mangel, 1999;
Shaw et al., 2010), this variation probably was not an artefact of
our experimental system nor a response to the experimental manipulations. Another general trend in the growth experiment was the
faster growth rates in smaller krill (10th and 50th quantiles) that
declined with increasing body size. This is not uncommon, as
linear growth often slows with increased body size (Labat and
Cuzin-Roudy, 1996; Atkinson et al., 2006). The larger krill (90th
quantile) had negative net growth rates, possibly due to diversion
of energy from growth to lipid accumulation, or to sexual maturation and egg production by mature females (Feinberg et al.,
2007; Pinchuk and Coyle, 2008; Shaw et al., 2010). After converting
telson lengths into total body lengths, the whole body growth rates
across both pH treatments in the growth experiment ranged from
20.02 to 0.04 mm d21. This is within the range of published rates
(0.01– 0.03 mm d21) for other laboratory and instantaneous
growth rate studies (Shaw et al., 2010).
Krill in all size classes had lower growth rates in the elevated pCO2
treatment than in the low pCO2 treatment, although the difference
was statistically stronger in the 10th and 90th quantiles. Reduced
growth under elevated pCO2 has been linked in some organisms
to metabolic changes associated with higher energetic costs of
acid–base regulation that divert energy away from other physiological processes including growth (Wood et al., 2008; Deigweiher
et al., 2010; Whiteley, 2011; Stumpp et al., 2012). At higher pCO2
levels, the metabolic rate of the Antarctic krill (E. superba) rises
(as measured by increased food consumption and nutrient excretion), which suggests that maintaining normal functioning at high
pCO2 requires additional food to meet increased metabolic
demands (Saba et al., 2012). If food is limited, or if krill cannot
maintain feeding rates high enough to compensate for increased energetic costs of acid– base regulation, growth may be the first process
to be affected.
Alternatively, survival time in many vertically migrating species
exposed to low pO2/high pCO2 at depth is extended by metabolic
suppression achieved by shutting down such energy-demanding
processes as protein synthesis (Guppy and Withers, 1999; Seibel
and Walsh, 2003). While temporary metabolic suppression may
be an advantageous short-term strategy, long-term suppression by
OA can lead to reduced growth or reproduction, and may become
detrimental not only to individuals but also for population-level
processes (Guppy and Withers, 1999; Seibel and Walsh, 2003).
The effects of pCO2 on reproduction in E. pacifica are unknown,
but metabolic changes (e.g. reduced metabolism or diversion of
energy to acid–base regulation) that lower growth in E. pacifica
could also affect their reproduction. Because larger females often
have larger broods, possibly due to increased carapace volume available for ovaries (Gómez-Gutiérrez et al., 2006), lower growth rates
may also affect krill fecundity via smaller brood sizes.
The pCO2 threshold experiments indicate that there is a critical
threshold between pH 6.96 and pH 6.92 (pCO2 equivalent to 6050
and 7200 matm) below which E. pacifica experiences rapid mortality. At pH 6.96 and above, survival was similar to that in the
highest pCO2 levels that krill experience naturally (1200 matm).
This suggests that E. pacifica survival is unlikely to decline as a
direct response to future OA levels, since even at their deepest diel

H. L. Cooper et al.

Effects of elevated pCO2 on the survival, growth, and moulting
culturing phytoplankton and general laboratory guidance. This research was funded through awards from the NOAA West Coast and
Polar Regions Undersea Research Center (project FP12783A) and
NSF (OCE-1040952) to A. Paytan, a UCSC Committee on
Research grant to D. Potts, and awards to H. Cooper from the
American Association of University Women, Friends of Long
Marine Laboratory, Meyers Trust, and the UCSC Department of
Ecology and Evolutionary Biology.

References

Dickson, A. G., Sabine, C. L., and Christian, J. R. (Eds.) 2007. Guide
to best practices for ocean CO2 measurements. PICES Special
Publication 3, 191 pp.
Doney, S. C., Fabry, V. J., Feely, R. A., and Kleypas, J. A. 2009. Ocean acidification: the other CO2 problem. Annual Review of Marine Science,
1: 169 – 192.
Edenhofer, O., Pichs-Madruga, R., Sokona, Y., Farahani, E., Kadner, S.,
and Seyboth, K. 2014. IPCC, 2014: summary for policymakers. In
Climate Change 2014: Mitigation of Climate Change.
Contribution of Working Group III to the Fifth Assessment
Report of the Intergovernmental Panel on Climate Change,
Cambridge University Press, Cambridge, New York, NY, USA, UK.
Fabry, V. J., Seibel, B. A., Feely, R. A., and Orr, J. C. 2008. Impacts of
ocean acidification on marine fauna and ecosystem processes.
ICES Journal of Marine Science, 65: 414 – 432.
Feely, R. A., Sabine, C. L., Hernandez-Ayon, J. M., Ianson, D., and Hales,
B. 2008. Evidence for upwelling of corrosive “acidified” water onto
the continental shelf. Science (New York, NY), 5882: 1490– 1492.
Feinberg, L. R., Shaw, C., and Peterson, W. T. 2007. Long-term laboratory observations of Euphausia pacifica fecundity: comparison of
two geographic regions. Marine Ecology Progress Series, 341:
141– 152.
Findlay, H. S., Kendall, M. A., Spicer, J. I., and Widdicombe, S. 2009.
Future high CO2 in the intertidal may compromise adult barnacle
Semibalanus balanoides survival and embryonic development rate.
Marine Ecology Progress Series, 389: 193– 202.
Fowler, S. W., Small, L. F., and Keckes, S. 1971. Effects of temperature
and size on molting of euphausiid crustaceans. Marine Biology,
11: 45 – 51.
Gaylord, B., Hill, T. M., Sanford, E., Lenz, E. A., Jacobs, L. A., Sato, K. N.,
Russell, A. D., et al. 2011. Functional impacts of ocean acidification
in an ecologically critical foundation species. The Journal of
Experimental Biology, 214: 2586– 2594.
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Wittmann, A. C., and Pörtner, H. 2013. Sensitivities of extant animal
taxa to ocean acidification. Nature Climate Change, 3: 995– 1001.
Wood, H. L., Spicer, J. I., and Widdicombe, S. 2008. Ocean acidification
may increase calcification rates, but at a cost. Proceedings of the
Royal Society, 275: 1767– 1773.
Yamada, Y., and Ikeda, T. 1999. Acute toxicity of lowered pH to some
oceanic zooplankton. Plankton Biology and Ecology, 46: 62 – 67.
Yu, P. C., Matson, P. G., Martz, T. R., and Hofmann, G. E. 2011. The
ocean acidification seascape and its relationship to the performance
of calcifying marine invertebrates: laboratory experiments on the development of urchin larvae framed by environmentally-relevant
pCO2/pH. Journal of Experimental Marine Biology and Ecology,
400: 288– 295.
Zheng, C. Q., Jeswin, J., Shen, K. L., Lablche, M., Wang, K. J., and Liu, H.
P. 2015. Detrimental effect of CO2-driven seawater acidification on a
crustacean brine shrimp, Artemia sinica. Fish Shellfish Immunol, 43:
181– 190.

Handling editor: Stéphane Plourde

Downloaded from http://icesjms.oxfordjournals.org/ at University of California, Santa Cruz on March 7, 2016

Kroeker, K. J., Kordas, R. L., Crim, R. N., and Singh, G. G. 2010.
Meta-analysis reveals negative yet variable effects of ocean acidification on marine organisms. Ecology Letters, 13: 1419 – 1434.
Kurihara, H., Matsui, M., Furukawa, H., Hayashi, M., and Ishimatsu, A.
2008. Long-term effects of predicted future seawater CO2 conditions
on the survival and growth of the marine shrimp Palaemon pacificus.
Journal of Experimental Marine Biology and Ecology, 367: 41 – 46.
Kurihara, H., Shimode, S., and Shirayama, Y. 2004. Sub-lethal effects of
elevated concentration of CO2 on planktonic copepods and sea
urchins. Journal of Oceanography, 60: 743– 750.
Labat, J. P., and Cuzin-Roudy, J. 1996. Population dynamics of the krill
Meganyctiphanes
norvegica
(M.
Sars,
1857)(Crustacea:
Euphausiacea) in the Ligurian Sea (NW Mediterranean Sea). Size
structure, growth and mortality modelling. Journal of Plankton
Research, 18: 2295– 2312.
Lewis, C. N., Brown, K. A., Edwards, L. A., Cooper, G., and Findlay, H. S.
2013. Sensitivity to ocean acidification parallels natural pCO2 gradients experienced by Arctic copepods under winter sea ice.
Proceedings of the National Academy of Sciences of the United
States of America, 110: E4960– E4967.
Long, W. C., Swiney, K. M., and Foy, R. J. 2013. Effects of ocean acidification on the embryos and larvae of red king crab, Paralithodes
camtschaticus. Marine Pollution Bulletin, 69: 38– 47.
Marinovic, B., and Mangel, M. 1999. Krill can shrink as an ecological
adaptation to temporarily unfavorable environments. Ecology
Letters, 2: 338– 343.
Mauchline, J., and Fisher, L. R. 1969. The biology of euphausiids.
Advances in Marine Biology, 7: 1– 454.
McConville, K., Halsband, C., Fileman, E. S., Somerfield, P. J., Findlay,
H. S., and Spicer, J. I. 2013. Effects of elevated CO2 on the reproduction of two calanoid copepods. Marine Pollution Bulletin, 73:
428– 434.
Mehrbach, C., Culberson, C. H., Hawley, J. E., and Pytkowicz, R. M.
1973. Measurement of the apparent dissociation constants of carbonic acid in seawater at atmospheric pressure. Limnology and
Oceanography, 18: 897 –907.
National Data Buoy Center. Station 46236-Monterey Canyon Outer,
CA. http://www.ndbc.noaa.gov/station_page.php?station=46236
(last accessed 28 November 2015).
Orr, J. C., Fabry, V. J., Aumont, O., Bopp, L., Doney, S. C., Feely, R. A.,
Gnanadesikan, A., et al. 2005. Anthropogenic ocean acidification
over the twenty-first century and its impact on calcifying organisms.
Nature, 437: 681 – 686.
Pane, E. F., and Barry, J. P. 2007. Extracellular acid-base regulation
during short-term hypercapnia is effective in a shallow-water crab,
but ineffective in a deep-sea crab. Marine Ecology Progress Series,
334: 1 – 9.
Pennington, J. T., and Chavez, F. P. 2000. Seasonal fluctuations of
temperature, salinity, nitrate, chlorophyll and primary production
at station H3/M1 over 1989– 1996 in Monterey Bay, California.
Deep Sea Research Part II: Topical Studies in Oceanography, 4:
947– 973.
Pierrot, D., Lewis, E., and Wallace, D. W. R. 2006. MS excel program
developed for CO2 system calculations [computer file]. ORNL/
CDIAC-105a Carbon Dioxide Information Analysis Center, Oak
Ridge National Laboratory, US Department of Energy [distributor].
Pinchuk, A. I., and Coyle, K. O. 2008. Distribution, egg production and
growth of euphausiids in the vicinity of the Pribilof Islands, southeastern Bering Sea, August 2004. Deep Sea Research Part II:
Topical Studies in Oceanography, 55: 1792– 1800.

H. L. Cooper et al.

