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Abstract
Feeding ecology of the New Zealand sea lion

(Phocarctos hookeri)

The New Zealand (NZ) sea lidgthocarctos hookeiis the only pinniped endemic to NZ

with a population of approximately 12,000 individuals. Its breeding range is currently
restricted to NZ sub-Antarctic islands, and it has failed to recolonise its pristine
distribution around the NZ main islands despite its protection since 1881. The current
hypothesis is that the population growth of this pinniped is limited by the distribution of
suitable prey on the Auckland Islands (50°30'S, 166°E) shelf, and by the direct and
indirect pressure exerted by the arrow squatotodarus sloanfishery. However, this
hypothesis has not been fully tested to date as there has been limited information on the
diet of the NZ sea lion and their potential prey. The objective of this thesis is to analyse
the diet of NZ sea lions over several years with particular emphasis on the most
reproductively important segment of the population: lactating females.

This thesis provides the first quantification by percentage mass of the diet of NZ sea
lion using a combination of stomach content analysis, qualitative fatty acid (FA)
analysis, and quantitative FA signature analysis (QFASA). Stomach contents and
blubber FAs were analysed from 121 individuals incidentally caught (by-caught) in the
southern arrow squid fishery from the years 1997 to 2006. The blubber FAs of 78 free-
ranging lactating females captured at Enderby Island, Auckland Islands, were also
examined during January and February of 2000 to 2005.

Data obtained from both stomach analysis and QFASA indicate that arrow squid,
rattails Macrouridae, hokMacruronus novaezelandiaand red codPseudophycis
bachusare key prey species for NZ sea lions in the Auckland Islands region. Because
these prey species live mostly at depths greater than 200 m, lactating females must
undertake long foraging trips and dive regularly to greater depths than other sea lion
species. Data from QFASA indicates that this foraging pattern is conducted over an
extended period through the summer and autumn. The daily food requirement of a
lactating female was estimated by a simple energetic model to be greater than 20% of its

body mass. During years of low arrow squid recruitment such as 1999 and 2001, the



amounts of squid required by the NZ sea lion population may have been similar to the
amount harvested by the fishery, suggesting that resource competition is likely to occur

between the arrow squid fishery and NZ sea lions in years of low squid abundance.

Half of the fishing activity of the southern squid fishery occurs in the north of the
Auckland Islands shelf where NZ sea lions forage, leading to incidental captures every
year. This research emphasises that management of the NZ sea lion must not only
consider the direct interactions with the arrow squid fishery, but also the likelihood of

food resource competition between the fishery and NZ sea lions.
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1 CHAPTER 1

GENERAL INTRODUCTION AND LITERATURE REVIEW

Photo: Female New Zealand sea lioRhocarctos hookersleeping at Sandy Bay,
Enderby Island, Auckland Islands



1.1 GENERAL INTRODUCTION

Understanding the feeding ecology of apex predators within marine ecosystems is
crucial to measure their impact on lower trophic leviets, top-down control effects
(Bowen 1997;e.g., Bovenget al. 1998; Estegt al. 1998). Of particular interest to
managers are the trophic interactions between protected apex predators such as marine
mammals, and commercially exploited food resources. Information on such interactions
requires research on marine mammals’ diet and foraging energeticsHurness 2002;
Santoset al. 2004b; Butleret al. 2006; Cornick et al. 2006). Furthermore, the
availability of prey and their quality will influence the foraging distribution of marine
mammals and can affect their fitnegs.( bottom-up control effects). Thus studying the

diet and subsequently the energetics of marine mammal populations that are declining
can give a better understanding of the mechanisms causing negative effects on
population growth and individual fitnese.g., Trites and Donnelly 2003; Winship and
Trites 2003; Tritegt al. 2007b).

The New Zealand (NZ) sea lidPhocarctos hookernas a breeding range restricted to

the NZ sub-Antarctic islands (Chilvees al. 2007b). Despite its protection since 1881,
this species has failed to recolonise its pristine distribution around the NZ main islands
(Childerhouse and Gales 1998). To date, the causes impeding the growth of the NZ sea
lion population remain uncleae.g., Chilverset al. 2006; Chilvers 2008b). The current
hypothesis is that the population growth is limited in part by bottom-up fareespfey
distribution and quality) and in another part by top-down effe&s éccidental capture

by fisheries). The main objective of this thesis was to investigate the role of bottom-up
forces by studying the diet of NZ sea lions.

The aim of this chapter is to introduce the thesis in a broader context, by 1) reviewing
the biology and ecology of the NZ sea lion, and 2) reviewing the current methods used
to study the diet of marine mammals. An outline of the thesis is presented at the end of

this chapter.



1.2 NZ SEA LION BIOLOGY

1.2.1 Distribution

The NZ sea lion is endemic to NZ, with the present distribution of breeding sites limited
to the NZ sub-Antarctic Islands (Gales and Fletcher 1999; Chidtess 2007b). Prior

to human colonisation, this species was distributed along the coasts of NZ main islands
(Worthy 1994; Gill 1998), and had been significantly reduced in numbers and in range
by subsistence and commercial sealing (Childerhouse and Gales 1998). Despite full
protection in 1881, the NZ sea lions have failed to recolonise their former breeding
range (Childerhouse and Gales 1998). More than 99% of the current breeding range is
restricted to the Auckland Islands (50°30'S, 166°E) and Campbell Island (52°30'S,
169°E) Fig. 1-1) (Chilverset al. 2007b)The Auckland Islands alone host 86% of the
annual pup production, distributed on three islands: Enderby (19%), Dundas (64%) and
Figure of Eight (3%) Kig. 1-1) (Chilvers et al. 2007b). Several females have been
observed giving birth in the south east of the South Island of NZ each year, which is
considered as a sign of re-colonisation of the species’ former range (Childerhouse and
Gales 1998; Gales and Fletcher 1999; McConéewl. 2002). Female NZ sea lions
display a high site fidelity and philopatry, while males breed in different locations and
tend to disperse in areas distant from the Auckland Islands after the breeding season
(Robertson et al. 2006; Chilvers and Wilkinson 2008). The highly restricted distribution
of the NZ sea lion has led to the classification of the species as “vulnerable in decline”
by the International Union for the Conservation of Nature (Gales 2008) and as
“threatened” under the NZ Threat Classification System (Hitchmough et al. 2007).
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Map originally created by the Department of Conservation, Wellington.



1.2.2 Abundance and trends

Historic records suggest that the population of NZ sea lions has remained static since
the mid-20" century (Taylor 1971; Childerhouse and Gales 1998). During the summers
1994/1995 and 1995/1996, the population size of NZ sea lions was estimated from the
annual number of pups, and reached 11700 and 12500 individuals respectively (Gales
and Fletcher 1999). Since then, pup production at the Auckland Islands has been
assessed annually, and shows a significant decline in the past déogdd-R)
(Chilverset al. 2007Db).

3700
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pup production
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Figure 1-2. Annual pup production (mean + 95%nfmence intervals) of New Zealand
lions at the Auckland Islands. Data from Chilvetsal. (2007b)or 1994/95 to 2003/04, a
from B.L. Chilvers unpubl. data for the last three seasons.

During the summer 1997/98, an unusual mortality event, associated with the bacteria
Campylobactercaused the death of 53% of the pups born that summer, and at least 75
adults (Baker 1999). Two further epizootics occurred in 2001/2002 and 2002/2003, and
impacted pups only with a mortality of 32 and 21% respectively (Wilkinson et al.
2006).Klebsiella pneumoniabas been implicated in these last two events, which was
the first report of this pathogen causing an epizootic (Wilkinsbal. 2006). Serum
analysis revealed that adults were immune but maternal antibodies were not transferred
to pups (Castineét al. 2008). The origin of this pathogen is still unknown but it has
been hypothesised that adult males, which migrate between the Auckland Islands and



South Island (Robertson et al. 2006), could have been the vect&ielsiella from
mainland into the population at the Auckland Islands (Wilkinsbal. 2006; Castinedt

al. 2007b). These epizootics have reduced the number of adults being recruited in the
breeding pool during the following years, and contributed to the decline of the pup
production observed in the last decade (Wilkinson et al. 2006; Chédvats2007b).

1.2.3 Breeding biology and lactation

The breeding season of NZ sea lions starts in December each year when most of the
pregnant females arrive at the rookeries already occupied by rRaje$3) (Gales and
Fletcher 1999). Females form harems, attended by a dominant bull which can fast for
several weeks until the end of the oestrous period (end of January). Pupping occurs soon
after the arrival of females between mid-December and mid-Janfigryl¢3) (Gales

and Fletcher 1999; Chilverst al. 2007b). The females make their first post-partum
foraging trip to sea within two weeks of giving birth (Gales and Fletcher 1999; Chilvers
et al. 2007a). During lactation (which lasts approximately 9 months), females alternate
between feeding trips at sea for two to three days and nursing their pup ashore for one to
two days (Cawthorn et al. 1985; Chilveasal. 2005).

Although the breeding behaviour detailed above is relatively common among sea lions
and fur seals, NZ sea lions show low reproduction and lactation performance compared
to other otariid species. Indeed, it is estimated that only 67% of mature female NZ sea
lions (> 3-4 years of age; Cawthorn et al. 1985; Duigearal. 2003) have pups
(Childerhouse 2008), whereas the reproductive rate is > 70% for Australian sea lions
Neophoca cinerea (Higgins and Gass 1993) and California sea Hatophus
californianus (Melin 2002), and between 60 and 75% for Steller sea kumetopias
jubatus (Pitcher and Calkins 1981; York 1994). Moreover, the milk is of low lipid
content, with a mean of 19.9% recorded between 1997 and 2005 (Riet-Sapriza 2007).
The lipid concentration in the milk of other otariid species was reported 02586
(Higginset al. 1988; Galest al. 1996; Werneet al. 1996; Arnould and Hindell 1999).
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Figure 1-3. Life cycle of the New Zealand sea lion.

1.2.4 Management of the squid fishery at the Auckland Islands

Arrow squidNototodarusspp has been commercially harvested since the late 1970s in
NZ waters. A trawl fishery for arrow squMototodarus sloandeveloped in the 1980s
around the Auckland Islands (50°30'S, 166°E), where arrow squid was considered a
more attractive resource than in the main islands’ waters because it could be caught with
little finfish by-catch (Ministry of Fisheries 2007). This fishery operates on the
Auckland Islands shelf between February and May each year (Gales 1995), which
corresponds to the first months of the lactation period of the NZ sea lion. Early
observations of NZ sea lion’s feeding habits suggest that squid comprises a significant
part of its diet (Cawthorn et al. 1985), leading to captures of sea lions in squid trawl
nets. Since 1988, government observers have been placed on approximately 20% of the
squid fleet every year to monitor the number of by-caught sea lions (Wilkinson et al.

2003). To minimise accidental captures, the NZ government set several management



controls on the southern squid fishery. A zone of no fishing was established in 1982
around the Auckland Islands out to 12 nautical miles, which became a marine mammal
sanctuary in 1993 and a marine reserve in 2003 (Wilkiretomal. 2003; Chilvers
2008b). Despite the protected areas around the Auckland Islands, by-catch of NZ sea
lions continued. This led the NZ government to impose a Fishing Related Mortality
Limit (FRML) in 1993, providing a management tool to close the area to further fishing
activity once this level of sea lion by-catch is reached (Wilkinson et al. 2003). In 1997,
trawling nets were modified by installing a sea lion exclusion device (SLED) allowing
sea lions to escape the net. Nonetheless, up to 118 sea lions a year were estimated to be
caught by the southern arrow squid fishery since (Wilkinson et al. 2003; Baird 2005a,
b). The main limitations of the current management of NZ sea lion by-catch are that the
current marine reserve around the Auckland Islands does not protect the key foraging
areas of NZ sea lions (Chilvers 2008b), and that SLEDs do not currently prevent sea
lions from getting trapped in trawling nets (Baird 2005a, b; Smith and Baird 2007).

1.2.5 Foraging and feeding behaviour

During lactation, females alternate foraging at sea and nursing their pups on land. A
foraging trip generally lasts two to three days during which females from Enderby
Island forage in areas north of the colony to the edges of the Auckland Islands shelf
(Chilverset al. 2005). Lactating NZ sea lions have been reported to be the deepest- and
longest-diving otariid (maximum of 597 m and 14.5 min) (Gales and Mattlin 1997;
Chilverset al. 2006). They dive continuously while at sea with a mean depth of 130 m
during their foraging trips, and exhibit different diving patterns (bentl@csus
mesopelagic) depending on the region of the Auckland Islands shelf they exploit
(Chilvers et al. 2006; Chilvers and Wilkinson 2009). Fidelity to a particular foraging
location is high for females as they display the same foraging pattern within and
between years (Chilvers al. 2005; Chilvers 2008a).

When diving, lactating NZ sea lions exceed their calculated aerobic dive limits (CADL)

in 68% of all dives (Chilverst al. 2006), which is higher than reported in other otariids
except in the Australian sea lion (Feldkamp et al. 1989; Boyd and Croxall 1996; Costa
and Gales 2003). Despite a large oxygen storage capacity (Costa and Gales 2000), NZ
sea lions operate at their physiological limits, and it has been hypothesised that the



Auckland Islands shelf represents a marginal foraging environment (Gales and Mattlin
1997; Costa and Gales 2000; Chilvetsl. 2006).

It must be stressed that all the previous studies on the foraging and diving behaviours of
NZ sea lions were conducted on lactating females in the first weeks of the lactation
period (austral summer), and it is currently not known if the results presented above are
valid in winter or are shared by the other members of the populagonadult males,

non-lactating females, juveniles).

The only information on the diet of NZ sea lions at the Auckland Islands to date is the
work published by Childerhouset al. (2001) who analysed faeces and regurgitates
collected at Enderby Islandif. 1-1) between 1994 and 1997. They reported a variety
of benthic, demersal and pelagic species known to inhabit waters > 300 m deep, which
is consistent with the reported deep diving of NZ sea lions (Gales and Mattlin 1997;
Chilverset al. 2006).

1.2.6 Summary of NZ sea lion biology

Despite a distribution limited to remote locations, the NZ sea lion has been the subject
of numerous studies this last decade (reviewed above), which permits a better
understanding of the potential mechanisms impeding the growth of the population. The
growth rate of pups, the milk fat content delivered to pups and the reproductive rate of
females are lower than those reported in other otariids (Chibteed. 2007a; Riet-
Sapriza 2007; Childerhouse 2008), while foraging and diving studies showed that
lactating females dive beyond their aerobic dive limit at a higher rate than recorded in
other species (Gales and Mattlin 1997; Chilveral. 2006). Furthermore, the breeding
sites at the Auckland Islands have been affected by three epizootics during the last
decade, which are still impacting the number of adults being recruited in the breeding
population, and contribute to the decline of the pup production (Baker 1999; Wilkinson
et al. 2006; Chilveret al. 2007b).

It has been hypothesised that the low and declining number of the NZ sea lion
population and its low reproductive success are due to the Auckland Islands shelf being
a marginal environment (Gales and Mattlin 1997; Costa and Gales 2000; Céailatrs
2005, 2006), where the rookeries are far from the abundant and predictable resources
that are deep off the shelf. Therefore, a detailed study of the diet of the NZ sea lion



would help to test this hypothesis. To date, only a qualitative estimate of the NZ sea
lion’s diet is available from the analyses of faeces and regurgitates collected between
1995 and 1997 (Childerhouseéal. 2001).

1.3 METHODS FOR DIETARY STUDIES ON MARINE
MAMMALS

Studying the diet of marine mammals is particularly challenging as they spend part, if
not their entire life, in the marine environment with most of the feeding events occuring
below the surface. Therefore, researchers rely on indirect methods to study the diet of
marine mammals, such as the analyses of stomach contents, faeces and regurgitates.
These methods are named *“traditional”, in contrast to “new” methods such as DNA
extraction from faeces, FA signatures of body lipids, or stable isotopes in various
tissues, which have been increasingly used in the last two decades. None of these
methods are perfect, and each has advantages and disadvantages which are discussed in
the following sections. Table 1-1 summarises the main characteristics for each method.
Other methods occasionally used in diet studies include the fitting of video cameras on
animals or the direct observation of surface feeding. They are not detailed here as they

give limited information on the diet.



Table 1.1. Pros and cons of the main methods used to examine the diet of marine mammals. The term “regression” means the relationship between hard pal
measurement and length or mass of individual prey. HP refers to hard parts; IS to isotopic signatures; TL to trophic levels; FA to fatty acids; and QFASA to
gquantitative fatty acid signature analysis.

Methods Impact Dietary Cost | Identification of Prey size Mass Requirements Expected limitations
on time period prey estimate percentage
individua (needed in
I food
consumptio
n models)
Faeces, hard No Short Low Yes (reference| Yes (length | Yes (mass - Reference - individual characteristics generally unknown
remains collection regressions| regressions collection - differential prey digestion and retention
needed) needed) needed) - regressions (prey without HP not represented, prey with
- correction factors fragile HP underestimated, large beaks
for loss and size underestimated)
reduction of HP
Regurgitates, No Short Low Yes (reference| Yes (length | Yes (mass - Reference - individual characteristics generally unknown
hard remains collection regressions| regressions collection - differential prey digestion and retention
needed) needed) needed) - regressions (overestimation of large HP)
Stomachs, Extreme Short Low Yes (reference| Yes (length| Yes (mass - Reference - differential prey digestion and retention
hard remains (from collection regressions| regressions collection (prey with fragile HP underestimated,
dead needed) needed) needed) - regressions opposite with large HP or beaks)
animals) - information from dead animals only, so
representation of whole population uncertajin
Faeces, DNA No Short High | Yes (genetic data No Possible? - primers of prey - prey species not in the range of tested
extraction on prey needed) primers are not identified
Stable Moderate Short to Mode | No but possible No No - IS from lower TL - limited in estimation of prey species
isotopes (capture long rate estimation if IS - interpretation of comparison between
or dart depending of prey different environments and time-scales
projector) | on the tissue difficult without IS from lower TL
FA signatures| Moderate Short to Mode Possible if No Possible if | - prey FA library - time frame not known precisely
(capture long rate QFASA (prey QFASA and calibration | - FA metabolism not known precisely and can
or dart depending FA library (prey FA coefficients for be underestimated
projector) | on the tissue needed) library QFASA - species not in prey FA library are not
needed) identified




1.3.1 “Traditional” diet methods: faeces and stomach analyses

Analysis of prey hard parts from faecal samples is a common technique for estimating
the diet of pinnipedse(g., Prime and Hammond 1990; Thompson et al. 1991, Céierel

al. 1997; Casawet al. 2003; Pierce and Santos 2003; Hwehal. 2004; Paget al.

2005a; Littnan et al. 2007; Tritest al. 2007a) since faeces are easy to collect on haul
out sites, can be collected without disturbance on animals, and their analysis is
inexpensive (Tollitet al. 2006). However, estimating the proportion and the size of prey
from hard part remains is not straightforward, and includes well recognised biases such
as differential rates of food passage and digestion (see earlier reviews, Pierce and Boyle
1991; Bowen 2000). Sagittal otoliths of fish and lower beaks of cephalopods are the
most commonly used structures to identify such prey (Pierce and Boyle 1991).
However, otoliths are subject to erosion by digestive juices and can be completely
digested (Jobling and Breiby 1986; Murie and Lavigne 1986; Jobling 1987; Dellinger
and Trillmich 1988). Thus fish consumed would not necessarily be recovered in faeces,
especially if it is a species with small otoliths which digest faster than large ones (Pierce
and Boyle 1991; Christiansen et al. 2005). In contrast, beaks are not affected by
digestion (Harvey 1989; Gales and Cheal 1992; Tella&l. 1997), but large beaks tend

to accumulate in stomachs, as they do not pass through the pylorus (Bigg and Fawcett
1985; Yonezaket al. 2003). Therefore, the proportion of fish with fragile otoliths and
the proportion of cephalopods with large beaks are underestimated in scat analysis.
Moreover, since mass quantification involves the back-calculation of prey size from
measurements of otoliths and beaks, the partial digestion of otoliths prevents accurate
estimation of the original fish size. Experimental feeding studies on captive seals (eared
and true seals) aimed at reducing the biases from otolith loss and size reduction by the
calculation of numerical correction factors and digestion rates (da Silva and Neilson
1985; Prime and Hammond 1987; Dellinger and Trillmich 1988; Harvey 1989; Gales
and Cheal 1992; Cottredit al. 1996; Fea and Harcourt 1997; Tadtital. 1997; Bowen

2000; Orr and Harvey 2001; Cottrell and Trites 2002; Staniland 2002; dodlt 2003;

Tollit et al. 2004; Caspeat al. 2006; Grellier and Hammond 2006; Todittal. 2007).

In addition to the use of otoliths to identify and quantify fish intake, four feeding
experiments on harbor seals (Cottellal. 1996) and on Steller sea lions (Cottrell and
Trites 2002; Tollitet al. 2003; Tollitet al. 2004) considered a series of fish bones as
diagnostic structures which reduced the probability of missing a fish species, and



improved fish recovery rates (Tolt al. 2003) and size estimates (Todlital. 2004).

A common finding over all the feeding studies is the high variability in otolith and bone
recovery rates between individuals, even from the same species feeding on the same
diet. Recovery rates vary with the size and shape of otoliths (Harvey 1989; &®iaice

1993; Tollitet al. 1997; Staniland 2002), whether or not they are encapsulated in skulls
(Murie and Lavigne 1986), with the meal size (Marcus 1998) and composition
(Dellinger and Trillmich 1988; Tolliet al.2004), the seal activity (Helm 1984; Tokit

al. 2003), and the seal species (Helm 1984; Gales and Cheal 1992). Thus it is difficult to
apply correction factors derived from captive experiments to wild species, which are

more active and eat a more diverse food than captive animals.

There is still debate over how effectively scat samples can give a good estimation of
prey proportions (see Caspet al. 2006), especially in otariids which tend to have
lower recovery rates than phocids due to a longer digestive tract (Helm 1979). Several
authors state that the analysis of faecal samples can properly estimate the occurrence
and numerical proportion of prey providing large numbers of scats (generally > 100) are
analysed (Dellinger and Trillmich 1988; Hammond and Rothery 1996; Sinclair and
Zeppelin 2002; Trites and Joy 2005; To#it al. 2007). Nonetheless, Gales and Cheal
(1992) and Caspeat al. (2006) found very low fish recovery rates (< 10%) in feeding
experiments with otariids. They questioned the validity of scat analysis in wild animals
at least for the species studiedrgtocephalus forsteriA. tropicalus Neophoca

cinerea), and stressed the need for using complementary diet methods.

Stomach analysis is hampered by biases similar to scat analysis (Pierce and Boyle 1991,
Pierceet al. 2004a), and is widely used to study the diet of cetaceans, as the collection
of faeces in the marine environment is difficult and logistically demanding. The
majority of the studies on stomach contents of cetaceans rely on opportunistic sampling
of dead animals from stranding or by-catch (accidentally captured in nets) exgnts (
Ford et al. 1998; Piercet al. 2004b; Santost al. 2004b; De Pierrepomt al. 2005;

Spitz et al. 2006; Pusineret al. 2007; Meynieret al. 2008a; Meynieet al. 2008b;
Mintzer et al. 2008). However, the diet of dead animals is not necessarily representative
of the feeding of the population (Pierce and Boyle 1991; P&traé 2004a). Strandings

can be biased towards sick animals, whose diet is likely to be different from healthy

individuals. Furthermore, the recent diet of animals incidentally captured in commercial



fisheries can be biased towards the targeted species of that fishery (Pierce and Boyle
1991; Pierceet al. 2004a). If an animal ingested food just before death, fresh material
(named the fresh fraction) will be found in the stomachs among digested prey from
previous feeding events (named digested fractier).,( Pusineriet al. 2007). If the

fresh fraction is analysed alone, it can provide an unbiased estimate of actual intake
because all items are ingested over a restricted period and are not subject to digestion.
However, the fresh fraction from by-caught animals tends to be biased towards the
targeted species of the fishery. In the digested fraction, beaks tend to accumulate (Bigg
and Fawcett 1985; Yonezakt al. 2003), although some are regurgitated as seen in
pinnipeds (Fea and Harcourt 1997; Lalas 1997; Childerheusé 2001; Humeet al.

2004) and dolphins (Silva-Jr. et al. 2004).

Due to the numerous biases associated with faeces and stomach analyses, there is a
general consensus that these methods should be applied together with other methods,
such as genetic analysis on scat material, stable isotope analysis or FA araljysis (
Casperet al. 2006; Tollitet al. 2007), which overcome some of the problems
encountered in hard part analysis (developed in next sections). Nonetheless, traditional
techniques from stomachs and faeces are the only diet methods that provide an estimate
of the prey sizeTable 1-1). Although they do not require specialised equipment and

are inexpensive, they require a strong experience and rigor from the analyst and an

access to a comprehensive reference collection of diagnostic hard parts.

1.3.2 DNA extraction from scat samples

The application of DNA-based techniques to identify prey species from pinniped scat
samples was initiated by the need to accurately assess the impact of pacific harbor seals
(Phoca vitulina richardgion endangered salmonid populations in the north-east Pacific
(Orr et al. 2004; Purcelet al. 2004; Kvitrud et al. 2005). Identification of salmonid
species using conventional hard part analysis from scat samples is limited as salmonid
otoliths are fragile, and salmonid bones cannot be differentiated between species
(Purcell et al. 2004). Alternatively, genetic tools were successfully used to identify
different salmonid species from bone remains in scats of pacific harbor seaés &Drr

2004; Purcellet al. 2004; Kvitrud et al. 2005). These DNA methods rely on the
recognition of DNA sequences unique to prey, and requires the design of specific



markers €.g., Jarman et al. 2004). Parsatsal. (2005) and Matejusovét al. (2008)

went further in the identification of salmonid species from phocid faeces by analysing
the soft material of scat. These two studies not only showed that DNA techniques can
help the identification of remains from prey with no species-specific structergs (
salmonid bones), but also that these techniques can detect prey for which remains are
soft and completely digested in the gatg(, crustaceans, zooplankton) or can detect
prey for which remains are retained in the stomach (squid beaks).

The identification of prey from the soft material of scat was further developed for
otariids by feeding experiments with captive Steller sea liBometopias jubatus
(Deagle et al. 2005; Deagle and Tollit 2007) and captive fur séalsocephalus
forsteriandA. tropicalis(Caspetet al. 2007). The diet fed to captive animals comprised
several species of fish and squid in different amounts, and the results based on hard part
analysis and DNA-based analysis were compared (Desigit. 2005; Caspeet al.

2007). The probability of detecting a prey was always higher with the DNA method
(Deagleet al. 2005; Caspeat al. 2007). Recently, Deagle and colleagues (2005, 2007)
investigated the potential of DNA analysis in faeces to estimate the diet quantitatively
by comparing proportions of prey species in the diet, and proportions of prey species
DNA in faeces. DNA analysis identified the dominant species in the diet, but other fish
species were not well quantified. The authors conclude that the denaturation of DNA
varies according to the prey species, limiting the possibility of quantification without
the application of correction factors. However, obtaining such factors will require
extensive feeding experiments (Caspeal. 2007; Deagle and Tollit 2007).

The methods used in the identification of DNA from scat material are multiple, from the
application of conventional polymerase chain reaction (PCR) amplifications followed
by restriction fragment length polymorphism (RFLP) (Pureekl. 2004; Parsorst al.
2005) or denaturing gradient gel electrophoresis (DGGE) (Desight 2005), to the
application of real-time PCRs (Casparal. 2007; Deagle and Tollit 2007; Matejusova
et al. 2008), which offer a greater potential in prey quantification. To date, the

methodology is still in development.



1.3.3 Stable isotopes

Diet information provided from faeces and stomach contents is limited to what the
animal ate in the days preceding sampling. Biochemical methods such as stable isotopes
and fatty acid (FA) analyses allow the inference of a broader diet picture by analysing
tissues which retain assimilated nutrients for up to yeags, (stable isotopes in bones)

and overcome the biases related to hard part recovery and digestion. Stable isotope
analysis can give an insight into the trophic relations and sources of feeding of
consumers since there is a predictable relationship between the isotopic composition of
a predator and its prey. The isotopes generally used are those of niffdgand*N)

and carbonC and®C), and they are expressed&salues,i.e., parts per thousand
differences from a standard:°N and&*>C refer to the ratio of the heavy isotope to the
more abundant light onég., *®N/**N and **C/*“C, compared to the same ratio in the
standard. The reference ratios (standards) used are calibrated to PeeDee belemnite
(PDB) for**C and atmospheric nitrogen foN (Ehleringer and Rundel 1989). Samples
containing more of the heavier isotope compared to the standard are enriched, whereas
those with more of the lighter isotope are depleted. Marine organisms are generally
depleted in*>C relative to PDB and thus have nega®/& values, whereas they have
positive 3'°N values owing to a relative enrichment N in marine organisms

compared to the atmospheric nitrogen.

8N of a consumer is typically enriched by 3-4%. relative to its diet (DeNiro and
Epstein 1981; Minagawa and Wada 1984; Peterson and Fry 1987; Hobson et al. 1996),
hences™N serves as an indicator of the trophic level. In contta¥, varies little along

the food chain, and is mainly used to determine the sources of primary productivity at
the base of the trophic web (Fry and Sherr 1984; Peterson and Fry 1987). However,
8'3C varies between benthic and pelagic ecosystems (more enriched in benthic prey;
Hobson et al. 1996; Hobson et al. 1997), and with latitude (more depleted towards
higher latitude; Rawet al. 1982). Therefor&g™N and$**C provide a two-dimensional
estimate of the dietary niche occupied by a consumer relative to other consumers in an
ecosystem. Stable isotopes have been widely used in marine mammals to infer dietary
variation between different species sharing the same habitat Hobson et al. 1997;
Lesageet al. 2001; Dast al. 2003; Zhao et al. 2004; Dehn et 2007), different
environments€.g., Kurle and Worthy 2002; Lewet al. 2006; Nifio-Torrest al. 2006;



Mendeset al. 2007), sexe®(g., Nifio-Torrest al. 2006; Tuckeet al. 2007), stages of
developmentd.g., Hobson and Sease 1998; Knefffal. 2008; York et al. 2008) and
different time scales (season, year, decadreg),(Walkeret al. 1999; Kurle and Worthy
2001; Hobson et al. 2004; Hall-Aspland et al. 2005; Chetrall. 2007; Newsomet al.
2007; Sinisalo et al. 2008).

Tissues used in stable isotope studies are diverse and their choice will depend on the
time-scale studied. Indeed, the turnover of each tissue varies widely from several days
to the entire lifetime of the animal, thus integrating isotopic signatures over different
time periods (Dalerum and Angerbjorn 2005). Tissues generally used include plasma
and serum (turnover of days), skin, red blood cells and muscle (turnover of months),
hair and vibrissae (turnover of a year to several years) and teeth and bones (turnover of
years to the entire life) (Welle 1999). Technically, all types of tissues are suitable for
stable isotope analysis, but samples such as hair, skin, blood or vibrissae which require
minimal impact on the animal, are preferred in studies of wild marine mammals
(Hobson et al. 1997; Kurle and Worthy 2001; Lesageal. 2001; Zhao et al. 2004;
Hall-Aspland et al. 2005; Cheredt al. 2007). Research on stable isotopes from
cetaceans mainly involves dead carcasses from stranding or by-catch in which skin,
muscle, teeth, or internal organs have been analysede{@&s2003; Nifio-Torrest al.

2006; Mendeet al. 2007; Knoffet al. 2008).

The use of multiple tissues of different turnovers in stable isotope studies has proven to
be useful to infer the trophic position over multiple temporal scales (review in Dalerum
and Angerbjorn 2005; Hobson et al. 1997; Kurle and Worthy 2002;eDas. 2003;
Sinisalo et al. 2008). However, one must take into account that the tissues have a
specific fractionation relative to the diet (Hobson et al. 1996; Kurle 2002), and it is
important to assess the isotopic variation between the tissues of the same animal before
the inference of trophic ecology can be made. Such isotopic variation between tissues
has been assessed in a captive experiment on several species of phocids (Hobson et al.
1996). Hobsoret al. (1996) foun@*>N fractionation factors between phocid tissues and

diet of +1.7%o (blood), +2.3%o (skin, nail), +2.8%0 (whiskers), and +3.0%. (hair), and
813C fractionation factors of +1.7%o (whole blood), +2.8%o (skin, nail, hair) and +3.2%o
(whiskers). The difference im°N enrichment is attributed to the different types of

protein and amino acid composition among tissues, since amino acids show a large



variation in theirs*>N isotopic signature (Mackst al. 1987; Fantlet al. 1999; Welle

1999). Similarly, variation in*C enrichment is due to the differential amount of
proteins and lipids among tissues, as lipids are depletéiCiby 6%. compared to
proteins (Tieszen et al. 1983). To redudéC variability between tissues due to the
lipid amount, several studies strongly advise to extract lipids before isotope analyses
(Hobson et al. 1996; Kurle 2002; Zhao et al. 2006). Hobsbal. (1996) not only
showed a differential fractionation between tissues in pinnipeds with metabolically
active tissues (whole blood) having lower fractionations than inactive tissues (hair,
whiskers), but also thai™>N and 5*°C fractionations were consistent among phocid
species, age groups and sex. However, it is not clear if these fractionation factors can be
accurately applied on wild marine mammals other than phocids, as a captive study on
northern fur seal€allorhinus ursinugKurle 2002) showed higheéf°N fractionations
between blood components and diet (+4.1%0 to +5.2%0) than reported in phocids.
Nonetheless, the isotopic variation between tissues is lower than the primary
fractionation between diet and tissues, thus analysing a suite of tissues is still useful for
studying the feeding pattern of wild animals over different time periods (Kurle and
Worthy 2002; Dalerum and Angerbjérn 2005)

Another means of examining temporal variation in trophic position using stable isotopes
is to compare successive sections of a tissue with a progressive growth pattern such as
teeth in pinnipeds and odontocetes (toothed cetaceans) or baleen plates in mysticetes
(baleen cetaceans) (review in Dalerum and Angerbjorn 20@5,; Schellet al. 1989;
Hobson and Sease 1998; Walker and Macko 1999; Meetdak 2007). The use of
chronological sections of dentine allows the investigation of the dietary history of an
animal, that be related to its age. Marine mammals are generally accessible to research
during a particular time of their life cyclee.gg., during breeding and molting for
pinnipeds, or during migration to coastal areas for cetaceans), thus the investigation of
dietary history can provide a better understanding of the ecology of marine mammals in
periods when they are difficult to access. For instance, Sehall (1989) and Mendes

et al. (2007) used carbon isotopic signatures from the baleen of bowhead whales
Balaena mysticetusand from teeth of sperm whaleBhyseter macrocephalus
respectively, to confirm the latitudinal migration of these cetaceans during certain

periods of their life.



Furthermore, examination of teeth has proven to be informative of the length of the
lactation period in marine mammals (Hobson and Sease 1998; Nevesaahe2006;

Knoff et al. 2008; York et al. 2008). Hobson and Sease (1998) found Hitiheand

lower 5'3C in the first annulus of Steller sea lioBsimetopias jubatusooth dentine
relative to the dentine deposited after the first year, associating this isotopic variation to
the weaning of young sea lions. Indeed, nursing neonates are feeding at higher trophic
level than their mothers since they are consuming proteins from the mother’s tissues,
resulting in higheb™N than the post-weaning period. Low valuessBE in tissues of
nursing young are associated with the composition of milk, which is depletdCin

due to its high fat content (Tieszen et H)83). Recent studies have used this technique
to detect the weaning period of California sea lidBakphus californianusnd northern

fur seals (Newsomet al. 2006), bottlenose dolphifairsiops truncatugKnoff et al.

2008) and Steller sea lions throughout the last decades (York et al. 2008).

Variation in isotopic signatures through time does not mean necessarily a different diet,
as variation can arise from a baseline change in isotopic ratios of the primary production
(e.g., seasonal upwelling) (Newsomteal. 2007). Thus it is important to understand the
isotopic fluctuations in lower trophic levels before comparing isotopic levels of tissues
sampled at different time periods and locations (Post 2002). For a similar trophic level,
benthic organisms have generally high#PN values than that of pelagic prey
(Davenport and Bax 2002; Tucket al. 2007). Thus, information on isotopic levels of
potential prey may help the interpretation of comparative studies, and give a qualitative
indication of the diet (Kurle and Worthy 2001; Lesageal. 2001; Lewiset al. 2006;
Niflo-Torreset al. 2006; Dehn et al. 2007; Newsomieal. 2007; Tuckeet al. 2007).

8'°N does not only vary with areas and seasons (Post 2002), but is also influenced by
the feeding level, the diet quality and the physiological state of the animal (Hobson et
al. 1993; Kurle and Worthy 2001, 2002; Gaye-Siessegpal. 2003; Fulleet al. 2005;

Zhao et al. 2006). For instance, in nutritionally stressed animals, proteins are broken
down in the muscle andN is mobilised. Since it is not replaced by dietHty, there is

an increase a3N in tissues (Hobson et al. 1993; Kurle and Worthy 2001; Feliex.

2005; Zhao et al. 2006). Pregnancy may have the opposite effect by lowering levels of
8N in tissues, although the mechanisms behind this decrease are not fully understood

(Fuller et al. 2004). In view of the different factors affecting the leve® in animal



tissues, the application of other dietary methods to complement isotopic results are

necessary.

1.3.4 FA signature analysis

Although FA analysis is categorised as a “new method” to infer the diet, the first
attempt at comparing FAs from the blubber of a marine mammal and its prey occurred
in the 1960s. Ackmart al. (1963) compared FAs in seal blubber oil with FAs in
menhaden and herring oils, and found some similarities between FA compositions.
Since, several experimental studies showed that the FA composition of depot fat is
influenced by dietary FA composition (Xet al. 1993; Cha and Jones 1996; Kirsch et

al. 1998; Kirsch et al. 2000). Consequently, FA analysis has been increasingly popular
in dietary studies on marine mammals in the last twenty years, as it can overcome biases
related to hard part analysie.g., Iverson et al. 1997a; Iverson et al. 1997b; Brown et
al. 1999; Dahlet al. 2000; Waltoret al. 2000; Leaet al. 2002a; Bradshaet al. 2003;

Olsen and Grahl-Nielsen 2003; Grahl-Nielsen et al. 2005; Staniland and Pond 2005;
Thiemann and Iverson 2007; Budgeal. 2008; Tuckeet al. 2008). The underlying
principle of this method is the assumption that long-chain FAs in prey species are
conservatively deposited into the adipose tissue of a monogastric predator, thus

providing an integrated record of dietary intake over time.

FAs consist mostly of an even-numbered chain of carbons with a carboxyl terminus at
one end, and a methyl terminus at the otléy.(1-4). The number of carbons in the
marine environment ranges from 12 to 24 carbons. The common forms of FAs are the
triacylglycerols (TAGs), the wax esters (WEs) and the phospholipids (PLs) (Ackman et
al. 1968). TAGs consist of three FAs esterified to a glycerol backbone and represent the
main form of energy storage in adipose tissue (Patton 1975). WEs consist of a FA
esterified to a fatty alcohol, and are also related to energy storage for some marine
species €.g., copepods, orange roughkhaplostethus atlanticysmyctophids, beaked
whales and sperm whales) (Grigetr al. 1990; Phlegeet al. 1997; Dalsgaard et al.
2003; Koopman 2007). PLs consist of two FAs esterified to a glycerol which also
contain a polar derivative of phosphatidic acid, and compose the structure of all cell
membranes (Sargent 1976). They are less influenced by the diet than TAGs and Wes
(Dalsgaard et al. 2003).



methyl group (carbon #1 in n-x system) carboxyl group

CH,. _CH CH CH _CH CH CH CH\OH
CHy  2°CHY  CH=CH~  2CH=CH~  2CH; CHy >CHj 2‘ﬁ’

Figure 1-4. Chemical structure of the linoleic acid, noted 18:2m,(L8 carbons, two dout
bonds, and the first double bond positioned at theabon from the terminal methyl group).

1.3.4.1 Metabolism of ingested FAs

Uptake of dietary FAs by adipose tissue in a monogastric predator involves several
steps: absorption in the small intestine, incorporation into chylomicron TAG, hydrolysis
of TAG by the adipose tissue lipoprotein lipase, uptake of FAs and esterification within
adipocytes. The fact that dietary FAs are not degraded during this process makes these
molecules potential food markers. Early works by Iverson and colleagues (Iverson
1993; Iverson et al. 1995) found that dietary lipids were deposited with minimal
modification in seal’s blubber and milk. Experimental studies conducted since have
shown that lipid deposition involves complicated processes of deposition from dietary
lipids, differential metabolism, and biosynthesis novo(e.g., Raclot and Groscolas
1993; Raclot and Groscolas 1995; Kirsthal.2000; Summerst al. 2000; Budget al.

2004; Iverson et al. 2004; Coopet al. 2005; Coopeet al. 2006). For part of the
research community led by Iverson’s group, these processes can be understood and
quantified by experimental studies (“deposited in a predictable manner”; Iverson et al.
2004) in order to apply FA analysis as a dietary method in marine mammals. For others
led by Ghral-Nielsen’s group, these processes cannot be quantified as they are
influenced by too many factors, thus limiting the application of FAs in dietary studies
(see comments and reply in Grahl-Nielsen et al. 2003, 2004; Thiemann et al. 2004a and
Grahl-Nielsen 2009; Thiemann et al. 2009).

Depot FAs are generally classified in three categories according to their origin: 1) FAs
which are readily biosynthesised by the anineab( 16:0, 16:1, 18:0, 18:1); 2) FAs
which can be biosynthesised by the animal but are believed to come mostly from dietary
origin (e.g., 14:0, 20:1, some 22:1); and 3) FAs which originate only from theediet (
22:1nl11 and all PUFA >18 carbons with n-3 and n-6) (Holman 1986; Iverson 1993;

Iverson et al. 2004; Coopest al. 2006). This classification is based from known



metabolism of FAs in vertebrate endotherms, which is believed to be similar between
species (Nelson 1992;9., Linares and Henderson 1991; Nilsson et al. 1996). Recently,
there has been an effort to understand FA metabolism in pinnipeds by radio-labeling

techniques on captive animals (Budgel. 2004; Coopegt al. 2006).

Most of the energy storage in marine mammals is situated in the subcutaneoas fat (
blubber) (Ilverson 2002), and can be biopsied in free-ranging marine mammals after
capture or dart projectile sampling. Therefore, it is the tissue of choice for most dietary
studies using FA analysi®.g., Iverson et al. 2004; Beck et al. 2005; Herman et al.
2005; Ruchonnett al. 2006; Beck et al. 2007b). The potential of blubber FAs to
investigate a change in the diet has been recognised in wild marine mammals by
comparing similar species in different environmerdgy.( marineversusfreshwater
seals; Kékelét al. 1993; Smith et al. 1996; Grahl-Nielsen et al. 2005) and by captive
feeding studies (Kirsctet al. 2000; Iverson et al. 2004; Coopefr al. 2005). For
example, Kirschet al. (2000) investigated the blubber FA composition of captive
juvenile harp seald?hoca groenlandicaafter a diet switch from herringClupea
harengusto pollockPollachius virengsampling at day O when switch occurred, at day

14 and day 30). The blubber FAs changed significantly and gradually over weeks
reflecting the change in diet from herring to pollock. The authors also highlighted the
fact that despite a noticeable diet change in blubber FAs, blubber FAs did not match
that of the prey due to metabolic changes in the predator tissue. The degree of metabolic
changes occurring in the blubber of marine mammals was investigated by comparing
the FA composition of milk and of nursing young (hooded s€gtstophora cristata,
Iverson et al. 1995; grey sedtalichoerus grypusGrahl-Nielsen et al. 2000; white
whalesDelphinapterus leucaBirkeland et al. 2005). Nursing young were chosen as an
ideal model to investigate the transfer of dietary FAs to the blubber as the FA
composition of their dieti.e., milk) can be easily sampled. Iversatnal. (1995) found

that the FA composition of hooded seal pups resemble that of the milk ingested,
concluding that there was little modification of FAs when deposited in the blubber.
These results were challenged by two studies on grey seals (Grahl-Nielsen et al. 2000)
and on white whales (Birkelandt al. 2005) that showed different compositions
between milk and pup blubber, highlighting the importance of differential metabolism

of FAs in depot lipids.



Blubber is not a uniform tissue along the body and vertically. Stratification of blubber
has been reported in cetaceans (Locleteal. 1984; Koopman et al. 1996; Koopman
1998; Hookeret al. 2001; Olsen and Grahl-Nielsen 2003; Samuel and Worthy 2004;
Ruchonnetet al. 2006; Smith and Worthy 2006; Koopman 2007; Buelgal. 2008;
Montie et al. 2008), phocids (Kakela and Hyvarinen 1996; Besi. 2003; Andersen et

al. 2004; Grahl-Nielsen et al. 2005; Wheatlkyal. 2007), and otariids (Arnould et al.
2005). Despite different FA patterns of stratification among species, there is a common
feature shared by all species studied, with lower levels of monounsaturated FAs and
higher levels of saturated FAs in the inner layer of the blubber (close to the muscle)
relative to that in the outer layer (close to the skin). The inner layer has been shown to
be metabolically more active than the outer layeg.( Lockyeret al. 1984; Montieet

al. 2008), and to have a FA composition closest to that of the elggt Olsen and
Grahl-Nielsen 2003; Andersen et al. 2004; Grahl-Nielsg¢nal. 2005). Therefore,
sampling the whole blubber core is crucial in species for which stratification exists, and

can be challenging when dart techniques are used in large whales (Koopman 2007).

Moreover, lipids are not deposited in the blubber and metabolised uniformly along the
body, as some body regions are more metabolically active than others (Koopman et al.
1996; Koopman 1998; Arnould et al. 2005; Mellish et al. 2007). For instance, Koopman
(2001) distinguished the fat depot sites in the body trunk from the structural lipids in the
caudal peduncle in harbour porpoiseeocoena phocoena. In otariids, differential
deposition along the body occurs, but metabolic body sites are not well defined (Mellish
(Arnould et al. 2005; Mellish et al. 2007), whereas phocids seem to present a more
uniform fat distribution (Ryg et al. 1988; Mellish et al. 2007). Thus, it is critical to
sample blubber tissue at a depot body site to be able to trace dietary records from
blubber FAs.

Finally, rates of FA mobilisation can vary according to the nutritional and reproductive
states of the animal (Kakeé#t al. 1993; Raclot and Groscolas 1995; Kirsch et al. 2000;
Andersen et al. 2004; Wheatley al. 2007; Montieet al. 2008). Deposition of dietary

FAs in adipose tissue occurs when the animal is in positive energy balance, whereas this
process is limited when animals are in poor body condition (Kirsch et al. 2000).
Furthermore, lactation can readily affect the FA composition of blubber independently

of the diet, and this has been shown in phocids which fast generally during the entire



lactation period (Ackman and Jangaard 1964; Bryden and Stokes 1969; Iverson et al.
1995; Wheatleyet al. 2007). FAs such as 20:5n-3 are selectively mobilised from
blubber for the production of milk in the mammary gland. Thus, blubber FAs from
lactating females encountering a long period of fasting may not be appropriate for diet
inference (Wheatlegt al. 2007). To my knowledge, the degree of FA mobilisation for
milk production has not been investigated in otariids, but it is probably of less
importance than in phocids since lactating otariids feed regularly through lactagtion (
income breeders) and fasting is limited to the perinatal period (period between

parturition and first foraging trip).

Since pinnipeds lactate on land, milk is also a common “tissue” sampled for FA studies
on this taxon €.g., lverson 1993; Iverson et al. 1997a; Brown et al. 1999; ledrad.

2005; Staniland and Pond 2005). It has the advantage over blubber of being less
invasive during sampling, but its FA composition involves biochemical processes more
complex than that of blubber. Indeed, milk fat in marine mammals originates from
dietary FAs and blubber FAs selectively mobilised (lverson 1993), and the role played
by each FA source is not known. In a captive feeding study on grey seals, Grahl-Nielsen
(2000) found that milk was enriched in saturated FAs, n-3 polyunsaturated FAs, and
20:1, and depleted in 14:1, 16:1 and 18:1 relative to the blubber FAs of the mothers. In
another captive feeding study on Antarctic fur seals, Staniland and Pond (2004)
investigated the suitability of milk to detect a dietary change. The authors found that
milk could reflect a radical change in diet (fish-dominated diet in captive geiss
krill-dominated diet in wild seals) despite the presence of FAs selectively mobilised
from blubber into the milk. However, the same authors in a study on free-ranging
Antarctic fur seals (Staniland and Pond 2005) found no correlation between the dietary
predictions from faecal samples and from milk FAs, and concluded that more feeding
experiments were needed to understand the factors influencing milk production before

the full potential of this technique can be used.

1.3.4.2 Application of FA method

There are two main ways to use FAs in dietary studies. The first and most common is to
simply compare FA signatures over different time scales, locations or groups of
individuals to investigate diet variation. The second is to infer the proportions of prey



by mass by comparing FA signatures of the predator and of the potential prey. Another
technique reported by Budge et @006) in their review is to infer qualitatively the diet

or part of the diet by the presence in the predator’s tissue of FA markers specific to a
prey or prey taxon. The use of FA markers has been used mostly in fish studies (review
in Dalsgaard et al. 2003), but their use in marine mammals is limited as no FA is
specific to a particular marine mammal prey (Bueg@l. 2006). Therefore, the use of

FA markers has not been developed in my review.

The assumption behind the comparison of individual FA signatures is that different FA
signatures mean different diets. FA analysis has been used this way to assess
geographical €.g., Walton et al. 2000; Thiemann and Iverson 2007), temper\l, (
Iverson et al. 1997a; Leet al. 2002a; Walton and Pomeroy 2003; Samuel and Worthy
2004; Beck et al. 2007b), se&.¢., Samuel and Worthy 2004; Beck et al. 2005; Smith
and Worthy 2006) and ontogenetic (Beck et al. 2007b) variation in the diet of marine
mammals. However, the influence of differential lipid metabolism on FA variation
among individuals is often overlooked in the discussions of scientific papers. FA
differences between individuals sampled at different locations or at different seasons
will be mostly driven by differences in the diet if individuals have the same body
condition and reproductive status (see metabolism of FAs in the above section). In
contrast, lipid metabolism is likely to play a significant role in FA variation between
females and males, or juveniles and adults because of their different energetic
requirements. For instance, Beek al. (2005) attributed FA variation between grey
seals of different sex and age solely to diet. In a previous study, the same authors
highlighted the difference of energy storage and expenditure between male and female
grey seals (Beckt al. 2003). This difference in reproductive strategy between sexes can
cause variation in diet but also variation in lipid metabolism, a last option not mentioned
by Becket al. (2005).

Due to the uncertainty of the importance of differential lipid metabolism in predator’s
FAs, and in order to ease the interpretation of dietary patterns, it is good practice to use
this method in combination with other dietary techniqueg.(lverson et al. 1997a;
Brown et al. 1999; Leat al. 2002a; Bradshaet al. 2003; Grahl-Nielsen et al. 2005;
Hall-Aspland et al. 2005; Herman et al. 2005; Staniland and Pond 2005; Dehn et al.
2007; Tuckeret al. 2008).



The most ambitious way to use FA analysis is to estimate proportions of prey by the
comparison of prey and predator PFAa a mathematical model. This method is named
guantitative FA signature analysis (QFASA), and was initiated by Iveatsah (2004).
QFASA requires a FA profile library of all potential prey, and calibration coefficients
for individual FAs to account for predator lipid metabolism. The model takes the mean
FA profiles of each prey species in the prey library, and estimates the mixture of prey
FA profiles that comes the closest to match the FA profile of the predator’s adipose
tissue. Then, the best mixture is weighted by the fat content of each prey species, and
translated into a diet estimate (percentage mass).

Before the application of QFASA, one must understand the variation in FA profiles
within a potential prey specie®.¢., Budgeet al. 2002; Iverson et ak002), and
investigate the variation in FA profiles among the prey species in the library. If there is
an overlap between two species, it is advised to group them to avoid misclassification
by the model. Sampling all potential prey for a given predator means a preliminary
understanding of key species in an ecosystem, and of the predator’s foraging habit.
Therefore, the potential prey library is generally built from diet information provided by
traditional methods.

Another prerequisite of QFASA is the account of lipid metabolism and deposition in the
predator’'s adipose tissue, which is expressed by the calibration coefficients in the
model. Calibration coefficients are certainly the most challenging parameter to obtain
for QFASA, as they are calculated from captive animals fed on a controlled diet for
several months. Even if the pattern of deposition is similar among marine species for
which long-term diet studies were carried out (Iverson et al. 2004; Eolai. 2006;
Iverson et al. 2007; Nordstroet al. 2008), the calibration coefficient for a particular

FA seems to depend on the predator’'s taxum, (otariidae, phocidae) or species
considered (lverson et al. 2004; Tolit al. 2006), or even on the meals eaten by the
same predator (D. Tollit, unpubl. data). This is an important drawback limiting the use
of QFASA to species or gender for which calibration coefficients are available. QFASA
is at its early stages of development, and a better understanding of the factors affecting
lipid metabolism is clearly necessary before the full potential of this method can be
applied. Since the first presentation of the model in 2004, QFASA has been used to
estimate the prey proportions of free-ranging marine predators such as seabirds (lverson
et al. 2007), polar beatdrsus maritimuglverson et al. 2006) and grey seals (Beck et

al. 2007a).



1.3.5 Summary of dietary methods

Pros and cons of each method are summarisédbie 1-1. None of these methods are
ideal, and a combination of several methods must be encouraged. Although traditional
techniques such as hard part analysis from stomachs and faeces are often regarded as
strongly biased, they are the only methods to provide a size estimate of the prey, and are
often needed by biochemical methods to help choose the potential prey to sample and/or
to help the interpretation of isotopic and FA patterns in the predator’s tissues. In fact,
most of the studies on stable isotopes and FAs are compared with hard part analyses to
support their conclusions. Within the new methods, DNA extraction from scat samples
provides a diet picture limited to several days, whereas stable isotopes and FAs can
reflect diet over long time scales, which are more relevant in terms of ecological feeding
behaviour. In contrast to stable isotopes, FA analysis has the potential to qualitatively
and “quantitatively” (proportions by mass) estimate the diet. Therefore, | chose FA
analysis to analyse the long-term diet of NZ sea lions. Stomach samples were available
from animals captured accidentally by fisheries, and were analysed to complement the
results of the FA analysis. Whole prey were obtained to create a library of prey FAs,
and QFASA was tested on NZ sea lions to estimate the importance of prey species in
the long-term diet. The laboratory techniques used to analyse FAs vary and were
reviewed inAppendix 1 along with the difficulties encountered during the laboratory

analyses, how they were dealt with, and the details of the protocol | used.

1.4 OUTLINE OF THE THESIS

This thesis is composed of seven chapters: Chapter 1 is the general introduction and
literature review, chapters 2 to 6 are the research chapters, and Chapter 7 is the general
discussion. Each research chapter is independent and written in a publication format.
Chapters 2, 3 and 4 are published; Chapter 5 is in review and Chapter 6 is to be
submitted. The reference with authorship is given in the front page of each chapter.
Although | was assisted by my co-authors (supervisors), | designed the research,
analysed the data and wrote the chapters. Since Chapters 3 to 6 are using FA analysis,
there is some inevitable repetition in the introduction and method sections of these

chapters.



In Chapter 2, | investigate the short-term diet of by-caught (incidentally captured) NZ
sea lions by analysing their stomach contents. Diet variation between sex, maturity and
locations were also assessed. PublisheMeynier, L., Mackenzie, D.D.S., Duignan,
P.J., Chilvers, B.L., and Morel, P.C.H. 2009. Variability in the diet of New Zealand sea
lion (Phocarctos hookeri) at the Auckland Islands. Marine Mammal Science, in press

In Chapter 3, | investigate the long-term diet variability between by-caught female and
male NZ sea lions and between years of capture, by using FA analysis on blubber tissue.
Published asMeynier, L., Morel, P.C.H., Chilvers, B.L., Mackenzie, D.D.S.,
MacGibbon, A., Duignan, P.J. 2008. Temporal and sex differences in the blubber fatty
acid profiles of the New Zealand sea lion Phocarctos hookeri. Marine Ecology Progress
Series, 366:271-279.

In Chapter 4, | analyse the proximate composition (water, lipid and protein contents),
energy content, and FA profiles of potential prey of NZ sea lions, and investigate the
FA variation between prey species. This will allow the creation of a FA prey library
necessary for QFASA on NZ sea lions. Publishedvaynier, L., Morel, P.C.H.,
Mackenzie, D.D.S., MacGibbon, A., Chilvers, B.L., Duignan, P.J. 2008. Proximate
composition, energy content, and fatty acid composition of marine species from the
Campbell plateau, New Zealand. New Zealand Journal of Marine and Freshwater
Research, 42:425-437.

In Chapter 5, | test the QFASA on by-caught NZ sea lions by performing a sensitivity
analysis on several parameters needed for this method. After the identification of
optimal parameters for NZ sea lions, the mass proportions of prey were calculated for

by-caught animals.

In Chapter 6, | investigate the long-term diet of free-ranging lactating NZ sea lions by
analysing the FAs from biopsied blubber. QFASA was also used and diet estimations

were compared with results from by-caught NZ sea lions.

In Chapter 7, | summarise the results of the research chapters and the main
interpretations in terms of the feeding behaviour and the management of NZ sea lions. |

also discuss future research that should be considered for the NZ sea lion.



2 CHAPTER?2

VARIABILITY IN THE DIET OF NEW ZEALAND SEA LION
AT THE AUCKLAND ISLANDS, NEW ZEALAND

Photo: whole arrow squidsNototodarus sloaniretrieved from a single stomach of a
by-caught New Zealand sea lidAhocarctos hookeyi

Chapter reference:

Meynier, L., Mackenzie, D.D.S., Duignan, P.J., Chilvers, B.L., and Morel, P.C.H. 2009.
Variability in the diet of New Zealand sea lioRhocarctos hookeyiat the Auckland
Islands. Marine Mammal Science, in press



Abstract

Stomach contents of 121 New Zealand (NZ) sea li@m®¢arctos hookeyicaught by

the arrow squidNototodarus sloaniishery were examined during the summer/autumn
1997-2006 around the Auckland Islands (50°30'S, 166°E). Dietary variation was
assessed among juveniles, lactating females, non-lactating females and males, and
between areas on the Auckland Islands shelf. The digested fraction of the contents
consisted mostly of opalfisHemerocoetespp (50.1% by number [N], 4.7% by mass

[M]), rattail Coelorinchusspp (12.0%N, 2.4%M), arrow squid (14.1%N, 17.9%M),
octopusEnteroctopus zealandic8.1%N, 27.8%M) and red cd@lseudophycis bachus
(3.8%N, 4.3%M). Opalfish was found in greater proportions in the stomachs of females
(lactating: 58.1%N; non-lactating: 62.4%N) and juveniles (56.9%N) than males
(14.5%N). Juveniles caught smaller opalfish and rattail than adults did. Over all classes,
sea lions ate larger prey in the East than in the North of the Auckland Islands shelf. The
common prey —arrow squid and rattail- constitute an abundant resource at the edges of
the Auckland Islands shelf, where lactating NZ sea lions forage. Although these key
areas are far from the rookeries and impacted by the squid fishery, they may provide the
only reliable resource able to support the cost of benthic foraging behaviour in the

deepest diver of all otariids.



2.1 INTRODUCTION

The New Zealand (NZ) sea liofljocarctos hookeyiis one of the world’s rarest and
most highly localised pinnipeds, classified as “Threatened” under the NZ threatened
classification system, and the NZ Marine Mammals Protection Act 1978 (Hitchmough
et al. 2007). The population size is estimated to be between 10,000 to 13,000 animals
(Campbellet al. 2006) and has undergone a decline in pup production in recent years
(Chilverset al. 2007b). In addition to its low abundance, NZ sea lions have a restricted
breeding range with 86% of the pup production at the Auckland Islands (50°30'S
166°E) (Campbelét al. 2006; Chilvergt al. 2007b). In the past eight years, this species
has been affected by three disease epidemics, which resulted in the mortality of half the
pups born in 1998, and about a third of the pups in both 2002 and 2003 (Wilkinson et
al. 2006). These events highlight the vulnerability of this restricted population, and they
are still impacting on the recruitment of mature females (Chieeas. 2007b).

Concern has arisen during the past decade over the interactions between NZ sea lions
and the arrow squidNptotodarus sloanitraw! fishery. This fishery operates on the
Auckland Islands shelf between February and May each year (Gales 1995), which
corresponds to the first months of the sea lion lactation period. Early observations of the
NZ sea lion’s feeding habits suggested that squid comprised a significant part of its diet
(Cawthorn et al. 1985), leading to potential captures (by-catch) of sea lions in squid
trawl nets. Since 1988, government observers have been placed on approximately 20%
of the squid fleet every year (Wilkinson et al. 2003). The total number of by-caught sea
lions is estimated by extrapolation of the number reported by the observers up to the
entire fleet. It was calculated that up to 140 NZ sea lions were caught each year in
fishing nets (Wilkinson et al. 2003; Baird 2005a, b).

Management efforts to date have focused on direct interactions, i.e., by-catch, but not on
the possible resource competition between the fishery and NZ sea lions. Knowledge of
feeding habits of the NZ sea lion is essential to determine its trophic interaction with
fisheries, and its role in the Auckland Islands ecosystem. To date, only Childeetouse
al. (2001) have investigated the diet of sea lions at the Auckland Islands from the
analyses of faeces and regurgitates between 1994 and 1997. Two other diet studies from
scat samples were carried out at sites visited by male NZ sea lions, Macquarie Island
(54.5°S 159°E) (McMahon et al. 1999) and Otago Peninsula (South Island NZ) (Lalas

1997). In these three locations, sea lions fed on a wide variety of prey, mainly fish



species. Scat analyses are, however, known to be subject to biases such as differential
retention/erosion rates of hard remains (Jobling and Breiby 1986; Jobling 1987; Harvey
1989; Tollitet al. 1997; Bowen 2000; Staniland 2002). Stomach analyses are hampered
by biases similar to scat analyses, but to a lesser extent, as hard remains do not pass
through the whole intestine. Moreover, the contents of each stomach can be directly
related to the sex, age and reproductive status of the animal.

In this study, the diet of the NZ sea lion was assessed by analysing the stomach contents
of animals by-caught between 1997 and 2006 in the squid trawl fishery. The data
collected provided the first quantification by percentage mass of the diet of NZ sea
lions. | also provide information on variation in diet among age and sex classes and

between different locations on the Auckland Islands shelf was investigated.

2.2 MATERIALS AND METHODS

2.2.1 Sample collection

Since 1997, NZ sea lions incidentally captured by the squid fishery operating off the
Auckland Islands Kig. 2-1) have been frozen and sent to Massey University for
necropsy. The whole stomach was removed and stored in a freezer at —20°C until
further analysis. The sex/maturity status (immature [Im], lactating female [LF], non-
lactating female [NLF] and male [Ma]) was recorded for each individual. Females
without development of the mammary gland, and in the absencermils luteurmor
corpus albicansn the ovaries, were categorised as immature (Duignan et al. 2003). The
maturity of the males was determined by histological examination of the testes:
Immature males had a lack of lumen in their seminiferous tubules, a high proportion of
interstitial cells, and no spermatids or spermatozoa (Duignan et al. 2003). Immature
females and males were pooled. Age of the animals was estimated using incremental
growth layers in the dentine of canine teeth (Duignan et al. 2003). The average body
mass of Im LF, NLF and Ma was calculated since it is known to influence dive duration

(Costa 1993), and thus may assist the understanding of the feeding behaviour.
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Figure 2-1. Location of the captures of New Zealaseh lions by the squid fisht
between 1997 and 2006. Triangles are immature sea lions, solid circles are |
females, crosses are nlawtating females and empty squares are males. Bathy
contours are shown in black lines. The Auckland Islands shelf is delimited by f
m bourdary. The two studied areas “North” and “East” are represented by
lines. Map generated from NABIS, Ministry of Fisheries, N.Z.

2.2.2 Stomach analysis

Stomach contents were thawed and washed through a 0.25 mm mesh sieve. Prey
remains consisted mainly of whole or partially digested fish and squid, fish otoliths and
bones, cephalopod beaks and eye lenses. Whole prey were identified by their
morphologic traits using published guides (Nesis 1987 for cephalopods; Paulin et al.
1989 for fish) by technicians of the National Institute of Water and Atmospheric
research (NIWA), Wellington, NZ. Fish otoliths, diagnostic bones (dentaries,

premaxillaries, maxillaries, post-temporals and hyomandibulars) and cephalopod beaks



were identified using a reference collection of fish otoliths, fish bones and cephalopod
beaks held at Massey University and published guides (Clarke 1986; &maal4995).

Within the same genus, some otoliths and beaks show no or little specific difference. In
such cases, the hard parts were attributed to the most abundant species occurring in the
studied area. If more than one species belonging to the same genus was present in the
area, the genus was noted ‘spp’. This is the case for jack mackeaelaurusspp T.
declivisor murphy), warehousSeriolella spp $. bramagcaeruleaor punctata), rattails
Coelorinchusspp C. aspercephalysbollonsi or fasciatug, lanternfishDiaphus spp

(danae hudsonior mead) and opalfishHemerocoetespp (onopterygius, artusr
moreland). The sieved remains were stored in 70% ethanol except for bones and
otoliths, which were kept dry.

All the animals sampled were by-caught from the arrow squid fishery and hence from a
region characterised by abundant squid. This may lead to an overestimation of the squid
contribution to the diet. Indeed, almost all stomachs contained fresh squid, which were
ingested just before death. To minimise the overestimation of the squid contribution in
the content, | distinguished a fresh and a digested fraction (Pustnali 2007). The

fresh fraction included whole prey and hard remains with some flesh attaziged (
skulls and vertebral columns) that were ingested shortly prior to death of the animal.
The digested fraction consisted of remains without associated #eagh ftee otoliths,

bones and beaks), which were most likely part of meals ingested from one to several
days before death (based on gut passage times estimated from feeding experiments with
otariids; Bigg and Fawcett 1985; Dellinger and Trillmich 1988; Staniland 2002; &bllit

al. 2003). The digested fraction was assumed to be a better representation of the
background diet of sea lions before they fed on squid in or close to the nets. Only this
fraction was considered in the statistical analyses.

All diagnostic hard parts (otoliths, some bones, and beaks) were counted for each
content, and the number of a taxon was determined as follows: The number of fish was
estimated by the number of otoliths. If less than ten per taxon were present, left and
right otoliths were sorted, and the highest number was taken. If more than ten, the total
number was simply divided by two. The number of cephalopods was estimated by the
number of upper or lower beaks, whichever was higher (Pierce and Boyle 1991).

Prey sizes and masses were estimated by measuring otolith length, or otolith width
when the tip was broken, lower beak rostral length (LRL for squid) or lower beak hood

length (LHL for octopods and sepiolids), and by using regressions from the literature or



my own reference collectionT@ble 2-1). When a species was represented by > 30
otoliths or beaks in a stomach, 30 to 40 were randomly picked and measured. In this
case, a weighting factor (ratio of the total prey to the measured prey) was multiplied
with each measure (Santes al. 2004a). Only otoliths with no sign of erosion were
measured in order to minimise the underestimation of size and mass.

The relative importance of each prey was estimated as the percentage of occurrence
(number of stomachs in which the taxon was observed), the proportion of the total prey
number in the sample set, and the proportion of the total reconstructed mass (product of

the number of prey and the average body mass).

2.2.3 Statistical analysis

Variation among areas (North and Eakig. 2-1), and sex classes (combined
sex/maturity factor: LF, NLF, Im and Ma) was investigated on the number and median
length of the common prey from the digested fraction. Prey were considered common
when the occurrence was > 30%, and occasional when the occurrence was < 10% in the
sample set.

Data in a stomach analysis consist of many zero values for each prey distribution, which
makes the application of parametric tests such as ANOVA difficult. The Scheirer-Ray-
Hare (SHR) test is a non-parametric equivalent of a two-way ANOVA (Dytham 1999),
and was used to reveal significant differences on the number of common prey within
areas and sex classé¥st-hoccomparisons were performed using Tukey tests. The
median lengths of common prey were tested using a Kruskal-Wallispesighoc
Mann-Whitney tests for sex classes, and using a Mann-Whitney test for areas. | set the
statistical significancex at 0.10 to take into account the low statisticalvgo of my
analyses (low sample size). Tests were performed with the MINITAB package
(MINITAB Release 14.1, MINITAB Inc. 2003), and all arithmetic means are followed

by the standard deviation (SD).



Table 2-1. Regression equations used to estimate the length and mass of prey from otolith/beak measurements. HL is the hood length in mm, LRL is the lowel
rostral length in mm, DML is the dorsal mantle length in mm, M is the reconstructed biomass in g, OL is the otolith length in mm, OD is the longest otolith

diameter in mm, SL is the standard length and TL is the total length. For these last two measurements, the unit is specified in theisdbatramaber of

measurements used to construct the equatioissthe correlation coefficient. * No regression was available within the same family and a regression of a

species from a related family has been used.

Prey species species used for Estimated Length n r Source species used fpEstimated Mass n r Source
length estimate mass estimate
FISH
Argentina elongata A. silus TLem=3.87OL 15 0.95 (Leopoletal. A. silus M = (0.16 Tleyn)**° 7 099 (Leopolcet al.
2002) 2002)
Brama brama same In Tlyy = 5.2987 + 43 0.787 (Smalet al. same InM=3.5947 +2.1934 43 0.772 (Smaletal.
0.5586 In OD 1995) In OD 1995)
Trachurusspp same Tlom=17.82 OL** 65 (Feeet al. same M = 0.034 Ol*%° 44 (Feeet al.
1999) 1999)
Seriolella brama Seriolellapp TlLym = 40.475 10 0.79 L. Meynier, Seriolella M =0.0193 Tl (Froese and
oL unpubl. data  punctata Pauly 2007)
Seriolella caerulea Seriolellapp Tlym = 40.475 10 0.79 L. Meynier, Seriolella M =0.0193 Tl (Froese and
oL unpubl. data  punctata Pauly 2007)
Seriolella punctata Seriolellapp Tlym = 40.475 10 0.79 L. Meynier, same M =0.0193 Tl (Froese and
oL unpubl. data Pauly 2007)
Seriolellaspp same Tlom = 40.475 10 0.79 L. Meynier, Seriolella M =0.0193 Tl (Froese and
oL unpubl. data  punctata Pauly 2007)
Congiopodus C. spinifer INn TLpm=3.799 + 46 0.923 (Smaletal. C. spinifer InM=-0.0974 + 3.5938 45 0.919 (Smaletal.
coriaceus 1.1698 In OD 1995) In OD 1995)
Gnathophis habenatus Bassanago In TLym = 4.1576 + 43 0.919 (Smaletal. Bassanago InM=-2.1867 + 3.9603 43 0.916 (Smaletal.
albescens 1.0912 In OD 1995) albescens In OD 1995)
Emmelichthys nitidus same In Thym = 3.2242 + 40 0.983 (Smaletal. same InM=-2.4456 + 3.8311 42 0.983 (Smaletal.
1.2005 In OD 1995) In OD 1995)
Micromesistius M. poutassou  TLgn=5.65+2.66 101 0.99 (Leopolétal. same M = 0.004688 Tk, "% 441 0.98 (O'Driscoll and
australis oL 2002) Bagley 2001)
Thyrsites atun same In Skym = 3.9602 + 53 0.98 (Smaletal. same InM=-1.7389 +3.9189 61 0.994 (Smaletal.
1.1198 In OD 1995) In OD 1995)




Gonorynchus same IN Tl = 4.4773 + 25 0.988 (Smaletal. same InM=0.7456 + 3.3375 25 0.988 (Smaletal.
gonorynchus 1.0094 In OD 1995) In OD 1995)
Coelorinchusspp C. aspercephalus TL¢y, = 1.488 OL*"* (Holborow C. M =0.011 OL>*® (Holborow
1999) aspercephalus 1999)
Lepidorhynchus same Tlem = 2.216 OL ™3 (Holborow same M = 0.01 OL*°¥' (Holborow
denticulatus 1999) 1999)
Macruronus same Tl = 16.31 OLZ8 (Feaet al. same M = 0.004771 Th,>°"® (O'Driscoll and
novaezelandiae 1999) Bagley 2001)
Merluccius australis Macruronus TLym = 16.31 OL*8 (Feaet al. same M = 0.004771 Th,>°"® (O'Driscoll and
novaezelandiae 1999) Bagley 2001)
Austrophycis Pseudophycis ~ TLym= 7.267 OL®® (Feaet al. Pseudophycis M = 0.003 OL*°™ (Feaet al.
marginata bachus 1999) bachus 1999)
Pseudophycis bachus same Tlom = 7.267 O (Feaet al. same M = 0.003 OL*°"° (Feaet al.
1999) 1999)
Parapercis colias Halidesmus InTLym=4.2174 + 93 0.883 (Smaletal. same M =0.01 TL,,>* 93 0.875 (Froese and
scapularig 1.3009 In OD 1995) Pauly 2007)
Diaphus D. hudsoni In SLpym=2.7179 + 24 0.959 (Smaletal. D. hudsoni InM=-2.1402+2.487 23 0.937 (Smaletal.
danae/hudsoni/meadi 1.0077 In OD 1995) In OD 1995)
Lampanyctodes hectorisame Slam = 21.88 OL=* (Feaet al. same M =0.123 OI>%® (Feaet al.
1999) 1999)
Myctophum/hygophum  LampanyctodesSL,, = 21.88 OL** (Feaet al. Lampanyctodes M = 0.123 OLZ%® (Feaet al.
hectori 1999) hectori 1999)
Scopelosauruspp Saurida In TLym=3.0124+ 18 0.969 (Smaletal. S. adleri M = 0.0009 Tl >*%’ 19 0.964 (Froese and
undosquamis 1.1711 In OD 1995) Pauly 2007)
Genypterus blacodes G. capensis  In TLyn=2.393 + 67 0.984 (Smaletal. G. capensis InM =-6.4094 +5.2076 65 0.984 (Smaletal.
1.563 In OD 1995) In OD 1995)
Hemerocoetes artus Hemerocoetes Sl = 34.297 + 20 0.46 L.Meynier, Hemerocoetes M =3 10°SL,,>>% 20 0.9 L. Meynier,
spp 32.553 OL unpubl. data  spp unpubl. data
Hemerocoetes Hemerocoetes  SlLyy, = 34.297 + 20 0.46 L.Meynier, Hemerocoetes M =3 10°SLyy>""" 20 0.9 L. Meynier,
monopterygius spp 32.553 OL unpubl. data  spp unpubl. data
Hemerocoetespp same Sl = 34.297 + 20 0.46 L.Meynier, same M = 3 10° SLy, > 2°%° 20 0.9 L. Meynier,
32.553 OL unpubl. data unpubl. data




Table 2-1. Continued

Prey species species used for Estimated Length n r Source species used fpEstimated Mass n r Source
length estimate mass estimate

FISH (continued

Neophrynichthys latus same Tlom = -73.201 + S. Helicolenus InM=-3.2748 + 3.8463 171 0.982 (Smaletal.
81.024 OL Childerhouse, dactylopterus In OD 1995)

unpubl. data

Helicolenus percoides  H. dactylopterusin SL,,,=2.6947 + 195 0.977 (Smaletal. H. dactylopterus In M =-3.2748 + 3.8463 171 0.982 (Smalet al.
1.2357 In OD 1995) In OD 1995)

SpA Scorpaenidae H. dactylopterus In SLpy,=2.6947 + 195 0.977 (Smalet al. H. dactylopterus In M =-3.2748 + 3.8463 171 0.982 (Smalet al.
1.2357 In OD 1995) In OD 1995)

CEPHALOPODS

Enteroctopus Octopus vulgaris DML =5.39 + 24.9 (Clarke 1986) Octopus InM=1.82+3.03In (Clarke 1986)

zealandicus HL vulgaris HL

Octopoteuthidae Octopoteuthisp DML =-0.4 + 17.33 (Clarke 1986) Octopoteuthisp InM =0.166 +2.31 In (Clarke 1986)
LRL LRL

Nototodarus sloani Nototodarspp In DML =4.18 + (Clarke 1986) Nototodaruspp InM=1.79+2.411In (Clarke 1986)

(east coast) 0.788 In LRL (east coast) LRL

Moroteuthis ingens same DML =39.61LRL- 137 0.92 (Jackson same InM =-0.068 + 3.51In (Clarke 1986)
13.58 1995) LRL

Sepiolidae Sepiollaspp DML =5.39 + 24.9 (Clarke 1986) Sepiollaspp InM=0.4+0.35InHL (Clarke 1986)

HL




2.3 RESULTS

2.3.1 Overall diet

A total of 121 stomach contents of NZ sea lions by-caught between February and May
from 1997 to 2006 were examined. Mature sea lions of both sexes were well
represented in each areBable 2-2). In total, mature males represented a third of the

sample set, and mature females were more numerous with half of them lactating.

Table 2-2. Distribution of the number of stomachs of New Zealand sea lions analysed according
to the by-catch location and whether they were immature (Im), lactating females (LF), non-
lactating females (NLF), or males (Ma) together with their average body mass (BM + SD). The
first number in each category represents the total number of stomachs analyzed. The second
number in parentheses is the number of stomachs containing some digested material (digested
fraction). The difference between the two numbers is the number of stomachs containing fresh

prey only.

Category North East Unknown location  Total BM (kg)

Im 8 (7) 3(1) 1(2) 12 (9) 91 +13
LF 21 (20) 12 (12) 1(2) 34 (33) 108 + 14
NLF 23 (23) 8 (8) 4 (3) 35 (34) 104 + 16
Ma 22 (20) 11 (9) 7 (7) 40 (36) 167 + 60
Total 74 (70) 34 (30) 13 (12) 121 (112)

Overall, 35 different prey taxa were found with fish comprising the bulk of the diet
(Table 2-3). Cephalopods ranked second and crustaceans occurred only sporadically. In
total, 6004 diagnostic hard remains were recovered from stomach contents, which
corresponded to an estimated 3627 individual prey of which 2309 were fish, 1311 squid,
six crustaceans and one bird. Only nine out of 35 taxa had a frequency of occurrence >
10%. The common prey species were arrow squid (86.9% by Occurrence [O], 33.4% by
Number [N], 43.0% by Mass [M]), rattaiCoelorinchus spp (55.7%0, 10.0%N,
1.8%M), opalfishrHemerocoetes spp (48.4%0, 35.5%N, 2.4%M), oct@&isroctopus
zealandicus(38.5%0, 3.1%N, 14.4%M) and red c®deudophycis bachu82.0%0,
3.1%N, 3.2%M). HokiMacruronus novaezealandiagnd hakeMerluccius australis
contributed significantly to the total mass (17.8%M) but they were present in only 16%

of the stomachs.



Table 2-3. Composition of the New Zealand sea lion’s diet expressed as: % occurrence (%0O;
percentage of stomachs in which the taxon was observed), % number (%N; percentage of the
total prey number across all samples) and % reconstructed mass (%M; percentage of the number
of prey times the average body mass) of the total content, the digested fraction only and the
fresh fraction only. Bold numbers represent the principal contributions. Common and occasional
prey have an occurrence > 30% and < 10% respectively.

FRACTION (nb of
stomachs)

TOTAL (121)

DIGESTED (112)

FRESH (101)

Diet picture

1 to 2 days before death

Just before death

FISH

%0 %N %M

%0 %N %M

%0

%N %M

Argentinidae Argentina
elongata(silverside)
Bramidae Brama brama
(sea bream)

Carangidae Trachurus
spp. (jack mackerels)
Centrolophidae
Seriolellaspp. (warehou)
Congiopodidae
Congiopodus coriaceus
(pidfish)

Congridae Gnatophis
habenatugsilver conger)
Emmelichthydae
Emmelichthys nitidus
(redbait)

Gadidae Micromesistius
australis(S blue whiting)
Gempilidae Thyrsites
atun (barracouta)
Gonorynchidae
Gonorynchus
gonorynchugsand fish)
Macrouridae
Coelorinchusspp (rattails)
Lepidorhynchus
denticulatug(javelin fish)
Unidentified Macrouridae
Total Macrouridae
Merlucciidae
Macruronus
novaezelandiaéhoki)
Merluccius australis
(hake)

Unidentified Merlucciidae
Total Merlucciidae
Moridae Austrophycis
marginata(dwarf cod)
Pseudophycis bachised
cod)

Total Moridae
Mugiloididae Parapercis
colias(blue cod)
Myctophidae Diaphus

Spp

3.3 0.3 0.1

0.8 <0.05 0.2

8.2 0.7 3.0

4.1 0.2 1.0

115 0.7 0.1

1.6 0.1 0.1

08 <0.05 <0.0%

2.5 0.1 <0.05

7.4 0.5 4.6

0.8 <0.05 <0.05

55.7 10.0 1.8
0.4
0.6

2.8

9.0
1.6
59.0

3.3
0.3
13.6

115 2.2 9.6
4.1
1.6

16.4

0.3
<0.05
2.5

7.4
0.8
17.8
6.6 0.9 < 0.0
3.2
3.2

32.0
36.1

3.1
4.0
<0.05

0.8 <0.05

0.8 <0.05 <0.05

2.7 0.3 0.2

0.9 <0.05 0

7.1 0.7 2

2.7 0.1 1.

9.7 0.6 0.1

1.8 0.1 <0.

0.9 <0.05 <O.

18 0.1 <0.

5.3 0.5 5.8

54.0 12.0 2.4
7.1
1.8

57.5

4.3
0.1
16.4

0.7
0.
4.0

12.4 3.1 15.5
3.7
2.

21.8

3.5
1.8
15.9

0.3
0.1
3.5
7.1 11 0.1
3.8
4.9

4.3
4.4

30.1
36.3
< 0.(

09 <0.05

5

1.0

5.9

2.

4.0

D5

05

1.

5.0

1.0

10.9

4.0

11.

1.0

2.0

3.0

59

5.9

1.0

0.3 0.1

0.6 1.6

0 0.3 11

0.8 0.1

0 0.1 <0.05

0.4 3.0

0.1 0.1

4.3 0.7

1.8 0.1

9 6.1 1.0

0.5 2.4

0.2 4.0
0.7 6.4

0.7
0.7

0.9
0.9

0.1 <0.05



Lampanyctodes hectori
Myctophursp

Total Myctophidae
(lanternfish)
Notosudidae
Scopelusaurusp
Ophidiidae Genypterus
blacodeg(ling)
Percophidae
Hemerocoetespp
(opalfish)
Psychrolutidae
Neophrynichthys latus
(dark toadfish)
Scorpaenidae
Helicolenus percoides
(scarpee)

Unknown species A
Total Scorpaenidae
Rajidae Raja nasuta
Unidentified fish

CEPHALOPODS
Octopodidae
Enteroctopus zealandicus
(Octopus)
Octopoteuthidae?
Unknown species
Ommastrephidae
Nototodarus sloanfarrow
squid)

Onychoteuthidae
Moroteuthis ingeng§Wary
squid)
SepiolidaeUnknown
species

Unidentified squid

CRUSTACEANS
(swimming crabs)
unknown genus
Palinuridae Jasussp
(crayfish)

BIRD
Procellariidae Pachyptila

sp (prion)

Total number of
taxa/species

Total of prey

4.1
0.8

5.7
0.8

131
48.4
10.7

0.8

7.4
8.2
3.3
10.7

38.5

0.8
86.9
3.3

2.5
0.8

4.9

2.5

0.8

0.7
0.1

0.8

<0.05

0.9

35.5

1.0

<0.05
0.7
0.7
0.3
0.5

3.1

<0.05

33.4

0.9

0.1
<0.05

0.2

0.1

<0.05

35
3627

<0.05
<0.05

< 0.05
<0.05

4.4
2.4
<0.0

0.1
<0.0
0.1
0.2

0.2

14.4

< 0.0
43.0

1.9

<0.05

< 0.05

5

4.4
0.9

5.3

0.9

14.2

50.4

9.7

8.0
8.0

6.2

28.3

0.9

33.6

3.5

0.9

0.9

0.9

0.9 <0.0
0.1 <0.0
1.0 <0.
<0.05 <0.(
1.5 8.8
50.1 4.7
1.2 <0
1.0 <0l
1.0 <0.0
0.4 -
2.1 27.8
<0.05 <(
14.1 17.
1.1 2.9
< 0.05 -
<0.05 -
<0.05 -
29
2732

[S 3

D5 1.0

D5

5.0
05 3.0
1.0
05

2.0
5.0

15.8

.05

D) 82.2

1.0

5.9

2.0

1.0

0.1

5.2
0.4
0.1
0.1

0.2
0.5

4.5

78.1

0.1

0.5
0.2
0.1

23
895

<0.05

0.3

<0.05

0.2

0.2

6.0

78.5

<0.05

0.1

The same prey species were common in both the total content and the digested fraction,

however they were not in the same order of importahablé 2-3). In the analysis of

the digested fraction, rattail was the most commonly eaten (54.0%0), followed by
opalfish (50.4%0) and arrow squid (33.6%0). Opalfish represented half of the diet by



number but was still low based on mass (4.7%M) due to a small individual Tadns (

2-4, 20 = 13 g). In contrast, octopus was the first prey by mass (27.8%M) due to a high
individual mass (1788 + 2322 g). Red cod, hoki and hake occurred in the same
proportions in the digested fraction as in the total confeaiblé 2-3). The majority of

the fresh fraction was composed of arrow squid (82.2%0, 78.1%N, 78.5%M).

The estimated prey lengths from hard remains found in the stomach contents ranged
from 1.6 cm (Sepiolids) to 119.5 cm (hake), but common prey were less than 30 cm
long (Table 2-4). The intraspecific length variation was also important with coefficients

of variation higher than 20% for all common prey but opalfish. The largest prey were
fish that made a minor contribution to the diet such as hake, hoki, barracouta and ling.

Table 2-4 Length and masx & SD) of New Zealand sea lion’s common prey (in bold) and
minor prey species with a commercial value. CV is the coefficient of variation. Length is the
total length for fish and dorsal mantle length for cephalopods, except for barracouta and opalfish
for which standard length was calculated. Lengths and masses were back-calculated from
measurements of specific hard parts using regressions in Table 2-1.

——————————————— Length (cm) -------------- Mass (9)
Prey species n x+ SD CV (%) Range X+ SD
FISH
Trachurusspp (jack mackerels) 27 40.9+3.9 10 31.9-50.8 991 + 307
Micromesistius australigS" blue whiting) 40 30.7+£5.9 19 17.0-41.2 116 + 98
Thyrsites atur{barracouta) 22 75.1+10.4 14 41.2-84.8 2070 = 1005
Coelorinchus spp (rattails) 520 19.4+6.2 32 5.1-43.8 48 + 52
Macruronus novaezelandigboki) 97 71.9+11.2 16 50.2-97.4 1034 + 460
Merluccius australighake) 17 92.3+11.2 12 77.7-119.5 6117 £ 1275
Pseudophycis bachus (red cod) 195 25.0+104 42 4.9-54.7 263 £ 306
Genypterus blacoddsng) 57 61.2+19.3 32 23.0-95.2 1193+ 1040
Hemerocoetes spp (opalfish) 1027 124+1.6 13 9.3-25.0 20+£13
CEPHALOPODS
Enteroctopus zealandicus (Octopus) 110 13.5+9.0 67 2.5-37.1 1788 £ 2322
Nototodarus soani (arrow squid) 963 23.0x54 24 6.6-36.5 347 +£189
Smallest prey = Sepiolids 3 1.7+0.1 1 1.6-1.7 2
Largest prey = Hake 17 92.3+11.2 12 77.7-119.5 6117 +1275

2.3.2 Dietary variation (digested fraction)

SHR tests on the numbers of common prey did not reveal any significant interactions
between the factors sex/maturity and area, thus these factors can be treated
independently. No significant difference existed between the North and the East of the
shelf (SHR testP values > 0.10). Opalfish was the only common prey showing a
significant difference between sex classes (SHR tesfy #2.33, P= 0.10), though this



was at the limit of the statistical significance. Tukey tests revealed that fewer opalfish
were retrieved from the stomachs of males (14.5%N) than those of lactating (58.1%N)
and non-lactating females (62.4%N) and immatures (56.9%N). The number of different
taxa eaten by an individual sea lion was similar among sex classes and averaged 3 + 2.
The median length of rattail was significantly smaller in the stomachs of immature sea
lions (14.2 = 3.1 cm) than in the stomachs of lactating females (18.8 + 5.3 cm) and adult
males (21.0 £ 6.1 cm) (Kruskal-Wallis te$tz 55 = 9.54,P = 0.023; Mann-Whitney
tests,P < 0.10). Similarly, immature sea lions fed on opalfish of smaller size (11.7 £ 0.6
cm) than did lactating females (13.0 + 1.3 cm) and males (13.4 = 1.6 cm) (Kruskal-
Wallis test;Hzs4 = 8.49,P = 0.041; Mann-Whitney test$} < 0.10). The median
lengths of rattail, red cod and arrow squid were significantly larger in the eastern area
than in the northern area (Mann-Whitney teBts; 0.001 for rattail? = 0.032 for red

cod; P = 0.009 for arrow squid). Indeed, the length distributions of rattail and red cod
(Fig. 2-2a andb) showed that most of the largest fish eaten were from the East. This
difference in size distribution between the two areas was well marked for the arrow
squid Fig. 2-2 9 with a peak at 29-30 cm in the East and a peak at 20-21 cm in the
North.

2.4 DISCUSSION

Common prey of by-caught sea lions during the early lactation period were opalfish,
rattail, arrow squid, octopus and red cod, which are benthic species, or living at depth >
200 m. Diet variation between by-caught males and females concerned only opalfish,
whereas lactating and non-lactating females showed no difference in their diet. By-
caught immatures of 3-4 years old fed on the same diet as adults, but targeted smaller
opalfish and rattail. These results are consistent with the benthic foraging behaviour
described previously in diving studies (Gales and Mattlin 1997; Chibtead. 2006).
Nonetheless, ontogenic variation in this study may have been underestimated due to the
nature of the sample set (by-catch) and the small number of individuals analysed in each

sex class.
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2.4.1 Limitations of the study

Total stomach contents were divided into fresh and digested fractions. The fresh
fraction includes all items ingested over a similar period, and probably during the same
“meal”. It provides an unbiased estimate of actual intake although over a restricted
period (Pierceet al. 2004ag.g., Pusineret al.2007). However, in the present study, the
composition of the fresh fraction is obviously biased in that the individuals sampled
were caught in fishing nets targeting squid. The comparison between the fresh (78.1%N,
78.5%M) and the digested fraction (14.1%N, 17.9%M) confirmed that total stomach
contents overestimated the percentage of arrow squid in theTdiBle(2-3). The
digested fraction is also subject to biases, related to differential digestion rates and hard
part accumulation. Firstly, fish otoliths may be partially or completely digested in
stomachs of pinnipeds (Murie and Lavigne 1985; Dellinger and Trillmich 1988) and
fish with small otoliths tend to be underestimated. To reduce this bias, an “all-structure”
approach was used (Tolkt al. 2003), in which both otoliths and diagnostic bones were
identified. Secondly, cephalopod beaks are not affected by digestion and tend to
accumulate in the stomach (Bigg and Fawcett 1985). Individuals of all classes have
been seen regurgitating beaks on rookeries (B. L. Chilvers, unpubl. data), which may
reduce the accumulation of cephalopod beaks. Consequently, | believe that the biases
encountered in the digested fraction were minimised in this study, and that this fraction
better represented the diet of NZ sea lions than the whole stomach content or the fresh
fraction.

Estimates of fish length and mass are based on otolith measurements. Thus, the
measurement of eroded otoliths leads to an underestimation of these parameters.
Correction factors were derived from scat analysis of captive grey staishperus

grypus Tollit et al. 1997) and Steller sea liorisufmetopias jubatysTollit et al. 2004)

during feeding trials, but involve different prey than in this study. Instead, | minimised
the bias due to erosion by measuring only otoliths that didn’'t show any sign of erosion.
Also, some species-specific regressions were applied on other species in a related
family (Table 2-1). Therefore, length and mass reconstructions should be interpreted

with caution.



2.4.2 Feeding ecology of the NZ sea lion

Although the diet of by-caught NZ sea lions during the early lactation period of 1997 to
2006 was diverse, only five prey —opalfish, rattail, arrow squid, octopus and red cod—
were considered commoiigble 2-3). These prey also comprised a significant part of
the diet estimated from scats and regurgitates between 1994 and 1997 (Childethouse
al. 2001). Both opalfish and octopus are benthic species occurring on the shelf, living
on sandy beds and in rock holes respectively (Paul 2000). Arrow squid occurs in the
water column over the shelf but also at the edge of the plateau and offshore, where they
form large aggregations down to 300 m (Jackson et al. 2000). The edge is also the
habitat of rattails which live near the bottom at depths > 200 m (Paul 2000). Benthic
foraging is consistent with previous studies on the diving behaviour of female NZ sea
lions (Gales and Mattlin 1997; Chilveet al. 2006), where most of the dives were in
waters > 150 m, consecutively at similar depths, and with a U-shaped dive, which is
typical of diving to the sea bottom. Most of the uncommon prey are demersal or benthic
species, although some are from the pelagic region such as barracouta and jack
mackerel. NZ sea lions may opportunistically catch these prey at the beginning or the
end of a dive. This is consistent with the conclusions of a study conducted at Otago
(South Island, NZ) on male NZ sea lions (Lalas 1997), where the diet consisted of a
wide range of benthic species with several pelagic species. The examination of prey
sizes Table 2-4) emphasises this opportunistic behaviour: All but one of the common
prey displayed a coefficient of variation higher than 20%, showing that NZ sea lions
don’t target a particular length of prey, but instead are likely to eat what is available.
During summer, lactating female NZ sea lions forage over and at the edge of the shelf
(Chilverset al. 2005), where they dive continuously to depths > 150 m (Chibteak

2006). The energy cost of deep diving is greater than transiting between locations
(Costa and Gales 2000). Consequently, these benthic divers need a sufficient energetic
income at each dive to balance their energetic budget, and are likely to forage on areas
with predictable and concentrated resources. The edges of the Auckland Islands shelf
appears to be a preferred foraging region for lactating females where they concentrate
most of their time during a foraging trip (Chilveesal. 2005). Although it is far from

the rookeries (> 50 km), it may represent an energetic risk worth taking based on
foraging returns from greater density of prey than would be available on the shelf.
Indeed, arrow squid and rattails, two of the common prey, are schooling species

forming large aggregations at depths > 200 m (Jackson et al. 2000; Paul 2000). In



contrast, opalfish and octopus live at the bottom of the shelf (Paul 2000) and are not in
schools. Therefore, it appears that by foraging at the edge of the Auckland Islands shelf
in depths > 200 m, NZ sea lions have access to concentrated food resources where great
quantities can be consumed in a short time period, increasing their energetic investment

per dive.

2.4.3 Ontogenic variation in diet

Dietary differences between adult females and males are most likely to be driven by
different physiological constraints, metabolic requirements and reproductive strategies
(Costa 1993). In this study, though body mass variation of males was impddhaté (

2-2), the average mass was a third heavier than that of females. Body mass influences
dive capability in such a way that heavier animals are able to dive longer than lighter
ones (Costa 1993). Furthermore, foraging trips of males are not constrained in duration
by pup nursing, thus they may undertake trips of longer-duration than females and
access different resources. The only difference found in this study between the diet of
males and females was the amount of opalfish (demersal species occurring on the shelf,
Paul 2000), which was significantly greater in the diet of females (approximately 60%N
vs. 14.5%N for males). Males are able to dive deeper because of their greater body size,
and may focus their food search in waters > 200 m, where opalfish are less abundant.
This hypothesis could only be validated by the comparison of satellite-TDR data on
males and females, but to date foraging studies have focused on lactating individuals
only (Gales and Mattlin 1997; Chilvees al. 2005, 2006). The lack of strong difference
between the diet of female and male sea lions in this study may originate from the
method used and the sample set: First, stomach contents give a diet picture over a
foraging trip only, and may not be representative of the “routine” diet of females and
males during the early lactation period. Second, most of the males in the present sample
set were non-territorial animals during the breeding season. Territorial bulls are likely to
show more dietary differences with females than the non-territorial animals, because
they tend to disperse further than the study area after the breeding season (Robertson et
al. 2006).

By-caught lactating and non-lactating females did not show any difference in their diet.
Non-lactating females are not constrained to return to the breeding site to nurse when
foraging, thus they can increase their time at sea and forage on a different resource.



However, lactating females are seen to have high site fidelity to certain foraging zones,
which is though to represent long-term learnt foraging behaviour (Chilvers 2008a).
Therefore it is expected that these foraging habits would be similar whether they were
rearing a pup or not.

The by-catch location and the present dietary results indicated that by-caught immature
NZ sea lions are able to feed on the same prey and at the same locations as mature
animals. Their diet consists of bottom-dwelling (octopus, opalfish) and deepwater
species (arrow squid, rattail), implying that they are able to forage on the bottom of the
shelf and at depths > 200 m. Similarly to females, immature sea lions fed on a greater
percentage of opalfish than did adult males. Moreover, the length of opalfish and rattail
were significantly smaller than that of adults. The predation of smaller prey by juvenile
otariids compared to adults has been reported bedage Paget al. 2005a), and is an
expected result given their lower ma3alfle 2-2). Nevertheless, it must be stressed
that the class “immatures” in this study comprises animals from three to four year old,
which have a mass close to that of femalesb(e 2-2), being able to forage on deep
prey at depths > 200 m. This may explain their capacity of capturing red cod, arrow
squid and octopus of the same size as adults. Yearlings or two year old juveniles, not
represented here, are likely to forage in shallower areas closer to the rookeries. This
hypothesis would be consistent with studies conducted on the diving patterns of other
similar aged otariid species.., Baylis et al. 2005, Arctocephalus forsteriFowler et

al. 2007, Neophoca cinerea; Spence-Bailest al. 2007, Arctocephalus pusillus
doriferus)

2.4.4 Geographical variation in diet

Individuals were grouped according to their by-catch location, either North or East of
the Auckland IslandsHg. 2-1). The foraging trips of lactating females are consistent
within a year. One individual travels to the same location at the edge of the shelf and
come back to the rookeries after several days (Chilgees. 2005). Therefore, if |
extrapolate this behaviour to the other classes of the population, stomach contents of
animals caught in each location represented the prey encountered on the way and/or
return between the colony and either the North or the East. The diet from stomach
analyses showed no difference between the two locations, suggesting no difference in
prey distribution between the North and East of the Auckland Islands shelf. However,



sea lions caught in the East ate larger rattails, red cod and arrow squid than those caught
in the North Fig. 2-2). It is difficult to verify if these prey stocks in the Auckland
Islands show size differences between areas as their biology is poorly known. The only
length distribution available in the region is from the arrow squid fishery, which catches
larger squid in the southern than in the northern part of the Auckland Islands shelf
(Gibson 1995). This is consistent with my results showing that squid eaten by sea lions
in the eastern zone, which is also the south of the dhigif 2-1), were 10 cm larger

than those from the Northrig. 2-2). The East and the North of the shelf are exploited

by sea lions from different breeding colonies of the Auckland Islands (B.L. Chilvers,
unpubl. data), and a stock of larger prey may be energetically advantageous for animals

foraging in the eastern area.

2.4.5 Interactions with fisheries

Of the common prey species found in the stomachs of by-caught NZ sea lions, only
arrow squid and red cod have commercial value. Some of the minor prey are also
harvested by fisheries, such as hoki, hake, barracouta, ling, southern blue whiting and
jack mackerel Table 2-3) (Ministry of Fisheries 2007). These fish along with red cod
and arrow squid accounted for 24.1%N and 58.6%M of the total prey in the digested
fraction of the stomach’s content§aple 2-3), although arrow squid is the only prey
with a commercial exploitation in the region of the Auckland Islands (51°S, 166°E).
These islands are the southern limit of the NZ sea lion’s historical breeding range
(Childerhouse and Gales 1998), yet host 86% of the pup production (Clelvats
2007b). This environment has been considered a marginal habitat for NZ sea lion
females, which dive deeper than any other otariid, and operate at their physiological
limits when foraging (Gales and Mattlin 1997; Costa and Gales 2000; Chétveis

2005, 2006). Therefore, the recovery of this species depends on the development of new
colonies around NZ main islands. A fragile recolonisation is visible in the South Island
of NZ (Childerhouse and Gales 1998; Wilkinson et al. 2003), but this region is also an
important ground for deepwater fisheries (hoki, hake, barracouta; Ministry of Fisheries
2007). The hoki fishery, which is the most important fishery in NZ, target fish of a size
> 60 cm (Ministry of Fisheries 2007), similar to the size range exploited by NZ sea lions
(Table 2-4). Moreover, the NZ sea lion appears to eat what is the most available in the
benthos or deep waters, and is capable of eating a wide size Taide 2-4). This



opportunistic behaviour, also reported in non by-caught animals (Lalas 1997; McMahon
et al. 1999), may lead to direct and indirect interactions with fisheries occurring around

the developing colonies in the future.

2.5 CONCLUSION

| investigated the diet of NZ sea lions and its variation from stomach contents of by-
caught animals. The main prey species are benthic dwelling or deepwater fish and
squid, which is consistent with the results of diving studies showing benthic foraging.
Lactating, non-lactating females, males and juveniles of 3-4 years old commonly
foraged on the same prey but the lack of differences in prey numbers in the diet between
the different categories may be an effect of the small sample set. Future studies using
techniques relying on biopsies and not on dead animals, such as fatty acid analysis, are
needed to further investigate the dietary differences between classes of the population.
However, the present study highlights the importance of the edges of the Auckland
Islands shelf, where common prey of NZ sea lions such as schooling fish and squid
aggregate. Though these key areas are far from the rookeries and are impacted by the
squid fishery, they may provide the only predictable and abundant resource needed to

cover the cost of benthic foraging for the deepest diver of all otariids.
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3 CHAPTER 3

TEMPORAL AND SEX DIFFERENCES IN THE BLUBBER
FATTY ACID PROFILES OF THE NEW ZEALAND SEA LION

Photo on right: whole blubber core sampled from a by-caught New Zealand sea lion
(Phocarctos hookeyi
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Abstract
The fatty acid (FA) composition of the blubber of 82 New Zealand (NZ) sea lions

caught as squid fishery by-catch was determined between the years 2000 and 2006 on
the Auckland Islands (50°30'S, 166°E) shelf. A combination of univariate and
multivariate analyses showed significant variation in the FA composition between sexes
and years. Blubber FA compositions of some males differed significantly from that of
females, whereas blubber FA compositions of lactating (LF) and non-lactating females
(NLF) were similar. Significant annual FA variation was revealed between the pooled
years 2005/2006 and the previous years and between 2000 and 2004. Part of these
differences can be attributed to different diets. Indeed, FA variation between the sexes
suggests that males feed on deeper species than females, which is consistent with the
current knowledge on the different diving behaviours between male and female otariids.
Concerning annual variation, NZ sea lions are generalist predators, thus their diet is
expected to follow the trends of prey stock availability. Nonetheless, FA metabolism is
likely to cause some of the FA variation observed between sexes and years, since the
deposition and mobilisation of FAs would vary according to the nutritional and

reproductive states of the individuals.



3.1 INTRODUCTION

Pinnipeds are amphibious mammals balancing their time between land, for breeding,
nursing, resting and moulting, and sea, where they forage. However, different species
use different strategies for breeding and foraging. Otariids are ‘income breeders’, with
lactation periods of several months to several years during which lactating females
(LFs) alternate between nursing pups on land and foraging at sea (Costa 1991). They are
considered ‘central place foragers’, optimising the time and energy costs of foraging
with the need to return frequently to the colony to feed their dependent pups (Orians and
Pearson 1979). Thus, LFs would be expected to forage as close to the rookery as
possible provided that enough energy can be obtained from prey to compensate for the
energetic cost of the round trip (Orians and Pearson 1979). In contrast, male otariids and
non-lactating females (NLFs), without the constraints of a dependent offspring, would
be expected to forage in the most productive regions, which may be further from the
colonies than the foraging grounds of LFs. Furthermore, male otariids are often twice
the mass of females, giving them the ability to dive longer (Costa 1991), but have
higher metabolic requirements, which they may satisfy by consuming more of the same
food eaten by females or eating a different diet with a higher calorific content. It is
possible that these differences in reproduction investment and body size between sexes
could give rise to sex-specific foraging strategies and consequently differences in the
composition of the diet between the sexes and between females of different reproductive
status.

Little is known about how gender influences foraging behaviour or diet of otariids.
Indeed, most foraging studies on otariids focused on LFs because they are a critical
component of the population and easily accessible while lactating. For six species where
male foraging patterns have been studied, they tend to have longer foraging trips and
deeper dives than the female counterpakistOcephalus gazella, Greest al. 1997,

Boyd et al. 1998; Staniland and Robinson 200&ria flavescensCampagneet al.
2001;Eumetopias jubatyfRaum-Suryan et al. 200Ayctocephalus forsteriPageet al.
2005b;Arctocephalus pusillus doriferu&irkwood et al. 2006Zalophus californianus

Weise et al. 2006). Dietary studies comparing gender are even more scarce (Koen
Alonso et al.2000; Pageet al. 2005a; Beck et al. 2007b), probably because the most

common method for studying the diet of pinnipeds is the analysis of faeces collected on



haul-outs or rookeries, where the identity of the animal or its gender are generally
unknown.

New Zealand (NZ) sea liori8hocarctos hookernave a restricted breeding range, with
86% of the pups being born at the Auckland Islands (50°30'S, 166°E) (Clelvals
2007b). To date, LF are the only segment of the population for which foraging and
diving behaviours are known and this only over the summer (Chikterd. 2005,

2006). Stomach contents of NZ sea lions by-caught by the squid fishery at the edge of
the Auckland Islands shelf indicate that females and males feed on the same prey with
minor differences in the proportions (Chapter 2), but stomach data provides only a
snapshot of the most recent meals, which may underestimate sex differences in the diet,
if they exist.

In contrast to analyses of stomach contents and faeces, fatty acids (FAs) of adipose
tissue have the potential to reflect the dietary intake over ecologically significant
periods,i.e., several weeks to months depending on the tissue turr@gerKirsch et

al. 1998; Kirsch et al. 2000). The underlying principle is the assumption that long-chain
FAs in prey species are conservatively deposited into the adipose tissue of the predator,
thereby providing biochemical signatures with which prey species can be identified.
Although advantages over traditional methods have been pointed out, the inference of
diet from FA profiles of an animal is not straightforward. Indeed, the FA composition in
the blubber is the result of complicated processes of deposition from dietary lipids,
differential metabolism and biosynthesis novo. Moreover, stratification of FAs along
blubber cores has been observedy.( Arnould et al. 2005; Montiest al. 2008), and

rates of mobilisation can vary according to the nutritional and reproductive states of the
animal €.g., Andersen et al. 2004; Wheatkdyal. 2007; Montiest al. 2008). However,
despite the multiple origins of FA variation in adipose tissue, FA analysis has been used
extensively to investigate the diets of pinniped spea@eas.,( Kékela and Hyvarinen
1998; Brownet al. 1999; Walton et al. 2000; Lest al. 2002a; Staniland and Pond
2005; Beck et al. 2007b).

The aim of the present study was to investigate the potential of analysing the blubber
FA profiles of NZ sea lions by-caught by the squid fishery during the beginning of the
lactation period (February to May) as a means of assessing dietary differences between
sexes and years. It was hypothesised that the post-breeding diet of LFs would differ
from the other groups, given that foraging trips of LFs are restricted in time and

distance by the need to nurse their pups.



3.2 MATERIALS AND METHODS

3.2.1 Tissue collection

Since 1997, NZ sea lions captured accidentally in the squid fishery (operating from
February to May each year) have been frozen onboard and sent frozen to Massey
University, NZ, for necropsy. During each necropsy, a full-depth 6F miece of
blubber (including skin and some muscle) is cut from the pectoral area and stored in a
plastic bag in a freezer at —20°C. All blubber samples in the present study were taken
from the mid-sternal region to be comparable, as FA profiles can vary with the location
around the body (Arnould et al. 2005). Moreover, stratification of FAs can occur in the
blubber of pinnipedse(g., Bestt al. 2003; Arnould et al. 2005; Wheatleyal. 2007),

thus the complete blubber core was analysed. During necropsy, females were
categorised as either NLF or LF by the examination of the mammary gland for
development and presence of secretion. The individuals included in this study were all
sexually mature as determined by visual examination of the ovaries and histological

examination of the testes (details in Duignan et al. 2003).

3.2.2 Laboratory methods

Lipids from blubber were extracted following Folcht al. (1957), using a
chloroform:methanol:water mixture. Approximately 0.5 g of blubber (whole core) was
sub-sampled from the bulk sample and homogenised in 15 ml of chloroform:methanol
(2:1, vol:vol) containing 0.01% butylated hydroxytoluene (BHT) as an antioxidant. The
extract was filtered and washed with 1% sodium chloride (saline) to a final ratio of
8:4:3 chloroform:methanol:saline (v:v:v). The organic phase was then dehydrated over
anhydrous sodium sulphate. Finally, the lipid extract was dried in a rotary evaporator at
38°C and weighed.

FA methyl esters (FAMES) were prepared directly from 30 mg of the pure extracted
lipid using 1.5 ml of toluene and 1.5 ml of 10% boron trifluoride in methanol

(methylating reagent). Each extract was capped under nitrogen and heated at 50°C for



14 to 19 h (overnight). Esters were then extracted into hexane and stored over
anhydrous sodium sulphate at —20°C before chromatographic analysis.

Analysis of FAMEs was carried out using temperature-programmed gas-liquid
chromatography performed with a Shimadzu Gas Chromatograph GC-17A (Shimadzu
Scientific Instruments) equipped with a flame ionisation detector and fitted with a 30 m
x 0.25 mm i.d. column (50% cyanopropyl polysiloxane, Qu&5film thickness; J&W
DB-23). Helium was the carrier gas. FAMEs |{l) were injected manually in split
mode (1:50) at an injection port temperature of 250°C. The detector temperature was set
at 270°C. The temperature of the oven was programmed to stay at 140°C for 4 min, rise
to 190°C at 25°C miH, held for 5 min, then to 236°C at 2°C ffin

FA components were identified by comparison of retention time data to authentic (Nu-
Chek GLC standard 68D, Supelco 37 FAME mix, Matreya menhaden oil) and
laboratory standards (cod liver oil). Cod liver oil was used in every series of runs to
determine accurate retention times. Nu-Check 68D was injected regularly to check the
guantitation of each FA. Peak areas were measured by a computerised integration
system attached to the gas chromatograph (CLASS-VP version 7.3, Shimadzu Scientific
Instruments). Each chromatogram was checked to ensure correct identification. The
identification of some minor peaks was uncertain, and these were not included in the
final normalisation. FAs were designated by the shorthand notation of carbon chain
length:number of double bonds and location (n-x) of the double bond nearest to the
terminal methyl group. Theoretical response factors calculated according to Ackman
and Sipos (1964) were used for the quantitation of FAs expressed in mass percentages.

3.2.3 Statistical methods

FAs were expressed as a percentage mass of total FAs and they were In-transformed as
advised by Budget al. (2006) for parametric statistical analyses. A transformed FA i
equalled In (xi 18:0") where xi is the FA, i expressed as percent of total FAs, and 18:0

is the percentage of stearic acid of total FAs, used as a reference FA. A combination of
principal component analysis (PCA), discriminant function analysis (DFA) and general
linear model (GLM) was used to examine inter-annual and sex differences in the FA
profiles of NZ sea lions (MINITAB Release 14.1, MINITAB 2003 and SPSS for
Windows Release 15.0, SPSS 2006). These multivariate methods have been commonly

used in numerous studies on FA analygig.( Grahl-Nielsen and Mjaavatten 1991,



Walton et al. 2000; Staniland and Pond 2005) and give complementary results. A first
GLM was applied to the transformed FA compositions with year and sex as independent
variables. A second GLM was used on the principal components (PCs). The Tukey test
was used fopost-hocmultiple comparisons. Finally, the DFA requires that the number

of samples (sea lion blubber) per group exceeds the number of variables (FAS) to
minimise the heterogeneity of covariance matrices and to avoid overfitting (Btidge
2006). Because the number of samples per year was too small to run a DFA, | limited
this analysis to the sex category, and the number of FAs was reduced to satisfy the
requirement stated above: the smallest group among sex categories was NLF with 23
individuals, therefore a set of 20 FAs was selected from the original set of 30 FAs, with
the highest absolute PC loadings. After re-normalisation of the FA percentages, a linear
DFA with cross-validation was performed.

All statistical tests have am level of statistical significance of 0.05, and allerages

were followed by the standard deviation (SD). Since the blubber thickness may have an
influence on FA profiles, the average blubber thickness was calculated and tested for

differences between each category by an ANOVA on log-transformed data.

3.3 RESULTS

3.3.1 Composition of the sample set

In total, 82 blubber samples were analysed from 51 female and 31 male sea lions by-
caught between February and May annually from 2000 to ZDéi6i€ 3-1). Although
mature, the majority of the males caught were not over 200 kg (average 167 + 60 kg)
and were considered to have been non-territorial animals during the breeding period
(mid-December to mid-January). The sex categories were not all represented within the
last two years, thus 2005 and 2006 were pooled for univariate and multivariate analyses.
Overall thickness of sea lion blubber averaged 28 £ 11 mm and was similar among sex
categories Table 3-1). Between years, the blubber of sea lions caught in 2000 was
significantly thicker than the blubber of animals caught in the combined years
2005/2006 (ANOVA s 75 = 3.80,P = 0.004; Tukey test between 2000 and 2005/2006,

P =0.027).



Table 3-1. Number of lactating female (LF), non-lactating female (NLF) and male (M) New
Zealand sea lions analysed per year. The blubber thickness (mm) is expressed as the mean + SD.
Significant differences between categories were ANOVA-tested on log-transformed data (log
values = SD in parentheses). The years 2005 and 2006 were pooled for the ANOVA because of
the limited number of individuals. * shows a significant difference between some years at

0.05.

Year LE NLE M Total Blubber thickness x

(log x)
2000 6 2 8 16 32+£5
(1.50 + 0.07)*
2001 6 2 8 16 24 +5
(1.37 +0.10)
2002 8 1 5 14 32 +10
(1.49 +0.14)
2003 2 4 5 11 34 + 20
(1.47 +0.28)
2004 2 6 4 12 24+6
(1.37 +0.10)
2005 3 1 4 22+6
2006 1 8 9 (1.33 + 0.10)*
Total 28 23 31 82 28 + 11
(1.42 +0.15)
Blubber 29 +11 25+ 12 30 10 28 + 11
thickness x (1.43+£0.17) (1.37+0.15) (1.45+0.13) (1.42+0.15)
(log x)

3.3.2 Overall blubber FA composition
Although 38 FAs were originally identified, only 30 FAs ranging from 14:0 to 22:6n-3

were usedTable 3-2), representing 99.4 = 0.2% of the total. The 8 FAs removed were
either short-chain FAs (<14 carbons), known to come primarily from endogenous
biosynthesis (Budge et al. 2006), or FAs for which the identification was not certain.
Average FA composition of sea lion blubber is showmmable 3-2. The FAs in greatest
concentration in order of importance were 18:1n-9, 16:0, 22:6n-3, 20:1n-9, 16:1n-7,
14.0, 18:1n-7, 22:5n-3 and 20:5n-3, accounting for approximately 85% of the total FAs
in the blubber. Monounsaturated and polyunsaturated FAs accounted for approximately

50% and 25% of the total, respectively.



Table 3-2. Fatty acid (FA) composition (mean mass percent + SD) by sex category of blubber samples from 82 New Zealand sea lions. The values in
parenthesis are the In-transformations of the FA percentages [In (FA% 3)$1@8éd in the general linear model (GLM). For the Glpdst-hoccomparisons

were indicated when significant differenc®< 0.05,P values in bold) were present among groups: M = males, LF = lactating females, NLF = non-lactating
females, 00 = year 2000 etc. The years 2005 and 2006 were pooled (coded 056). SAFAs are saturated FAs, MUFAs monounsaturated FAs and PUFAs
polyunsaturated FAs. Origin represents the predominant origin of a FA: ‘diet’ when a FA came entirely or primarily from diet, ‘both’ when large contributions
come from both endogenous biosynthesis and diet (lverson et al. 2004). Boldface type FAs indicate the 20 FAs used in the first discriminant function analysis
(DFA).* indicates the 10 FAs used in the second DFA.

-------------------- FA composition mean % + SD ---{- ---------- P-values of GLM Origin
(In transformed % * SD) (on In transformed %)
FAs LF NLF M Sex Year Sex * year
SAFAs 21.7+3.1 22.0+3.0 20.7+£29
14:0 51+13(0.6+0.3) 54+15(0.7+04) 3.8+0.9(0.2+0.4)<0.001 M # LF, 0.009 056% others 0.515 both
NLF

15:0* 04+0.1(-20+0.3) 0.4+01(-1.9+0.2) 05+0.1(-1.9+0.2) 0.364 0.115 0.504 both
16:0* 127+1.8(1.5+0.2) 13.0+1.7(1.6+0.2) 12.8+1.9(1.5+0.2) 0.119 0.024 056% others 0.772 both
17:0 05+0.2(-1.7+0.4) 0.4+02(-2.0+0.7) 0.6+0.1(-1.7+0.3) 0.660 <0.001 056% others 0.965 diet
18:0 28x0.6 2.7+05 3.0+£0.8 - - -
MUFAs 52.9+4.1 53.1+2.6 54.8+5.2
14:1 0.3+0.1(-2.4+0.6) 03+0.1(-25+05) 0.3+0.1(-2.6+0.8) 0.080 0.026 00% 04 0.656 both
15:1 0.1+0.0(-3.0+1.7) 0.2+05(-3.2+1.2) 0.1+0.0(-3.4+1.2) 0.873 0.008 04# 056 0.835 both
16:1n-7* 6.0+15(0.7+0.4) 7.0+2.0(1.0+0.4) 6.0+1.7(0.7+0Q.5) 0.085 0.031, 056% 01,03,04 0.586 both
18:1n-9* 28.1+3.8(2.3+0.3) 28.6+24(24+0.2) 32.0+4.7(2.4+0.3) 0.740 0.003 00# 01,04 0.330 both
18:1n-7 3.9+0.4(04+03) 4.0+04(0.4+0.2) 4.4+05(0.4+0.3) 0.716 0.014 04# 00,03 0.402 both




Table 3-2. Continued

-------------------- FA composition mean % + SD

----- P-values of GLM

(In transformed % + SD) (on In transformed %) Origin
FAs LF NLF M Sex Year Sex * year
SAFAs 21.7+3.1 22.0+3.0 20.7+2.9
18:1n-5 04+£01(-21%£03) 04%+01(20+0.3) 0.3%0.1(-2.3+0.5)0.004 M #NLF 0.012 04# 00,056 0.583 both
20:1n-11 1.4+0.3(-0.7+£0.3) 1.3+0.3(-0.7+0.3) 1.2+0.3(-0.9+0.4) 0.007 M #LF 0.05% 00# 04 0.751 diet
20:1n-9* 109+24(1.3+x03) 99%x24(1.3+x0.2) 9.0+x1.8(1.1%0.3)<0.00% M #LF, 0.00Z 00# 04,056 0.392 diet

NLF

22:1n-11* 12x0.6(-09+05) 10+x05(-1.0£04) 09%0.4(-1.3+0.5)<0.00; M #LF <0.00%1 056% 00,01 0.668 diet
22:1n-9 06+03(-1.5£0.3) 05+0.2(-1.7+0.3) 0.6+x0.3(-1.7+0.4) 0.088 0.259 0.999 diet
PUFAs 255+34 249+33 245+45
18:2n-6 15+0.2(-06+0.3) 1.6+0.2(-05+0.2) 1.6+0.2(-0.6 +0.3) 0.169 0.02Q 00%# 04 0.180 diet
20:2n-6* 04+£01(-20%£0.3) 04+01(-19+0.2) 04x0.1(-21+0.4) 0.102 0.361 0.941 diet
16:3n-4* 03+£0.1(-21+04) 04+01(20+04) 05x0.1(-1.9x0.4) 0.106 0.01Q 00# 04 0.286 diet
18:3n-3 05+02(-1.7+08) 0.6%0.2(-15+0.6) 05+x0.2(-1.9x0.7) 0.216 0.299 0.567 diet
20:3n-6 01+00(-29+x09) 01%£0.0(-29x0.7) 0.1+x0.0(-2.8x1.2) 0.834 0.161 0.674 diet
20:3n-3 02+00(-26%£0.3) 02+0.0(-25+0.3) 0.2+0.1(-2.8+0.8) 0.094 0.327 0.973 diet
18:4n-3 05+0.2(-1.8+06) 05%£0.2(-1.7+0.5) 0.4+0.3(-2.1+0.7)0.002 M # NLF 0.069 0.378 diet
20:4n-6 07+02(-1.4+03) 0.7%£0.2(-14x03) 09+0.2(-1.2x0.3) 0.378 0.005 01# 02,03 0.083 diet




20:4n-3

22:4n-6
20:5n-3

21:5n-3
22:5n-6

22:5n-3*
22:6n-3*
n-3
n-6

1.2+0.2 (-0.8+0.3)

0.1+0.1(-2.6 +1.0)
3.2+1.0(0.1+0.4)

0.3+0.1(-2.3+0.4)
0.2 +0.1(-2.5 +0.4)

3.7+0.7 (0.3 +£0.3)

12.3+2.0 (1.5 +0.3)
220+34
3.1+0.4

1.3+0.2 (-0.7 £0.3)

0.1+0.1(-2.8 £0.7)
3.3+0.6(0.2+0.4)

0.3+0.1(-2.2 +0.4)
0.2 £0.1(-2.7 £ 0.6)

3.3+0.8(0.2+0.3)

11.9 +2.3 (1.5 £0.3)
215+3.2
3.1+0.3

1.0£0.3(-1.1«(

0.2+0.1(-2.4
2.8+1.4(-0.2 %

0.2+0.1(-2.6 +
0.2+0.1(-2.6 +

3.2+0.6(0.1+0

12.3+25 (L4 +
20.6 +4.4
3.4+0.4

.5)<0.001 M # LF,

NLF

9)

).6)<0.00% M # LF,
NLF

.8).002 M # LF, NLF

.7)<0.00% M # LF,
NLF

4) 0.014M#LF
0.3) 0.121

0.012 00# 04,056

0.084

0.312
<0.001 056%# others

0.204
0.115

0.083

0.013 M056+# others

0.690
0.001 M0O56+# others

0.452
0.199

diet

diet
diet

diet
diet

both
diet




A PCA using a correlation matrix was run on In-transformed data to assess the most
important FAs explaining the variance between FA profiles. The first three PCs
accounted for 65% of the total variation in blubber FAs. The FAs with the greatest
influence on PC1 were 18:1n-5, 16:1n-7, 20:4n-3, 18:2n-6 and 22:6n3, with the last
three coming primarily from the diet. High loadings in the other PCs were attributed to
22:1n-9, 22:1n-11, 15:0, 22:5n-6 and 16:3n-4 on PC2 and 18:4n-3, 14:0, 20:4n-6,
22:5n-6 and 17:0 on PC3, all of which are derived primarily from the diet with the

exception of the three saturated FAs.

3.3.3 Temporal and sex differences in FA profiles

The GLM on FA percentages showed significant differences in the percentages of 11
FAs between sex categories and 17 FAs between yBaxsO(05,Table 3-2). There

was an interaction between the two factors for only two FAs, 20:5n-3 and 22:5n-6,
which involved the only male in years 2005/2006 being segregated from the other
groups. The percentages of 14:0, 18:1n-5, 20:1s, 22:1n-11, 18:4n-3, 20:4n-3, 20:5n-3,
21:5n-3 and 22:5s in males differed significantly from those of LFs and NLFs. Most of
the significant inter-annual variation involved a difference between the combined years
2005/2006 and some or all of the previous years (nine FAs) and a difference between
the years 2000 and 2004 (nine FAS).

The GLM on PCs confirmed these results on a general scale (FA profile instead of
individual FA, Table 3-3): Year and sex had a significant effect on each of the first
three components and on the overall model, but the interactions between the two factors
were not significantPost-hocTukey tests on PCs showed that the combined years
2005/2006 were significantly different from the other years on PC2 andAP<8.05),

and the year 2000 was different from 2004 on PC1. Furthermore, males were different
from all females for each PC.

A DFA was run on the 20 FAs with the highest PC loadings (noted in bdldbie 3-

2). The classic analysis gave an overall percentage of correct classifications of 76%,
while with cross-validation this result was lowered to 54%. This sizeable difference
between the percentages was interpreted as too many predictors (FAS) in the analysis
(Walton etal. 2000). Thus, | lowered the number of variables for a second DFA by
choosing 10 FAs only (noted by an asteriskTable 3-2), with the highest absolute
coefficients on the discriminant functions generated by the first DFA. The new DFA



gave an overall percentage of correct classification of 66% with the classification matrix
and 55% with cross-validation. The discriminant function plot showed that some male
FA profiles differed from female profiles along the first discriminant functiag.(3-1)

mainly because of differences in the proportions of 20:1n-9, 22:1n-11 and 16:3n-4. The
percentage of correct classification for males was 68%. No difference was apparent

between the two groups of females.

Table 3-3.General linear model (GLM) testing the influence of Year and Sex on the first three
principal components (PC) representing the fatty acid (FA) composition of New Zealand sea
lion blubber. Significant values are in bold for each component and the overall model.

Factor df - Principal components ---------------- Overall model
PC1 (42%) PC2 (14%) PC3 (9%) MANOVA (Pillai's

trace)

F P F P F P df F P
Year 5 271 0.028 391 0.004 7.15 <0.001 15/192 4.52 <0.001
Sex 2 463 0.013 7.90 0.001 6.28 0.003 6/126 7.14 <0.001

Yearrsex 10 1.28 0.261 0.19 0.997 090 0.539 30/192 1.17 0.884

3.4 DISCUSSION

The diet of the NZ sea lion and its variation has been studied through the analysis of
stomach contents and faeces (Lalas 1997; McMahon et al. 1999; Childegtoaise

2001; Chapter 2), but these methods are subject to biases encountered with the recovery
of prey hard parts. Since the 1960s, FAs have been used as food tracers in marine
trophic webs, allowing dietary variation to be examined among marine individugls (
Ackman and Eaton 1966; Kirsch et al. 1998; Staniland and Pond 2005; Beck et al.
2007b). The present study is the first report of the FA composition of the NZ sea lion’s
blubber. FA compositions revealed some significant differences between females and
males, and from the years 2000 to 2006, which may be attributed, at least in part, to
differences in their diets. However, FA deposition and mobilisation in the blubber, and
hence its FA composition, can vary according to the nutritional and reproductive states
of the animal (Anderseet al. 2004; Wheatlegt al. 2007; Montiest al. 2008). Thus,

part of the FA differences between the sex categories is likely to be the result of

differential metabolism.
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3.4.1 Limitations of the study

Blubber samples were stored at —20°C tightly wrapped but nonetheless under air for up
to five years, which may have resulted in some oxidation of unsaturated FAs on the
outside of the sample (Whitelest al. 1992). Consequently lipids for analyses were
extracted from a core taken from the centre of the original sample as outlined by
Learmonth (2006) who reported no evidence of FA oxidation in the core of blubber of
harbour porpoises stored at —20°C for 566 days.

Deposition of dietary lipids in the blubber will depend on the nutritional status of the
animal: it is expected that a substantial amount of the FAs ingested above the metabolic

requirements will be deposited in the blubber, whereas the extent to which deposition of



dietary FAs occurs during periods of negative energy balance is unclear. Thus, the
blubber FA signatures are more likely to reflect dietary FAs in animals in positive
energy balancee(g., Kirsch et al. 2000). LFs are thought to be the segment of the
population with the highest metabolic constraints, and the lactating NZ sea lions,
captured and weighed on land, had stabilised or were gaining mass at one month
interval during the first months of the lactation period (B.L. Chilvers unpubl. data).
Furthermore, the blubber thickness of the by-caught sea lions stUdield 3-1) was
comparable to captive adult female Steller sea liBometopias jubatu&ept on a
maintenance diet (Mellish et al. 2007). Thus, | believed that sea lions caught were in
positive energy balance and depositing dietary FAs.

Moreover, deposition and mobilisation of blubber lipids have been shown to vary with
the body region in otariid seals (Arnould et al. 2005; Mellish et al. 2007), while phocids
present a more uniform fat distributioeg., Ryget al. 1988; Mellish et al. 2007). The
uniformity of fat distribution is believed to minimise heat loss to the environment by
optimising insulation efficiency (Rygt al. 1988). Otariids do not have extended
periods of fasting like phocids, thus blubber fat may have a less important role in term
of insulation (Mellishet al. 2007), resulting in heterogeneity of fat distribution with
preferred depot sites along the body. Blubber samples were taken from the sternum
region because the thickness of the blubber over the sternum is positively correlated
with body mass (Massey University unpubl. data), suggesting that this region is a fat

depot when sea lions are in positive energy balance.

3.4.2 Variation in FA profiles among sex categories

The interactions between sex and year were limited to two dietary FAs (20:5n-3 and
22:5n-6). Thus, the variation in FA profiles between the sex categories was consistent
within each year, and each factor has been interpreted separately. LFs and NLFs did not
show any significant difference in their FA compositiohalfle 3-2, Fig. 3-1).
However, lactation is the most energetically demanding period of mammalian
reproduction (Oftedal 1984), and marine mammals are no exception @Z@dta 986;
Williams et al. 2007). Lactating marine mammals are thought to mobilise substantial
quantities of lipids into milk, affecting their blubber FA profilesq., Wheatlet al.

2007, Montieet al. 2008). Similar FA profiles between LFs and NLFs show that
blubber FAs in the sternum region were not mobilised to produce milk. Instead, sternal



blubber is likely to represent dietary lipids, and in this case, NLFs displayed the same
diet as lactating conspecifics. Indeed, LFs are seen to have high site fidelity to foraging
areas, which is thought to represent long-term learnt foraging behaviour (Chilvers
2008a); therefore, it is expected that this foraging fidelity would continue even when
not rearing a pup.

Concerning variation between sexes, the GLWab(e 3-2, Table 3-3) and the DFA

(Fig. 3-1) demonstrated significant differences between FA profiles of females and
males by-caught by the squid fishery at the Auckland Islands: percentages of individual
FA in males were significantly differenP (< 0.05) from those in LFs and NLFs in 11

out of 30 FAs Table 3-2). Although some caution is necessary as the percentages are
not independent values, these results were confirmed by a second GLM on the PCs
(Table 3-3) and the DFAKig. 3-1). These variations result from the combination of
different diet and different metabolism. Indeed, males caught by the fishery were
generally heavier than females, which give them the ability to dive deeper at the edge or
to stay longer at the bottom of the shelf than females, exploiting different resources or
similar food in different proportions. The main FAs causing the separation between
females and males in the DFA were 20:1n-9 and 22:1n-11 in higher proportions in
females and 16:3n-4 in higher proportions in makeg.(3-1). FA compositions of
several species of fish, cephalopods and crustaceans from the Auckland Islands shelf
have been examined (Chapter 4) and indicate that the relative amount of 16:3n-4 is
higher in deep-benthic species, while the reverse trend occurs for 20:1n-9 and 22:1n-11
in demersal fish. Therefore, if most of the FA variation is influenced by the diet, males
would feed on more deep-benthic prey than the females do. This is consistent with
foraging studies comparing female and male otariids, for which males displayed deeper
dives than females(g., Pagest al. 2005b; Staniland and Robinson 2008). However, a
previous study on the stomach contents of the same individuals studied here did not
show such a trend: dietary differences between males and females were limited to the
proportions of opalfish, a benthic prey living on the shelf, which was in higher
proportion in the stomach contents of females (Chapter 2). But these differences may
have been underestimated since stomach contents give a limited picture of the diet over
several days only, which will not reflect long-term dietary differences between female
and male NZ sea lions. Furthermore, part of the FA variation between sexes is likely to
originate from differential metabolism. Indeed, a larger mass for males implies a higher

maintenance metabolism (Costa 1991), which can result in a greater FA mobilisation in



the sternal blubber than in females. To date, there is no information on the differential
use of fat depots between male and female otariids. Thus, it is difficult to draw any
conclusion on the dietary differences between NZ sea lion males and females inferred
from blubber FA profiles as long as no foraging and diving data are available for males.
So far, LF are the only segment of the population for which foraging and diving
behaviours are known (Chilverst al. 2005, 2006). It must be stressed that males
analysed here were mainly non-territorial during breeding and were caught in the same
area as females, thus they were not representative of territorial males. Territorial males
tend to disperse to distant regions after breeding (Robertson et al. 2006) and are rarely
caught by the squid fishery around the Auckland Islands.

3.4.3 Year variation in FA profiles

Although the DFA was not performed on years due to a small sample size, both GLMs
showed differences in the FA profiles of by-caught sea lions between Yehieq 3-2

and 3-3), especially between 2005/2006 and the previous years and between 2000 and
2004. Individual FA variation concerned 17 out of 30 FAalle 3-2. As discussed
previously, the variation in blubber FA profiles between years may be caused by both
differential metabolism and different diet. Differential FA metabolism between years
could arise from animals in different body condition. The blubber thickness was
significantly lower in the combined years 2005/2006 than in 2086Ié 3-1); thus, the
differences in FA profiles noticed between these years can be the result of different FA
mobilization in the sternal blubber. However, significant variation in FA profiles was
not limited to the differences between 2000 and the years 2005/2006; therefore, diet
must play a significant role in the FA variation reported between 2005/2006 and the
previous years and between 2000 and 2004. Inter-annual and seasonal variation in the
diet of the NZ sea lion males has already been investigated through the analysis of
faeces (Lalas 1997, McMahoet al. 1999, Childerhouset al. 2001). Seasonal
differences in the diet were found only at Otago Peninsula, South Island, NZ (Lalas
1997), and were attributed to changes in prey availability. Indeed, NZ sea lions are
considered generalist predators, and the changes noticed in the present study between
the combined years 2005/2006 and the previous years, and also between 2000 and 2004,
may be interpreted by a variation in prey stocks availability on the Auckland Islands

shelf. However, information on fish and squid populations and their variation around



the Auckland Islands are non-existent. Therefore, it is currently not possible to validate
the hypothesis of a change in prey availability between 2000 and 2006.

3.5 CONCLUSION

In the present study, significant differences in the blubber FA compositions between
male and female NZ sea lions, and between years from 2000 to 2006, were detected.
These differences are likely to be the result of both metabolism and diet. Due to
different metabolic requirements, an ability to dive deeper and a lack of investment in
pup rearing, male NZ sea lions would utilise food resources differently, explaining
some of the differences in FA profiles between the sexes. However, these differences
were probably underestimated, as territorial males, with a significant higher mass than
females, were not represented in the present study. FA metabolism in the blubber is still
poorly understood, thus limiting the potential of FA signature analysis to infer diets of
animals in different nutritional or reproductive stategy(, femaleyversusmales, LFs
versus NLFs). However, this method can overcome some biases encountered in
traditional dietary techniques. Thus, FA analysis must be considered as a
complementary tool to stomach and faeces analyses, along with foraging telemetry

studies to assess the feeding ecology of marine mammals.
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4 CHAPTER 4

PROXIMATE COMPOSITION, ENERGY CONTENT, AND
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Abstract

The Campbell plateau is an important fishing ground for the major commercial New
Zealand species. Yet, studies on trophic interactions between species and their
nutritional values are limited. The objectives of this study were (1) to determine the
proximate composition and energy contents of selected commercial and non-
commercial marine species from the Campbell plateau, (2) to determine their fatty acid
(FA) composition, and (3) to evaluate the degree to which species can be differentiated
by their FA compositions. | analysed 1Macruronus novaezelandiaell
Lepidorhynchus denticulatus, 10 Pseudophycis bach@sHemerocoetesspp., 2
Squalus acanthias 10 Nototodarus sloani 7 Enteroctopus zealandicusand 6
Metanephrops challengeriThe variation of energy contents between fish species was
not significant, but their lipid and protein contents varied significantly. FA signatures
could distinguish the species analysed, and at a broader scale, the type of habitat.
However, within-species variability is important among benthic species. In general, the
diet inference from FA trophic markers was consistent with reported diets from stomach

contents or reported FA compositions from related species analysed elsewhere.



4.1 INTRODUCTION

The Campbell plateau is an extensive submarine platform, in the subantarctic region
south of New Zealand, with water depths ranging from 0-500 m on the rises to 1000 m
at the plateau edg&if). 4-1). This region is an important fishing ground for the major
commercial marine species in New Zealand, htMadruronus novaezelandigearrow

squid (Nototodarusspp.) and ling Genypterus blacodgs but also for secondary
harvested species such as hakder{uccius australis southern blue whiting
(Micromesistius austral)s and scampi Nletanephrops challenggri In the fishing
season 2005/2006, catches of hoki, arrow squid, ling, hake, southern blue whiting and
scampi from the Campbell plateau were approximately 7000 t, 17000 t, 5000 t, 2500 t,
26000 t and 300 t respectively (Ministry of Fisheries 2007), leading to a total of 58000 t
for these target species alone. This area is also of special interest to conservationists as it
hosts large populations of resident seabirds and marine mammals, such as albatrosses
(Gales 1998), penguins (Heather and Robertson 2005), fur seals (Crawley and Warneke
1979), and the New Zealand sea lion (Chihagral. 2007Db).

Despite its commercial and ecological importance, the Campbell plateau has received
limited attention in the literature in terms of ecosystem structure and interactions
between marine species. Ja&lal. (1998) identified demersal species assemblages off
southern New Zealand including the Campbell plateau, and Bradford-Gateak

(2003) described the functioning of this ecosystem through an ECOPATH model, but
most of the data used to build the model were from other systems. With the exception of
one study on the diet of the squulbroteuthis ingengPhillips et al. 2003), dietary
studies in the region have been limited to important commercial fish: hoki, southern
blue whiting and ling (Inada and Nakamura 1975; Mitchell 1984; Clark 1985).
Traditionally, examination of the stomach contents has been used to examine the diet of
marine specimens, but it only provides information on last meals, and differential prey
digestion and erosion of hard parts can introduce biasgsJobling and Breiby 1986;
Pierce and Boyle 1991). Since the 1960s, fatty acid (FA) analysis has been developed as
a complementary diet method to traditional analyseg.,( Sargentet al. 1987;
Dalsgaard et al. 2003). The principle is that many dietary lipids are incorporated into the
adipose tissue of the predator with little or no modification of their original structure
(Sargentet al. 1987; Dalsgaard and St John 2004). Thus, the FA composition of the

predator reflects the accumulation of dietary lipids over several weeks (Kirsch et al.



1998), and is unbiased from species-specific gut passage and digestion rates. In
particular, polyunsaturated FAs (PUFAs) such as the arachidonic acid 20:4n-6, the
eicosapentaenoic acid 20:5n-3, and the docosahexaenoic acid 22:6n-3, which are
biosynthesised by primary producers (phytoplankton, macroalgae) in the marine
environment €.g., del Rosario Gonzalez-Bar6 and Pollero 1998), can be used as general
indicators of food webs in marine ecosystemsg.( Sargengt al. 1987; Dalsgaard et al.
2003; Dalsgaard and St John 2004). However, the use of FAs as trophic markers has
some limits: for instance, no single FA can be assigned to one particular species, and
there is a “dilution effect” with increasing trophic level, which makes FA markers less
evident in high trophic levels. Furthermore, diet is not the only factor affecting FA
composition: selective retention, desaturation or elongation of particular FAs can occur
depending on the phylogeny and environmental conditions of the animals (Dalsgaard
(Dalsgaard et al. 2003; Dalsgaard and St John 2004).

Over the last two decades, the FA and lipid compositions of marine organisms have
been used extensively to study the food web of the Southern Gzgalilegeret al.

1999; Hagen et al. 2000; Nelson et 2001). Also, FA and proximate compositions of
marine species can give nutritional information of value to human nutritionists. In New
Zealand, the nutritional studies on marine food are limited to species collected off the
main islands of New Zealand (Hughetsal. 1980; Pickston et al982; Vlieg 1982b, a,
1984a, b, c; Vlieg and Body 1988).

This study is the first stage of a larger project with the overall aim to create a library
containing the FA compositions of potential prey of top predators occurring in the
Campbell plateau. It was initiated to assess the diet of the New Zealand sea lion that
breeds on the Auckland Islands and Campbell Island (Chileeral. 2007b). The
specific objectives of the present research were (1) to determine the proximate
composition and energy contents of selected commercial and non-commercial marine
species from the Auckland Islands Rise on the Campbell plateau, (2) to determine their
FA composition, and (3) to evaluate the degree to which species can be differentiated by
their FA compositions. The results are discussed in terms of the life traits of the species

and their trophic relationships.
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Figure 4-1. Map of the Campbell plateau with the different fishing areas as follows
longlining (Andersoret al. 2000); southern blue whiting, hake, and hoki trawling (Ctrlal.
2000); ling trawling (Horn 2007); scampi distribution (O'Driscetllal. 2003) and arrow squi
trawling (Smith and Baird 2007).

4.2 MATERIALS AND METHODS

4.2.1 Sample collection

Fish, cephalopods and crustaceans were collected from various regions on the Auckland
Islands Rise on the Campbell plate&ig( 4-1) during the austral summer and autumn

of 2005 to 2007. Some specimens were collected by observers onboard commercial
fishing trawlers of the squid and scampi fisheries, under contracts with the Ministry of
Fisheries New Zealand. Others were collected by staff of the National Institute of Water
and Atmospheric Research (NIWA) New Zealand, onboard the research vessel



Tangaroa in December 2005. At collection, specimens were sorted according to species,
and stored frozen at —20°C in airtight plastic bags until analysed (within one year).

Fish, cephalopods and crustaceans were thawed, weighed and measured. Then each
individual was cut into several pieces and ground using a kitchen blender until
completely homogenised. For large fish, such as hoki, javelin fish and spiny dogfish,
head bones, too hard to be ground, were removed. An aliquot of a third of the mixture
was freeze-dried to a constant dry mass. Freeze-dried portions were stored at —20°C in

sealed plastic bags pending proximate composition and FA analyses.

4.2.2 Proximate analysis

Duplicates of 1.5 g (or 3 g for scampi) were sampled from the freeze-dried portions for
lipid and FA analysis. Fat content was expressed as an average of the duplicates. For
some small prey such as scampi and opalfish, there was not enough material for two
aliquots, thus only one sample per individual prey was analysed. Lipids were extracted
following Folchet al. (1957): samples of 1.5 g (or 3 g) were homogenised in 30 mL (or
60 mL) respectively of 2:1 chloroform:methanol (v:v) containing 0.01% butylated
hydroxytoluene (BHT) as an antioxidant. The extract was filtered and washed with 1%
sodium chloride in water (saline) to a final ratio of 8:4:3 chloroform:methanol:saline
(v:v:iv). The organic phase was then dehydrated over anhydrous sodium sulphate
powder. Finally, the lipid extract was dried in a rotary evaporator at 38°C to a constant
mass. The crude protein content in the dried samples was estimated by multiplying the
amount of nitrogen measured with a Leco nitrometer by 6.25 (AOAC Official Method
968.06; AOAC 2005). Energy values (k3)gf the dried sample were determined by

adiabatic bomb calorimetry.

4.2.3 FA analysis

FA methyl esters were prepared directly from 30 mg of the extracted lipid using 1.5 mL
of toluene and 1.5 mL of 10% boron trifluoride in methanol as the methylating reagent.
Each extract was capped under nitrogen, and heated at 50°C overnight. FA methyl
esters were then extracted into hexane and stored over anhydrous sodium stiphate

20°C before chromatographic analysis.



Analysis of FA methyl esters was carried out using a temperature-programmed gas—
liquid chromatography (Shimadzu Gas Chromatograph GC-17A, Shimadzu
Corporation, Kyoto, Japan) equipped with a flame ionisation detector, and fitted with a
30 mx 0.25 mm i.d. column (50% cyanopropyl polysiloxane, Qu&bfilm thickness,
DB-23, XW, U.S.A.; or 70% cyanopropyl polysilphenylene-siloxane column, (25

film thickness, BPX70, SGE Analytical Science, Australia). Helium was the carrier gas.
FA methyl esters (RL) were injected manually in split mode (1:50) at an injection port
temperature of 250°CThe detector temperature was set at 270%& temperature of

the oven was programmed to stay at 50°C for 2 min, rose to 180°C at 25°Chmid

for 5 min, rose again to 200°C at 2°C fjrthen to 240°C at 2.1°C mih(total of 42.2

min).

FA components were identified by comparison of retention time data to authentic (Nu-
Chek GLC standard 68D, Supelco 37 FAME mix, Matreya menhaden oil) and
laboratory standards (cod liver oil). Cod liver oil was used in every series of runs to
determine accurate retention times. Nu-Check 68D standard was injected regularly to
check the quantitation of each FA. Peak areas were measured by a computerised
integration system attached to the gas chromatograph (CLASS-VP version 7.3,
Shimadzu Scientific Instruments, Inc., Columbia, MD). Each chromatogram was
checked to ensure correct identification. The identification of some minor peaks was
uncertain and these were not included in the final normalisation. FAs were designated
by the shorthand notation of carbon chain length:number of double bonds and location
(n-x) of the double bond nearest to the terminal methyl group. | used theoretical
response factors calculated according to Ackman and Sipos (1964) for the quantitation
of FAs.

4.2.4 Statistical methods

Lipid, protein, and energy contents were originally estimated from lyophilised samples.
They were transformed to wet mass values by considering the amount of water in the
samples. Thus, lipid and protein contents refer to percentage wet mass, and energy
content refers to kJ gwet mass. All statistical analyses were conducted using
MINITAB package (MINITAB Release 14.1, MINITAB Inc. 2003) and SPSS package
(SPSS for windows® Release 15.0, SPSS Inc. 2006). Kruskal-Wallis tests (K-W tests)



andpost hocMann-Whitney tests (M-W tests) were performed to assess differences in
the lipid, protein and energy values between species.

FAs were expressed as an average of the lipid duplicates, in percentage mass of total
FAs. A principal component (PC) analysis based on a correlation matrix of the arcsine
square root-transformed FA percentages was run to visualise the distribution of
individual FA compositions, and to determine which FAs were most influential. In the
PC plot, species were classified according to their pelagic or benthic habitat. Moreover,
ANOVAs were run on the transformed percentages of each FA to assess significant FA
differences among species. All statistical tests have lamel of statistical significance

of 0.05 and all means are followed by standard deviations (SD).

4.3 RESULTS

In total, 43 fish from five species (bony fish hdlacruronus novaezelandiag@velin
Lepidorhynchus denticulatused cod Pseudophycis bachuspalfish Hemerocoetes
spp, and the cartilaginous fish spiny dogfstjualus acanthigs17 cephalopods from
two species (arrow squiNototodarus sloanand octopusEnteroctopus zealandics
and six scampi Metanephrops challenggriwere analysed. Morphometric data and

ecological characteristics are summarised in Table 4-1.

4.3.1 Proximate composition

The lipid content ranged from 1.1 £ 0.4% (scampi) to 12.2 £ 2.4% (spiny dogfish)
(Table 4-2). Spiny dogfish had a significantly higher lipid content than the other species
studied (K-W testH7, 60y = 34.89,P = 0.000; M-W testsP < 0.05) except hoki (M-W
test,P = 0.093). Bony fish and arrow squid displayed similar lipid content (M-W tests,
P > 0.05) with means from 4.0 £ 1.4% (red cod collected in April) to 6.8 £ 2.9% (hoki)
(Table 4-2). Lipid values of octopus and scampi were less than 2.5% and significantly
lower than those of the other species (M-W tests,(F05).

The protein contents of octopus (13.6 + 1.3%) and scampi (15.2 + 1.7%) were also
significantly lower (K-W testH7, 60y= 37.57,P = 0.000; M-W testsP < 0.05) than the

bulk of the specimens (18.0 — 19.5%gble 4-2), and opalfish displayed the highest
protein content (30.3 + 6.3%).



Table 4-1.Morphometric data and ecological characteristics of marine species analysed from the region of the Auckland Islands Rise on the Campbell plateau
(n = 66). The age was based on the length of the specimens. The length corresponds to the total length for fish and the dorsal mantle length for cephalopod:
Age class, depth range, habitat and diet were from the liter&@istry of Fisheries 2007¥;(Kawakami 1976)° (Beentjeset al. 2002) (Ayling and Cox

1982);° (O'Shea 1999); (Blaber and Bulman 19875;(Clark 1985);" Jeff Forman, pers. comm.{Coleman and Mobley 1984);(Saito et al. 1974)*

(Hanchet 1991).

Name Species Date n Length Mass Age class Depth range Habitat Diet
(cm) (9) (preferred depth)
Hoki Macruronus Dec-05 11 68.6%+8.8 1091 + 383 3+ (not  200-400+ (300§  pelagic"® Pasiphea, amphipods,
novaezelandiae mature)® myctophidaé ¢
Javelin Lepidorhynchus Dec-05 10 46.4%3.6 224 + 63 - 200-400+ (300) pelagic"® Pasiphea, amphipods,
denticulatus cephalopods,
euphausiids,
myctophidaé ¢
Red cod Pseudophycis  Apr-06 5 345+31 476 + 154 1+ (not  50-300+ (120% benthic”  Galatheid, crangonid,
bachus mature)® crabs, flatfish, eels,
dwarf cod"
Dec-05 5 data lost data lost
Opalfish Hemerocoetes Apr-06 10 16.8+1.2 23+6 - over shelf benthic? =
Spp
Spiny Squalus Dec-05 2 612+10 811 +11 6+ (mature if 50-300+ (100§ pelagic Octopus, opalfish,
dogfish acanthias male, not if crabs, galatheid,
female)? euphausiids,
myctophids, squid®
Arrow squid Nototodarus Mar-04 10 27.1+44 466 + 294 O+ 100-350+ (200§ pelagic euphausiids,
sloani amphipods, crabs,
myctophidae, saury,
squid’
Octopus Enteroctopus Apr-06 6 17.7+35 2529 +1392 - littoral to 530m  benthic® -
zealandicus
Feb-07 1 20.5 3809
Scampi Metanephrops Jan-07 6 23+9 - 200-500° benthic? -

challengeri




The lowest energy contents were obtained for octopus and scampi (approximately 3.8 kJ
g!), which were significantly different from the other species (K-W tégts0) = 34.89,

P = 0.000; M-W testsP < 0.05). Fish and arrow squid had similar energy contents (M-
W tests, P> 0.05) with means ranging from 6.3 + 0.6 KJ(grrow squid) to 8.5 + 1.9 kJ

g* (opalfish) Table 4-2).

Table 4-2. Mean + SD of the proximate composition (% wet mass) and energy content (kJ g
wet mass) of marine species from the region of the Auckland Islands Rise on the Campbell
plateau. The scientific names and number analysed are given in Table 4-1.

---------- Lipid Protein --------  ------ Moisture ------  ------- Energy ------
Species % wet Range % wet Range % Range kJ'g Range
mass mass wet mass

Hoki

6.8+29 2.8-10.6 195+1.0 17.8-20.3 71.2+29 678-756 7.1+10 6.0-8.3

Javelin 6.1+2.2 2.2-9.0 18.2+1.7 15.0-21.6 71.7+22 679-748 6.7+x08 53-7.8

Red
(April)

cod 40=x14 2.8-6.0 18.0+1.0 17.3-19.3 69.1+10 67.7-699 7305 6.9-75

Opalfish 42+15 2.1-6.0 30.3+6.3 19.8-37.1 53.3+9.0 375-722 85+19 5.2-10.6

Spiny
dogfis

Arrow
squid

Octop
(April)

122+24 10.4-13.9 19.3+0.2 19.2-194 67.1+23 655-687 8307 7.8-8.8
h

56+19 2.2-9.0 189+1.2 16.7-20.1 72.7+23 69.6-76.0 6.3+x06 5.3-7.0
us 1.8+0.6 0.8-24 13.6+1.3 12.2-153 80.2+13 78.1-820 3.8+x04 3.2-44

Scampi 11+04 0.6-2.0 15.2+1.7 145-17.1 66.4+44 608-734 3806 3.1-44

4.3.2 FA composition

Although 37 FAs were originally identified, only 30 ranging from 14:0 to 22:6n-3 were
used Table 4-3). The eight FAs removed were either short chain FAs (<14 carbons),
known to come primarily from endogenous biosynthesis (Dalsgaard et al. 2003), or FAs
(18:4n-3, 20:4n-3 and 22:2n-6) for which the identification was not certain. Some FA
methyl esters tended to co-elute when injected through the BPX70 column. This is the
case for 16:3n-4 with 17:1 and 21:5n-3 with 24:0, for which percentages were grouped

for all samples.



Table 4-3a.FA composition (mean % mass of total FA £ SD) of fish species collected in the
region of the Auckland Islands Rise on the Campbell plateas.the number of specimens
analysed per species. SAFA is for saturated fatty acids, MUFA for monounsaturated fatty acids,
PUFA for polyunsaturated fatty acids, ARA for arachidonic acid, EPA for eicosapentaenoic
acid, and DHA for docosahexaenoic acid.

Fish

Hoki Javelin Red cod Opalfish Dogfish
n 11 10 10 10 2
SAFA
14:0 5.73+0.90 4.64 £1.07 9.04 +2.96 8.14 + 2.50 4,12 +0.20
15:0 0.60 £ 0.08 0.64 £0.10 1.41 +0.49 0.95 +0.37 1.41 +0.03
16:0 2453+2.10 23.77+2.18 31.83+2.63 30.34+4.49 28.23+1.31
17:0 0.95+0.22 0.58 £0.11 1.71 +0.64 0.96 £0.28 1.27 £ 0.40
18:0 3.34 +0.47 2.51 +0.39 6.14 +0.82 6.87 +1.18 5.23+1.01
24:0 & 21:5n-3 0.20 £ 0.06 0.18 £ 0.05 0.18 £ 0.08 0.12 £0.15 0.18 £0.02
MUFA
14:1n5 0.27 £0.07 0.22 £0.06 0.24 £0.06 0.27 £0.09 0.18 £0.11
15:1 0.11 £0.05 0.21 £0.06 0.22 £0.07 0.22 £0.09 0.33+0.24
16:1n-7 5.87 £ 0.64 7.25+0.80 4,96 +0.63 7.58 £1.35 5.59 +0.26
17:1 & 16:3n-4 0.42 +£0.05 0.66 +0.17 0.47 £0.13 0.78 £0.31 1.05+0.03
18:1n-9 19.34+1.07 23.30+4.20 13.40+145 18.19+1.24 18.97+0.67
18:1n-7 3.64+0.14 3.91 +0.68 3.27 £ 0.85 3.82+0.61 4,18 +0.34
18:1n-5 0.22 £0.05 0.45 £ 0.06 0.38+£0.20 0.36 £0.08 0.31+£0.01
20:1n-11 0.38 £0.08 1.19 £0.36 0.45 £ 0.08 0.51 £0.17 1.56 £0.24
20:1n-9 9.37 £0.90 10.03+152 5.41+1.65 7.10+2.10 5.92 +1.96
22:1n-11 2.70 £0.32 1.91 +0.58 1.16 £0.27 1.30+0.34 2.60+1.39
22:1n-9 0.88 +0.17 0.74 +0.29 0.51+0.21 0.53+0.12 2.98 + 0.63
PUFA
16:4n-1 0.08 £0.06 0.08 £0.03 0.07 £0.03 0.10 £0.08 0.10 £0.04
18:2n-6 1.32+£0.11 1.15+0.10 1.08 +0.19 0.58 £0.32 1.10 £ 0.27
18:3 0.74 £0.05 0.70 £0.10 0.58 £0.10 0.39+0.24 0.80 £0.06
20:2n-6 0.22 +0.04 0.21 +0.04 0.31 +0.06 0.14 +£0.09 0.23+0.02
20:3n-6 0.05 £ 0.04 0.07 £0.02 0.04 £0.00 0.03 £0.04 0.02 £0.02
20:3n-3 0.16 +0.03 0.20 +0.05 0.11 +£0.03 0.05 +£0.07 0.04 +£0.00
20:4n-6 (ARA) 0.49 £0.12 0.53 +£0.09 0.73+0.61 0.61 £0.92 1.03+0.15
20:5n-3 (EPA) 6.76 £ 1.16 6.36 £ 0.96 5.13 +1.27 3.73+3.36 3.97 £0.08
22:5n-6 0.04 £0.03 0.08 £0.03 0.08 £0.09 0.05+0.13 0.24 £ 0.06
22:5n-3 1.50+0.30 0.93+0.28 1.11 £0.63 0.43 +0.50 1.26 +0.34
22:6n-3 (DHA) 10.08+1.80 7.49+1.67 9.98 + 3.85 5.87 +5.17 7.11 +0.27
Total SAFA 35.33+£3.83 32.33+3.90 50.32+7.62 47.38+8.97 40.44+2.97
Total MUFA 43.21+3.53 49.87+8.77 30.47+560 40.65+6.51 43.66+5.88
Total PUFA 21.45+3.75 17.80+3.38 19.22+6.87 11.97+10.93 15.90%1.30




Table 4-3b. FA composition (mean % mass of total FA + SD) of cephalopods and crustacean
species collected in the region of the Auckland Islands Rise on the Campbell plai®oe
number of specimens analysed per species. SAFA is for saturated fatty acids, MUFA for
monounsaturated fatty acids, PUFA for polyunsaturated fatty acids, ARA for arachidonic acid,
EPA for eicosapentaenoic acid, and DHA for docosahexaenoic acid.

Cephalopods Crustacean

Arrow squid Octopus Scampi
n 10 7 6
SAFA
14:0 8.22+1.44 7.67 +5.20 1.56 +0.21
15:0 0.74+£0.10 1.25 +0.62 1.08 +0.23
16:0 26.15+2.40 29.38 £ 4.87 18.55+1.13
17:0 1.76 £0.27 1.58 +£0.39 0.79+0.21
18:0 3.92 £0.27 7.31+0.83 4,69 £0.76
24:0 & 21:5n-3 0.36 £0.09 0.22 +0.21 0.12 £0.05
MUFA
14:1n5 0.29 £0.09 0.32+0.22 0.09 £ 0.07
15:1 0.45 +£0.08 0.66 £0.38 0.59+0.44
16:1n-7 2.90 £0.37 6.17 £2.48 8.84 + 3.58
17:1 & 16:3n-4 0.19£0.04 0.98 £0.49 1.55+0.23
18:1n-9 7.46 £0.77 10.98 + 2.85 20.54 + 4.54
18:1n-7 2.99+0.28 470+ 1.54 7.36 £1.32
18:1n-5 0.37 £0.05 0.43 +£0.09 0.21 £0.09
20:1n-11 0.55+0.18 0.77 £0.50 0.87 £0.51
20:1n-9 435+1.04 5.83+1.29 3.57+1.43
22:1n-11 0.83+0.31 0.58 £ 0.53 0.77 £0.49
22:1n-9 0.25 +£0.07 1.16 £ 0.30 0.50 £0.24
PUFA
16:4n-1 0.27 £0.08 0.05 +0.06 0.21 £0.07
18:2n-6 1.45+0.22 0.35+0.13 0.70 £0.10
18:3 1.39 £0.25 0.32+0.15 0.59+0.20
20:2n-6 0.26 £0.03 0.39+£0.28 0.81£0.13
20:3n-6 0.02 £0.02 0 0
20:3n-3 0.29 £0.05 0.19+£0.12 0.16 £ 0.04
20:4n-6 (ARA) 1.02 +0.18 2.88+2.40 3.36£1.40
20:5n-3 (EPA) 13.30 + 1.66 6.29 £ 3.92 10.79 + 3.85
22:5n-6 0.17 £0.08 0.12 £0.08 0.23+£0.05
22:5n-3 0.68 £0.17 0.75+0.55 0.51 £0.08
22:6n-3 (DHA) 19.37 + 3.07 8.66 £5.70 10.98 + 3.34
Total SAFA 41.15+457 47.41+12.11 26.79 £ 2.60
Total MUFA 20.62+3.28 32.60+10.68 44.88+12.94
Total PUFA 38.22+5.80 19.99 +13.40 28.34 £ 9.26




Overall, the FAs in greatest percentages were 14:0, 16:0, 16:1n-7, 18:0, 18:1n-9, 18:1n-
7, 20:1n-9, 20:5n-3 and 22:6n-3, accounting for approximately 88% of the total FAs
(Table 4-3). Saturated FAs (SFAs) varied from 26.79 + 2.60% (scampi) to 50.32 *
7.62% (red cod), monounsaturated FAs (MUFASs) from 20.62 + 3.28% (arrow squid) to
49.87 + 8.77% (javelin fish), and PUFAs from 11.97 + 10.93% (opalfish) to 38.22 +
5.80% (arrow squid). A plot of the first three PCs representing 68% of the total variance
was created from the PC analysis run on transformed percenkaged-@). Overall,
species were well distinguished from each other by their FA profiles, except the seven
octopi which did not show any grouping. Individual FA percentages were all
significantly different between species (ANOVABF = 7 between groups and 65 in
total, P < 0.05). FA compositions of pelagic (arrow squid, spiny dogfish, hoki and
javelin fish) and benthic living species (octopus, opalfish, red cod and scampi) were
well separated along PC1 (28% of total variance) and PC2 (21% of total varigigce) (
4-2). Pelagic species were mainly confined in the lower front region of the plot driven
by high positive loadings of 20:5n-3, 22:6n-3 and 20:3n-3 on PC1, and high negative
loadings of 14:0, 18:2n-6 and 22:1n-11 on PE®.(4-2). FA profiles of arrow squid

were distinguished from the other pelagic species on PC3 (19% of total variance), and
displayed the highest levels of some of the main FAs 20:5n-3 and 2ZT&éxnig @-3b).

Hoki and javelin fish were distributed closeBid. 4-2), both with high levels of 18:1n-

9, 22:1n-11 and 20:1n-9Téble 4-3a). The intra-specific variability among pelagic
species was smaller than among benthic species, the latter showing a high dispersal of
FA compositions Eig. 4-2). Within the benthic species, only scampi individuals were
well grouped on PC1 and PC2 at the top of the plot, and displayed high values of 20:5n-
3, 22:6n-3, 20:4n-6, 18:1n-9 and 18:1n-Falfle 4-3b). In contrast, benthic-living
opalfish had the lowest levels of 20:5n-3 and 22:6n-3 recorded. The amount of 20:4n-6
IS unique to scampi, being three times greater than in other species, except for some
octopus Table 4-3b). Finally, red cod caught in April showed distinct FA profiles from
those caught in Decembétig. 4-2).
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Figure 4-2. Plot of the first three principal components (PA$)e variance explained by ei
component is displayed in parentheses on each axis. Benthic species are represente
symbols, and pelagic species by white symbols. The number of individuals analysed
species is indicated in parenthesesha tegend. Fatty acids with the highest positive
negative loadings are noted along each axis.

4.4 DISCUSSION

This study reported the proximate and FA compositions of marine species from the
Auckland Islands Rise on the Campbell plateau, in the New Zealand sub Antarctic
region. In general, my results demonstrated that the FA signatures could distinguish the
marine species analysed, and on a broader scale, the type of liadpitdtZ). However,

within-species variability is large among benthic species such as octopus, for which FA
profiles overlap with other species. The digestive tracks of specimens were not

removed, and this may have contributed to this high variability.

4.4.1 Proximate composition and energy density

Energy contents of the marine fish analysed did not show significant variation, although

their lipid and protein contents varied significantlyrable 4-2). Within the



invertebrates, arrow squid had comparable proximate composition and energy content to
most fish, whereas the lowest values were recorded in octopus and scampi individuals.
My results are consistent with the only other data recorded for the lipid and protein
contents of arrow squid and red cod (Vlieg 1984a, c), although these specimens were
collected further north in waters around the main islands of New Zealand. However, the
present values for hoki were higher than previously reported for fish of similar lengths
caught around the main islands of New Zealand (Vlieg 1984a), but comparable to those
for hoki from waters off eastern Tasmania, Australia (Blaber and Bulman 1987). No
comparable data are available in the literature for the invertebrates scampi and octopus,
although similar results, including low content of lipid, have been reported for other
species of octopus and benthic crustaceans (Gokodlu and Yerlikaya 2003; Rosa and
Nunes 2003; Roset al. 2005; Pilar Sieiro et al. 2006; Ozoglal. 2008). Graevet al.

(1997) explained the lower lipid values of benthic invertebrates in comparison with
pelagic species by their “sluggish life” (wait for prey) that requires minimum energetic
expenditure. In contrast, pelagic species accumulate lipids for energy reserve and for
buoyancy (Sargent 1976). Red cod and opalfish, although considered benthic species,
showed similar lipid levels to the pelagic species. This could be explained by a more
dynamic feeding strategy than scampi and octopus.

Lipid content, and thus energy content and FA composition, are known to vary greatly
according to prey size, season, and maturity stage, (Anthonyet al. 2000; Budget

al. 2002; Iverson et al. 2002). Only few individuals per species were analysed here,
therefore it must be kept in mind that these results represent individuals of a certain size

and time of the year before making comparative studies.

4.4.2 FA composition in relation to diet

In marine ecosystems, PUFAs 20:4, 20:5, 22:5, and 22:6 originate in phytoplankton,

and are conserved with little catabolism through the food chain (Saegaht 1987),

and therefore are potential biomarkers for marine food webs. The relative conservation
of FAs from one trophic level to another has been validated by experimental studies

(e.g., Fraser and Sargent 1989; Graewal. 1994b; Kirsch et al. 1998; Dalsgaard and

St John 2004), and demonstrated the relevance of dietary FAs as qualitative markers of
trophic interactions. FA profiles among individuals of the same species analysed herein

were generally grouped together, and species distinguished from each other in the PC



plot (Fig. 4-2. The exception is the octopus showing a great variability in FA
composition between specimemsg. 4-2).

Among the benthic species studied (red cod, opalfish, octopus and scampi), red cod is
the only species for which diet information is available (J. Forman pers. comm.). Thus it
is presently difficult to link the present results on FA composition with the feeding
biology of the benthic species. However, it is known that opalfish and octopus are
species which do not live in schools (Ayling and Cox 1982; O'Shea 1999), thus
individuals are more likely to encounter different prey than schooling species, resulting
in a higher variability in FA profiles. This is consistent with the high variation of the FA
composition of octopi and some opalfigfig. 4-2). FA profiles of individual red cod
showed variation with the time of capture (Decemixer April; Fig. 4-2). Temporal
variation in FA composition may be related to a different diet and/or rate of metabolism
between seasons. Change in metabolism through time is generally due to different
maturity stages or sizee.g., Anthonyet al. 2000; Budgest al. 2002; Iverson et al.
2002). Nevertheless, red cods analysed in this study were juvenile fish of similar sizes,
thus changes in FA profiles between December and April must be mainly influenced by
diet variation. This hypothesis cannot be validated to date as the only red cod specimens
with diet information were collected in December-January ohable 4-1, J. Forman

pers. comm.). Among pelagic species, the two spiny dogfish displayed intermediate FA
signatures between benthic individuals and other pelagic sp&tps4(2). Although

these two specimens may not be representative of the species, these results are
consistent with the reported diet of spiny dogfish in New Zealand waters, feeding on
both benthic (octopus, opalfish, crabs) and pelagic species (galatheid, euphausiids,
myctophids, and squids)léble 4-1) (Hanchet 1991). There was a high degree of
overlap in the FA profiles of hoki and javelin fidhd. 4-2), which is in agreement with
previous data that these species have a similarthbld 4-1) (Clark 1985; Blaber and
Bulman 1987). The average values of 20:1n-9 and 22:1n-11 were generally higher than
in the other fish species studietiaple 4-3a). These FAs are the trophic markers of
calanoid copepods (Sargent and Falk-Petersen 1988; Getalel994a; Hagen et al.
1996), which are foraged by other zooplankton such as amphipods and euphausiids
(Auel et al. 2002; Dalsgaardt al. 2003). Hoki and javelin fish eat amphipods and
euphausiids Table 4-1) (Clark 1985; Blaber and Bulman 1987), explaining the high
values of 20:1n-9 and 22:1n-11 comparing to other species. However, arrow squid is

also a known predator of zooplankton, yet did not show high values of these FAs.



Furthermore, FA profiles of arrow squid were well separated from those of javelin fish
and hoki, with high concentrations of 20:5n-3 and 22:6m&ble 4-3h Fig. 4-2). This
unexpected profile compared to other species sharing the same trophic niche, would
suggest that factors other than diet influence the FA composition of the marine species
studied, at least for the squid. 20:5n-3 and 22:6n-3 originate from phytoplankton
(Sargentet al. 1987), and are generally found in important amounts in cephalopod
species (Phillipgt al. 2001; Rosat al. 2005; Ozogutt al. 2008). Phillipgt al. (2001)
hypothesised that squid either selectively retains these FAs from the diet, or that this
taxum is able to elongate n-3 precursors. Similarly, the benthic species scampi showed
high levels of 20:5n-3 and 22:6n-3. Scampi has however a unique FA signature with a
high proportion of 20:4n-6Hig. 4-2, Table 4-3b), which is consistent with reported
levels of this FA in some other benthic invertebrates (Grag¢w. 1997; Hagen et al.
2000). Nonetheless, 20:4n-6 is only abundant in macro-algae (Geteale 2002),
whereas deep-systems, such as the scampi habitat, receive low quantities of 20:4n-6
from phytoplankton sedimentation (Ackman et al. 1968). Thus, for both arrow squid
and scampi, diet alone does not explain the levels of some FAs, and it is suggested that
these species may either selectively retain certain long-chain PUFAs, or elongate
unsaturated 18-carbon FAs. To investigate this possibility, a further step would be to
analyse the lipid classes of arrow squid and scampi. Indeed, triacylglycerols (TAGS),
phospholipids (PLs), wax esters, and free FAs have different chemical properties, and
their compositions are not influenced to the same degree by dietary FAs (Sargent 1976;
Dalsgaard et al. 2003). TAGs, which are the main lipid class in most fish species
(Clarke et al. 1984), are the common form of energy storage (Patton 1975), whereas
PLs have a structural role in biomembranes (Sargent 1976). PLs were found to be the
major lipid class in some species of cephalopods and crustaceans in which 20:5n-3,
22:6n-3 and 20:4n-6 were in high concentrations (Phitpal. 2001; Rosa and Nunes
2003; Pilar Sieiro et al. 2006).

4.5 CONCLUSION

This chapter reports the proximate and FA compositions of marine species from the
Auckland Islands Rise on the Campbell plateau, in the New Zealand sub Antarctic
region. Despite the limitation of FA trophic markers for arrow squid and scampi, these

findings provide a basis for greater understanding of trophic links between species of



great commercial importance (hoki) and of less value (javelin fish, spiny dogfish, red
cod, octopus and opalfish). Moreover, this study can have several applications at higher
trophic levels. The proximate composition and energy contents of the marine species
studied gives an insight into their nutritional values in terms of food, and may be
included in bioenergetics models of higher trophic predators. Also, the FA compositions
reported here can be used to estimate the prey composition in the diet of predators such
as marine mammals in a quantitative model (lverson et al. 2004). Due to some overlap
between the FA profiles of different species, the grouping of several species or splitting
of one species in several groups may be necessary before the application of such a
model. Further analyses on marine individuals from the Campbell plateau are required

to understand the intraspecific variability of the FA composition.
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Abstract

Quantitative fatty acid signature analysis (QFASA) was tested on New Zealand (NZ2)
sea lions Phocarctos hookeyiincidentally caught in the NZ squid fishery to determine
their long-term diet during the first half of the lactation period. The QFASA model used
fatty acid (FA) profiles based on 82 blubber samples of sea lions (51 females and 31
males) by-caught between 2000 and 2006. First, QFASA was optimised by a series of
simulations for which one model parameter (the set of calibration coefficients (CCs),
the set of FAs and the consideration of prey individuals or groups) varied each time.
Second, the diet of NZ sea lions was estimated using the optimal parameters and
variation between sexes and years assessed. QFASA was highly sensitive to the set of
CCs applied. The most important prey estimated using the optimal parameters (CCs
from Steller sea lion&umetopias jubatugsed on herring, 23 FAs, prey individuals)
were arrow squidNototodarus sloan{28% median mass), rattails Macrouridae (27%
median mass), hokMacruronus novaezelandia€l0% median mass), and red cod
Pseudophycis bachyg% median mass). The contribution of each prey in the diet was
comparable to what was previously determined by stomach analysis with the exception
of rattails which were found in low percentages by mass in the stomach contents.
QFASA and stomach analysis represent different time frames of diet inference, which
may explain the difference in the rattail contribution between the methods. Despite the
uncertainty on the accuracy of the match between the optimal CCs used and the true FA
metabolism of NZ sea lions, the consistency of the main prey estimated between
QFASA and stomach analysis gave strength to the QFASA predictions. The most
important estimated prey were demersal species living mainly at depths > 200 m that
sea lions encounter on the slopes of the Auckland Islands shelf. The present study
emphasised the importance of these areas for by-caught NZ sea lions over the first half

of the lactation period.



5.1 INTRODUCTION

The New Zealand (NZ) sea lioRljocarctos hookeyihas been classified as “vulnerable

in decline” by the International Union for Conservation of Nature (IUCN) (Gales 2008)
and “threatened” under the NZ Threat Classification System (Hitchmeugh 2007).

The population is limited to approximately 12000 individuals (Campdtedll. 2006),

and it is one of the most localised pinniped with 86% of the entire pup production born
at the Auckland Islands (50°30'S, 166°E) (Chilvetsal. 2007b). The stable or even
decreasing population of the NZ sea lion (Chilversal. 2007b) is in marked contrast

with the large growing population of the sympatric NZ fur seal (Harcourt 2001). The
“success” of NZ fur seal8rctocephalus forsternas been attributed to their epipelagic
foraging strategy (Harcouet al. 1995; Mattlin et al. 1998; Harcowat al. 2001) shared

with other otariids with large populations.g., Boyd et al. 1994; Horning and Trillmich
1997; George®t al. 2000; Weise 2006), whereas benthic feeders such as the NZ sea
lion tend to have smaller or stable populatioag( Thompson et al. 1998; Costa and
Gales 2003; Chilverst al. 2006). Female NZ sea lions make deep and long dives at
depths averaging 130 m, and maximise their time at the benthos when diving (Costa and
Gales 2000; Chilverst al. 2006). This strategy is advantageous if the food resource on
the seabed is predictable (Costa 1991). Therefore, data on the composition of the diet
and prey availability are essential to better understand the energetics of the NZ sea lion,
and may explain part of the low reproductive success of this marine mammal (Chilvers
2008b).

The diet of NZ sea lions at the Auckland Islands has been investigated through the
analyses of scat samples, regurgitates and stomach contents (Childethaus001;
Chapter 2). These methods rely on the recovery of prey hard parts, and are subject to
biases, as prey may not have any hard part resistant to digesgqrcfustaceans), and

prey structures have species-specific digestion rates leading to the underestimation of
fragile parts €.g., small otoliths) or the overestimation of non digestible pattg, (

squid beaks)d.g.,Bigg and Fawcett 1985; Dellinger and Trillmich 1988; Bowen 2000;
Staniland 2002; Tolliet al. 2007). Thus, dietary studies of marine mammals more and
more include the combination of traditional techniques with biochemical ones such as
fatty acid (FA) and stable isotope analyses, which overcome biases related to
differential gut digestiond.g., Iverson et al. 1997a; Brown et al. 1999; keal. 2002a;
Bradshawet al. 2003; Grahl-Nielsen et al. 2005; Hall-Aspland et al. 2005; Herman et



al. 2005; Staniland and Pond 2005; Dehn et al. 2007; Tuskal. 2008). FAs are the

main constituents of most lipids, and provide energy storage mainly situated in the
subcutaneous fat (blubber) in marine mammals (Iverson 2002). Uptake of dietary FAs
by adipose tissue involves several steps: absorption in the small intestine, incorporation
into chylomicron triacylglycerol (TAG), hydrolysis of this TAG by the adipose tissue
lipoprotein lipase, uptake of FAs and esterification within adipocytes. FA molecules are
not degraded during this process, and the long-chain FAs are thought to be deposited in
the adipose tissue with minimal modification and/or in a predictable manner (Summers
et al. 2000; Iversoret al. 2004), potentially reflecting the diet over weeks to months
(Kirsch et al. 2000; Iverson et al. 2004; Coopéeal. 2005; D. Tollit unpubl. data).

FA analysis has been extensively used to assess geographical, temporal, and ontogenetic
variation in the diet of a variety of marine mammag(, Iversoret al. 1997a; Walton

et al. 2000; Leeet al. 2002a; Walton and Pomeroy 2003; Samuel and Worthy 2004;
Staniland and Pond 2004; Hermanal. 2005; Smith and Worthy 2006; Beck et al.
2007b; Thiemann and Iverson 2007; Walton et al. 2007). Inference of prey species
ingested by the comparison of the raw FA profiles of prey and predator alone is not
adequate, as the FA array is large and generally a FA is not specific to a particular prey.
Furthermore, there is variation in the metabolism of individual FAs by the predator so
that the proportion of FAs deposited in the adipose tissue of the predator will differ
from that occurring in the prey. However, by using FA profiles in conjunction with a
model taking into account FA metabolism (by including calibration coefficients (CCs)),

it is believed possible to estimate the species composition. This method, named
guantitative FA signature analysis (QFASA), was developed by Iversah (2004)

and since, has been used to infer the diet of several marine predators (lverson et al.
2006; Beck et al. 2007a; Iverson et al. 2007). The CCs are determined empirically with
captive animals fed on controlled long-term monotypic dietg.( lverson et al. 2004),

and are unlikely to be determined specifically for NZ sea lions in the near future. Thus,
CCs determined in other species of pinnipeds (lverson et al. 2004; D. Tollit unpubl.
data) are presently the only available CCs that can be used for the application of
QFASA on NZ sea lions.

Given this limitation, the present study investigated whether QFASA was sufficiently
robust to provide useful insights in the long-term diet of the NZ sea lion. My specific
aims were (1) to evaluate the sensitivity of the QFASA model on blubber of by-caught

NZ sea lions by using different CC sets available in the literature; (2) to optimise



QFASA parameters, and finally; (3) to estimate the diet of NZ sea lions. QFASA
estimates by year and by sex are discussed in term of feeding ecology and biases related
to differential FA metabolism between groups. Overall estimates are compared with

stomach contents from the same individuals (Chapter 2).

5.2 MATERIALS AND METHODS

5.2.1 Sample collection

NZ sea lions captured accidentally in the NZ sub-Antarctic arrow sélotb{odarus
sloan) fishery (operating annually from February to May) were frozen onboard, and
sent frozen to Massey University, NZ, for necropsy. During necropsy, a full-depth 60
mn¥ piece of blubber (including skin and some muscle) was cut from the mid-sternal
region, stored in a plastic bag from which air was expelled, and placed at -20°C.
Females were categorised as either non-lactating (NLF) or lactating (LF) by the
examination of the mammary gland for development and presence of secretion. The
individuals included in this study were all mature as determined by visual examination

of the ovaries and histological examination of the testes (details in Duignan et al. 2003).

5.2.2 Lipid analysis

Lipids from blubber were extracted following Foleh al. (1957). Briefly, lipids were
extracted in a mixture of 8:4:3 chloroform:methanol:saline water (v:v:v) containing
0.01% butylated hydroxytoluene (BHT) as an antioxidant. FA methyl esters were
prepared using 10% boron trifluoride in methanol, and extracted into hexane. They were
analysed by gas chromatography using a polar capillary column coated with 50%
cyanopropyl polysiloxane (0.28m film thickness; &W DB-23, Folsom, California).

Further details of the laboratory protocol are given in Chapter 3.

5.2.3 QFASA model

The diets of individual sea lions were estimated using the model described by kterson
al. (2004), and the FA library of prey from the Auckland Islands region (Chapter 4).
The model takes the mean FA profiles of each prey species in the prey library, and

estimates the mixture of prey FA profiles that comes the closest to match the FA profile



of the predator’s adipose tissue. Then, the best mixture is weighted by the fat content of
each prey species, and translated into a diet estimate (percentage mass).
Therefore, in addition to the FA profile of the predator's adipose tissue, QFASA
requires:

1. An optimisation model

2. CCs to take into account lipid metabolism occurring in the predator

and 3. A FA library of potential prey and their lipid content

to estimate the diet of a predator.

5.2.3.1 Optimisation model

The predicted FA profiléy of the predator’s adipose tissuesycalculated as:

éy = [Zn: ps} (from Iversonet al. 2004) [Eq. 1]
i=1

With p;, proportion of preyi; §, FA profile of preyi; n, number of prey. The
optimisation process choosesuch as, is the closest solution tg @rue FA profile of
y). The distance minimised betweep &d S, is the Kullback-Liebler (KL) distance

calculated over all FAs as:

KL:Zm:(gj -5, )Iog{%j] (from Iversoret al. 2004) [Eq. 2]

J

With S, ;, true value of FA of predatoly; Sy, predicted value of FAof predatory; m,
number of FAs. KL values given in the outputs are an indication of fit as the
optimisation minimises this value. The optimisation uses a quasi-Newton algorithm
with a BFGS (Broyden-Fletcher-Goldfarb-Shanno) formula, and was carried out with a
package developed at Massey Universkatly acid solution R. Sherriff & P.C.H.
Morel). Results given by this package were verified with the package Fascalc (Fascalc v
1.11, M.J.Walton, SMRU, University of St Andrews, UK).

5.2.3.2 Calibration coefficients CCs

CCs account for the differential deposition and synthesis of FA during lipid metabolism

occurring in the predator’s adipose tissue. CCs were determined from experiments in



which captive seals were fed on diets of know FA compositions. To date, they are
available for several pinniped species (lverson et al. 2004; Ceb@tr2005; Tollitet

al. 2006; D.Tollit unpubl. data), minkiustela vison (lverson et al. 2006) and common
murre Uria aalge (Iverson et al. 2007). Before the optimisation starjss $livided by

CCs for each FA@nd renormalised to sum 100%.

5.2.3.3 FA library of potential prey

The prey library is composed of fish and cephalopods known to be significant prey of
NZ sea lions in the Auckland Islands region by previous stomach content and faeces
analyses (Childerhouset al. 2001; Chapter 2). They include hokiacruronus
novaezelandiaén = 11), javelin fish_epidorhynchus denticulatys = 10, representing

the rattail group,.e., Macrouridae), opalfisitHemerocoetespp (n = 10), red cod
Pseudophycis bachugn = 10), arrow squid (n = 10) and octopHEsteroctopus
zealandicugn = 7). ScampMetanephrops challenge(a crustacean, n = 6) and spiny
dogfish Squalus acanthiaga cartilaginous fish, n = 2) were added as potential prey,
since they are abundant in the area where sea lions forage (Jacob et al. 1998; O'Driscoll
et al. 2003). They were not reported as prey from traditional methods, probably because
they are likely to digest quickly in the gut after ingestion, due to the absence of parts
hard enough to resist digestive juices. All specimens were collected around the
Auckland Islands from December to April between 2004 and 2007, and their FA

profiles and fat contents were previously analysed (Chapter 4).

5.2.4 Sensitivity analysis of QFASA

5.2.4.1 Redefinition of prey groups

The first part of the validation procedure for QFASA is to check that the model can
correctly identify individual prey. For this, FA profiles of individual prey (Chapter 4)
were entered as predators in the model, and were compared to mixtures of prey FA
profiles computed by the model. Opalfish and octopus displayed a high diversity of FA
profiles (Chapter 4), thus | expected some misclassification for these species by the
QFASA model. Groups of prey were redefined by splitting octopus (seven individuals
in total) into two groups, and by deleting three individuals in the opalfish group (ten in

total) for which FA profiles were greatly different from that of the seven remaining



opalfish (Chapter 4). Proportions of prey species were predicted in a new model
simulation with the mean of redefined prey groups.

5.2.4.2 Optimisation of model parameters

The optimisation involved the variation of three parameters: the FA set (1), the CC set
(2), and the account of prey individual variability or not (3). (1) Two sets of FAs were
used: The first set of 27 FAs includes all FAs in common between prey and blubber
samples (list of FAs in Table 3-2 of Chapter 3 minus 18:4n-3, 20:4n-3 and 22:4n-6).
FAs 15:0, 14:1, 15:1 and 18:1n-5 had a minor contribution to the total mass, and were
removed to create a second set of 23 FAs. Deletion of these FAs generally improves the
results obtained from the QFASA model (lverson et al. 2004; Nordsttoah 2008).

(2) For each FA set, QFASA was tested with different CCs available in the literature for
the blubber of pinnipeds. Six “scenarios” were applied for this study: no CCs, CCs from
grey sealsHalichoerus grypuded on herringClupea harenguglversonet al. 2004;
named CCs-GS/her), CCs from harp s&disca groenlandicéed on herring (lverson

et al. 2004; named CCs-HS/her), CCs from Steller sea konsetopias jubatued on

pacific herringClupea pallasii pallasiiiD. Tollit, unpubl. data; nhamed CCs-SSL/her),
CCs from Steller sea lions fed on eulachidraleichthys pacificu¢D. Tollit, unpubl.

data; named CCs-SSL/eul), and CCs from Steller sea lions fed on a mixed diet (D.
Tollit, unpubl. data; named CCs-SSL/mix). The mixed diet consisted of 64% mass
herring, 15% eulachon, 14% squid and 7% rockfish (D. Tollit, unpubl. data). (3) For
each set of FAs and CCs applied, prey individual variability was considered by taking
each prey individual as a prey group to compute the different mixtures of prey FA
profiles. Thus, instead of computing FA profiles from nine prey groups (eight different
prey with octopus divided into two groups), the model computed FA profiles from 63
“groups” (total of individuals in the prey library).

The distributions of KL values for each simulation were compared (Wilcoxon signed
ranks tests between two simulations, Friedman tests between three and more
simulations). Since KL is the distance minimised by the model, the parameters with the
lowest distribution of KL values were considered optimal and were kept to estimate the

diet of NZ sea lions from blubber FA profiles.



5.2.4.3 Diet estimates of by-caught NZ sea lions using QFASA

From the sensitivity analysis carried out previously, the optimal scenario was used to
determine diet estimates of NZ sea lions from QFASA on blubber FA profiles. Diet
estimates were compared between LFs, NLFs and males (M), and between years. These
groups were tested for significant variation of mass percentage by Kruskall-Wallis (K-
W) tests. The QFASA estimate for all combined sea lions was compared with the mass
percentages of the digested fraction of the stomachs (data in Chapter 2), believed to be a
better representation of the short-term diet of by-caught NZ sea lions (Chapter 2).

All statistical tests have anlevel of statistical significance of 0.05.

5.3 RESULTS

Eighty two whole blubber cores were analysed from 51 female and 31 male sea lions
by-caught annually between February and May from 2000 to 2G8g 5-1). The sex
categories were not all represented within the last two years, thus 2005 and 2006 were

pooled for K-W tests.

Table 5-1. Number of lactating female (LF), non-lactating female (NLF), and male (M) New
Zealand sea lions analysed per year.

Year Lactating Non-lactating Males
females females Total

2000 6 2 8 16
2001 6 2 8 16
2002 8 1 5 14
2003 2 4 5 11
2004 2 6 4 12
2005 3 1 4
2006 1 8 9
Total 28 23 31 82

5.3.1 Sensitivity analysis of QFASA

5.3.1.1 Redefinition of prey groups

Most individual prey were correctly classified to the prey species they belong to: FA
profiles of arrow squid, hoki, javelin fish, scampi and dogfish were well identified at >

90% (ig. 5-1a). Red cod, opalfish and octopus had a correct classification percentage



of 85%, 74% and 51% respectively. After redefinition of groups of opalfish and
octopus, only octopus and red cod fell into < 90% of correct classification: 11% of
octopus 1 were misclassified as opalfish, and the same amount of red cod were

misclassified as octopus Fi¢. 5-1b). Although the correct classification of red cod
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Figure 5-1. Mean predicted proportions of prey species by quantitative fatty shgichtur
analysis. Fatty acid profiles of prey individuals were entered as predators in the model :
compared to different mixtures of fatty acid profiles of (a) original mean prey species an
redefined mean prey species (see results). The correctalasaification percentage is in gt
White parts represent the percentage of misclassification, with the prey species leadi
main misclassifications in bold. For instance, in histogram (a), approximately 20% of ¢
were misclassified as scampi and hoki.



was only 71% with the redefined prey groups instead of 85% with the original groups
(Fig. 5-1), the overall correct classification had improved, therefore redefined prey
groups were kept for the next steps of the sensitivity analysis when mean prey is

applied.

5.3.1.2 Optimisation of model parameters

The distribution of KL values varied greatly between simulations with a minimal value
of 0.8 (23 FAs, individual prey, CCs-SSL/her) and a maximal value of 53.7 (27 FAs,
mean prey, CCs-GS/her)Idble 5-2). To visualise the meaning of these values,
predicted and true FA profiles of some individual sea lions were represeritied $2

with different KL values. The predicted FA profile of the sea lion with a KL value of
0.8 matched closely with the true FA profile, whereas large differences are visible
between the predicted and true percentages of FAs for the sea lion with a KL value of
53.7 Fig. 5-2). Simulations using 23 FAs gave median KL values that were up to 15%
lower than those with 27 FASTéble 5-2; Wilcoxon signed ranks test3, < 0.01).
Likewise, simulations using FA profiles of individual prey showed lower KL values
than with those using mean profiles (Wilcoxon signed ranks st<€).01). KL values
calculated using CCs-SSL/her were significantly lower than those using other CC
scenarios, irrespective of the other parameters chosen (Friedmar tesBs)1; post-

hoc Wilcoxon signed ranks testB, < 0.01) Table 5-2). The variation of KL values
between the CCs scenarios was important, with a factor of four to five times between
values Table 5-2).



Table 5-2. Kullback-Liebler (KL) values (median and range) for the different simulations
performed with quantitative fatty acid signature analysis on blubber fatty acid (FA) profiles of
New Zealand sea lions. CCs-GS/her and CCs-HS/her = calibration coefficients (CCs) from grey
seals (GS) and from harp seals (HS) fed on herring (lvessah 2004); CCs-SSL/her, CCs-
SSL/eul and CCs-SSL/mix = CCs from Steller sea lions fed on herring, eulachon and a mixed
diet respectively (D. Tollit, unpubl. data). Superscript letters show the most important
significant results from statistical testsKL values with 23 FAs and individual prey were
significantly lower than values with 27 FAs and individual prey (Wilcoxon t&sts,0.01)."

KL values with 23 FAs and individual prey were significantly lower than values with 23 FAs
and mean prey (Wilcoxon test8,< 0.01).° KL values with CCs-SSL/her were significantly
lower than values with other CC scenarios (Friedman #8st9).01; Wilcoxon tests? < 0.01).

KL values with No CCs CCs- CCs- CCs- CCs- CCs-
GS/her HS/her SSL/her SSL/eul SSL/mix
mean prey 20.6 19.3 10.5 5.1°¢ 9.8 9.6
03 EA [10.1-42.4] [6.9-52.4] [3.9-30.1] [1.4-15.0] [4.8-30.1] [3.8-29.0]
S Tindividual 15127 14.4°7 78%°  31°°°  6.7°P 7290
prey [5.6-31.4] [4.4-44.6] [2.3-24.4] [0.8-9.4] [4.0-15.7] [2.5-15.5]
mean prey 20.4 19.6 11.0 5.2¢ 10.7 9.6
) [10.1-42.4] [7.6-53.7] [4.2-31.5] [1.5-15.0] [6.1-30.2] [2.9-23.3]
1 FAS = dividual 15.3 155 88 32° 72 73

prey [6.1-31.2] [5.4-44.7] [2.6-25.6] [1.2-11.7] [4.3-17.8] [2.5-18.6]




percentage of total fatty acids by mass

Figure 5-2. Examples of predicted fatty acid profiles (in dotted line) dquantitative fatty aci

signature analysis verstrsie fatty acid profiles (in solid linef dlew Zealand sea lions, with differ:

Kullback-Liebler (KL) values. Kullback-Liebler is the mathematical distance minimised by the model
To observe the consequences of different CCs on diet estimated by QFASA, the
percentages of prey from the simulations with 23 FAs, individual prey, and the different
CC scenarios were presentedRig. 5-3. When no lipid metabolism is taking into
account (no CCs), the model predicted 70% by mass of rattails in the diet with a median
KL value of 15.1 Fig. 5-3, Table 5-2). The high dominance of rattails (> 70% by mass)
was also found with the CCs from Steller sea lions fed on eulachon and mixdégliet (
5-3), whereas the model estimated a diet with several major prey species when the CCs
from Steller sea lions fed on herring (CCs-SSL/her) and the CCs from phocids (grey
and harp seals) were applied.
In summary, the simulation showing the lowest KL values was with 23 FAs, individual
prey and CCs-SSL/her. These parameters were considered optimal and were used in
further simulations to estimate the diet of NZ sea lions by QFASA.
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Figure 5-3. Predicted proportions by mass (median) of ppgcies by quantitative fatty a
signatureanalysis on 82 blubbers of New Zealand sea lions using the parameters “23 F
“individual prey” (see text) with different calibration coefficients (CCs): CCs-GS/her and CCs-
HS/her = CCs from grey seals (GS) and from harp seals (HS) fed on herring (rteat@004)
CCs-SSL/her, CCs-SSL/eul and C8SL/mix = CCs from Steller sea lions fed on her
eulachon and a mixed diet respectively (D. Tollit, unpubl. data). The prey opalfish, scal
spiny dogfsh were deleted because their estimated proportions were nil or only
percentage.

5.3.2 Diet estimates of by-caught NZ sea lions using QFASA

Overall, arrow squid, hoki, rattails and red cod made up the bulk of the diet estimated
by QFASA, with > 80% mean mass, and were present in more than half the samples
(Table 5-3). Arrow squid was the most important prey (median of 28% mass) followed
by rattails and hoki (median of 27 and 10% mass respectively). Scampi, octopus and
spiny dogfish were considered minor prey by the model with mean mass < 10%, while
opalfish was quasi-absent with a mass estimate for only four samplas 6-3).

The estimated diet of males was significantly different from that of females with a lower
contribution of hoki in their estimated diet (K-W tebBk; g, = 7.96,P = 0.019; M-W
tests,P < 0.05), and a higher contribution of red cod (K-W telstg, = 7.81,P = 0.020;

M-W tests,P < 0.05) Fig. 5-4). Estimated diets of by-caught lactating and non-
lactating females did not show any significant difference in their estimated diet (M-W
test,P > 0.05) Fig. 5-4). Consequently, all females were grouped together to look at

diet differences between years.



Table 5-3. Predicted proportions by mass of prey species by quantitative fatty acid signature
analysis for 82 by-caught New Zealand sea lions with the optimal parameters from the
sensitivity analysis (23 FAs, calibration coefficients from Steller sea lions fed on herring,
individual prey). O is occurrence (number of individuals for which the prey has a percentage
mass > 0). Values between thé"2fd the 78 percentiles represent the interquartile range in
which 50% of the data falls.

Prey o) %0 mean median 2%ercentile 75 percentile
Arrow squid 77 94 30 28 14 46
Hoki 74 90 17 10 2 27
Rattails 77 94 29 27 13 39
Red cod 68 83 11 4 0 18
Opalfish 4 5 <1 0 0 0
Octopus 28 34 4 0 0 <1
Scampi 50 61 8 1 0 8
Spiny dogfish 37 45 2 0 0 1
100%

, 20% 7 m dogfish

-% scampi

2 60% - O octopus

) > red cod

o a .
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Figure 5-4. Mean percentages of prey species estimated by quantitative fattgigicedur
analysis with the optimal parameters from the sensitivity analysis (23 FAs, cali
coefficients from Steller sea lions fed on herring, individual pfey)actating female (LF
nondactating female (NLF) and male (M) New Zealand sea lions. The number of s
available for each category is shown in parenthesis.



Within females, the estimated percentage of arrow squid in the last three years of study
(2004 to 2006) was significantly higher 87% mass) than that in the previous years
(mean mass of 26%; K-W te$is 5; = 11.84,P = 0.037; M-W testsP < 0.05) fFig. 5-

5a). Hoki contributed more than 20% of the diet by mass for the first five years, but
only 4% for the combined years of 2005-2006 (K-W telgts;= 22.16,P < 0.001). In
contrast, the contribution of octopus was 19% by mass in 2005-2006, but less than 3%
in previous yearsHig. 5-5a). The proportions of rattails and red cod in the diet of
females did not differ significantly between years (K-W teBts, 0.05). There was no
statistical differences between years in the diet of mddgs 6-5b; K-W tests,P >

0.05).

The proportions of arrow squid, hoki and red cod in the diet were in comparable
amounts when estimated by either stomach analysis or QFAIBA §-6). However,
rattails were the second most important prey in the diet estimated by QFASA (24%
mass), while there were only 5% of the digested fraction of the stomBighH{6).
Octopus showed a reverse trend with the highest contribution in the stomach contents
(33% mass) versus small contribution estimated by QFASA (4% mass).

5.4 DISCUSSION

The purpose of this study was to assess the use of QFASA as a method for estimating
the long-term diet of NZ sea lions. Diet estimates on by-caught animals presented here
are to be considered with caution as the QFASA model is highly sensitive to the
calibration coefficients, which at the present time are only available for one otariid
species: the Steller sea lion. However, the fact that arrow squid, rattails and hoki were
estimated major prey by QFASA in the long-term diet of NZ sea lions is consistent with
previous knowledge on the diet and foraging behaviour of this species (Childeghouse

al. 2001; Chilverst al. 2005; Chapter 2).
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5.4.1 Sensitivity of QFASA

The reliability of QFASA lies in the quality and accuracy of the data that are entered in
the model. QFASA requires information on the FA profiles of the predator studied, the
FA profiles and fat contents of all potential prey (prey FA library), and an
understanding on the differential deposition of FAs in the predator's adipose tissue
(expressed as CCs) (Iverson et al. 2004).

Blubber FA signatures will reflect dietary FAs if the adipose tissue sampled is actively
metabolising (Budget al. 2006). The blubber analysed in this study, collected from the
sternum region, is thought to be a fat depot because its thickness in this area is
positively correlated with body mass (Massey University, unpubl. data).

The prey FA library is comprised of six species identified as common in the diet of NZ
sea lions from stomach analysis (arrow squid, hoki, javelin fish, red cod, opalfish and
octopus) (Chapter 2), and two species that are abundant in the Auckland Islands region
(scampi and spiny dogfish) (Jacob et al. 1998; O'Drisetodll. 2003). However, it does

not include all potential prey of the NZ sea lions: barracdttgrsites atun, ling
Genypterus blacodegack mackerellrachurusspp., warehowseriolella spp., and the

wary squidMoroteuthis ingensre minor prey in the stomach contents (Chapter 2) and

were not included in the prey FA library due to a lack of material available for analysis.



Nonetheless, they might be significant prey by mass in the long-term diet of sea lions
because they are common species in the waters of the Auckland Islands region (Jacob et
al. 1998; O'Driscollet al. 2003). Thus, the addition of the species cited above in the
prey FA library will significantly improve the accuracy of the diet estimation of NZ sea
lions.

Once a prey library is acquired, a prerequisite of QFASA is the assessment of overlap
between FA profiles of prey species, and of FA variability within the same prey. The
regrouping of prey such as octopus (subdivision into two groups) and opalfish (removal
of some individuals) was necessary in this study as these benthic species showed a great
variation in their FA profiles (Chapter 4). This diminished the overall misclassification
of prey speciesHig. 5-1) with all prey groups except red cod at a correct classification
percentage of > 80%. However, the FA profiles of the individual prey gave better
optimisations (smaller KL medians) than the mean profiles of prey groups and were
preferred in this study for the estimation of the diet of NZ sea lions. Other studies using
QFASA included the prey species variability by resampling the prey library using a
bootstrap procedure (lverson et al. 2004; Beck et al. 2007a). Yet, resampling mean FA
profiles of prey did not give any significant differences in KL values with no
resampling (L. Meynier unpubl. data), probably because the number of individual prey
available in each group was small.

Another prerequisite of QFASA is the accounting of lipid metabolism and deposition in
the predator’s adipose tissue, which is expressed by the CCs in the model. CCs are
certainly the most challenging parameter to obtain for QFASA, because they are
calculated from captive animals fed on a controlled diet for several months. Even if the
pattern of deposition is similar among marine species for which long-term diet studies
were carried out (Ilverson et al. 2004; Iverson et al. 2006; Iveetoml. 2007;
Nordstromet al. 2008), the CC for a particular FA seems to depend on the predator’s
taxum (.e., otariidae, phocidae) or species considered (lverson et al. 2004;eTallit
2006), or even on the meals eaten by the same predator (D. Tollit, unpubl. data). This
study showed that the model was very sensitive to different sets of CCs, with diet
estimates switching from a high dominant species (> 70% mass) to several major
species depending on the CCs uskEm).(5-3). | did not expect to see such strong
variation among CC sets from the Steller sea lion (herring, eulachon and mixed diet):
Indeed, while CCs from Steller sea lions fed on herring showed the best simulations,

diet estimates using CCs based on eulachon or mixed diets were comparable to the



simulation without any consideration of lipid metabolism (no CCs). The better
performance of CCs on herring is perhaps due to the fact that this fish has a FA profile
closer to the mean FA profile of NZ sea lion prey than eulacAppegndix 2) or a

mixed diet does (for which a single FA profile is hard to estimate). The lipid content of
herring (9.9 + 2.8%) is however higher than the common prey of the NZ sea lions
(overall mean of 4.2 + 2.5%; Chapter 4). Besides FA composition, the lipid content of
food plays a role in the metabolism and deposition of FAs (e.g., Sunainats2000;
Cooperet al. 2005). One may expect that CCs calculated from sea lions fed on a species
with a close FA composition, and also a lipid content similar to that of NZ sea lion prey,
would give better diet estimates. Such feeding experiments in the future would greatly

improve the QFASA application on NZ sea lions.

5.4.2 Overall diet estimate and feeding ecology

Among the eight potential prey species that QFASA computed, arrow squid, rattails,
hoki, and red cod were estimated to be the major prey in the diet of by-caught NZ sea
lions during the first half of the lactating period (January to Makable 5-3).
Significant variation in diet estimates was found between s&igs5-4) and between

years Fig. 5-5). The diet estimate of all sea lions was compared with the stomach
contents of the same animals analysed previously (Chapter 2). Since stomach analysis
and QFASA are associated with different time frames of diet inference (several months
versus several days), individual diet estimates from both methods were not compared,
and variation between overall diet estimates was not tested statistically. Both methods
estimated that arrow squid and hoki are major prey in the Higt $-6), but gave
different proportions of rattails (more with QFASA) and octopus (less with QFASA).
An overestimation of the cephalopod contribution by the stomach analysis is expected
because beaks tend to accumulate in the stomach (Bigg and Fawcett 1985; Yenezaki
al. 2003). This is consistent with the large contribution of octopus in stomach contents
in comparison to the small amount estimated by QFABA4. (5-6). Yet, this pattern

does not appear for arrow squid, and this is probably due to the fact that arrow squid
found in stomachs were mostly fresh (Chapter 2), thus not contributing to the digested
fraction, which is used here for comparison. QFASA also considered as prey some taxa
not present in the stomachs (scampi and spiny dogfish) although their contribution was
low (Fig. 5-6).



Rattail fishes (Macrouridae) and hoki are demersal species, living in abundance on the
shelf slope from 200 m deep to > 1000 m (Beengesl. 2002; MinistryFisheries
2007). Arrow squid is present from the surface to 500 m, but large amounts occur at
depths > 250 m (Jackson et al. 2000). In Chapter 2, | suggested the importance of the
edge of the Auckland Islands shelf as a feeding ground where arrow squid and rattails
are found in abundance. The fact that arrow squid, rattails and hoki were estimated to be
major prey by QFASA emphasises this previous result over a longer time frame, and are
in agreement with the known foraging behaviour of lactating females at the beginning
of the lactation period (Chilverst al. 2005). Thus, the slopes of the Auckland Islands
shelf are key foraging areas for NZ sea lions, not only after the breeding season
(Chilverset al. 2005), but probably for the first half of the nursing period. This area is
likely to provide concentrated food where animals can optimise their energy investment

per foraging trip.

5.4.3 Diet estimates of males and females

In Chapter 3, FA profiles of NZ sea lions were differentiated between sexes, while they
were similar between LFs and NLFs. As QFASA used these FA profiles to compute diet
estimates, it is logical to find similar trends in this stuiig(5-4). Also in Chapter 3, |

found that the most important FAs driving the segregation between sexes were 20:1n-9
and 22:1n-11 in higher proportions in females, and 16:3n-4 in higher proportions in
males. The monounsaturated 20 and 22 carbon-FAs are biomarkers of zooplankton, and
were found in relative high amounts in hoki and javelin (a rattail species) (Chapter 4).
Accordingly, the QFASA model estimated more hoki in the diet of by-caught females
(Fig. 5-4). However, 16:3n-4 is correlated with the deep bottom-living scampi and some
octopus (Chapter 4). | did not test statistically the variation of these species between the
genders as their estimated occurrence was weak, but the expected trend of more scampi
and octopus in the diet of males is not visibléig. 5-4. Besides, red cod is a benthic
prey occurring both in shallow and deep areas and was found in higher contribution in
the diet of males. Therefore, from the QFASA results, | could not conclude that male
NZ sea lions forage preferentially in deeper areas than females do, as it has been
hypothesised in Chapter 3.

The higher contribution of hoki in the diet of by-caught females could be energetically

advantageous, since hoki available at the Auckland Islands during summer are large fish



of > 1kg with moderate energy content (6.0 to 8.3 kJ@hapter 4). The other prey

with a greater mass is the octopus but its lipid, protein, and energy contents are low
(Chapter 4). | must stress that these gender differences prevail if most of the FA
variation comes from diet. Part of the FA variation between sexes is likely to originate
from differential metabolism and deposition of ingested FAs into adipose tissue. This
was not considered in the QFASA model because the same CCs were applied to all
individuals. Hence, it is difficult to conclude on the long-term diet of male and females
NZ sea lions without foraging and diving data from males. To date, these data are only
available for lactating NZ sea lions foraging around the Auckland Islands (Chéters

al. 2005, 2006).

5.4.4 Between-year variation in the diet estimates

Within females, diet variation involved mostly differences between the combined years
2005-2006 and the previous yeaFsg( 5-5a). Only one male was available in 2005-
2006, thus it is not possible to check if this trend was shared by males. QFASA
indicated a greater contribution of arrow squid and a lesser contribution of hoki in 2005-
2006 Fig. 5-5a). Differential metabolism between years, arising from animals in
different body condition, might play a role in the temporal variation of FA profiles.
However in Chapter 3, | remarked that the difference in body condition between
individuals from different years was not enough to explain the FA variation, and
concluded that diet must play a significant role. NZ sea lions are considered generalist
predators (Lalas 1997; McMahon et al. 1999; Childerh@isd. 2001; Chapter 2), and
temporal variation in the diet is generally attributed to a change in prey availability.
Abundance of marine species in the NZ subantarctic is not available, but reported
commercial catches of hoki and arrow squid can be used as a proxi of variation in
abundance. Estimated catches of hoki in 2005 and 2006 in the subantarctics were the
lowest reported since 1989, whereas the amount of arrow squid harvested each year in
2004 to 2006 from the Auckland Islands region (named SQUG6T) was higher than the
amount harvested in the previous three years (Ministry of Fisheries 2007). These
reported catches correlate well with the trends of mass percentages estimated by the
QFASA model Fig. 5-7), suggesting that diet plays a significant role in the FA

variation between years.
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5.5 CONCLUSION

QFASA has been used to provide long-term estimates of diet on several marine species
(Iverson et al. 2006; Beck et al. 2007a; Iverson et al. 2007). Nevertheless, the necessity
for CCs which take into account FA metabolism in the predator, presently limits the use
of this method to a narrow range of species. This study tested QFASA on by-caught NZ
sea lions, and showed the importance of suitable CCs in the estimation of the diet by
QFASA. The predicted diets of males and females should be taken with care as QFASA
did not take into account the possible differential FA metabolism between sexes.
However, the overall predictions were partly in agreement with stomach contents, and
the variation estimated between years was highly correlated with the trends of
commercial catches, giving some confidence in the present QFASA predictions.

Arrow squid, hoki and rattails were estimated to have large contributions by mass in the
long-term diet of NZ sea lions. They are all demersal species found mainly at depths >
200m, being harvested by sea lions on the slopes of the Auckland Islands shelf. This
area was shown to be a foraging ground for lactating sea lions just after the breeding
season (Chilvergt al. 2005). This study suggests that the slopes are visited regularly

during the first half of the lactating period. Future studies with a better understanding of



FA metabolism on otariids and a greater prey library will improve the reliability of
QFASA on sea lions.
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FORAGING DIVERSITY IN LACTATING NEW ZEALAND
SEALIONS: INSIGHT FROM QUALITATIVE AND
QUANTITATIVE FATTY ACID SIGNATURE ANALYSIS

—

Photo: the “New Zealand sea lion team” weighing a femaa lion under anaesthesia
at Sandy Bay, Enderby Island, Auckland Islands



Abstract

Lactating NZ sea lion®hocarctos hookerexhibit different foraging strategies at the
Auckland Islands (5@f1'S, 166°E) shelf, which may be the result of niche
specialisation. The purpose of this study was to examine the fatty acid (FA)
composition of lactating NZ sea lions, to estimate their diet by quantitative FA signature
analysis (QFASA), and to determine if variation in FAs exists between foraging
strategies and years. FAs were analysed from the blubber of 78 lactating NZ sea lions
captured at Enderby Island, Auckland Islands, between 2000 and 2003 and in 2005,
during the first month of the lactation period. FA profiles revealed distinct separation
between years (ANOVASs on principal componeis; 0.05), but not between foraging
patterns, thus this study does not support the hypothesis of a niche specialisation
between the different foraging strategies displayed by lactating NZ sea lions. The long-
term diet estimated by QFASA mainly consisted of rattails Macrouridae (30% median
mass) and hokiviacruronus novaezelandig@26% median mass), followed by red cod
Pseudophycis bachud1% median mass) and arrow sqildtotodarus sloan(49%
median mass). My findings suggest that most of the energy intake during a foraging trip
take place on the slopes where large fish gather in abundance at depths > 200m.
Comparison of diet estimates from QFASA between the females studied herein and
females by-caught by the squid fishery later in the lactation period suggest that females
change their fish diet to a more squid-based diet in autumn when arrow squid gather in
the area to spawn. Although QFASA is at its early development and uncertainties
remain on the reliability of calibration coefficients (CCs) used, estimates of arrow squid
proportions in the diet followed the same trend as the reported arrow squid catches since
2000.



6.1 INTRODUCTION

Female New Zealand (NZ) sea lionBhpcarctos hookeyidisplay a “central place
foraging” strategy during lactation because they are restrained in foraging range by the
need to regularly nurse their pup on land (Orians and Pearson 1979). If resources are
limited or unpredictable in the foraging range of female otariids, individuals may
develop feeding specialisations to reduce intra-specific competition for food and
maximise energy intake (Polis 1984; Schoener 1986). NZ sea lions have a restricted
breeding range with 86% of the pups being born at the Auckland Islands (50°41'S,
166°E) (Chilverset al. 2007b). During the beginning of the lactation period (austral
summer), lactating NZ sea lions exhibit different diving patterns (Chieee. 2006)
depending on the region of the Auckland Islands shelf they exploit during their foraging
trips, which may be the consequence of feeding specializations (Chilvers and Wilkinson
2009). Chilvers and Wilkinson (2009) classified females as benthic divers and
mesopelagic divers. Benthic divers travel northeast from the breeding site, and make
consecutive dives at similar depths on the Auckland Islands shelf, while mesopelagic
divers travel north/northwest from the breeding site and make most of their dives at
deeper and variable depths at the edges of the $hglf§-1). Since the shelf and the
shelf edges host different prey communities, it is expected that benthic divers and
mesopelagic divers would forage on different prey. Previous diet studies using stomach
contents and scat samples showed that NZ sea lions feed on benthic neritic prey such as
octopus Enteroctopus zealandicusnd opalfish lemerocoetespp.), and on deep-
living oceanic species such as rattail (Macrouridae) and hdkacruronus
novaezelandige(Childerhouseet al. 2001; Chapter 2). Therefore, | would expect that
the benthic prey octopus and opalfish would contribute in higher proportions to the diet
of benthic divers than to that of mesopelagic divers, while the demersal prey rattail and
hoki would be in greater proportions in the diet of mesopelagic divers. In the present
study, | propose to test this hypothesis by fatty acid (FA) analysis on females for which
the foraging area on the Auckland Islands shelf and/or the diving pattern is known.
Furthermore, the long-term diet of female NZ sea lions has already been investigated
with quantitative fatty acid signature analysis (QFASA) on blubber from animals by-
caught in the sub-Antarctic arrow squNafotodarus sloanifishery (Chapter 5), but it

is not known if the diet of by-caught lactating females is representative of the diet of

lactating females at the population level, or if these by-caught individuals developed a
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particular adaptive behaviour towards the fishing activity. Thus, this study is also an
opportunity to compare the FA compositions and diet estimates of different pools of
females (biopsied blubber of captured females on breedingvsitegssblubber of by-

caught females).

-
-

250 m

————————

Auckland
Islands

# 500 m

Figure 6-1. Foraging locations dfctating New Zealand sea lions according to their d
patterns. The regions of the Auckland Islands’43(5, 166E) shelf visited by benthic a
mesopelagic divers are in light grey and in dark grey respectiveseldata are deriv
from Chilvers & Wilkinson (2009). The bathymetric contours are in dolgs, and areas
fishing activity (arrow squid trawl fishery) in dashed lines (Smith and Baird 2007).



FA analysis has been used extensively to assess diet variation between groups of
individuals in various species of pinnipedsg(, Iverson et al. 1997a; Brown and Pierce
1998; Kéakeld and Hyvarinen 1998; Walton et2000; Leaet al. 2002a; Bradshaet

al. 2003; Grahl-Nielsen et al. 2005; Staniland and Pond 2005; Beck et al. 2007b). FAs
undergo predictable biochemical change when deposited in the predator’s adipose tissue
(e.g., Summerst al. 2000; Iversort al. 2004), and have the potential to reflect dietary
intake over several weeks to months depending on the tissue turagveKirsch et al.

1998; Kirsch et al. 2000; Iverson et al. 2004; Coogieal. 2005). QFASA allows the
estimation of the contribution by mass of potential prey in the diet of the predator by
applying a model minimising a mathematical distance between the FA profiles of the
predator and potential prey (Ilverson et al. 2004; Iverson et al. 2006;eBetk2007a;
Iverson et al. 2007; Chapter 5).

In the present study, | first investigate the FA composition of the blubber of lactating
NZ sea lions captured at the Auckland Islands, and assess the FA variation between
years and between females displaying different diving patterns. Second, the overall diet
and the diet between groups are estimated by QFASA. Third, the overall FA
composition and diet estimates of females are compared with the FA profiles and diet

estimates of by-caught females analysed previously (Chapter 3, Chapter 5).

6.2 MATERIALS AND METHODS

6.2.1 Sample collection

Lactating NZ sea lions were captured at Sandy Bay, Enderby Island, Auckland Islands
(50°30’S, 166°17’E) Fig. 6-1) in January of 2000 to 2003 and 2005. The Sandy Bay
colony is the second largest breeding colony for NZ sea lions, with approximately 400
pups born per year (Chilverst al. 2007b). Females were anaesthetised following
standard procedures detailed in previous studies (Gales and Mattlin 1997; Costa and
Gales 2000; Chilverset al. 2005, 2006). Blubber was biopsied from females by
scrubbing the posterior flank (dorso-lateral lumbar region) with surgical disinfectant
and making a 10 mm incision in the skin using a sterile scalpel. A core was sampled
through the full depth of the blubber layer excluding the skin, wrapped in aluminium
foil, transferred into a 2 mL cryovial and stored at —196°C in liquid nitrogen. On return

from the field, blubber samples were stored at —80°C until analysed.



Stratification has been shown to occur in the blubber of NZ sea lions (Donaldson et al.
unpubl. data). Inner blubber is believed to be more metabolically active than the outer
blubber, reflecting recent dietary FA intake (Olsen and Grahl-Nielsen 2003; Grahl-
Nielsen et al. 2005). | chose to analyse the full blubber core in this study because it
provides the long-term integration of dietary FAs (lverson et al. 2004).

Previous studies assessed the foraging and diving behaviours of some of the females
from which blubber samples were collected: Satellite tags and time-depth recorders
were fitted to captured lactating females during the summers of 2003 and 2004, while
satellite tags only were attached during the summers of 2001, 2002 and 2005 (Chilvers
et al. 2005, 2006). Depending on the foraging location used, females exhibited different
diving patterns and were categorised benthic divers or mesopelagic divers (Chilvers and
Wilkinson 2009) Fig. 6-1). For females tagged only with satellite devices, the diving
pattern was deduced from the foraging location used. Moreover, the blubber samples
analysed in a particular year could have been collected from a female which was fitted
with satellite and/or depth devices in a different year. Because females are returning to
the same foraging location from year to year (Chilvers 2008a), the diving pattern
observed during a particular summer would be representative of the diving patterns
displayed in the other years. For instance, some lactating females for which blubber was
analysed in 2000 were attributed a diving pattern from the satellite and/or depth

recorder information collected on these animals in 2001 and subsequent years.

6.2.2 Lipid analysis

Lipids from blubber were extracted following Folchadt (1957). Briefly, lipids were
extracted in a mixture of 8:4:3 chloroform:methanol:saline water (v:v:v) containing
0.01% butylated hydroxytoluene (BHT) as an antioxidant. FA methyl esters were
prepared using 10% boron trifluoride in methanol, and extracted into hexane. They were
analysed by gas chromatography using a polar capillary column coated with 50%
cyanopropyl polysiloxane (0.2fm film thickness; &W DB-23, Folsom, California).

Further details of the laboratory protocol are given in Chapter 3.



6.2.3 Statistical analysis

FAs were expressed as a percentage mass of total FAs. A combination of principal
component analysis (PCA) and discriminant function analysis (DFA) was used on
arcsine square-root transformed data to examine inter-annual differences in the FA
profiles of lactating NZ sea lions (MINITAB Release 15.1, MINITAB Inc. 2007 and
SPSS for windows® Release 16.0, SPSS Inc. 2007). An ANOVA was performed on the
principal components (PCs) to assess the effect of year. DFA requires that the number
of blubber samples per group of individuals exceeds the number of variables (FASs) to
minimise the heterogeneity of covariance matrices and to avoid overfitting (Btudge
2006). Therefore, the number of FAs was reduced by deleting the ones with the lowest
absolute loadings on the first three PCs. After re-normalisation of the FA percentages, a
linear DFA with cross validation was performed for the factor “year”. To avoid any
confounding effect between factors “year” and “diving pattern”, the FA differences
between diving patterns were explored only within each year for which both diving
profiles (benthicversus mesopelagic divers) were available. The small number of
females of known diving pattern per yedaable 6-1) precludes the use of multivariate
analyses or statistical tests. Last, FA profiles of biopsied females (this chapter) and of
by-caught females analysed previously (Chapter 3) were compared on a PCA plot. Only
females by-caught in the north area of the Auckland Islands shelf were included. Some
by-caught females were not lactating but were grouped with the by-caught lactating
females for the comparison with biopsied females, since it was found that the FA
composition between by-caught females did not vary with the lactation state (Chapter
3).

Differences in FA profiles between different groups of individuals may be caused by a
different diet, but also by different rates of metabolism due to different energy
requirements. To explore this last possibility, | calculated a body condition index for
each group (different years, benthic divers, mesopelagic divers, all biopsied females,
by-caught lactating females and by-caught non-lactating females) by dividing the mass
(kg) by the nose-tail length (cm) (Lunn and Boyd 1993; Arnould 1995), and tested for
any difference using a Kruskal-Wallis (K-W) test wghst-hocMann-Whitney (M-W)

tests. The index was calculated for the 43 of the females biopsied in 2002, 2003 and
2005 (morphometric measurements are not available before 2002; B.L. Chilvers unpubl.
data) and for the 73 NZ sea lions by-caught between 2000 and 2005 and measured

during necropsy (Massey University unpubl. data).



Table 6-1. Number of biopsied lactating New Zealand sea lions analysed each year, including
the number of females classified as benthic or mesopelagic divers (Chilvers and Wilkinson
2009) from information on foraging location (satellite tag ST; Chiledral. 2005) and/or on

dive pattern (time-depth recorder TDR; Chilvetsal. 2006)

Years 2000 2001 2002 2003 2005 Total

Females analysed 20 12 15 20 11 78

Including benthic divers 4 2 3 0 7 16
mesopelagic divers 0 3 2 5 2 12

6.2.4 QFASA model

The diets of individual sea lions were estimated using QFASA described by Ietrson

al. (2004), and a prey FA library from the Auckland Islands region (Chapter 4). The
model takes the mean FA profiles of each prey species in the prey library, and estimates
the mixture of prey FA profiles that comes the closest to match the FA profile of the
predator’s adipose tissue. Then, the best mixture is weighted by the fat content of each
prey species, and translated into a diet estimate (percentage mass). Details of the
QFASA model and the prey FA library are given in Chapter 5.

Optimal QFASA parameters determined earlier for by-caught NZ sea lions (Chapter 5)
were used in this chapter: They were CCs calculated from experiments on Steller sea
lions (Eumetopias jubatysfed on pacific herringGlupea pallasii pallasii (D. Tollit

unpubl. data), a set of 23 FAs (14:1, 15:0, 15:1, 18:1n-5, and 22:4n-6 were deleted from
the original set; Table 6-2), and the account of prey individual variability (see Chapter 5
for details). Diet estimates were tested for significant variation between groups by K-W
andpost-hocM-W tests. All statistical tests have arevel of statistical significance of

0.05.

6.3 RESULTS

Blubber samples were analysed from 78 lactating NZ sea lions captured in January of
the years 2000 to 2003 and 200=ljle 6-1). The blubber biopsied in 2004 was not
analysed because of an accidental liquid nitrogen leak from the storage bottle that year,
which left the samples at ambient temperature for an unknown period of time. Data on
diving patterns were available either directly from diving studies or deduced from
satellite telemetry (see methods) for four females in 2000, five in 2001, five in 2002,
five in 2003, and nine in 2005 ¢ble 6-1).



Table 6-2. By-year fatty acid composition from 78 biopsied lactating New Zealand sea lions in
mean mass percent + SD. Fatty acids noted with a star are the ones selected for the discriminant
function analysis. Fatty acids noted with a cross were deleted for quantitative fatty acid
signature analysis.

Fatty acid composition (mean mass % + SD)

2000 2001 2002 2003 2005

Fatty acids n=20 n=12 n=15 n=20 n=11

SFA 22.08+2.47 2595+£278 2315%+255 2191+286 2571+3.72
14:0 5.99+1.40 8.29+1.86 5.92+£1.83 5.29 £0.97 8.14 £ 2.47
15:0' 0.50 £0.09 0.59+0.12 0.51£0.08 0.54£0.12 0.59 £0.09
16:0 13.02+1.29 1446+1.78 13.87+£1.06 13.34+169 14.36+2.13
17:0 0.36 £ 0.05 0.37 £0.08 0.36 £ 0.06 0.39 £0.08 0.37 £0.07
18:0 2.22+£0.32 2.25+0.47 2.49+£0.49 243 +£0.35 2.25+0.43
MUFA 59.58£2.67 56.91+£2.88 60.36+3.59 59.22+435 5557+261
1417 0.59 +£0.19 0.72 £0.27 0.45%0.19 0.43£0.10 0.65 £ 0.23
15:1" 0.17 £0.03 0.15£0.05 0.13£0.03 0.15 £0.05 0.17 £0.05
16:1n-7 8.48 £1.63 8.45+1.53 7.27x1.14 7.89 £0.90 9.22 £1.39
18:1n-9 33.79+£294 30.44+3.80 3338x4.17 33.76+357 29.43+3.06
18:1n-7 4.34 £0.39 3.93£0.43 4.33+£0.23 4.65+0.31 3.98£0.43
18:1n-5" 0.41 £0.08 0.42+£0.10 0.32 £0.07 0.30 £0.05 0.41 £0.05
20:1n-11 1.80+£0.31 1.73+£0.28 1.92 £0.29 1.67 £0.22 1.87 £0.30
20:1n-9 8.07£2.11 9.01+£195 1042+149 8.61+1.66 7.83+1.38
22:1n-11 1.64+0.34 1.77+£0.45 1.77 £0.29 1.44 £0.22 1.73+£0.28
22:1n-9 0.27 £0.11 0.29 £0.08 0.38£0.10 0.32£0.09 0.28 £0.10
PUFA 18.38+£2.25 17.14+£2.23 16.49x2.07 18.78+3.78 18.73+2.56
16:3n-4 0.14 £0.05 0.19 £0.07 0.15 £ 0.05 0.15£0.05 0.24 £ 0.05
18:2n-6 1.92 £0.19 1.62 +0.16 1.66 £ 0.23 1.68 +£0.31 1.82+0.18
18:3 0.89+0.14 0.78x0.14 0.70£0.12 0.74 £0.15 0.93x£0.10
20:2n-6 0.38 £0.07 0.33+£0.06 0.33+£0.09 0.35+0.08 0.36 £ 0.06
20:3n-6 0.11+£0.02 0.08 £0.03 0.10 £0.02 0.1 £0.02 0.10 £0.02
20:3n-3 0.18 £0.03 0.17 £0.04 0.16 £ 0.04 0.16 £0.03 0.17 £0.06
20:4n-6 0.69+0.19 0.50£0.10 0.56 £ 0.07 0.81£0.26 0.59+0.19
20:5n-3 1.86 + 0.56 1.71+£0.46 1.48 £0.33 1.78 £ 0.60 2.17 £ 0.57
21:5n-3 0.21 +£0.07 0.18 £0.07 0.14 £0.04 0.17 £0.06 0.25 £ 0.05
22:4n-6 0.15 £ 0.06 0.11 £0.05 0.11 £0.05 0.17 £0.10 0.11 £0.06
22:5n-6 0.22£0.04 0.18 £ 0.05 0.17+£0.04 0.19£0.03 0.19 £0.05
22:5n-3 2.73+0.43 2.65+£0.50 2.71+£0.46 3.00+£0.84 2.84 +0.70
22:6n-3 8.87+£1.29 8.65+1.25 8.23+£1.23 9.48 £ 2.22 8.96 £ 1.66




6.3.1 FA composition of biopsied lactating sea lions and variation

Although 38 FAs were originally identified, only 28 FAs were used ranging from 14:0
to 22:6n-3 Table 6-2). The 10 FAs removed were either short chain FAs (<14
carbons), known to come primarily from endogenous biosynthesis (Baidge2006),

or FAs for which the identification was not certain. Together the FAs in greatest
concentration were 14:0, 16:0, 16:1n-7, 18:1n-9, 18:1n-7, 20:1n-9 and 22:6n-3, which
accounted for approximately 83% of the total FAs in the blubfablé 6-2).
Monounsaturated FAs accounted for more than half of the total mass. Saturated FAs
ranked second in importance with approximately 24%, and polyunsaturated FAs were
the least represented group with approximately 188ble 6-2).

A PCA using a correlation matrix was run on arcsine square-root transformed data to
identify the FAs that were the most important in explaining the variance between FA
profiles. The factor year was not presented on a PC plot, because the number of years
(5) would make the graphic interpretation difficult. However, an ANOVA revealed that
year had a significant effect on all three PCs (F& ;= 8.83,P < 0.001; PC2F, 77=

3.36,P = 0.014; PC3F477= 2.67,P = 0.038). Females captured in 2002 and 2003
displayed different FA profiles from the females captured in other years on PC1 (Tukey
tests, P< 0.05). This result was confirmed by a canonical discriminant pigt §-2) on

the 10 FAs with the highest PC loadings (noted by a staale 6-2). The years 2002

and 2003 were segregated from the other years along the first discriminant function by
high loadings of 18-carbon MUFAs and 18R( 6-2). DF2 separated the year 2005,
mainly due to a higher concentration of 16:3n-4 in 2005 than in the other Feqaré-(

2, Table 6-2). There was no apparent difference in the FA profiles of benthic and
mesopelagic divers when they were compared visually within the years 2001, 2002 and
2005 Fig. 6-3). Body condition indices were similar between years (K-W lt&sfz =

3.75, P=0.153) and diving types (M-W te$y/ = 72, P=1.000).
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Figure 6-2. Plot of the first two canonical discriminant functions of fatty acid (FA) pre
from biopsied &ctating New Zealand sea lions. This analysis included 10 FAs only (see
in Results section). The FAs with the most important positive or negative loadings on f
1 and function 2 are displayed along the axes.
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Figure 6-3. Comparison between fatty acid (FA) profiles of lactathew Zealand sea lio
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6.3.2 Biopsied lactating sea lions versuby-caught female sea lions

FA profiles from biopsied females were clearly segregated from that of by-caught
female sea lions along PC1 explaining 27% of the variakt® 6-4). They were
attributed negative values on PC1 and were positively correlated with the FAs 16:1n-7,
14:1 and 15:0, and negatively correlated with 22:6n-3, 22:1n-9 and 22:5n-3. Although
PC2 and PC3 explained similar amounts of variation, PC3 was not displayed because it
was not informative on the separation of the groups of females.

Body condition indices were significantly different between the biopsied lactating
females and the by-caught females (K-W tebt,115= 11.61,P = 0.003). The median
index was 0.64 for both biopsied and by-caught lactating females (M-WRest,
0.715), while the median index of by-caught non-lactating females was slightly lower
(0.59) but nonetheless significantly different (M-W test B.002).

6.3.3 Diet estimates of NZ sea lions using QFASA

Overall, rattails, hoki, red cod and arrow squid contributed > 80% mass of the diet as
estimated by QFASA, and were considered prey in more than half the safraidés (

6-3). Rattails and hoki were the most important prey estimated (median mass of 30%
and 26% respectively), and were represented in all but one individual. Opalfish, octopus
and scampi were considered minor prey with an occurrence < 50%. Spiny dogfish was
considered present in few percentages for only seven seaTalle 6-3).

QFASA results are derived from the FA profiles of sea lions, so that dietary estimates
will be similar for individuals with similar FA profiles. FA profiles of biopsied lactating
females displayed some variation between years but not between diving profiles, thus
only the diet estimates between years have been investigated. The estimated percentage
of rattails in the diet of females captured in 2005 was lower than in the diet of females
captured in the other years (K-W teld 77= 10.12,P = 0.038; M-W testsP < 0.05;

Fig. 6-5) except in 2001 (M-W testy = 188.0,P = 0.148). In contrast, the estimated
contribution of arrow squid in the diet in 2005 was significantly higher than in the
previous years (K-W tesH,77= 17.76,P = 0.001; M-W testsP < 0.05;Fig. 6-5) but

not in 2000 (M-W testyv = 287.0,P = 0.179). The lowest contribution of arrow squid

in the diet was estimated for females captured in 2002 (only 1%), which was lower than



the proportion estimated for the other years (M-W td3ts,0.05) except 2003 (M-W
test, W = 218.0,P = 0.065). The contributions of octopus and scampi were highly
variable between years, with for instance 20% of scampi estimated in 2000 while it was
absent from the simulations in 200Rid. 6-5). However, the percentages of octopus

and scampi were not tested for difference between years because these species were
estimated in too few sampleBable 6-3).
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Figure 6-4. Plot of the first two principal components (PCs) of fatty acid (FA) profiles
female New Zealand sea lions. Biopsied lactating females (this study) are represente
circles, and by-caught females (from Chapter 3) are representethjy symbols. Tt
variance explained by each PC is in parenthesis. The FAs with the highest posi
negative loadings are also displayed.
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Table 6-3. Predicted proportions (mean and median % mass) of prey species by quantitative

fatty acid signature analysis for 78 biopsied lactating New Zealand sea lions. O is occurrence
(number of individuals for which the prey has a percentage mass > 0); values betweé&h the 25
percentile and the Percentile represent the interquartile range in which 50% of the data are.

Prey 0 %0 mean median 2%ercentile 75 percentile
Arrow squid 52 67 8 4 0 12

Hoki 78 100 28 26 16 36
Rattails 77 99 32 30 16 44

Red cod 68 87 16 11 2 27
Opalfish 28 37 2 0 0 0
Octopus 17 23 5 0 0 0
Scampi 34 44 10 0 0 12
Spiny dogfish 7 10 <1 0 0 0




6.4 DISCUSSION

In this study, the blubber samples from 78 lactating NZ sea lions captured in January of
each year from 2000 to 2003 and 2005 have been analysed for FAs. The long-term diet
estimated by QFASA mainly consisted of rattails and hoki followed by red cod and
arrow squid. This is somewhat in contrast with the QFASA results from by-caught
females (Chapter 5) for which arrow squid and rattails were considered the most
important prey. Given that lactating females have been shown to display different
diving strategies depending on the area of the Auckland Islands shelf exploited
(Chilvers and Wilkinson 2009), it has been hypothesised that benthic and mesopelagic
divers would have different diets that can be revealed in different FA profiles. This
study did not show any variation in FA profiles between females with different diving

strategies, however patterns of FAs did vary between years of capture.

6.4.1 Limits encountered with FA analysis and QFASA

Deposition of dietary lipids in the blubber will depend on the nutritional status of the
animal. It is expected that a substantial amount of the FAs ingested above the metabolic
requirements will be deposited in the blubber, but the extent to which dietary FAs are
deposited during periods of negative energy balance is unclear. Thus, the blubber FA
signatures are more likely to reflect dietary FAs in animals in positive energy balance
(Kirsch et al. 2000). Lactating NZ sea lions, captured and weighed on land, had a stable
body mass or were gaining mass during the one-month interval between January and
February (first months of lactation period) (B.L. Chilvers, unpubl. data). Thus, I
believed that lactating sea lions were in positive energy balance and depositing dietary
FAs at the time of capture (January).

Blubber FA profiles have been shown to vary with the body region for Cape fur seals
Arctocephalus pusillus pusillu&rnould et al.2005) suggesting preferred depot sites
along the body of otariids. The dorso-lateral lumbar region for which blubber was
sampled in this study is a common region for biopsying blubber in free-ranging
pinnipeds €.g.,Bestet al. 2003; Andersen et al. 2004; Beck et al. 2007b; Wheatley

al. 2007). There is no particular reason for choosing this area in otariids other than

practical access when the animal is restrained and sedated. Indeed, the only study on fat



depots in otariids concerns the assessment of variation in blubber thickness for only two
captive Steller sea lions throughout the year (Mellish et al. 2007) for which the dorsal
hip region (named D4 and D5 in the study) did not parallel the changes of mass.
Needless to say, more data are necessary before conclusion can be drawn on the
deposition of dietary FAs in this body region. Nevertheless, the FA signature of the
whole blubber core at the dorso-lateral lumbar region has been shown to be similar to
the FA signature of the whole blubber core at the ventral thoracic region (considered a
fat depot, see Chapter 5) for 18 by-caught NZ sea lions (Donaddsdrunpubl. data).
Therefore, part of dietary FAs must be deposited in the dorso-lateral lumbar region
when the animal is in positive energy balance.

QFASA requires information on the FA profiles and fat content of all potential prey and
an understanding on the differential deposition of FAs in the predator’s adipose tissue
(Iversonet al 2004). The list of species present in the prey library is not fully inclusive

of all potential prey that sea lions can eat but covers the most common and important
prey found in stomach contents of NZ sea lions (Chapter 4), and the most abundant
species in the Auckland Islands area (Jacob et al. 1998; O'Dristal. 2003).
Concerning the lipid metabolism and deposition in the predator’s tissue, the QFASA
model takes into account that prey FA profiles do not match perfectly that of the
predator by applying CCs for each FA (lversainal 2004). Although having similar
trends, CCs calculated from feeding experiments on captive animals vary with the
animal taxon or species, and the diet they are fed (Iverson et al. 2004; Iverson et al.
2006; Tollitet al. 2006; Iverson et al. 2007; D. Tollit unpubl. data). The CC set chosen
for this study (Steller sea lions fed on pacific herring; D. Tollit unpubl. data) gave the
best goodness of fit for the model among the CC sets available (Chapter 5), but it is not
known how close this optimal CC set accounts for the metabolism occurring in adult
NZ sea lions. However, the diet of by-caught NZ sea lions as estimated by QFASA was
comparable with data from stomach contents (Chapter 5), suggesting that the CCs do

give appropriate estimates.

6.4.2 Foraging diversity are not reflected in FA profiles

Foraging diversity within a species is generally driven by factors such as sex and size
dimorphism, body development, breeding behaviour, energy requirements, foraging
experience, and reduction of resource competition (Schoener 1986; Bolnick et al. 2003).



Numerous examples are documented in the literature for pinniped spedages (
variation between sexes: Campagtal. 2001; Raum-Suryan et al. 2004; Sterling and
Ream 2004; Paget al. 2005; Kirkwood et al. 2006; Staniland and Robinson 2008;
variation between age groups: Baydisal. 2005; Field et al. 2005; Field et al. 2007;
Fowleret al. 2007; Spence-Bailet al. 2007).

Niche specialisation can also occur at a narrower scale within the same sex or age
group, and has been shown to take place among otariids for lactating Antarctic fur seals
(Leaet al. 2002b; Staniland et al. 2007), female Northern fur seals (Getehkl1991;
Zeppelin and Ream 2006), and recently for lactating NZ sea lions (Chilvers and
Wilkinson 2009). Lactating NZ sea lions exploit diverse areas of the Auckland Islands
shelf by taking different directions from the colony during their foraging trips (Chilvers
and Wilkinson 2009). Some females forage northeast from the colony and dive at
regular depths on the Auckland Islands shelf, mostly at 100-150 m (benthic divers).
Others forage north/northwest from the colony and dive at variable depths on the edge
of the shelf, mostly at depths > 200 m followed by dives at 50 m (mesopelagic divers;
Fig. 6-1). The diet between the types of divers was expected to be different because the
communities of prey found on the shelf and at the shelf edge would vary, but this
hypothesis was not supported in this study. Indeed, no difference was noted between the
blubber FA profiles of benthic and mesopelagic divéig.(6-3) and the diet estimated

by QFASA for both diving types was dominated by rattail and hoki, two species
abundant at depths > 200 m. Several reasons can lead to this result. First, the number of
benthic and mesopelagic divers per year is limited to few individuals, which may not be
enough to detect differences in FA profiles. Second, some individuals may have been
misclassified in the wrong type of diver if they don’t show the same dive pattern every
year. Indeed, blubber FAs were not analysed necessarily the same year as the diving
study for an animal. Hence, it was hypothesised that the diving pattern of a female for a
particular year was consistent during its whole life based on the high land-site and
foraging-site fidelity displayed by lactating NZ sea lions (Chihetral. 2005; Chilvers
2008a). Third, lactating females make most of their diving efforts in different habitats
(shelfversusshelf edge) but most of the energy required during a foraging trip may be
provided at the shelf edge whatever the diving types. Indeed, if benthic divers harvest
more prey per dive, larger prey and/or prey with a higher lipid content at the edge than
they do on the shelf, the FAs of prey found at the edge will mainly contribute to the FA
pool of sea lion blubber. This is likely to be true as the diet estimated by QFASA



consisted mainly of rattail, hoki, arrow squid and red cbable 6-3), the first three
species being found in greater abundance at the edge than on the shelf (Jackson et al.
2000; Beentjeset al. 2002; MinistryFisheries 2007) and at a larger size than shelf
species (Chapter 2). Furthermore, Chilvers & Wilkinson (2009) showed that benthic
divers have more energy-demanding and longer foraging trips than mesopelagic divers
do, whereas the present results suggest that benthic and mesopelagic divers have similar
long-term energy intakes. Therefore, the foraging strategy displayed by benthic divers
does not seem compensated by greater energy income. It might have been an
advantageous strategy in the past, which persists across generations because of a strong
site fidelity and philopatry in females and a possible vertical transmission of foraging
tactics from NZ sea lion mother to pups (Chilvers 2008a; Chilvers and Wilkinson
2009). However, no historical records on prey availability exist to support this

hypothesis.

6.4.3 Differences between biopsied and by-caught females

There were significant differences between the FA profiles of samples analysed in this
study (biopsied blubber) and blubber from by-caught female NZ sea lions analysed
previously (Chapter 5). These differences consisted mainly of lower proportions by
mass of the 22 carbon-chain FAs 22:1n-9, 22:5n-3 and 22:6ng3 6§-4) in the
biopsied samples. QFASA on by-caught females estimated that arrow squid was the
most important prey (median % mass of 28, Chapter 5), whereas the median % mass of
arrow squid in this study was only 4%able 6-3). Before the results can be interpreted

as a variation in diet, one must investigate whether these differences may be due to
variation in FA metabolism and deposition between the sample sets. First, the blubber
from by-caught animals was sampled from the thorax whereas biopsied samples were
from the dorso-lateral lumbar region, but FA profiles of blubber cores sampled at these
two sites do not differ significantly (from 18 individuals; Donaldson et al. unpubl. data).
Second, females from the two sample sets may be in different body condition thus not
depositing FAs at the same rate. This hypothesis is also rejected as the body condition
calculated for lactating females in both sample sets is similar. Hence, diet must play a
significant role in the differences in FA profiles between the two sample sets. To fully
interpret these diet variations, one must understand the dietary time frame represented
by the blubber of each sample set. Female NZ sea lions arrive at the breeding sites in



December, and pup soon after their arrival (Chilvetsal. 2007b). The peak of
parturition for female NZ sea lions is at the end of December after which females fast,
nursing their pup for approximately 9 days (perinatal period) before going at sea for
their first foraging trip of the lactation period (Chilvessal. 2007a). Energetic studies

on Galapagos fur seafgctocephalus galapagoensasd Antarctic fur seald. gazella

during the perinatal period revealed that females lost only 1.68% and 3.15%
respectively of their initial mass after a seven day fast (Costa and Trillmich 1988).
Although similar studies are not available for the NZ sea lion, it is likely that lactating
NZ sea lions do not deplete all their energy stores during their perinatal fast of nine
days; therefore the blubber collected at the end of January in this study would not
represent only dietary FAs stored from the first foraging trip to the time of sampling,
but also dietary FAs from the foraging period before parturition. The squid fishery starts
in February of each year. By-caught females for which blubber was analysed were
retrieved from squid nets between end of February and May (Chapters 3), thus blubber
FAs from by-caught females would reflect the diet over a period slightly later in the
lactation period. Therefore, the comparison between the blubber analysed in this study
and the blubber from by-caught females suggests that LFs rely primarily on deep sea
fish before the breeding season and during the first weeks of the lactation period, and
switch to a mixed diet of squid and fish later in the lactation period, probably taking
advantage of a greater abundance of arrow squid on the slope at the end of the summer

(February; M. Cawthorn pers. comm.).

6.4.4 Between-year variation in FA profiles and long-term diet

Females captured in January 2002 and 2003 showed differences in their FA profiles
with the other years of capture, mostly due to a greater proportion of monounsaturated
18 carbon chain FAd=(g. 6-2, Table 6-2). The year 2005 also displayed some variation
with the other years, mostly driven by a higher percentage of 16:Big46(2, Table

6-2). Body condition of females was similar between the years 2002, 2003 and 2005 (K-
W test, P > 0.05). Although the body condition in the years 2000 and 2001 is not
known, the fact that FA differences exist between females with similar body condition
(years 2002 and 2003 different from year 2005) suggest that differential metabolism
have little influence relative to diet on the FA variation observed between years.
Differences in FA profiles resulted in different diet estimates by QFAS4. 6-5),



with a greater proportion of arrow squid and a smaller proportion of rattails for 2005,
and a smaller proportion of arrow squid for 2002 and 2003. Temporal variation in the
diet of NZ sea lions has been generally attributed to a change in prey availability (Lalas
1997; McMahon et al. 1999; Childerhousteal. 2001; Chapter 2). The only information

on the abundance of marine species in the NZ sub-Antarctics is from commercial
catches of arrow squid and hoki (Ministry of Fisheries 2007). The year 2005 was
considered a good harvest by the squid fishery in the Auckland Islands area whereas
low catches were recorded in the years before 2004 (Ministry of Fisheries 2007).
Despite the fact that blubber analysed reflect the diet over a period prior to the start of
the fishery, the present diet estimates (greater proportion of arrow squid in the diet of

the year 2005) are consistent with the main trends of arrow squid catches.

6.5 CONCLUSION

In this study, QFASA has been used to assess the diet of lactating NZ sea lions captured
in the first week of the lactation period between 2000 and 2003 and in the year 2005.
Lactating NZ sea lions seem to rely primarily on deep-sea fish such as rattails and hoki
before parturition and during the first weeks of lactation, whatever the area of the
Auckland Islands shelf they exploit. Females displaying a benthic diving pattern go
further from the colony when foraging, and spend more energy per foraging trip than do
females displaying a mesopelagic pattern (Chilvers and Wilkinson 2009). The present
study did not support the hypothesis of feeding specialisations, and benthic divers do
not appear to benefit from a more energy-rich diet. Previous foraging studies have
identified the slopes of the Auckland Islands shelf as important foraging areas for
lactating NZ sea lions (Chilvert al. 2005; Chilvers and Wilkinson 2009). The present
study suggests that most of the energy intake during a foraging trip occurs on the slopes
where large fish gather in abundance at depths > 200 m (Beeh§es2002; Ministry

of Fisheries 2007). Comparison of diet estimates from QFASA between the females
studied herein and females by-caught in the squid fishery later in the lactation period
(autumn, Chapter 5) suggest that females change their fish diet to a more squid-based
diet in austral autumn when arrow squids gather in the area (M. Cawthorn pers. comm.).
This study also showed a variation in FA profiles between years, due mostly to a
variation in arrow squid contribution to the diet estimated by QFASA. Although

QFASA is at its early development and uncertainties remain on the reliability of CCs



used, estimates of arrow squid proportions in the diet followed the same trend as the
reported arrow squid catches since 2000 (Ministry of Fisheries 2007).
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Photo: Group of New Zealand sea lionBhjocarctos hookeyiat Sandy Bay, Enderby
Island, Auckland Islands. In front, a young male.
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Adequate nutrition is essential to the sustainability of any species as it underpins key
elements of population ecology such as reproductive success and recruitment. For those
species that have evolved to live in marginal habitats, or now find themselves in such
habitat due to environmental degradation, range restriction, or competition, diet is even
more critical. The New Zealand (NZ) sea lion is one such species, with its breeding
range restricted to the NZ sub-Antarctic. Knowledge of its feeding behaviour and
nutritional requirements were, until now, poorly understood. This thesis makes a
significant advance on the understanding of NZ sea lion feeding ecology, particularly
for adult females in the critical early lactation period.

The diet of this species was investigated using stomach content analysis, qualitative
fatty acid (FA) signature analysis, and quantitative FA signature analysis (QFASA)
from the years 1997 to 2006. In Chapters 2, 3 and 5, | examined the short-term diet
(stomach contents) and the long-term diet (FAs from blubber) of NZ sea lions
incidentally caught in the southern arrow squid fishery around the Auckland Islands
(50°30'S, 169°E). In Chapter 6, the blubber FAs of free-ranging lactating NZ sea lions
captured at Enderby Island, Auckland Islands, were examined. The purpose of this
general discussion is to integrate the main research outcomes of my dissertation, and
place them in the context of the conservation management of the NZ sea lion.
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Limits of the dietary methods

The literature review on dietary methods in Chapter 1 highlighted the advantages and
disadvantages of the stomach content and FA analyses, which were the methods used in
this study. Stomachs were collected from NZ sea lions caught incidentally in squid
trawl nets (Chapter 2), therefore the arrow squid targeted by the fishery was believed to
be over-represented in the stomach contents. To minimise the overestimation of arrow
squid, | distinguished the fresh fraction (ingested shortly prior the death; 79% by mass
of arrow squid) from the digested fraction (ingested from one to several days before the
death; 18% by mass of arrow squid) in the stomach contents, and | considered only the
digested fraction in the interpretation of the results. Although this fraction is likely to
better represent the “background” diet of NZ sea lions over a foraging trip than the total
stomach content, there is still a possible overestimation of the cephalopod component of
the diet due to the accumulation of cephalopod beaks in the stomachs (Bigg and Fawcett
1985; Yonezaket al. 2003), and a possible underestimation of species with fragile hard

parts (Dellinger and Trillmich 1988; Pierce and Boyle 1991).

A significant advance in research on diets of free living marine mammals over the past
decade was the development of techniques to estimate the proportions of ingested prey
from FAs in adipose tissue (lverson et al. 2004). | adopted this methodology to the
analysis of NZ sea lion blubber in order to overcome the biases related to differential
prey retention and digestion rates encountered in stomach analysis. Another advantage
of FA analysis over traditional methods is that FAs in blubber have the potential to
reflect the diet over ecologically significant periods.( weeks to monthsg@.,Kirsch

et al. 1998; Kirsch et al. 2000). Nevertheless, inferring diet variation between
individuals from FA analysis is limited when individuals vary in body conditions and/or
energetic expenditure, leading to differential rates of metabolism of ingested FAs and
deposition into the adipose tissue. For instance, the FA variation observed between
sexes in Chapter 3 is likely to originate from a combination of different diets and/or
from different rates of FA metabolism. Therefore, at present, it is difficult to draw any
conclusion on the dietary differences between male and female sea lions based on
blubber FA profiles alone as long as foraging and diving data are not available for both

sexes. To date, lactating females are the only segment of the population for which
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foraging and diving behaviours are known (Gales and Mattlin 1997; Costa and Gales
2000; Chilverset al. 2005, 2006).

QFASA requires the application of calibration coefficients (CCs) to account for the FA
metabolism in the blubber of the predator. Yet, these coefficients are not available for
the NZ sea lions as they require controlled feeding trails on captive animals and no NZ
sea lions are in captivity. To date, the Steller sea Hometopias jubatus the only

otariid species for which CCs have been calculated from feeding experiments (D.Tollit,
unpubl. data). In Chapter 5, QFASA was tested on by-caught NZ sea lions using
different CCs from Steller sea lions (D.Tollit, unpubl. data), and from phocid species
(Iverson et al. 2004). This study showed the high sensitivity of QFASA for CCs and
highlighted the importance of suitable CCs in the estimation of the diet. This was also
stressed in a study on harbour seals, during feeding experiments in which the authors
compared QFASA diet estimates produced with CCs from different species of phocids
(Nordstromet al. 2008). Despite the uncertainty of the accuracy of the match between
the optimal CCs | used (from Steller sea lions fed on herring) and the true FA
metabolism of NZ sea lions, the diet estimations by QFASA (mainly arrow squid,
rattails and hoki; Chapter 5) are consistent with previous knowledge on the diet
estimated from scat and stomach methods (Childerheusal. 2001; Chapter 2),
foraging behaviour (Chilverst al. 2005) and diving pattern (Chilvees al. 2006) of

this species. Moreover, the diet variation estimated by QFASA between years was
consistent with the trends of the commercial catches of hoki and arrow squid since 2000
(Chapters 5 and 6), giving greater confidence in the diet predictions presented in this

thesis.

QFASA is at its early stages of development and a better understanding of the factors
affecting lipid metabolism for otariids is clearly necessary in the future. To my
knowledge, published CCs on pinnipeds are restricted to two species of phocids and one
species of otariid feeding on a pure herring diet (lverson et al. 2004; Tollit et al. 2006).
It is only recently that the effect of different meals on the blubber FA composition has
been studied (D. Tollit, unpubl. data). The different sets of CCs calculated on Steller sea
lions feeding different meals gave drastic differences in diet estimates (Chapter 5),
highlighting the importance of CCs in the reliability of QFASA. Moreover, before
applying QFASA on blubber FA profiles, one must consider that variation in FA
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profiles between individuals of different sex, age or nutritional status may come from
both different diets and different rates of FA metabolism. Therefore, at the present state
of knowledge, | believe that the reliability of “qualitative” and “quantitative” FA
analyses to detect dietary differences between groups of individuals (“qualitative”), or
to estimate prey contributions in the diet (“quantitative”), must be tested by the
comparison with diet estimates from other dietary methods.

Feeding ecology

Data obtained from both stomach analysis and QFASA indicate that arrow squid,
rattails, hoki and red cod are key prey species for both by-caught NZ sea lions (Chapters
2 and 5), and biopsied NZ sea lions (Chapter 6). However, the order of prey
contribution by mass varied according to the method used and the origin of the samples.
For the by-caught sea lions, the most common prey found in stomach contents were
arrow squid (17.9% by mass M), rattail (2.4%M), red cod (4.3%M), opalfish (4.7%M)
and octopus (27.8%M) (Chapter 2). This method showed only a weak variation between
sexes and maturity stages, with the only significant difference being a greater
contribution of opalfish in the stomach contents of females. The ontogenetic diet
variation is probably underestimated due to the nature of the sample set (absence of
territorial males and juveniles < 3 years of age) and the fact that stomach contents give a
diet picture limited to the last foraging trip (Chapter 2). An important finding in Chapter

2 is that by-caught juveniles of 3-4 years old feed on similar prey to adults, implying
that they are able to forage at the slopes of the shelf and at depths >200 m, despite their

diving capacity not being fully developed.

| applied QFASA to the blubber samples from the same by-caught individuals, and
estimated that arrow squid (28%M) and rattails (27%M) were the most important prey
over the months prior to their deaite(, first half of the lactation period, Chapter 5).
Females and males showed different FA profiles (Chapter 3), which resulted in different
diets predicted by QFASA (higher contribution of hoki in females than in males, higher
contribution of red cod in males than in females; Chapter 5). However, these predictions
prevail only if most of the variation in FA profiles between sexes comes from a
different diet, and not from differential rates of FA metabolism and deposition (see
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limits of the methods above). Lactating and non-lactating females showed similar
stomach contents (Chapter 2) and FA profiles (Chapter 3), suggesting a fidelity to
foraging habits displayed by females from a year to the next regardless of whether they
were rearing a pup or not.

Rattails (30%M) and hoki (26%M) were the most important prey estimated by QFASA
for biopsied lactating females during the pre-breeding period and the first month of
lactation (30%M and 26%M respectively, Chapter 6). The comparison of diet estimates
between by-caught and biopsied females (Chapter 6) suggests that females change their
deep sea fish-based diet to a more squid-based diet at the end of summer when arrow
squid gather in the area (M. Cawthorn pers. comm.). Alternatively, another possibility is
that female sea lions are still depending on a fish diet in autumn and some individuals

specialise in pursuing squid in trawling nets.

FA profiles of by-caught and biopsied NZ sea lions showed some variation between the
years from 2000 to 2006 (Chapters 3 and 6). Because sea lions had similar body
condition between most of the years, | attributed the FA variation to annual variation in
diet. NZ sea lions are generalist predators (Lalas 1997; McMattoal. 1999;
Childerhouseet al. 2001; Chapter 2), thus their diet is expected to follow the trends of
prey stock availability. The similar dietary pattern between the two types of sampling
(by-caughtversusbiopsied) was the higher contribution of arrow squid estimated in the
diet of animals sampled in 2005 (or pooled years 2005-2006) relative to the previous
years (Chapters 5 and 6). These findings are consistent with the trend shown by reported
commercial catches of arrow squid from the Auckland Islands region (Ministry of
Fisheries). A parallel study on the milk composition of the same NZ sea lion population
between the years 1997 and 2005 reported high lipid and low protein contents of the
milk sampled in 2002 and 2003 relative to the other years, and explained this pattern by
an underfeeding of females with good initial body condition during the first month of
lactation (Riet-Sapriza 2007). Furthermore, low lipid and protein contents of the milk
collected in 2001 were attributed to underfeeding of females in poor body condition
during the first month of lactation. Therefore, it is possible that a low biomass of arrow
squid around the Auckland Islands in the years previous to 2004 has limited the
production of a milk of good quality. It is worth mentioning that arrow squid contains
the highest values of eicosapentaenoic acid (EPA) and docosahexaenoic acid (DHA)

among the common prey of the NZ sea lion (> 20% of total FAs; Chapter 4), and that
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these FAs are associated with health benefits such as the prevention of autoimmune
diseases (Sidhu 2003). Milk with high concentrations of EPA and DHA would likely
benefit the pup and may increase its chance of survival in the face of infectious diseases
such as the ones occurring in the population in 2002 and 2003 (Castelel20074a;
Castinelet al. 2007b).

Importance of the edges of the Auckland Islands shelf

It has been suggested that the low population number of the NZ sea lion (approximately
12000; Campbelket al. 2006) and its low reproductive performance originate from
unfavourable foraging conditions occurring on the Auckland Islands shelf, where
abundant and/or predictable resources would be far from the rookeries and deep (Gales
and Mattlin 1997; Costa and Gales 2000; Chilvetrrsal. 2005, 2006). My principal
findings on the short-term and long-term diet of NZ sea lions during the first months of
the lactation period (Chapters 2 and 5) appear to support this hypothesis. | have shown
that the NZ sea lions predominatly feed on arrow squid and deep-sea living fish such as
rattails and hoki. The later are found at depths >200 m, thus are accessible only at the
edges of the shelf (Beentjes al. 2002; Ministry of Fisheries 2007). A previous
foraging study on lactating NZ sea lions highlighted the importance of the edges of the
Auckland Islands shelf during foraging trips of females during the first month of
lactation (Chilverset al. 2005). My results suggest that the slopes are visited regularly
not only during the first month of lactation (Chapter 6), but later in the lactating period
(Chapter 5). Given the high fidelity for foraging grounds displayed by female NZ sea
lions (Chilvers 2008a), it is likely that the edges of the Auckland Islands shelf remain
key foraging locations until the end of the lactation period. Though these key areas are
far from the rookeries and impacted by the squid fishery, they may provide the only

predictable and abundant food resource required to cover the cost of lactation.

Nutritional stress hypothesis and energetics

In addition to the costs of exploiting a resource far from the colony and deep, the
energetic income from the prey must be considered. Indeed, a low energetic diet might
cause a nutritional stress, potentially causing an adverse impact on the reproductive

performance of sea lions (Trites and Donnelly 2003). A similar hypothesis has been
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proposed to explain the decline of the western stock of Steller sea lions, which feeds
primarily on gadids, a group of prey considered to be of low energy density (Rosen and
Trites 1999; Rosen and Trites 2000; Donnetyal. 2003; Trites and Donnelly 2003;
Winship and Trites 2003; Rosen and Trites 2005). The calorific values of gadids (3 to 8
kJ g*, Fritz and Hinckley 2005) are in the same range as those of NZ sea lions’ main
prey (5 to 8 kJ g, Chapter 4). Therefore it is quite possible that the energy obtained
through prey consumption does not meet the energetic demands of reproduction and
lactation in NZ sea lions, causing a low reproductive rate and a low fat content in the
milk relative to other otariid species (Riet-Sapriza 2007; Chilvers 2008b). However, the
nutritional stress hypothesis has been criticised (see critical review in Fritz and
Hinckley 2005; Atkinson et al. 2008) as it is difficult to make a direct link between
energy of prey and the well-being of a population, without better knowledge of the
physiological processes governing the assimilation of nutrients into marine mammal
tissues. Furthermore, low prey energy density alone is not sufficient to cause nutritional
stress if total prey intake is adequate to meet energetic needs (Doginally2003;
Rosen and Trites 2005). In fact, otariid populations relying on low energy prey can do
fine. For instance, the population of southern sea litasia flavesceng Patagonia is
increasing (Danset al. 2004) but the females prey on the lean prey octopus
Enteroctopus magalocyathasd squidllex argentinus(Werner and Campagna 1995;
Koen Alonso et al. 2000), and the sea lion population in this area is increasingefDans
al. 2004). In contrast to NZ sea lions however, the costs of foraging are lower for
southern sea lions which dive to maximum depths of 30 m on the shallow Patagonian
shelf (Werner and Campagna 1995; Campaghal. 2001). Among the otariids
displaying a benthic foraging behaviour such as Australian se&Bophoca cinerea
(Costa and Gales 2003), Australian fur seadtocephalus pusillus dorifery®rnould

and Hindell 2001), southern sea lion (Werner and Campagna 1995), northern fur seal
Callorhinus ursinus(Goebelet al. 1991) and NZ sea lion (Gales and Mattlin 1997,
Chilverset al. 2006), the NZ sea lion is the only species for which regular dives deeper
than 100 m have been recorded during the foraging trips of lactating females on the
shelf (Gales and Mattlin 1997; Chilvees al. 2006). A preliminary study on the diving
physiology of the NZ sea lion showed that despite their deep and long-duration diving
ability, they do not have a greater diving capacity than other otariids thus are
presumably foraging near their physiological maximum (Costa and Gales 2000).

Therefore, it is probable that the reliance on low energy prey distributed in deep waters
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adversely affects the reproductive performance of lactating NZ sea lions. More detailed
studies on nutrient quality and sea lion physiology will be required to test this
hypothesis further.

To test the hypothesis that the total prey intake during a foraging trip may not be
sufficient to cover energetic needs due to the low energy contents of the prey, |
calculated the daily food requirement of a lactating sea lion by using a simple
bioenergetic model derived from Kleiber’s predictive equation of energy requirements
(Kleiber 1975), where the basal metabolism @l d?) is defined as:

BM = 29288x M %"

with 292.88 in kJ d; andM, mass of the animal in kg. Here, | took an average mass of
110 kg which represent the most common mass class of lactating NZ sea lions
(Childerhouse 2008). By accounting for the different energy contents of the prey and
their proportions in the diet, the daily food requirenfeRt(kg d*) of a lactating NZ sea

lion is as follows:

_ 58xBM
A ICETTD

With 5.8 x BM, activity metabolic rate calculated as 5.8 times the basal metabolism for
lactating NZ sea lions (Costa and Gales 2000); 0.95, mean assimilation efficiency from
feeding experiments on monk sednachus schauinslandaind harp seal®hoca
groenlandica (Lawson et al. 1997; Goodman-Lostal. 1999)F;, proportion by mass

of preyi in the diet; and;, energy content of prey(kJ kg wet mass). The daily food
requirement of a lactating female was estimated to be 25 kg 83% of its body mass

with the prey proportions predicted by the stomach analysis, 24'kyy @1% of its

body mass with the prey proportions predicted by QFASA on by-caught lactating
females, and 23 kg'dor 21% of its body mass with the prey proportions predicted by
QFASA on biopsied lactating females. These values are likely to be underestimated
since females need to obtain more energy than required to sustain the fast on land when
nursing their pup (1-2 days, Chilvees al. 2005). Fiscus and Baines (1966) suggested
that the maximum stomach capacity of a two-year old Steller sea lion was
approximately 10% of its body mass. Therefore, a lactating NZ sea lion would
theoretically need to fill its stomach three times daily to meet its food requirement.

Based on the passage times of prey items through the gut of Steller sea.gqnBolit
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et al. 2003), it is likely that most of the prey are digested or passed through the intestine
within 6 hours. Thus, lactating females would theoretically “have time” to meet their
food requirements. However, the food requirements of lactating NZ sea lions calculated
herein are well above the estimations for other sea lion species (approximately 10-11%
body mass for Australian and California sea li@dasophus californianusCosta 1991,
Winship et al. 2006), and are at the higher limit of the estimated food requirements for
the declining population of Steller sea lions in western Alaska (Winship and Trites
2003). Consequently, the food requirements from low energy prey such as the ones
available around the Auckland Islands may be at such a level that lactating females have
to strike a delicate balance between meeting their energetic needs and returning to the
rookery on time to nurse their pup. Nevertheless, lactating NZ sea lions captured twice
in a month interval during the first months of the lactation period, had stabilised or were
gaining mass (B.L. Chilvers unpubl. data), hence were in positive energy balance. If the
energy of prey does not appear to be the cause of the low reproductive performance of
female NZ sea lions, the quality of prey might be a factor. It has been mentioned earlier
in this discussion that arrow squid has high levels of FAs necessary for important health
functions. It is now necessary to assess other nutrients such as amino acids and minerals

in order to further investigate the nutritional stress hypothesis in this species.

Interactions with the arrow squid fishery and potential resource competition

The aim of the conservation management strategy for the NZ sea lion is the reduction of
fisheries by-catch, and is currently undertaken in three ways: maintaining the no-fishing
zone of 12 mile surrounding the Auckland Islands, the setting of an annual by-catch
limit, and the use of sea lion exclusion devices (SLEDS) in trawling nets (Wilketson

al. 2003; Chilvers 2008b). Despite these management controls, the number of sea lions
estimated to be caught varied from 14 to 118 every year (Chilvers 2008b). Lactating
females from Enderby Island (Auckland Islands) travel north or north east to the edge of
the shelf, where part of the fishery occurs (see Fig 6-1, Chibateas 2005; Chilvers
2008b). Therefore, there is a high overlap in the regions harvested by sea lions and the
fishery, which can lead to potential competition for arrow squid. To assess the resource
competition, one must know the abundance of arrow squid available in the area.
Unfortunately, no biomass estimate is available for arrow squid (Ministry of Fisheries
2007). However, a comparison of the quantity harvested by the lactating NZ sea lions
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and the quantity fished at the Auckland Islands can give an indication of the impact of
NZ sea lions on the squid stock. | re-used the bioenergetic equation presented earlier to
estimate the daily requirement of arrow squid by lactating females by-caught in the
squid fishery. | found a daily requirement of 7 kg based on diet predictions from
stomach contents, or 8 kg dased on diet predictions from QFASA. The arrow squid
requirementRas (kg per season) of all lactating females during a fishing season was
calculated as:

R= FRx nbndsx nldays
with FRas the daily requirement of arrow squi;nb inds the number of individuals;
andnb days the number of days during which sea lions are foraging. The number of
adult NZ sea lions was estimated at 7000 (Wilkinson et al. 2003). Approximately 67%
of females are lactating (Childerhouse 2008), and assuming a sex ratio of 1:1, the
number of lactating NZ sea lions is 2345. The fishing season is approximately 120 days
(from the £'of February to the®lof June). Lactating females spend approximately two
thirds of their time foraging at sea during lactation, thus the number of foraging days
was set at 80. This gives an estimation of 1300 t to 1500 t of arrow squid required by
lactating NZ sea lions during a fishing season, and equals 10 to 22% of the annual
catches of arrow squid in the sub-Antarctic in 2002 and 2003, and up to 46% of the
annual catches of arrow squid in the sub-Antarctic in 2001. Based on a study of milk
guality in these sea lions, it was hypothesised that the population faced a food shortage
in the summers 2001 and 2002. To the substantial amount of arrow squid required by
lactating females, one must add the food requirements of males and juveniles of 3-4
years old, which also forage at the edges (Chapter 2). Therefore, the entire NZ sea lion
population may require similar amounts of arrow squid as the amount harvested by the
fishery in some years, suggesting that resource competition exists during years of low

arrow squid recruitment.

Future research on NZ sea lions

 The food requirement equations used in this chapter were made simplistic
because my aim was to estimate the approximate food requirements of sea lions.
A more complicated energetic model has been developed for Steller sea lions
(Winship et al. 2002) and could be adapted to NZ sea lions. Mass distribution of

the population instead of an average mass, activity metabolic rates for males and
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juveniles, and variable assimilation efficiencies depending on the lipid content
of prey are examples of factors which could be added in the model.

The examination of the nutritional quality of the main prey species a&mino

acids, minerals, vitamins) will allow further insight on the nutritional stress
hypothesis on NZ sea lions.

Most of the research on the NZ sea lions at the Auckland Islands has focused on
lactating females in summer (Gales and Mattlin 1997; Costa and Gales 2000;
Chilverset al. 2005, 2006) because females are the most critical component in
the population and because of logistic restrictioms, femote locations difficult

to access in winter). However, in terms of species management, it becomes
crucial to understand the foraging and feeding behaviour of other components of
the population (males and juveniles), and of lactating females in winter and
spring at the end of the lactation period. Males and juveniles are the focus of a
current foraging study at the Auckland Islands (B.L. Chilvers, pers. comm.). |
strongly recommend sampling blubber from males and juveniles in the future in
order to use QFASA on these animals.

The collection of feeding information in winter and spring seems limited in the
near future due to the high cost of sending a team to the Auckland Islands in
winter. Nevertheless, stable isotope analysis can provide a means of inferring
historic diets over months or years (Dalerum and Angerbjorn 2005) thus it may
be possible to use this method to obtain diet information in winter. For instance,
stable isotopes of hair collected from females captured in January would give an
isotopic signature since the previous moult at the end of summer. The
comparison of isotopic signatures between hair and another tissue with a
turnover of several weeks onlg.§., red blood cells) will allow any dietary
changes between the summer (breeding season) and the months preceding the
breeding season to be assessed.

QFASA used a limited prey FA library (Chapter 4) and CCs from Steller sea
lions. First, the prey FA library needs to be expanded to other potential prey
species which are abundant in the Auckland Islands shelf, and the number of
individuals within each prey species needs to be increased especially for species
with a high FA variability such as opalfish and octopus. Secondly, better CCs
for NZ sea lions could be obtained by carrying out feeding experiments on
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otariids fed on species similar to NZ sea lions’ prey in their lipid and FA
compositions. Since it is unrealistic to keep a NZ sea lion in captivity due to the
current critical status of the population, it is possible to use another species of

sea lion, such as California sea lions held captive in several zoos in NZ.

General conclusions

The diet of NZ sea lions was investigated using stomach content analysis,
qualitative FA analysis, and quantitative FA signature analysis (QFASA) from
the years 1997 to 2006. Stomach and FA analysis are complementary methods,
both with advantages and disadvantages, and gave comparable results even if
they infer the diet of NZ sea lions over different temporal scales.

Data obtained from both stomach analysis and QFASA indicate that arrow
squid, rattails, hoki and red cod are key prey species for NZ sea lions. My results
suggest that the slopes of the Auckland Islands shelf are visited regularly not
only during the first month of lactation, but later in the lactating period. Given
the high fidelity for foraging grounds displayed by female NZ sea lions, it is
likely that the edges of the Auckland Islands shelf will remain key foraging
locations until the end of the lactation period.

Variation in diet between sexes is likely to occur but the degree of segregation
could not be assessed in my study due to the unknown role of different rates of
metabolism in the FA variation between males and females. By-caught juveniles
of 3-4 years old feed on similar prey as adults, implying that they are able to
forage at the slopes of the shelf and at depths >200 m, despite having a diving
capacity not fully developed. Lactating and non-lactating females showed
similar stomach contents and FA profiles, suggesting a fidelity to foraging habits
displayed by females from a year to the next whether they rear a pup or not.
Finally, the comparison of diet estimates between by-caught and biopsied
females suggests that females change from a deep sea fish-based to a more
squid-based diet at the end of summer when arrow squid gather in the area.

FA profiles of NZ sea lions showed some variation between the years from 2000
to 2006, with mostly a higher proportion of arrow squid in the diet of sea lions
sampled in 2005 and 2006. The daily food requirement of a lactating female was

estimated to be > 20% of its body mass. During years of low arrow squid
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recruitment such as 1999 and 2001, the amounts of arrow squid required by the
NZ sea lion population may have been similar to the amount harvested by the
fishery, suggesting that resource competition occur between the arrow squid

fishery and NZ sea lions in years of low arrow squid recruitment.



APPENDIX 1

Analysis of fatty acids and gas chromatography: development

of the laboratory protocol

A recent review on the analysis of fatty acids (FAs) in marine ecosystems (Budige
2006) stated that analysis of FA methyl esters (FAMES) by gas chromatography is the
most reliable and accessible method for routine quantification of FA composition. Gas
chromatography allows the identification of a wide range of FAs (Christie 1989), which
need to be converted first into a volatile derivative, usually methyl esters. Therefore, FA
analysis commonly requires the following steps: (1) lipid extraction, (2) derivatisation
(methylation), and (3) gas chromatography, which are developed in details in the
following sections.

This appendix aims at describing and justifying the methodology chosen to analyse FAs
in the “development of a protocol”. The second section is the description of the protocol
used during this project. Samples analysed here were either blubber from sea lions or
prey (fish, cephalopod or crustacean). While the review on the methods involves
different disciplines beyond the marine environment, the references generally referred

to marine mammal tissues.

DEVELOPMENT OF A PROTOCOL

Lipid extraction

Which method to choose?

The first laboratory step in FA analysis is the extraction of lipids from animal tissue. By
using a bipolar solvent system such as methanol:chloroform mixture, lipids are
separated from other compounds. The most common extraction procedures are the
Folch et al. (1957) technique and its simplified version, the Bligh and Dyer (1959)
technigue. Modified versions of these techniques were applied in numerous studies on
marine mammalse(g., "Folch": Walton et al. 2000; Hooket al. 2001; Staniland and



Pond 2004; Kékel&t al. 2005; "Bligh and Dyer": Iverson et al. 1997b; Brown et al.
1999; Leaet al. 2002a; Bestt al. 2003).

Folch et al. (1957) first developed the chloroform:methanol:water phase system (8:4:3
vIviv), which mixes polar (methanol) and non-polar (chloroform) solvents necessary to
dissolve a wide range of lipids (and all the marine ones). First, lipids are extracted by
homogenising the tissue with 2:1 chloroform:methanol (v:v) for a final dilution of 20-
fold the volume of the tissue sampéed., 1g of tissue diluted in 20 mL). Second, saline
water is added to the system for a final ratio of 8:4:3 chloroform:methanol:water
(v:v:v). A biphasic system is obtained with the lower phase containing most of the
tissue lipids. Bligh and Dyer (1959) based their method on Folch et al. (1957) but used
less solvent (1 part sample to 3 parts solvent instead of 20 for the Folch method).
However, this method underestimates the lipid content of samples containing more than
2% of lipids and should not be used without modification for the quantification of lipids
in marine animals (Iverson et al. 2001). In the present project, a modified version of the

Folch method was used to analyse the samples.

Oxidation of samples

Lipids can oxidize in contact with air before storage and when frozen. Indeed,
peroxidation of lipids occurred in some tissues at temperatures lower than —20°C
(Pizzocaro et al. 1980; Whitelest al. 1992). Some of the blubber samples used in the
present project were stored at —20°C for up to 5 years before being processed. In
addition, fish and squid specimens were homogenised at room temperature and freeze-
dried before storage at —20°C. Thus, the potential for oxidation occurring in these
samples before analysis must be considered. To my knowledge, only one study on the
effect of the blubber decomposition on FA composition has been reported (Learmonth
2006), in which there was little evidence of lipid oxidation after 566 days at —20°C. It
was hypothesised that this lack of oxidation was due to the presence of natural tissue
antioxidants (Christie 2003). Also, the outer surface of the blubber samples, which
oxidise more rapidly than the inside tissue, were removed before analysis in Learmonth
(2006). Similarly in the present project, the tissue at the surface of the blubber sample
was removed. However, the effect of long-term storage at —20°C on FA composition of

blubber and prey type tissues was not specifically tested here.



During the lipid analysis, butylated hydroxy toluene (BHT) was added to the
chloroform:methanol 2:1 mixture to a percentage of 0.01% of the total solvent
system. BHT acts as an antioxidant, does not interfere with the extraction process,
and allows a safe storage of lipid extracts at —20°C (Wren and Szczepanowska
1964; Christie 1989), before the FA methylation.

Fatty acid methylation

Which method to choose?

FAs are difficult to analyse by gas chromatography because of their poor peak shape
and quantification. Their conversion to volatile derivatives is necessary to improve their
solubility and thus ensuring better gas chromatographic peak shape and quantification
(Christie 1989). Methyl esters are by far the favourite derivatives for gas chromatograph
(GC) analysis of FAs (Christie 1993). The most common methylating catalysts are
boron trifluoride (BR) and sulphuric acid ($%Qy). Heating is required for completion

of the esterification reaction and FA methyl esters (FAMES) are extracted with alkanes
such as hexane, following by the injection into a GC. Althoughdd HSO, produce
equivalent resultse(g., Iverson et al. 1997a; Thiemann et al. 2004b), some laboratories
experienced problems with the use ofzBBuch as moisture in the reagent avoiding
complete esterification (Budgs al. 2006), and damage to the GC columg.( Lepage

and Roy 1984). Several precautions need to be applied with this reagehie use of
refrigerated fresh reagents only, and a low concentration in methanol to avoid its
degradation (apparition of flakes, personal observation). Although it is now
recommended to use its equivalerySA, (Budge et al. 2006), BF is still highly
popular probably because it can be purchased from commercial suppliers and have a
shelf life time of several months (Christie 1993), wheregSQjneeds to be prepared
weekly (Budgeet al. 2006). Another advantage of BB that it methylates both TAG

and free FAs, these last ones resulting from the oxidation of the sample.

An alternative procedure for the formation of methyl esters is the direct
transesterification, in which lipid extraction and methylation are done in one step. It is
simpler and faster analysis, using less organic solvents, and showed to have comparable

results to the traditional two-step procedure (Lepage and Roy 1984; Grahl-Nielsen and



Barnung 1985; Lui 1994; Guillou et al. 1996; Cantell@gbsal. 1999; Thiemann et al.
2004b; Indartiet al. 2005). It involves the treatment of a small tissue sample (< 25 mg)
with generally a solution of HCI in methanol. Despite these advantages, its use in
marine lipid studies is still limited. In marine mammal studies, only Grahl-Nielsen’s
group is using this technique routinelg.q., Andersen et al. 2004; Birkeland et al.
2005; Grahl-Nielsen et al. 2005). The fact that only a small sample of tissue can be used
may be a problem for blubber, in which FA composition varies within the depth
(Iverson 2002). Thus, a little sample cannot provide an accurate representation of the
FA composition of the full depth or even a selected depth of the blubber core
(Thiemann et al. 2004b). Direct esterification can still be appropriate for homogeneous
samples such as milk and homogenised fish. However, it cannot give accurate estimates
of the fat content of the prey types (Budgeal. 2006), which is needed in quantitative
models of FA analysis (lverson et al. 2004) and in nutritional studies of marine
resourcesd.g., Nicholset al. 1994; Leaet al. 2002c; Phillipset al. 2002; Kittset al.

2004)

The use of picolinyl derivatives, instead of methyl ester derivatives, has been used
extensively to study the lipids of plants and marine invertebrates, Plants: Van

Boven et al. 2000; Wolff and Christie 2002; Tsydendambage\wal. 2004; marine
invertebrates: Nechev et al. 2004; Kawashima 2005). However, their use in upper
marine taxa is limited. They were recently subject to a discussion in Marine Mammal
Science (Budget al. 2007; Wetzeét al. 2007), following the review of Budge et al.
(2006) on FA methods. Although this technique coupled with the use of a GC-MS has
been shown to produce more accurate results than the more common methyl esters with
a GC-FID (Wetzel and Reynolds Il 2004), the separation of some monounsaturated FA
isomers, important dietary tracers, is not easy, and not all laboratories have access to a
GC-MS, which is more expensive than a GC-FID (Wetzel and Reynolds Il 2004;
Budgeet al. 2007).

For this project, direct esterification was not suitable because 1) stratification occurs
within the blubber of New Zealand sea lions (L. Donaldson et al., unpubl. data) thus a
full blubber core needed to be analysed to study the long-term diet; 2) the fat content of

the prey types needed to be accurately estimated for the application of quantitative



models. Moreover, the use of picolinyl esters was not considered, as there was no access
to a GC-MS. Thus, FAs were methylated from a lipid extract and analysed through a
GC-FID. BF; was the methylating reagent. It was purchased in small volumes at a time
(100 mL) to use only a fresh reagent (less than one year old), and in low concentration

(10% in methanol) to avoid degradation.

Loss of fatty acids during methylation?

Lipids are stored in the adipose tissues of marine mammals in different forms, the most
common ones being triacylglycerols (TAGs) and wax esters (WEs) (lverson 2002;
Christie 2003). TAGs consist of three FAs esterified to a glycerol backbone. In the
intestine of the predator, the FAs and the monoglycerol are released by the digestive
enzymes, absorbed by the epithelial cells of the mucosa, and are re-formed into TAG
(with the exception of carbon chain < 14). WEs consist of a FA esterified to a fatty
alcohol and when digested, the FA is separated from the fatty alcohol. Then the fatty
alcohol is oxidised to its corresponding FA (same number of carbons with same double
bond positions). The resulting two FAs from the WE molecule are absorbed and formed
into TAG (Budgeet al. 2006). Thus, when analysing a prey containing a large amount
of WEs, both the FAs and the fatty alcohols must be analysed to determine the FA
composition of all the lipids ingested (Budge¢ al. 2006). However, the types of
samples analysed in this project were blubber and prey type (fish, cephalopod or
crustacean). TAGs make up the majority of the lipids in blubber (Ilverson 2002; Christie
2003) and in the studied prey species (Vlieg and Body 1988). Consequently, the
samples were not analysed for the fatty alcohols in WESs, believed to be in minor

proportion in the lipid extracts analysed.

Gas chromatograph analysis

Methyl esters were analysed on a gas chromatograph GC-17A (Shimadzu Corporation,
Kyoto, Japan) equipped with a flame ionisation detector (FID). It was connected to
computerized integration system (CLASS-VP version 7.3, Shimadzu Scientific
Instruments, Inc., Columbia, MD) to identify and quantify the FAMEs present in the
samples. Samples were injected into two highly polar columns: a 50% cyanopropyl

polysiloxane column (30 m 0.25 mm i.d., 0.2%m film thickness; DB-23 from&W



Scientific Inc., U.S.A.), and a 70% cyanopropy! polysilphenylene-siloxane column (30
m x 0.25 mm i.d., 0.2%um film thickness; BPX70 from SGE Analytical Science Pty

Ltd, Australia). Blubbers from by-caught sea lions (Chapter 3) and some of prey type
samples (Chapter 4) were injected through the DB-23 column whereas blubbers from
the rest of prey type samples and biopsied females (Chapter 6) were injected through the

BPX70 column. Results from control samples analysed on both columns were similar.

Identification of FAMESs

FAs were identified by comparing the retention times of FAMEs with authentic
standards (N-CHEk GLC standard 68D, #®EeLco 37 FAME mix, $JPELCO PUFAS
menhaden oil). The list of FAs present in each standard is shoWabla Al-1. Peaks

not included in these standards were compared with the peaks of a well-documented
sample, i.e., cod liver oil (Christie 198%)able Al-1).

Table Al-1. Fatty acids (FAs) identified in different standards and in my experiments. SAFAs
are saturated FAs, MUFAs are monounsaturated FAs, and PUFAs are polyunsaturated FAs.
Identified FAs are noted by a star. The ones for which the identification is not certain are noted
with a question mark.

Fatty acids Nu-CHEK SUPELCO 37 SUPELCO Cod Liver My experiments
(FAs) 68D FAME Mix PUFA 3 Oil (Christie
(menhaden) 1989)
SAFAs
4:0 *
6:0 *
8:0 *
10:0 * *
11:0 *
12:0 * *
13:0 * co-elute with BHT
140 * * * * *
15:0 * * *
160 * * * * *
17:0 * * *
180 * * * * *
20:0 * * ?
21:0 *
22:0 * *

23:0 *



240 * * ? co-elute with 24:1
MUFAs

14:1n-5 * * * *
15:1 * *
16:1n-7 * * * * *
17:1 * * ?
18:1n-9 * * * * *
18:1n-7 * * *
18:1n-5 *
20:1n-11 *(20:1) * *
20:1n-9 * *(20:1) * * *
22:1n-11 * *
22:1n-9 * * * * *
24:1n-9 * * ? co-elute with 24:0
PUFAs

16:3n-4 * *
18:2n-6 * * * * *
18:3n-6 *(18:3) * * ?
18:3n-3 *(18:3) * * * *
18:4n-3 * * *
20:2n-6 * * * *
20:3n-6 * * *
20:3n-3 * * * *
20:4n-6 * * * * *
20:4n-3 * * *
20:5n-3 * * * * *
21:5n-3 * *
22:2n-6 * ?
22:4n-6 * *
22:5n-6 * *
22:5n-3 * * *
22:6n-3 * * * * *

Cod liver oil was used in every series of runs to determine accurate retention times (see
example Fig.A1-1). The FA components were not verified by a GC-MS as this
equipment was not available. However, even if doubts remain on the identification of
peaks without information of their specific mass spectrum, it is not so much the absolute
values of each blubber or prey FA that is important but the relative values between
individuals. Because each sample is treated the same way, errors if they exist are
consistent between individual FA compositions that | compared.
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Figure Al-1. Chromatograph of cod liver oil FAMEs separated on a 50% cyanopropyl polysiloxane column (@2%nmm; &W DB-23, Folson
California). The oven was maintained at 140°C for 4min, then was raised at 25°C/min to 190°C, held for 5min, and was raised at 2°C/min to
it remains for a further 4min (Total run = 40min). Helium was the carrier gas at a velocity of 20cm/s. The split ratio was 83:1.



Validation of GC results

Standard Nu-Chek 68D (Nu-Chek, U.S.A.) was run to validate the GC equipment and
the conditions of injection such as the quality of the column, the quality of the manual
injection, the oven’s temperature programme and the interpretation of the
chromatograph, before running the first samples. Nu-Chek provided the weight of each
FA in percentage contribution of the total FA contefalle Al-2), which was
compared to the % weight obtained with the GC, after taking into account FID
correction factors (Ackman and Sipos 1964): Initially, Nu-Chek 68D was injected 10
times and the average FA composition was compared with actual values obtained by the
manufacturer to calculate the calibration coefficients (T&hle Al-2). Most of them

equal onei.e., there was a good match between the actual % and what | found. The GC
overestimated slightly the weight of the lightest FAs 14:0 and 16:0 (CC of 0.9) and
underestimated slightly the weight of the heaviest FA 22:6n-3 (CC of 1.1). The
variations to the actual values were reduced by changing the conditions of the injection
(e.g., way of injecting, volume injected, oven’s temperature programme, carrier gas
velocity), and the results shownTable Al1-2were with the optimum conditions. CCs
were extrapolated to FAs not present in the standard but considered in my experiments:
0.9 was applied to all FAs that eluted between 14:0 and E§O0A1-1, Table Al-2),

1.1 was applied to FAs that eluted after 20:5n-3.



Table A1-2. Comparison of the standard Nu-Chek 68D between actual % FA weights provided
by the manufacturer (Nu-Chek, U.S.A.) and % FA weights measured by the GC | used. My
results were presented by the averagy@yer 10 injections, and the confidence intervals

(95%Cl). CC are the calibration coefficients for each FA, which were multiplied to the %
weights obtained from the GC.

---------------------- Nu-CHEK 68D

Fatty acids (FAs) Actual weights Weights from GC

(Y%weight) X (Yoweight) 95%CI CC
SAFAs
14:0 6 6.7 6.6-6.8 0.9
15:0 0.9
16:0 16 16.9 16.7-17.0 0.9
17:0 1.0
18:0 8 8.0 8.0-8.1 1.0
20:0 1 1.0 0.9-1
22.0 1 0.8 0.8-0.8
24:0 1 0.8 0.7-0.8
MUFAs
14:1n-5 1 11 1-1.1 0.9
15:1 0.9
16:1n-7 5 5.3 5.2-5.3 1.0
18:1n-9 13 13.3 13.2-13.4 1.0
18:1n-7 4 3.9 3.9-4 1.0
18:1n-5 1.0
20:1n-11 1.0
20:1n-9 9 8.6 8.5-8.6 1.0
22:1n-11 11
22:1n-9 3 2.6 2.5-2.7 11
24:1n-9 1 0.9 0.9-0.9
PUFAs
16:3n-4 1.0
18:2n-6 2 2.1 2-2.1 1.0
18:3n-3 2(18:3) 2.0 2-2 1.0
18:4n-3 1.0
20:2n-6 1 0.9 0.9-0.9 1.0
20:3n-6 1.0
20:3n-3 1 0.9 0.9-0.9 1.0
20:4n-6 3 2.9 2.8-2.9 1.0
20:4n-3 1.0
20:5n-3 10 9.8 9.7-9.9 1.0
21:5n-3 1.1
22:4n-6 11
22:5n-6 11
22:5n-3 11

22:6n-3 12 11.4 11.1-115 11




% mass of total FA

Degradation of FAME extracts over time?

FAMEs are volatile compounds. The degree of volatility depends on the number of
carbons, the number of bonds and the location of the bond. In general, the less carbons
and the more bonds a FA has, the more volatile it is. Because of this property, FAMEs
could evaporate each time the tube containing them was open, affecting the composition
of the sample. | tested the effect of time on the composition of the FAME extracts, by
injecting the same extract (cod liver oil) at different intervals over thrge A1-2). The

sample was kept at —20°C between injectiéing. A1-2 showed that the proportions of

FAs of the same sample varied slightly over time with no apparent trend. However, the

FAME extracts were injected regularly within two weeks of their preparation.
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Figure A1-2. % mass of the main FAs from the same sample (cod liver oil) injected over time

PROTOCOL ADOPTED

Lipid extraction

Lipids from blubber were extracted following the Folch method (Feiclal. 1957),
using a chloroform:methanol:water (CHO®IeOH:H,O) mixture. Approximately 0.5 g



of blubber (whole core) was sub-sampled from the bulk sample. The sample was then
cut in small pieces to assist homogenisation. The pieces were accurately weighed,
placed in a glass homogeniser (15 mL, Wheaton, U.S.A), and homogenised in 15 mL of
chloroform:methanol (2:1, v:v) containing 0.01% butylated hydroxytoluene (BHT) as
an antioxidant. The homogeniser was left for 10 min in ice to avoid evaporation of the
solvents. The extract was filtered through a glass microfibre filter (GC/C, Whatman,
U.K.), transferred to a glass centrifuge screw top tube (50 mL Pyrex, Cole-Parmer
International, U.S.A), and washed with 1% sodium chloride (NacCl) to a final ratio of
chloroform:methanol:water 8:4:3 (v/v/v). Centrifugation (5808R centrifuge, Eppendorf)
was for 10 min at 1000G at 10°C. The upper methanol:water layer was removed with a
water suction pump. The lower chloroform layer was then dehydrated with anhydrous
sodium sulphate (N&QO,). The lipid extract with chloroform was transferred to a pre-
weighed round bottom flask and the solvent was removed by rotary evaporation (Btchi
rotovapor, Switzerland) using a water bath at approximately 38°C. The vacuum in the
rotary evaporator prevents any oxidation of the lipid while in the water bath. The rotary
evaporation was stopped when a constant weight was obtained (no solvent left). The
weight of the lipid extracted from the sample was calculated by subtracting the weight
of the empty flask from the final weight of the flask and lipids. After weighing, 3 mL of
chloroform was added to the flask, and the content transferred to a glass screw top tube
(13 mL Kimax tube, Kimble Glass, U.S.A). An aliquot of 30 mg was taken to dryness
by rotary evaporation for methylation process. The remaining lipids were kept in
chloroform and the tube was capped under nitrogen before storage @t —20°

Fatty acid methylation

FA methyl esters (FAMES) were prepared directly from 30 mg of the pure extracted
lipid following Morrison & Smith (1964). The extracted lipid was dissolved in toluene
(2.5 mL) and transferred into a glass centrifuge screw top tube (50 mL Pyrex, Cole-
Parmer International, U.S.A), where 1.5 mL of 10% boron trifluoride in methanol
(methylating reagent) was added. The tube was capped under nitrogen, and heated at
50°C in a water bath for 14 to 19 h (overnight).

At this point, the protocol detailed in Learmonth (2006) was followed: After heating,
the extract was cooled to room temperature. Water (5 mL) containing 5% sodium
chloride was added, and the extract was shaken and then left to settle until the layers



were separated. The FAMEs were then extracted into 5 mL of hexane, which was again
shaken and left to settle. Once separated, the upper organic layer was removed by
pipette into a glass screw top tube (24 mL Kimax tube, Kimble Glass, U.S.A). The
process was then repeated. The organic layers were combined and washed with 4 mL of
water containing 2% potassium bicarbonate (NaBQGO® stop potential saponification.

Once the layers had clearly separated, the upper organic layer was transferred to a glass
screw top tube (13 mL Kimax tube, Kimble Glass, U.S.A) containing approximately
one-third anhydrous sodium sulphate to remove traces of water. The tube was stored at

— 20°C prior to chromatographic analysis (no more than two weeks).

Gas chromatograph analysis

Analysis of FAMEs was carried out using temperature-programmed gas—liquid
chromatography performed with a Shimadzu Gas Chromatograph GC-17A (Shimadzu
Corporation, Kyoto, Japan) equipped with a flame ionisation detector (FID), and fitted
with a 30 mx 0.25 mm i.d. column (50% cyanopropyl polysiloxane, Q@5 film
thickness, DB-23, &W, U.S.A.; or 70% cyanopropyl polysilphenylene-siloxane
column, 0.25um film thickness, BPX70, SGE Analytical Science, Australia). Helium
was the carrier gas with a flow rate of 1.3 mL/min. FAMEs (1 {d_Rwere injected
manually (5uL fixed needle syringe, Hamilton Company, U.S.A.) in split mode (50:1)
at an injection port temperature of 250°Te detector temperature was set at 270°C.
Two oven temperatures programmes were used depending of the sample. The first one
started at 140°C for 4 min, rose to 190°C at 25°C ireld for 5 min, then to 240°C at

2°C min™, and held for another 4 min (total of 40 min), and was preferred for blubber
samples. The second one started at 50°C for 2 min, rose to 180°C at 25°Chaiih

for 5 min, rose again to 200°C at 2°C fjrthen to 240°C at 2.1°C mih(total of 42.2

min), and was preferred for prey type samples.

FA components were identified by comparison of retention time data to authentic (Nu-
Chek 68D, Supelco 37 FAME mix, Matreya menhaden oil) and laboratory standards
(cod liver oil). Cod liver oil was used at every series of runs to determine accurate
retention times. Nu-Chek 68D was injected every month to check the quantitation of
each FA. Peak areas were measured by a computerised integration system attached to
the GC (CLASS-VP version 7.3, Shimadzu Scientific Instruments, Inc., Columbia,

MD). Each chromatogram was checked to ensure correct identification. Some minor



peaks were identified with uncertainty and were thus not included in the final

normalisation. FAs were designated by the shorthand notation of carbon chain
length:number of double bonds and location (n-x) of the double bond nearest to the
terminal methyl group. Quantitation of FA was done using theoretical response factors

calculated according to Ackman & Sipos (1964).



APPENDIX 2

Fatty acid composition (14 main fatty acids) of pacific her@igpea pallasii pallasii

and eulachormhaleichthys pacificuged to Steller sea lionSumetopias jubatuduring
long-term diet studies at the University of British Columbia (Vancouver, Canada).
Compositions were provided by D. Tollit (unpubl. data). The mean FA composition of
New Zealand sea lioRhocarctos hookerprey is displayed for comparison (data from
Chapter 4). The mean lipid content was provided in parenthesis for each group (herring
and eulachon from D.Tollit, unpubl. data; prey of New Zealand sea lions from Chapter
4.

percentage of total fatty acids by mass

= = N N w
o (&) o &) o )] o

S€
- oy

0T

0:9T

0:8T

6-UT:8T

e

/-UT:8T

6-UT:0C¢ TT-UT:0Cc 9-uUZ:8T

(Pidi| %8°T ¥ 2'0T) Suol| eas 19||31S 01 Pa} UoydeNS
(p1di| %8°2 F 6°6) SUOI| ©3S J3|[21S 01 Pay bulay m

(p1dij 9%G°2 F ') suol| eas puejeaz maN Jo Aaid uesiN O

e-ug:ge

€-ugi0c TT-UT:¢¢ 9-uy:0C

€-ugige







REFERENCES

Ackman, R.G., Burgher, R.D., Jangaard, P.M. (1963) Systematic identification of fatty
acids in the gas liquid chromatography of fatty acid methyl esters: a preliminary survey
of seal oil. Canadian Journal of Biochemistry and Physiglddy 1627-1641.

Ackman, R.G., Jangaard, P.M. (1964) The grey (Atlantic) seal: fatty acid composition
of the blubber from a lactating femalganadian Journal of Biochemistr¢3(1), 251-
255.

Ackman, R.G., Sipos, J.C. (1964) Application of specific response factors in the fast
chromatographic analysis of methyl esters of fatty acids with flame ionization detectors.
Journal of the American Oil Chemists' Society, 377-378.

Ackman, R.G., Eaton, C.A. (1966) Lipids of the fin whaRal@enoptera physallis
from north Atlantic waters Ill. Occurence of eicosenoic and docosenoic fatty acids in
the zooplankteMeganyctiphanes norvegica (M. Sars) and their effect on whale oil
composition. canadian Journal of Biochemisiiy, 1561-1566.

Ackman, R.G., Tocher, C.S., McLachlan, J. (1968) Marine Phytoplankter fatty acids.
Journal of the Fisheries Research Board of Canada, 25, 1603-1620.

Andersen, S.M., Lydersen, C., Grahl-Nielsen, O., Kovacs, K.M. (2004) Autumn diet of
harbour sealsRhoca vitulina) at Prins Karls Forland, Svalbard, assessed via scat and
fatty-acid analyses. Canadian Journal of Zooldg8g, 1230-1245.

Anderson, O.F., Clark, M.R., Gilbert, D.J. (200Bycatch and discards in trawl
fisheries for jack mackerel and arrow squid, and in the longline fishery for ling, in New
Zealand waters. NIWA Technical Report 74. NIWA, Wellington, New Zealand: 44 pp.

Anthony, J.A., Roby, D.D., Turco, K.R. (2000) Lipid content and energy density of
forage fishes from the northern Gulf of Alask#ournal of Experimental Marine
Biology and Ecology248, 53-78.

AOAC (2005). Official Methods of Analysis of Association of Official Analytical
Chemists InternationalGaithersburg, MD, USA.

Arnould, J.P.Y. (1995) Indices of body condition and body composition in female
Antarctic fur sealsArctocephalus gazella). Marine Mammal Scierk&3), 301-313.

Arnould, J.P.Y., Hindell, M.A. (1999) The composition of Australian fur seal
(Arctocephalus pusillus doriferusmilk throughout lactation.Physiological and
Biochemical Zoology72, 605-612.

Arnould, J.P.Y., Hindell, M.A. (2001) Dive behaviour, foraging locations, and maternal
attendance patterns of Australian fur seAlstocephalus pusillus doriferugCanadian
Journal of Zoology79, 35-48.



Arnould, J.P.Y., Nelson, M.M., Nichols, P.D., Oosthuizen, W.H. (2005) Variation in the
fatty acid composition of blubber in Cape fur seélsc{ocephalus pusillus pusilluand

the implications for dietary interpretatiodournal of Comparative Physiology, B75,
285-295.

Atkinson, S.K., Calkins, D.G., Burkanov, V., Castellini, M.A., Hennen, D., Inglis, S.D.
(2008) Impact of changing diet regimes on Steller sea lion body condianne
Mammal Science24(2), 276-289.

Auel, H., Harjes, M., da Rocha, R., Stubing, D., Hagen, W. (2002) Lipid biomarkers
indicate different ecological niches and trophic relationships of the Arctic hyperiid
amphipods Themisto abyssoramd T. libellulaPolar Biology, 25, 374-383.

Ayling, T., Cox, G.J. (1982)Collins Guide to the Sea Fishes of New Zealand. Collins,
Auckland, New Zealand: 343 pp.

Baird, S.J. (2005a) Incidental captureRifocarctos hookel{New Zealand sea lions) in
New Zealand commercial fisheries, 2001-0ew Zealand Fisheries Assessment
Report 2005/8, 17.

Baird, S.J. (2005b) Incidental captureR¥focarctos hookeriNew Zealand sea lions) in
New Zealand commercial fisheries, 2002-08ew Zealand Fisheries Assessment
Report 2005/9, 13.

Baker, A.N. (1999) Unusual mortality of the New Zealand sea Rbicarctos hookeyi
Auckland Islands, January-February 1998. Department of Conservation, Wellington,
N.Z. : 84p.

Baylis, A.M.M., Page, B., Peters, K., McIntosh, R., McKenzie, J., Goldsworthy, S.D.
(2005) The ontogeny of diving behaviour in New Zealand fur seal fAngto€ephalus
forsteri). Canadian Journal of Zoolog3, 1149-1161.

Beck, C.A., Bowen, W.D., Iverson, S.J. (2003) Sex differences in the seasonal patterns
of energy storage and expenditure in a phocid deatnal of Animal Ecology’2, 280-
291.

Beck, C.A., Iverson, S.J., Bowen, W.D. (2005) Blubber fatty acids of gray seals reveal
sex differences in the diet of a size-dimorphic marine carniv@aeadian Journal of
Zoology 83, 377-388.

Beck, C.A., lverson, S.J., Bowen, W.D., Blanchard, W. (2007a) Sex differences in grey
seal diet reflect seasonal variation in foraging behaviour and reproductive expenditure:
evidence from quantitative fatty acid signature analygiarnal of animal ecologyr6,
490-502.

Beck, C.A., Rea, L.D., Iverson, S.J., Kennish, J.M., Pitcher, K.W., Fadely, B.S. (2007b)
Blubber fatty acid profiles reveal regional, seasonal, age-class and sex differences in the
diet of young Steller sea lions in Alaskdarine Ecology Progress Serie338, 269-

280.



Beentjes, M.P., Bull, B., Hurst, R.J., Bagley, N.W. (2002) Demersal fish assemblages
along the continental shelf and upper slope of the east coast of the South Island, New
Zealand. New Zealand Journal of Marine and Freshwater Research, 36, 197-223.

Best, N.J., Bradshaw, C.J.A., Hindell, M.A., Nichols, P.D. (2003) Vertical stratification
of fatty acids in the blubber of southern elephant sdilo(nga leonina): implications
for diet analysis. Comparative Biochemistry and Physiology palB8B, 253-263.

Bigg, M.A., Fawcett, |. (1985) Two biases in diet determination of northern fur seals
(Callorhinus ursinug In: Beddington, J.R., Beverton, R.J.H. & Lavigne, D.M. (Eds).
Marine Mammals and Fisherie&eorge Allen & Unwin, London: 284-291.

Birkeland, A., Kovacs, K.M., Lydersen, C., Grahl-Nielsen, O. (2005) Transfer of fatty
acids from mother to their calves during lactation in white wh&lelphinapterus
leucas Marine Ecology Progress Serje&98, 287-294.

Blaber, S.J.M., Bulman, C.M. (1987) Diets of fishes of the upper continental slope of
eastern Tasmania: content, calorific values, dietary overlap and trophic relationships.
Marine Biology 95, 345-356.

Bligh, E.G., Dyer, W.J. (1959) A rapid method of total lipid extraction and purification.
Canadian Journal of Biochemistry and Physiology, 911-917.

Bolnick, D.l., Svanbéack, R., Fordyce, J.A., Yang, L.H., Davis, J.M., Hulsey, C.D.,
Forister, M.L. (2003) The ecology of individuals: incidence and implications of
individual specialization. The American Naturalis61(1), 1-28.

Boveng, P.L., Hiruki, L.M., Schwartz, M.K., Bengtson, J.L. (1998) Population growth
of Antarctic fur seals: Limitation by a top predator, the leopard gsaifogy 79, 2863-
2877.

Bowen, W.D. (1997) Role of marine mammals in aquatic ecosysiarsme Ecology
Progress Serigsl58, 267-274.

Bowen, W.D. (2000) Reconstruction of pinniped diets: accounting for complete
digestion of otoliths and cephalopod beakanadian Journal of Fisheries and Aquatic
Sciences57, 898-905.

Boyd, I.L., Arnould, J.P.Y., Barton, T., Croxall, J.P. (1994) Foraging behaviour of
Antarctic fur seals during periods of contrasting prey abundalmenal of Animal
Ecology 63, 703-713.

Boyd, I.L., Croxall, J.P. (1996) Dive durations in pinnipeds and sea lfasadian
Journal of Zoology74, 1696-1705.

Boyd, I.L., McCafferty, D.J., Reid, K., Taylor, R., Walker, T.R. (1998) Dispersal of
male and female Antarctic fur sealdr¢tocephalus gazella)Canadian Journal of
Fisheries and Aquatic Sciencéh, 845-852.

Bradford-Grieve, J.M., Probert, P.K., Nodder, S.D., Thompson, D., Hall, J., Hanchet,
S., Boyd, P., Zeldis, J., Baker, A.N., Best, H.A., Broekhuizen, N., Childerhouse, S.J.,
Clark, M., Hadfield, M., Safi, K., Wilkinson, I.S. (2003) Pilot trophic model for



subantarctic water over the Southern Plateau, New Zealand: a low biomass, high
transfer efficiency systendournal of Experimental Marine Biology and Ecolpg@®9,
223-262.

Bradshaw, C.J.A., Hindell, M.A., Best, N.J., Phillips, K.L., Wilson, G., Nichols, P.D.
(2003) You are what you eat: describing the foraging ecology of southern elephant seals
(Mirounga leonina) using blubber fatty acidBroceedings of the Royal Society of
London B 270, 1283-1292.

Brown, E.G., Pierce, G.J. (1998) Monthly variation in the diet of harbour seals in
inshore waters along the southeast Shetland (UK) coadtliaene Ecology Progress
Series 167, 275-289.

Brown, D.J., Boyd, I.L., Cripps, G.C., Butler, P.J. (1999) Fatty acid signature analysis
from the milk of Antarctic fur seals and southern elephant seals from South georgia:
implications for diet determination. Marine Ecology Progress Seti@8, 251-263.

Bryden, M.M., Stokes, G.B. (1969) Metabolism of fatty acids in the southern elephant
seal Mirounga leonina. Canadian Journal of Biochemisti(8), 757-760.

Budge, S.M., Iverson, S.J., Bowen, W.D., Ackman, R.G. (2002) Among- and within-
species variability in fatty acid signatures of marine fish and invertebrates on the
Scotian Shelf, Georges Bank, and southern Gulf of St. Lawr€@aseadian Journal of
Fisheries and Aquatic Sciencé®, 886-898.

Budge, S.M., Cooper, M.H., Iverson, S.J. (2004) Demonstration of the deposition and
modification of dietary fatty acids in pinniped blubber using radiolabelled precursors.
Physiological and Biochemical Zoologk7(4), 682-687.

Budge, S.M., Iverson, S.J., Koopman, H.N. (2006) Studying trophic ecology in marine
ecosystems using fatty acids: a primer on analysis and interpretdtoine Mammal
Science22(4), 759-801.

Budge, S.M., Iverson, S.J., Koopman, H. (2007) Reply to Wetzal.'s Comment:
"Identification of fatty acids by picolinyl ester derivativedarine Mammal Scienge
23(4), 991-992.

Budge, S.M., Springer, A.M., Iverson, S.J., Sheffield, G., Rosa, R. (2008) Blubber fatty
acid composition of bowhead whaleBalaena mysticetusimplications for diet
assessment and ecosystem monitoriraurnal of Experimental Marine Biology and
Ecology 359, 40-46.

Butler, J.R.A., Middlemas, S.J., Graham, I.M. (2006) Modelling the impacts of
removing seal predation from Atlantic salm@&glmo salar rivers in Scotland: a tool
for targeting conflict resolution. Fisheries Management and Ecolbgy285-291.

Campagna, C., Werner, R., Karesh, W., Marin, M.R., Koontz, F., Cook, R., Koontz, C.
(2001) Movements and location at sea of South American sea Gtas( flavescens
Journal of Zoology, London, 257, 205-220.

Campbell, R.A., Chilvers, B.L., Childerhouse, S.J., Gales, N.J. (2006) Conservation
management issues and status of the New ZeaRimatérctos hookeyiand Australian



(Neophoca cinergasea lions. In: Trites, A.W., Atkinson, S., DeMaster, D.P., Fritz,
L.W., Gelatt, T.S., Rea, L.D. & Wynne, K.M. (Eds). Sea Lions of the World. Alaska Sea
Grant College Program, University of Fairbanks, Alaska, USA: 455-4609.

Cantellops, D., Reid, A.P., Eitenmiller, R.R., Long, A.R. (1999) Determination of lipids
in infant formula powder by direct extraction methylation of lipids and fatty acid methyl
esters (FAME) analysis by gas chromatogragiowrnal of the AOAC Internationg82,
1128-1139.

Casaux, R., Baroni, A., Arrighetti, F., Ramén, A. (2003) Geographical variation in the
diet of the Antarctic fur seal Arctocephalus gazella. Polar Bigl@§y 753-758.

Casper, R.M., Gales, N.J., Hindell, M.A., Robinson, S.M. (2006) Diet estimation based
on an integrated mixed prey feeding experiment usirgjocephalusseals.Journal of
Experimental Marine Biology and Ecolad328, 228-239.

Casper, R.M., Jarman, S.N., Deagle, B.E., Gales, N.J., Hindell, M.A. (2007) Detecting
prey from DNA in predator scats: A comparison with morphological analysis, using
Arctocephalusseals fed a known diefournal of Experimental Marine Biology and
Ecology 347, 144-154.

Castinel, A., Duignan, P.J., Pomroy, W.E., Lépez-Villalobos, N., Gibbs, N.J., Chilvers,
B.L., Wilkinson, I.S. (2007a) Neonatal mortality in New Zealand sea liBhsdarctos
hooker) at Sandy Bay, Enderby Island, Auckland Islands from 1998 to 2005. Journal of
Wildlife Diseases43(3), 461-474.

Castinel, A., Grinberg, A., Pattison, R., Duignan, P.J., Pomroy, B., Rogers, L.,
Wilkinson, I.S. (2007b) Characterization Kfebsiella pneumoniaésolates from New
Zealand sea lionRhocarctos hookeyipups during and after the epidemics on Enderby
Island, Auckland Islands. Veterinary Microbiolody22, 178-184.

Castinel, A., Kittelberger, R., Pomroy, W.E., Duignan, P.J., Chilvers, B.L., Wilkinson,
[.S. (2008) Humoral immune response Ktebsiella spp. in New Zealand sea lions
(Phocarctos hookeyiand the passive transfer of immunity to pupsurnal of Wildlife
Diseases44(1), 8-15.

Cawthorn, M.W., Crawley, M., Mattlin, R.H., Wilson, G. (1985) Research on pinnipeds
in New ZealandWildlife Research Review No. 7. Wildlife Research Liaison Group,
Wellington, N.Z.

Cha, M.C., Jones, P.J.H. (1996) Tissue fatty acid deposition is influenced by an
interaction of dietary oil source and energy intake level in datstnal of Nutritional
Biochemistry 7, 650-658.

Cherel, Y., Guinet, C., Tremblay, Y. (1997) Fish prey of Antarctic fur seals
Arctocephalus gazella at lle de Croy, Kergueleolar Biology, 17, 87-90.

Cherel, Y., Hobson, K.A., Guinet, C., Vanpe, C. (2007) Stable isotopes document
seasonal changes in trophic niches and winter foraging individual specialization in
diving predators from the Southern Ocean. Journal of Animal Ecol&gy326-836.



Childerhouse, S.J., Gales, N.J. (1998) Historical and modern distribution and abundance
of the New Zealand sea lidthocarctos hookeriNew Zealand Journal of Zoolog®5,
1-16.

Childerhouse, S.J., Dix, B., Gales, N.J. (2001) Diet of New Zealand sea lions
(Phocarctos hookeyiat the Auckland Island¥Vildlife Research, 28, 291-298.

Childerhouse, S.J. (2008}Fonservation biology of New Zealand sea lions (Phocarctos
hookeri). PhD thesis, University of Otago, Dunedin, New Zealand: 197 pp.

Chilvers, B.L., Wilkinson, |.S., Duignan, P.J., Gemmell, N.J. (2005) Summer foraging
areas for lactating New Zealand sea lidABocarctos hookeri Marine Ecology
Progress Series304, 235-247.

Chilvers, B.L., Wilkinson, I.S., Duignan, P.J., Gemmell, N.J. (2006) Diving to
extremes: are New Zealand sea lioRhiqcarctos hookeyipushing their limits in a
marginal habitat? Journal of Zoology, London, 269, 233-240.

Chilvers, B.L., Robertson, B.C., Wilkinson, |.S., Duignan, P.J. (2007a) Growth and
survival of New Zealand sea lion®hocarctos hookeribirth to 3 months.Polar
Biology, 30(4), 459-469.

Chilvers, B.L., Wilkinson, 1.S., Childerhouse, S.J. (2007b) New Zealand sea lion,
Phocarctos hookeripup production-1995 to 200Bew Zealand Journal of Marine and
Freshwater Research, 4205-213.

Chilvers, B.L. (2008a) Foraging site fidelity of lactating New Zealand sea lions. Journal
of Zoology, London, 276, 28-36.

Chilvers, B.L. (2008b) New Zealand sea lioRBocarctos hookerand squid trawl
fisheries:bycatch problems and management options. Endangered Species Research.

Chilvers, B.L., Wilkinson, 1.S. (2008) Philopatry and site fidelity of New Zealand sea
lions. Wildlife Research35, 463-470.

Chilvers, B.L., Wilkinson, I.S. (2009) Diverse foraging strategies in lactating New
Zealand sea lions. Marine Ecology Progress Sefé8, 299-308.

Christiansen, J.S., Gamst Moen, A.-G., Hansen, T.H., Nilssen, K.T. (2005) Digestion of
capelin, Mallotus villosus (Muller), herring, Clupea harengus L., and polar cod,
Boreogadus saida (Lepechin), otoliths in a simulated seal ston@€B. Journal of
Marine Scienceg62(1), 86-92.

Christie, W.W. (1989)Gas chromatography and lipids: a practical guidehe Oily
Press, Ayr, U.K.

Christie, W.W. (1993)Advances in Lipid Methodology - two. The Oily Press, Dundee,
U.K.

Christie, W.W. (2003).Lipid analysis: isolation, separation, identification and
structural analysis of lipidsThe Oily Press, Bridgewater, U.K.



Clark, M.R. (1985) The food and feeding of seven fish species from the Campbell
Plateau, New ZealantNew Zealand Journal of Marine and Freshwater Resedl8h,
339-363.

Clark, M.R., Anderson, O.F., Gilbert, D.J. (200@iscards in trawl fisheries for
southern blue whiting, orange roughy, hoki, and oreos in New Zealand waters. NIWA
Technical Report 71. NIWA, Wellington, New Zealand: 73 pp.

Clarke, A., Doherty, N., A.L., D., Eastman, J.T. (1984) Lipid content and composition
of three species of Antarctic fish in relation to buoyancy. Polar Bigl8gy7-83.

Clarke, M.R. (1986)A handbook for the identification of cephalopod be&karendon
Press, Oxford, U.K.

Coleman, N., Mobley, M. (1984) Diets of Commercially Exploited Fish from Bass
Strait and Adjacent Victorian Waters, Sotuh-eastern AustrAlistralian Journal of
Marine and Freshwater Research, 35, 549-560.

Cooper, M.H., Iverson, S.J., Heras, H. (2005) Dynamics of blood chylomicron fatty
acids in a marine carnivore: implications for lipid metabolism and quantitative
estimation of predator diets. Journal of Comparative Physiolody’8, 133-145.

Cooper, Margaret H.M., Iverson, Sara J.S., Rouvinen-Watt, K.K. (2006) Metabolism of
Dietary Cetoleic Acid (22:1n-11) in Mink (Mustela vison) and Gray Sedddi¢hoerus
grypug Studied Using Radiolabeled Fatty AcidBhysiological and Biochemical
Zoology 79(4), 820-829.

Cornick, L.A., Neill, W., Grant, W.E. (2006) Assessing competition between Steller sea
lions and the commercial groundfishery in Alaska: A bioenergetics modelling approach.
Ecological Modelling, 199, 107-114.

Costa, D.P., Le Boeuf, B.J., Huntley, A.C., Ortiz, C.L. (1986) The energetics of
lactation in the Northern elephant sdslirounga angustirostrisJournal of Zoology,
London, 209, 21-33.

Costa, D.P., Trillmich, F. (1988) Mass changes and metabolism during the perinatal
fast: a comparison between Antarcthrdtocephalus gazella) and Galapagos fur seals
(Arctocephalus galapagoensi$hysiological Zoology61(2), 160-169.

Costa, D.P. (1991) Reproductive and foraging energetics of pinnipeds: Implications for
life history patterns. In: Renouf, D. (EdBehavior of pinnipedsChapman & Hall,
London, UK: 300-344.

Costa, D.P. (1993) The relationship between reproductive and foraging energetics and
the evolution of the Pinnipedia. In: Boyd, I.L. (Edarine Mammals: Advances in
Behavioural and Population Biologgymposium of the Zoological Society of London,
Oxford University Press, Oxford, UK: 293-314.

Costa, D.P., Gales, N.J. (2000) Foraging energetics and diving behavior of lactating
New Zealand sea lion$?hocarctos hookeriJournal of Experimental Biology203,
3655-3665.



Costa, D.P., Gales, N.J. (2003) Energetics of a benthic diver: seasonal foraging ecology
of the Australian sea lion, Neophoca cinerea. Ecological Monograj#{s), 27-43.

Cottrell, P.E., Trites, AW., Miller, E.H. (1996) Assessing the use of hard parts in faeces
to identify harbour seal prey: results of captive-feeding tri@snadian Journal of
Zoology 74, 875-880.

Cottrell, P.E., Trites, A.W. (2002) Classifying prey hard part structures recovered from
fecal remains of captive Steller sea liorisuifhetopias jubatys Marine Mammal
Science1§2).

Crawley, M.C., Warneke, R. (1979.inniped species summaries: New Zealand fur
seal. Mammals in the Seas-FAO Fisheries Series 5, vdrdbd and Agriculture
Organisation of the United Nations, Rome, p 45-48: 45-48 pp.

da Silva, J., Neilson, J.D. (1985) Limitations of using otoliths recovered in scats to
estimate prey consumption in seafSanadian Journal of Fisheries and Aquatic
Sciences42.

Dahl, T.M., Lydersen, C., Kovacs, K.M., Falk-Petersen, S., Sargent, J., Gjertz, I.,
Gulliksen, B. (2000) Fatty acid composition of the blubber in white whales
(Delphinapterus leucdsPolar Biology 23, 401-409.

Dalerum, F., Angerbjorn, A. (2005) Resolving temporal variation in vertebrate diets
using naturally occurring stable isotopes. Oecologia, 144, 647-658.

Dalsgaard, J., St John, M., Kattner, G., Muller-Navarra, D., Hagen, W. (2003) Fatty
acid trophic markers in the pelagic marine environmadtiances in Marine Biology
46, 225-340.

Dalsgaard, J., St John, M. (2004) Fatty acid biomarkers: validation of food web and
trophic markers usinffC-labelled fatty acids in juvenile sande&h{modytes tobianjis
Canadian Journal of Fisheries and Aquatic Scienéds 1671-1680.

Dans, S.L., Crespo, E.A., Pedraza, S.N., Koen Alonso, M. (2004) Recovery of the South
American sea lion Qtaria flavescens population in northern Patagoni@anadian
Journal of Fisheries and Aquatic Sciencé$, 1681-1690.

Das, K., Beans, C., Holsbeek, L., Mauger, G., Berrow, S.D., Rogan, E., Bouquegneau,
J.M. (2003) Marine mammals from northeast Atlantic: relationship between their
trophic status as determined BY’C and §*°N measurements and their trace metal
concentrations. Marine Environmental ReseakB#),349-365.

Davenport, S.R., Bax, N.J. (2002) A trophic study of a marine ecosystem off
southeastern Australia using stable isotopes of carbon and nit@geadian Journal
of Fisheries and Aquatic Scien¢cé&9, 514-530.

De Pierrepont, J.F., Dubois, B., Desormonts, S., Santos, M.B., Robin, J.P. (2005)
Stomach contents of English Channel cetaceans stranded on the coast of Normandy.
Journal of Marine Biology Association of U.K., 85, 1539-1546.



Deagle, B.E., Tollit, D.J., Jarman, S.N., Hindell, M.A., Trites, A.W., Gales, N.J. (2005)
Molecular scatology as a tool to study diet: analysis of prey DNA in scats from captive
Steller sea lions. Molecular Ecolagi4, 1831-1842.

Deagle, B.E., Tallit, D.J. (2007) Quantitative analysis of prey DNA in pinniped faeces:
potential to estimate diet composition? Conservation Gen&tid3-747.

Dehn, L.-A., Sheffield, G.G., Follmann, E.H., Duffy, L.K., Thomas, D.L., O'Hara, T.M.
(2007) Feeding ecology of phocid seals and some walrus in the Alaskan and Canadian
Arctic as determined by stomach contents and stable isotope anBlysis.Biology

30, 167-181.

del Rosario Gonzalez-Bar6, M., Pollero, R.J. (1998) Fatty acid metabolism of
Macrobrachium borellii dietary origin of arachidonic and eicosapentaenoic acids.
Comparative Biochemistry and Physiology partlA9(3), 747-752.

Dellinger, T., Trillmich, F. (1988) Estimating diet composition from scat analysis in
otariid seals (Otariidae): is it reliable? Canadian Journal of Zogl6gy1865-1870.

DeNiro, M.J., Epstein, S. (1981) Influence of diet on the distribution of nitrogen
isotopes in animals. Geochimica et Cosmochimica Acta, 45, 341-351.

Donnelly, C.P., Trites, A.W., Kitts, D.D. (2003) Possible effects of pollock and herring
on the growth and reproductive success of Steller sea lBasdtopias jubatys
insights from feeding experiments using an alternative animal mdeatius
norvegicus British Journal of Nutrition, 89, 71-82.

Duignan, P.J., Gibbs, N.J., Jones, G.W. (2003) Autopsy of pinnipeds incidentally
caught in fishing operations 1997/98, 1999/2000, and 200QT Science Internal
Series 118, Department of Conservation, Te Papa Atawhai, Wellington, N.Z.

Dytham, C. (1999)Choosing and Using Statistics: A Biologist's Guidkackwell
Science, Oxford, U.K.

Ehleringer, J.R., Rundel, P.W. (1989) Stable isotopes: history, units and
instrumentation. In: Rundel, P.W., Ehleringer, J.R. & Nagy, K.A. (Esiglble isotopes
in ecology research. Springer-Verlag, New York, U.S.A.: 2-15.

Estes, J.A., Tinker, M.T., Williams, T.M., Doak, D.F. (1998) Killer whale predation on
sea otters linking coastal with oceanic ecosystems. S¢ci282e473-476.

Fantle, M.S., Dittel, A.l.,, Schwalm, S.M., Epifanio, C.E., Fogel, M.L. (1999) A food
web analysis of the juvenile blue craballinectes sapidysusing stable isotopes in
whole animals and individual amino acids. Oecologia, 120, 416-426.

Fea, N., Harcourt, R. (1997) Assessing the use of faecal and regurgitates analysis as a
means of determining the diet of New Zealand fur seals. In: Hindell, M.A. & Kemper,

C. (Eds).Marine Mammal Research in the Southern Hemisphere Volume 1: Status,
Ecology and Medecin&urrey Beatty & Sons, Sydney, Australia: 143-150.



Fea, N.l., Harcourt, R.G., Lalas, C. (1999) Seasonal variation in the diet of New
Zealand fur sealsAfctocephalus forsteyiat Otago Peninsula, New Zealalildlife
Research, 26, 147-160.

Feldkamp, S.D., Long, R.L., Antonelis, G.A. (1989) Diving patterns of California sea
lions, Zalophus californianusCanadian Journal of Zoology, 67, 872-883.

Fiscus, C.H., Baines, G.A. (1966) Food and feeding behaviour of Steller and California
sea lions. journal of Mammalogg7, 195-200.

Folch, J., Lees, M., Sloane Stanley, G.H. (1957) A simple method for the isolation and
purification of total lipids from animal tissue3ournal of Biological Chemistry226,
497-5009.

Ford, J.K.B., Ellis, G.M., Barrett-Lennard, L.G., Morton, A.B., Palm, R.S., Balcomb IlI,
K.C. (1998) Dietary specialization in two sympatric populations of killer whales
(Orcinus orca) in coastal British Columbia and adjacent watéasiadian Journal of
Zoology 76, 1456-1471.

Fowler, S.L., Costa, D.P., Arnould, J.P.Y. (2007) Ontogeny of movements and foraging
ranges in the Australian sea lion. Marine Mammal Scie2i&8), 598-614.

Fraser, A.J., Sargent, J.R. (1989) Formation and transfer of fatty acids in an enclosed
marine food chain comprising phytoplankton, zooplankton and her@igpéa
harengud..) larvae. Marine Chemisty®7, 1-18.

Fritz, L.W., Hinckley, S. (2005) A critical review of the regime shift-"junk food"-
nutritional stress hypothesis for the decline of the western stock of steller sea lion.
Marine Mammal Scien¢c@1(3), 476-518.

Froese, R., Pauly, D. (2007) Fishbase. World Wide Web electronic publication version
10/2007. www.fishbase.org.

Fry, B., Sherr, E.B. (1984)C measurements as indicators of carbon flow in marine
and freshwater ecosystems. Contributions to the Marine Sci2ic&3-47.

Fuller, B.T., Fuller, J.L., Sage, N.E., Harris, D.A., O'Connell, T.C., Hedges, R.E.M.
(2004) Nitrogen balance ar&t°N: why you're not what you eat during pregnancy.
Rapid Communications in Mass SpectrometB; 2889-2896.

Fuller, B.T., Fuller, J.L., Sage, N.E., Harris, D.A., O'Connell, T.C., Hedges, R.E.M.
(2005) Nitrogen balance an&f°N: why you're not what you eat during nutritional
stress. Rapid Communications in Mass Spectromi®,)2497-2506.

Furness, R.W. (2002) Management implications of interactions between fisheries and
sandeel-dependent seabirds and seals in the North Sea. ICES Journal of Marine Science
59(2), 261-269.

Gales, N.J., Cheal, A.J. (1992) Estimating diet composition of the australian sea-lion
(Neophoca cinerea) from scat analysis: an unreliable technWji@life Researchl9,
447-456.



Gales, N.J. (1995) New Zealand (Hooker's) sea lion Recovery Riegatened Species
Recovery Plan Series 17. Department of Conservation, Wellington, N.Z.: 28p.

Gales, N.J., Costa, D.P., Kretzmann, M. (1996) Proximate composition of Australian
sea lion milk throughout the entire supra-annual lactation pehigstralian Journal of
Zoology 44, 651-657.

Gales, N.J., Mattlin, R.H. (1997) Summer diving behaviour of lactating New Zealand
sea lions, Phocarctos hooke@anadian Journal of Zoology5, 1695-1706.

Gales, N.J. (1998) Albatross populations: status and threats. In: Roberston, G. & Gales,
N.J. (Eds).Albatross Biology and Conservation. Surrey Beatty and Sons, Chipping
Norton: 20-45.

Gales, N.J., Fletcher, D. (1999) Abundance, distribution and status of the New Zealand
sea lion, Phocarctos hookeWildlife Research, 26, 35-52.

Gales, N.J. (2008Phocarctos hookeriln: IUCN 2008. 2008 IUCN Red List of
threatened species. www.iucnredlist.dbgwnloaded the 2 March 2009.

Gaye-Siessegger, J., Focken, U., Abel, H.J., Becker, K. (2003) Feeding level and diet
quality influence trophic shift of C and N isotopes in Nile tilagdagochromis niloticus
(L.)]. Isotopes Environmental Health Studi&9(2), 125-134.

Georges, J.-Y., Tremblay, Y., Guinet, C. (2000) Seasonal diving behaviour in lactating
subantarctic fur seals on Amsterdam Island. Polar Bigl28y59-69.

Gibson, D.J.M. (1995) The New Zealand squid fishery, 1979-1803. Fisheries
Technical Report No. 42. Ministry of Fisheries, Wellington, N.Z.: 43p.

Gill, B.J. (1998) Prehistoric breeding sites of New Zealand sea liBhscérctos
hookerj Carnivora, Otariidae) at North Cageecords of the Auckland Museub, 55-
64.

Goebel, M.E., Bengston, J.L., DeLong, R.L., Gentry, R.L., Loughlin, T.R. (1991)
Diving patterns and foraging locations of female Northern fur s€&bery Bulletin,
89, 171-179.

Gokodlu, N., Yerlikaya, P. (2003) Determination of proximate composition and mineral
contents of blue cralCallinectes sapidysand swim crabRortunus pelagicyscaught
off the Gulf of AntalyaFood Chemistry80, 495-498.

Goodman-Lowe, G.D., Carpenter, J.R., Atkinson, S. (1999) Assimilation efficiency of
prey in the hawaiian monk seaM¢@nachus schauinslandi Canadian Journal of
Zoology 77, 653-660.

Graeve, M., Hagen, W., Kattner, G. (1994a) Herbivorous or omnivorous? On the
significance of lipid compositions as trophic markers in Antarctic copefekp-sea
Research,l41, 915-924.



Graeve, M., Kattner, G., Hagen, W. (1994b) Diet-induced changes in the fatty acid
composition of Arctic herbivorous copepods: experimental evidence of trophic markers.
Journal of Experimental Marine Biology and Ecolod®2, 97-110.

Graeve, M., Kattner, G., Piepenburg, D. (1997) Lipids in Arctic benthos: does the fatty
acid and alcohol composition reflect feeding and trophic interactiBo&# Biology
18, 53-61.

Graeve, M., Kattner, G., Wiencke, C., Karsten, U. (2002) Fatty acid composition of
Arctic and Antarctic macroalgae: indicator of phylogenetic and trophic relationships.
Marine Ecology Progress Serie&31, 67-74.

Grahl-Nielsen, O., Barnung, T. (1985) Variation in the fatty acid profiles of marine
animals caused by environmental and developmental chaMigese Environmental
Research, 17, 218-222.

Grahl-Nielsen, O., Mjaavatten, O. (1991) Dietary influence on fatty acid composition of
blubber fat of seals as determined by biopsy: a multivariate appidacime Ecology
110, 59-64.

Grahl-Nielsen, O., Hammill, M.O., Lydersen, C., Wahlstrgm, S. (2000) Transfer of fatty
acids from female seal blubber via milk to pup blubkByurnal of Comparative
Physiology B170, 277-283.

Grahl-Nielsen, O., Andersen, M., Derocher, A.E., Lydersen, C., Wiig, &., Kovacs, K.M.
(2003) Fatty acid composition of the adipose tissue of polar bears and of their prey:
ringed seals, bearded seals and harp sk&sne Ecology Progress Serie®65(275-

282).

Grahl-Nielsen, O., Andersen, M., Derocher, A.E., Lydersen, C., Wiig, &., Kovacs, K.M.
(2004) Reply to Comment on Grahl-Nielsen et al. (2003): sampling, data treatment and
predictions in investigations on fatty acids in marine mammisliarine Ecology
Progress Serie281, 303-306.

Grahl-Nielsen, O., Halvorsen, A.-K., Bodoev, N., Averina, L., Radnaeva, L., Pronin, N.,
Kakela, R., Petrov, E. (2005) Fatty acid composition of blubber of the Baikal seal
Phoca sibirica and its marine relative, the ringed dealhipida. Marine Ecology
Progress Series305, 261-274.

Green, K., Williams, R., Burton, H.R. (1997) Foraging ecology of Antarctic fur seals
Arctocephalus gazellaround Heard Island. In: Hindell, M.A. & Kemper, C. (Eds).
Marine Mammal Research in the Southern Hemisphere Volume 1: Status, Ecology and
Medecine Surrey Beatty & Sons, Sydney, Australia: 105-113.

Grellier, K., Hammond, P.S. (2006) Robust digestion and passage rate estimates for
hard parts of grey seaHélichoerus grypusprey. Canadian Journal of Fisheries and
Aquatic Science$3, 1982-1998.

Grigor, M.R., Sutherland, W.H., Phleger, C.F. (1990) Wax-ester metabolism in the
orange roughyHoplostethus atlanticus(Beryciformes: Trachichthyidae)Marine
Biology, 105(2), 223-227.



Guillou, A., Soucy, P., Kralil, M. (1996) Preparation of fatty acid methyl esters from
brook charr tissues: Comparison of a classical and a direct mé&ténd.ipid, 98, 18-
21.

Hagen, W., Van Vleet, E.S., Kattner, G. (1996) Seasonal lipid storage as overwintering
strategy of Antarctic krill. Marine Ecology Progress SeriE34, 85-89.

Hagen, W., Kattner, G., Friedrich, C. (2000) The lipid compositions of high-Antarctic
notothenioid fish species with different life strategies. Polar Bigl@8y 785-791.

Hall-Aspland, S.A., Rogers, T.L., Canfield, R.B. (2005) Stable carbon and nitrogen
isotope analysis reveals seasonal variation in the diet of leopardMadlse Ecology
Progress Series305, 249-259.

Hammond, P.S., Rothery, P. (1996) Application of computer sampling in the estimation
of seal diet. Journal of Applied Statisti@3(5), 525-534.

Hanchet, S. (1991) Diet of spiny dogfis$qualus acanthiakinnaeus, on the east coast,
South Island, New Zealand. Journal of Fish Biolog§, 313-323.

Harcourt, R.G., Schulman, A.M., Davis, L.S., Trillmich, F. (1995) Summer foraging by
lactating female New Zealand fur seafgdtocephalus forsteyioff Otago Peninsula,
New Zealand. Canadian Journal of Zoolod, 678-690.

Harcourt, R.G. (2001) Advances in New Zealand mammalogy 1990-2000: Pinnipeds.
Journal of the Royal Society of New Zealand, 31(1), 135-160.

Harcourt, R.G., Bradshaw, C.J.A., David, L.S. (2001) Summer foraging behaviour of a
generalist predator, the New Zealand fur seatctocephalus forsteyi Wildlife
Research, 28, 599-606.

Harvey, J.J. (1989) Assessment of errors associated with harboPkeah (vitulina)
faecal sampling. journal of Zoology, London, 219, 101-111.

Heather, B.D., Robertson, H.A. (2009)he field guide to the birds of New Zealand.
Revised Edition. Viking, Auckland, New Zealand.

Helm, R.C. (1979) Initial defecation time and intestinal length of three species of
pinnipeds:Phoca vitulina,Zalophus californianysandMirounga angustirostrisM.A.
thesis. California State University, California, U.S.A.: 89p.

Helm, R.C. (1984) Rate of digestion in three species of pinni@adgadian Journal of
Zoology 62, 1751-1756.

Herman, D.P., Burrows, D.G., Wade, P.R., Durban, J.W., Matkin, C.O., LeDuc, R.G.,
Barrett-Lennard, L.G., Krahn, M.M. (2005) Feeding ecology of eastern North Pacific
killer whalesOrcinus orca from fatty acid, stable isotope, and organochlorine analyses
of blubber biopsies. Marine Ecology Progress Sei3€2, 275-291.

Higgins, L.V., Costa, D.P., Huntley, A.C., Le Boeuf, B.J. (1988) Behavioral and
physiological measurements of maternal investment in the Steller seaulinetopias
jubatus Marine Mammal Sciencd, 44-58.



Higgins, L.V., Gass, L. (1993) Birth to weaning: parturition, duration of lactation, and
attendance cycles of Australian sea liohedphoca cinerea)Canadian Journal of
Zoology 71, 2047-2055.

Hitchmough, R.A., Bull, L., Cromarty, P. (2007) New Zealand threat classification
system list - 2007.Threatened species occasional publication 23. Department of
Conservation, Wellington, New Zealand.

Hobson, K.A., Alisauskas, R.T., Clark, R.G. (1993) Stable nitrogen isotope enrichment
in avian tissues due to fasting and nutritional stress: implications for isotopic analyses of
diet. Condor 95, 388-394.

Hobson, K.A., Schell, D.M., Renouf, D., Noseworthy, E. (1996) Stable carbon and
nitrogen isotopic fractionation between diet and tissues of captive seals: implications for
dietary reconstructions involving marine mammalanadian Journal of Fisheries and
Aquatic Science$3, 528-533.

Hobson, K.A., Sease, J.L., Merrick, R.L., Piatt, J.F. (1997) Investigating trophic
relationships of pinnipeds in Alaska and Washington using stable isotope ratios of
nitrogen and carbon. Marine Mammal Scierk¥1), 114-132.

Hobson, K.A., Sease, J.L. (1998) Stalbe isotope analyses of tooth annuli reveal
temporary dietary records: an example using Steller sea Marsae Mammal Scienge
14(1), 116-129.

Hobson, K.A., Sinclair, E.H., York, A.E., Thomason, J.R., Merrick, R.E. (2004)
Retrospective isotopic analyses of Steller sea lion tooth annuli and sea-bird feathers: a
cross-taxa approach to investigating regime and dietary shifts in the Gulf of Alaska.
Marine Mammal Scien¢c@0(3), 621-638.

Holborow, J. (1999) The diet of New Zealand fur seals in Southern New Zealand,
Master thesis. University of Otago, Dunedin, N.Z.

Holman, R.T. (1986) Control of polyunsaturated acids in tissue ligmlgnal of the
American College of Nutrition, 5, 183-211.

Hooker, S.K., Iverson, S.J., Ostrom, P., Smith, S.C. (2001) Diet of northern bottlenose
whales inferred from fatty-acid and stable-isotope analyses of biopsy samples.
Canadian Journal of Zoology'9, 1442-1454.

Horn, P.L. (2007)A descriptive analysis of commercial catch and effort data for ling
from New Zealand waters in Fishstocks LIN 2, 3, 4, 5, 6, and 7. New Zealand Fisheries
Assessment Report 2007/22. Ministry of Fisheries, Wellington, New Zealand: 71p pp.

Horning, M., Trillmich, F. (1997) Ontogeny of diving behaviour in the Galapagos fur
seal. Behavioyrl34, 1211-1257.

Hughes, J.T., Czochanska, Z., Pickston, L., Hove, E.L. (1980) The nutritional
composition of some New Zealand marine fish and shellNgw Zealand Journal of
Science?23, 43-51.



Hume, F., Hindell, M.A., Pemberton, D., Gales, R. (2004) Spatial and temporal
variation in the diet of a high trohpic level predator, the Australian fur seal
(Arctocephalus pusillus doriferusMarine Biology 144, 407-415.

Inada, T., Nakamura, I. (1975) A comparative study of two populations of the gadoid
fish Micromesistius australisrom the New Zealand and Patagonian-Falkland regions.
Bulletin of the Far Seas Fisheries Research Laboratb8y 1-26.

Indarti, E., Majid, M.L.A., Hashim, R., Chong, A. (2005) Direct FAME synthesis for
rapid total lipid analysis from fish oil and cod liver alburnal of Food Composition
and Analysis18, 161-170.

Iverson, S.J. (1993) Milk secretion in marine mammals in relation to foraging: can milk
fatty acids predict diet? Symposium of the Zoological Society of London, 66, 263-291.

Iverson, S.J., Oftedal, O.T., Bown, W.D., Boness, D.J., Sampugna, J. (1995) Prenatal
and postnatal transfer of fatty acids from mother to pup in the hoodedCystdghora
cristata). Journal of Comparative Physiology 155, 1-12.

Iverson, S.J., Arnould, J.P.Y., Boyd, I.L. (1997a) Milk fatty acid signatures indicate
both major and minor shifts in the diet of lactating Antarctic fur se@dmadian
Journal of Zoology75, 188-197.

Iverson, S.J., Frost, K.J., Lowry, L.F. (1997b) Fatty acid signatures reveal fine scale
structure of foraging distribution of harbor seals and their prey in Prince William
Sound, Alaska. Marine Ecology Progress Serigsl, 255-271.

Iverson, S.J., Lang, S.L.C., Cooper, M.H. (2001) Comparison of the Bligh and Dyer and
Folch methods for total lipid determination in a broad range of marine tlapids, 36,
1283-1287.

Iverson, S.J. (2002) Blubber. In: Perrin, W.F., Wursig, B. & Thewissen, J.G.M. (Eds).
Encyclopedia of Marine Mammal&cademic Press, San Diego, U.S.A.: 107-112.

Iverson, S.J., Frost, K.J., Lang, S.L.C. (2002) Fat content and fatty acid composition of
forage fish and invertebrates in Prince William Sound, Alaska: factors contributing to
among and within species variability. Marine Ecology Progress S&4ds 161-181.

Iverson, S.J., Field, C., Bowen, W.D., Blanchard, W. (2004) Quantitative fatty acid
signature analysis: a new method of estimating predator &ietéogical monographs
74(2), 211-235.

Iverson, S.J., Stirling, I., Lang, S.L.C. (2006) Spatial and temporal variation in the diets
of polar bears across the Canadian Arctic: indicators of changes in prey populations and
environment. In: Boyd, I.L., Wanless, S. & Camphuysen, C.J. (Hdg).predators in
Marine Ecosystem&ambridge University Press, Cambridge, U.K.: 98-117.

Iverson, S.J., Springer, A.M., Kitaysky, A.S. (2007) Seabirds as indicators of food web
structure and ecosystem variability: qualitative and quantitative diet analyses using fatty
acids. Marine Ecology Progress Seri852, 235-244.



Jackson, G.D. (1995) The use of beaks as tools for biomass estimation in the deepwater
squid Moroteuthis ingengCephalopoda: Onychoteuthidae) in New Zealand waters.
Polar Biology, 15, 9-14.

Jackson, G.D., Shaw, A.G.P., Lalas, C. (2000) Distribution and biomass of two squid
species off southern New Zealamdbtotodarus sloaniand Moroteuthis ingensPolar
Biology, 23, 699-705.

Jacob, W., McClatchie, S., Probert, P.K., Hurst, R.J. (1998) Demersal fish assemblages
off southern New Zealand in relation to depth and temperaDeep-sea Research |
45, 2119-2155.

Jarman, S.N., Deagle, B.E., Gales, N.J. (2004) Group-specific polymerase chain
reaction for DNA-based analysis of species diversity and identity in deitary samples.
Molecular Ecology 13, 1313-1322.

Jobling, M., Breiby, A. (1986) The use and abuse of fish otoliths in studies of feeding
habits of marine piscivores. Sarsia, 71, 265-274.

Jobling, M. (1987) Marine mammal fecal samples as indicators of prey importance-a
source of error in bioenergetics studies. Sarsia, 72, 255-260.

Kakela, R., Hyvarinen, H., Vainiotalo, P. (1993) Fatty acid composition in liver and
blubber of the Saimaa ringed seBhca hispida saimengisompared with that of the
ringed sealRhoca hispida botnica) and grey sedh{ichoerus grypusfrom the Baltic.
Comparative Biochemistry and Physiology partlB5(3/4), 553-565.

Kakela, R., Hyvarinen, H. (1996) Site-specific fatty acid composition in adipose tissues
of several northern aquatic and terrestrial mamn@tsnparative Biochemistry and
Physiology part B115, 501-514.

Kakela, R., Hyvarinen, H. (1998) Composition of polyunsaturated fatty acids in the
liver of freshwater and marine ringed seddca hispida spp.) differs largely due to
the diet of the seals. Comparative Biochemistry and Physiology pag0B231-237.

Kakela, R., Kakela, A., Khale, S., Becker, P.H., Kelly, A., Furness, R.W. (2005) Fatty
acid signatures in plasma of captive herring gulls as indicators of demersal or pelagic
fish diet. Marine Ecology Progress Seri@93, 191-200.

Kawakami, T. (1976) The fishery biological study on a sdNiotiotodarus sloani sloani
(Gray) in the New Zealand waterBulletin - Tokai Regional Fisheries Research
Laboratory, 85, 31-104.

Kawashima, H. (2005) Unusual minor nonmethylene-interrupted di-, tri-, and tetraenoic
fatty acids in limpet gonads. Lipid40, 627-630.

Kirkwood, R., Lynch, M., Gales, N.J., Dann, P., Sumner, M.D. (2006) At-sea
movements and habitat use of adult male Australian fur saetto¢ephalus pusillus
doriferug. Canadian Journal of Zoolog®4, 1781-1788.



Kirsch, P.E., Iverson, S.J., Bowen, W.D., Kerr, S.R., Ackman, R.G. (1998) Dietary
effects on the fatty acid signature of whole Atlantic cGhdqus morhua)Canadian
Journal of Fisheries and Aquatic SciencgS, 1378-1386.

Kirsch, P.E., Iverson, S.J., Bowen, W.D. (2000) Effect of a low-fat diet on body
composition and blubber fatty acids of captive juvenile harp seBlsoca
groenlandica). Physiological and Biochemical Zoolpg$(1), 45-59.

Kitts, D.D., Huynh, M.D., Hu, C., Trites, AW. (2004) Season variation in nutrient
composition of Alaskan walleye pollock. Canadian Journal of Zoql8gy 1408-1415.

Kleiber, M. (1975).The fire of life: an introduction to animal energetid?obert E.
Krieger Publishing, New York, U.S.A.

Knoff, A., Hohn, A., Macko, S.A. (2008) Ontogenetic diet changes in bottlenose
dolphins {ursiops truncatus reflected through stable isotopeklarine Mammal
Science24(1), 128-137.

Koen Alonso, M., Crespo, E.A., Pedraza, S.N., Garcia, N.A., Coscarella, M.A. (2000)
Food habits of the South American sea lidDtaria flavescens off Patagonia,
Argentina. Fishery Bulletin, 98, 250-263.

Koopman, H.N., Iverson, S.J., Gaskin, D.E. (1996) Stratification and age-related
differences in blubber fatty acids of the male harbour porp&ikedoena phocoena).
Journal of Comparative Physiology B65, 628-639.

Koopman, H.N. (1998) Topographic distribution of the blubber of harbor porpoises
(Phocoena phocoena)ournal of Mammalogy79(1), 260-270.

Koopman, H.N. (2007) Phylogenetic, ecological, and ontogenetic factors influencing
the biochemical structure of the blubber of odontocetes. Marine Bidlédy 277-291.

Kurle, C.M., Worthy, G.AJ. (2001) Stable isotope assessment of temporal and
geographic differences in feeding ecology of northern fur s€aofhinus ursinus
Oecologia, 126, 254-265.

Kurle, C.M. (2002) Stable-isotope ratios of blood components from captive northern fur
seals Callorhinus ursinugand their diet: applications for studying the
foraging ecology of wild otariids. Canadian Journal of Zoology, 902-909.

Kurle, C.M., Worthy, G.A.J. (2002) Stable nitrogen and carbon isotope ratios in
multiple tissues of the northern fur séadllorhinus ursinus implications for dietary
and migratory reconstructions. Marine Ecology Progress S&t86 289-300.

Kvitrud, M.A., Riemer, S.D., Brown, R.F., Bellinger, M.R., Banks, M.A. (2005) Pacific
harbor seals Rhoca vitulina) and salmon: genetics presents hard numbers for
elucidating predator-prey dynamiddarine Biology 147, 1459-1466.

Lalas, C. (1997) Prey of Hooker's sea lioABocarctos hookeribased at Otago
Pensinsula New Zealand. In: Hindell, M.A. & Kemper, C. (Eddarine Mammal
Research in the Southern Hemisphere Volume 1: Status, Ecology and Mefeaanieg
Beatty & Sons, Sydney, Australia: 130-136.



Lang, S.L.C., Iverson, S.J., Bowen, W.D. (2005) Individual variation in milk
composition over lactation in harbour seaBhdca vitulina) and the potential
consequences of intermittent attendance. Canadian Journal of Zp8&dgh525-1531.

Lawson, J.W., Miller, E.H., Noseworthy, E. (1997) Variation in assimilation efficiency
and digestive efficiency of captive harp sedtdca groenlandica) on different diets.
canadian Journal of Zoology'5, 1285-1291.

Lea, M.-A., Cherel, Y., Guinet, C., Nichols, P.D. (2002a) Antarctic fur seals foraging in
the polar frontal zone: inter-annual shifts in diet as shown from fecal and fatty acid
analyses. Marine Ecology Progress Serigtb, 281-297.

Lea, M.-A., Hindell, M.A., Guinet, C., Goldsworthy, S.D. (2002b) Variability in the
diving activity of Antarctic fur sealsArctocephalus gazella, at lles Kerguel&tolar
Biology, 25, 269-279.

Lea, M.-A., Nichols, P.D., Wilson, G. (2002c) Fatty acid composition of lipid-rich
myctophids and mackerel icefis@l{ampsocephalus gunngr Southern Ocean food-
web implications. Polar Biology25, 843-854.

Learmonth, J.A. (2006) Life history and fatty acid analysis of harbour porpoises
(Phocoena phocoena) from Scottish waters. PhD thesis. University of Aberdeen,
Aberdeen, U.K.: 293.

Leopold, M.F., Van Damme, C.J.G., Philippart, C.J.M., Winter, C.J.N. (2@a)iths
of North Sea Fish-Fish Identification key by means of otoliths and other. g2ts
ROM, Expert Centre for Taxonomic Identification, Amsterdam, Netherlands.

Lepage, G., Roy, C.C. (1984) Improved recovery of fatty acid through direct
transesterification or purification. Journal of Lipid Research, 25, 1391-1396.

Lesage, V., Hammill, M.O., Kovacs, K.M. (2001) Marine mammals and the community
structure of the Estuary and Gulf of St Lawrence, Canada: evidence from stable isotope
analysisMarine Ecology Progress Serie210, 203-221.

Lewis, R., O'Connell, T.C., Lewis, M., Campagna, C., Hoelzel, A.R. (2006) Sex-
specific foraging strategies and resource partitioning in the southern elephant seal
(Mirounga leonina). Proceedings of the Royal Society of Lond@78® 2901-2907.

Linares, F., Henderson, R.J. (1991) Incorporatioh’@flabelled polyunsaturated fatty
acids by juvenile turbotScophthalmus maximyk.) in vivo. journal of Fish Biology
38, 335-347.

Littnan, C.L., Arnould, J.P.Y., Harcourt, R.G. (2007) Effect of proximity to the shelf
edge on the diet of female Australian fur seMarine Ecology Progress Serie338,
257-267.

Lockyer, C.H., McConnell, L.C., Waters, T.D. (1984) The biochemical composition of
fin whale blubbercanadian Journal of Zoology2, 2553-2562.



Lui, K.S. (1994) Preparation of fatty methyl esters for gas-chromatographic analysis of
lipids in biological materialsJournal of the American Oil Chemists' Socjéty, 1179-
1187.

Lunn, N.J., Boyd, I.L. (1993) Effects of maternal age and condition on parturition and
the perinatal period of Antarctic fur seals. Journal of Zoology, London 5%267.

Macko, S.A., Fogel-Estep, M.L., Hare, P.E., Hoering, T.C. (1987) Isotopic fractionation
of nitrogen and carbon in the synthesis of amino acids by microorgar@®mamical
Geology 65, 79-92.

Marcus, J. (1998) Effects of meal size on otolith recovery from fecal samples of gray
and harbor seal pups. Marine Mammal Sciefde

Matejusova, I., Doig, F., Middlemas, S.J., Mackay, A., Douglas, A., Armstrong, J.D.,
Cunningham, C.O., Snow, M. (2008) Using quantitative real-time PCR to detect
salmonid prey in scats of gréjalichoerus grypusnd harbouPhoca vitulina seals in
Scotland - an experimental and field study. Journal of Applied Ecolégy32-640.

Mattlin, R.H., Gales, N.J., Costa, D.P. (1998) Seasonal dive behaviour of lactating New
Zealand fur sealAfctocephalus forsteyi Canadian Journal of Zoology 6, 350-360.

McConkey, S.D., McConnell, H., Lalas, C., Heinrich, S., Ludmerer, A., McNally, N.,
Parker, E., Borofsky, C., Schimanski, K., Mcintosh, G. (2002) A northward spread in
the breeding distribution of the New Zealand sea IRimycarctos hookeriAustralian
Mammalogy 24, 97-106.

McMahon, C.R., Holley, D., Robinson, S. (1999) The diet of itinerant male Hooker's
sea lionsPhocarctos hookeriat sub-Antarctic Macquarie Islandildlife Research?6,
839-846.

Melin, S.R. (2002) The foraging ecology and reproduction of the California sea lion
(Zalophus californianus californianisPhD thesis. University of Minnesota, St. Paul,
MN, U.S.A.

Mellish, J.-A., Horning, M., York, A.E. (2007) Seasonal and spatial blubber depth
changes in captive harbor sealhg@ca vitulina) and Steller's sea lioriSu(metopias
jubatug. Journal of Mammalogy88(2), 408-414.

Mendes, S., Newton, J., Reid, R.J., Zuur, A.F., Pierce, G.J. (2007) Stable carbon and
nitrogen isotope ratio profiling of sperm whale teeth reveals ontogenetic movements
and trophic ecology. Oecologia, 151, 605-615.

Meynier, L., Pusineri, C., Spitz, J., Santos, M.B., Pierce, G.J., Ridoux, V. (2008a)
Intraspecific dietary variation in the short-beaked common dolpklphinus delphisn

the Bay of Biscay: the importance of fat fidlarine Ecology Progress Serie354,
277-287.

Meynier, L., Stockin, K.A., Bando, M.K.H., Duignan, P.J. (2008b) Stomach contents of
common dolphin Delphinussp.) from New Zealand waterslew Zealand Journal of
Marine and Freshwater Research, 42, 257-268.



Minagawa, M., Wada, E. (1984) Stepwise enrichment®{f &long food chains: further
evidence and the relation betwe®nN and animal ageGeochimica et Cosmochimica
Acta, 48, 1135-1140.

Ministry of Fisheries (2007)Report from the Fishery Assessment Plenary, May 2007:
stock assessments and yield estimatksistry of Fisheries, Wellington, N.Z.: 1015 pp.

Mintzer, V.J., Gannon, D.P., Barros, N.B., Read, A.J. (2008) Stomach contents of mass-
stranded short-finned pilot whaleSlpbicephala macrorhynchyigrom North Carolina.
Marine Mammal Scien¢c@4(2), 290-302.

Mitchell, S.J. (1984) Feeding of linGenypterus blacodg8loch & Schneider) from 4
New Zealand offshore fishing ground®lew Zealand Journal of Marine and
Freshwater Research, 1865-274.

Montie, E.W., Garvin, S.R., Fair, P.A., Bossart, G.D., Mitchum, G.B., McFee, W.E.,
Speakman, T., Starczak, V.R., Hahn, M.E. (2008) Blubber Morphology in Wild
Bottlenose Dolphins Tursiops truncatus from the Southeastern United States:
Influence of Geographic Location, Age Class, and Reproductive Skatenal of
Morphology 269, 496-511.

Morrison, W.R., Smith, L.M. (1964) Preparation of fatty acid methyl esters and
dimethylacetals from lipids with boron fluoride-methantdurnal of Lipid Researcl,
600-608.

Murie, D.J., Lavigne, D.M. (1985) Digestion and retention of Atlantic herring otoliths
in the stomachs of grey seals. In: Beddington, J.R., Beverton, R.J.H. & Lavigne, D.M.
(Eds). Marine mammals and fisherie&eorge Allen and Unwin, London, U.K.: 292-
299.

Murie, D.J., Lavigne, D.M. (1986) Interpretation of otoliths in stomch content analyses
of phocid seals: quantifying fish consumpti@anadian Journal of Zoology4, 1152-
1157.

Nechev, J., Christie, W.W., Robaina, R., de Diego, F., Popov, S., Stefanov, K. (2004)
Chemical composition of the sponge Hymeniacidon sanguinea from the Canary Islands.
Comparative Biochemistry and Physiology partl&7, 365-374.

Nelson, G.J. (1992) Dietary fatty acids and lipid metabolism. In: Chow, C.K. (Ed).
Fatty acids in foods and their health implicationdarcel Drekker, New York, U.S.A.:
437-471.

Nelson, M.M., Mooney, B.D., Nichols, D.S., Phleger, C.F. (2001) Lipids of Antarctic
Ocean amphipods: food chain interactions and the occurence of novel biomarkers.
Marine Chemistry73, 53-64.

Nesis, K.N. (1987)Cephalopods of the World, Squids, Cuttlefishes, Octopuses and
Allies. TFH Publications, Neptune City, NJ, U.S.A.

Newsome, S.D., Etnier, M.A., Kurle, C.M., Waldbauer, J.R., Chamberlain, C.P., Koch,
P.L. (2007) Historic decline in primary productivity in western Gulf of Alaska and



eastern Bering Sea: isotopic analysis of northern fur seal td&dhine Ecology
Progress Series332, 211-224.

Newsome, S.D., Koth, P.L., Etnier, M.A., Aurioles-Gamboa, D. (2006) Using carbon
and nitrogen isotope values to investigate maternal strategies in Northeast Pacific
otariids. Marine Mammal Scienc22(3), 556-572.

Nichols, D.S., Williams, D., Dunstan, G.A., Nichols, P.D., Volkman, J.K. (1994) Fatty
acid composition of Antarctic and temperate fish of commercial int€Ceshparative
Biochemistry and Physiology part B07(2), 357-363.

Nilsson, A., Hjelte, L., Strandvik, B. (1996) Metabolism of orally fetH]f
eicosapentaenoic and“C]-arachidonic acid in essential fatty acid-deficient rats.
Scandinavian Journal of Clinical and Laboratory Investigation, 56, 219-227.

Nifio-Torres, C.A., Gallo-Reynoso, J.P., Galvan-Magafa, F., Escobar-Briones, E.,
Macko, S.A. (2006) Isotopic analysis G€, >N, and®*S "a feeding tale" in teeth of the
longbeaked common dolphimelphinus capensisMarine Mammal Scien¢e22(4),
831-846.

Nordstrom, C.A., Wilson, L.J., Iverson, S.J., Tollit, D.J. (2008) Evaluating quantitative
fatty acid signature analysis (QFASA) using harbour sehtsca vitulina richardsiin
captive feeding studies. Marine Ecology Progress SeBg8, 245-263.

O'Driscoll, R.L., Bagley, N.W. (2001) Review of summer and autumn trawl survey time
series from the southland and sub-Antarctic areas 199MNS8A Technical Report
102, Wellington, N.Z.: 115p.

O'Driscoll, R.L., Booth, J.D., Bagley, N.W., Anderson, O.F., Griggs, L.H., Stevenson,
M.L., Francis, M.P. (2003)Areas of importance for spawning, pupping or egg-laying,
and juveniles of New Zealand deepwater fish, pelagic fish, and invertebrates. NIWA
Technical Report 117. NIWA, Wellington, New Zealand: 377 pp.

O'Shea, S. (1999)The marine fauna of New Zealand: Octopoda (Mollusca:
Cephalopoda)NIWA Biodiversity Memoir 112: 280 pp.

Oftedal, O.T. (1984) Milk composition, milk yield and energy output at peak lactation:
a comparative review. Symposium of the Zoological Society of London, 51, 33-85.

Olsen, E., Grahl-Nielsen, O. (2003) Blubber fatty acids of minke whales: stratification,
population identification and relation to diet. Marine Biolpi#2, 13-24.

Orians, G.H., Pearson, N.E. (1979) On the theory of central place foraging. In: Horn,
D.J., Stairs, B.R. & Mitchell, R.D. (Edspnalysis of ecological system®hio State
University Press, Columbus, USA: 155-177.

Orr, A.J., Harvey, J.T. (2001) Quantifying errors associated with using fecal samples to
determine the diet of the California sea lioBalpphus californianys Canadian
Journal of Zoology79, 1080-1087.

Orr, AJ., Banks, A.S., Mellman, S., Huber, H.R., deLong, R.L., Brown, R.F. (2004)
Examination of the foraging habits of Pacific harbor sBhlota vitulina richardsi to



describe their use of the Umpqgua River, Oregon, and their predation on salmonids.
Fishery Bulletin, 102, 108-117.

Ozogul, Y., Duysak, O., Ozogul, F., Serhat Ozkituk, A., Tureli, C. (2008) Seasonal
effects in the nutritional quality of the body structural tissue of cephalopamixl
Chemistry 108, 847-852.

Page, B., McKenzie, J., Goldsworthy, S.D. (2005a) Dietary resource partitioning among
sympatric New Zealand and Australian fur sellarine Ecology Progress Serie293,
283-302.

Page, B., McKenzie, J., Goldsworthy, S.D. (2005b) Inter-sexual differences in New
Zealand fur seal diving behaviour. Marine Ecology Progress S&0gs 249-264.

Parsons, K.M., Piertney, S.B., Middlemas, S.J., Hammond, P.S., Armstrong, J.D. (2005)
DNA-based identification of salmonid prey species in seal fagmasial of Zoology,
London, 266, 275-281.

Patton, J.S. (1975) The effect of pressure and temperature on phospholipid and
triglyceride fatty acids of fish white muscle: a comparison of deepwater and surface
marine species. Comparative Biochemistry and Physiology p&2,B.05-110.

Paul, L. (2000).New Zealand Fishes: identification, natural history, and fisheries.
Revised Edition. Reed Books, Auckland, N.Z.

Paulin, C.D., Stewart, A., Roberts, C., McMillan, P. (1989w Zealand fish: a
complete guideNational Museum of New Zealand, Wellington, N.Z.

Peterson, B.J., Fry, B. (1987) Stable isotopes in ecosystem stddiasal Review of
Ecology and Systematick8, 293-320.

Phillips, K.L., Jackson, G.D., Nichols, P.D. (2001) Predation on myctophids by the
squid Moroteuthis ingenground Macquarie and Heard Islands: stomach contents and
fatty acid analysis. Marine Ecology Progress Serid$, 179-189.

Phillips, K.L., Nichols, P.D., Jackson, G.D. (2002) Lipid and fatty acid composition of
the mantle and digestive gland of four Southern Ocean squid species: implications for
food-web studies. Antarctic Sciendel(3), 212-220.

Phillips, K.L., Nichols, P.D., Jackson, G.D. (2003) Dietary variation of the squid
Moroteuthis ingensat four sites in the Southern Ocean: stomach contents, lipid and fatty
acid profiles. Journal of Marine Biology Association of U.K., 83, 523-534.

Phleger, C.F., Nichols, P.D., Virtue, P. (1997) The lipid, fatty acid and fatty alcohol
composition of the myctophid fisBlectrona antarctica: high levels of wax esters and
food-chain implicationsAntarctic Scienced(3), 258-265.

Phleger, C.F., Nichols, P.D., Erb, E., Williams, R. (1999) Lipids of the notothenioid
fishes Trematomusspp. andPagothenia borchgrevinkirom East AntarcticaPolar
Biology, 22, 241-247.



Pickston, L., Czochanska, Z., Smith, J.M. (1982) The nutritional composition of some
New Zealand marine fish. New Zealand Journal of Scie2igel9-26.

Pierce, G.J., Boyle, P.R. (1991) A review of methods for diet analysis in piscivorous
marine mammals. Oceanography and Marine Biology: an Annual ReX8w09-486.

Pierce, G.J., Boyle, P.R., Watt, J., Grisley, M. (1993) Recent advances in diet analysis
of marine mammals. Symposium of the Zoological Society of London, 66, 241-261.

Pierce, G.J., Santos, M.B. (2003) Diet of harbour sdt®da vituling in Mull and
Skye (Inner Hebrides, western Scotlandurnal of Marine Biology Association of
U.K., 83, 647-650.

Pierce, G.J., Santos, M.B., Learmonth, J.A., Mente, E., Stowasser, G. (2004a) Methods
for dietary studies on marine mammadlsvestigating the roles of cetaceans in marine
ecosystems CIESM, Workshop Monograph 25, Commission Internationale pour
I'Exploration Scientifique de la mer Méditérranée, Monaco: 29-36.

Pierce, G.J., Santos, M.B., Reid, R.J., Patterson, I.LA.P., Ross, H.M. (2004b) Diet of
minke whalesBalaenoptera acutorostrata in Scottish (UK) waters with notes on
strandings of this species in Scotland 1992-200@urnal of Marine Biology
Association of U.K., 84, 1241-1244.

Pilar Sieiro, M., Aubourg, S.P., Rocha, F. (2006) Seasonal study of the lipid
composition in different tissues of the common octofstdpus vulgaris European
Journal of Lipid Science and Technolod®8, 479-487.

Pitcher, K.W., Calkins, D.G. (1981) Reproductive biology of Steller sea lions in the
Gulf of Alaska.Journal of Mammalogy62(3), 599-605.

Pizzocaro, F., Fedeli, E., Gasparoli, A. (1980) Studies on the auto-oxidation of sardine
oil. In: Connell, J.J. (Ed)Advances in Fisheries Science and technol&gghing News
Books, London, U.K.: 258-263.

Polis, G.A. (1984) Age structure component of niche width and intra-specific resource
partitioning: can age groups function as ecological spedibe?American Naturalist
123(4), 541-564.

Post, D.M. (2002) Using stable isotope to estimate trophic position: models, methods,
and assumptions. Ecolodg83(3), 703-718.

Prime, J.H.,, Hammond, P.S. (1987) Quantitative assessment of grey seal diet from
faecal analysis. In: Huntley, A.C., Costa, D.P., Worthy, G.A.J. & Castellini, M.A. (EdSs).
Approaches to marine mammal energetiéden Press, Lawrence, Kansas, U.S.A.:
161-181.

Prime, J.H., Hammond, P.S. (1990) The diet of grey seals from the south-western North
Sea assessed from analyses of hard parts found in fgaoeml of Applied Ecology
27(2), 435-447.



Purcell, M., Mackey, G., LaHood, E., Huber, H., Park, L. (2004) Molecular methods for
the genetic identification of salmonid prey from Pacific harbor sehbga vitulina
richardsi) scat. Fishery Bulletin, 102, 213-220.

Pusineri, C., Magnin, V., Meynier, L., Spitz, J., Hassani, S., Ridoux, V. (2007) Food
and feeding ecology of the common dolphiDelphinus delphis in the oceanic
Northeast Atlantic and comparison with its diet in neritic arédarine Mammal
Science231), 30-47.

Raclot, T., Groscolas, R. (1993) Differential mobilization of white adipose tissue fatty
acids according to chain length, unsaturation, and positional isomel@mmal of
Lipid Research, 34, 1515-1526.

Raclot, T., Groscolas, R. (1995) Selective mobilization of adipose tissue fatty acids
during energy depletion in the rat. Journal of Lipid Research, 36, 2164-2173.

Rau, G.H., Sweeney, R.E., Kaplan, I.R. (1982) Plankfén**C ratio changes with
latitude: differences between northern and southern oc&mep-sea Researcii,
1035-1039.

Raum-Suryan, K.L., Rehberg, M.J., Pendleton, G.W., Pitcher, K.W., Gelatt, T.S. (2004)
Development of dispersal, movements patterns, and haul-out use by pup and juvenile
Steller sea lionEumetopias jubatysn Alaska.Marine Mammal Scien¢&0(4), 823-

850.

Riet-Sapriza, F. (2007) Milk composition of the New Zealand sea lion and factors that
influence it. PhD thesis. Massey University, Palmerston North, N.Z.

Robertson, B.C., Chilvers, B.L., Duignan, P.J., Wilkinson, I.S., Gemmell, N.J. (2006)
Dispersal of breeding, adult malPhocarctos hookeri implications for disease
transmission, population management and species recd@etggical Conservation,
127, 227-236.

Rosa, R., Nunes, M.L. (2003) Nutritional quality of red shrirApsteus antennatus
(Risso0), pink shrimpParapenaeus longirostrif_ucas), and Norway lobsteNephros
norvegicugLinnaeus). Journal of the Science of Food and AgricultB4e 89-94.

Rosa, R., Pereira, J., Nunes, M.L. (2005) Biochemical composition of cephalopods with
different life strategies, with special reference to a giant sduihiteuthissp. Marine
Biology, 146, 739-751.

Rosen, D.A.S., Trites, A.W. (1999) Metabolic Effects of Low-Energy Diet on Steller
Sea Lions,Eumetopias jubatusPhysiological and Biochemical Zoolagy2(6), 723-
731.

Rosen, D.A.S., Trites, A.W. (2000) Pollock and the decline of Steller sea lions: testing
the junk-food hypothesis. Canadian Journal of Zoo|o&f}; 1243-1250.

Rosen, D.A.S., Trites, A.W. (2005) Examining the potential for nutritional stress in
young Steller sea lions: physiological effects of prey composititournal of
Comparative Physiology,B 75, 265-273.



Ruchonnet, D., Boutoute, M., Guinet, C., Mayzaud, P. (2006) Fatty acid composition of
Mediterranean fin whaleBalaenoptera physaluslubber with respect to body
heterogeneity and trophic interaction. Marine Ecology Progress $Safigs165-174.

Ryg, M., Smith, T.G., @ritsland, N.A. (1988) Thermal significance of the topographical
distribution of blubber in ringed sealBHoca hispida)Canadian Journal of Fisheries
and Aguatic Scienced5, 985-992.

Saito, R., Kawakami, T., Hamabe, M., Matsushita, Y. (1974) Preliminary note on the
ecology of the ommastrephid squitbtotodarus sloani sloaniGray) in New Zealand
waters. Bulletin - Tokai Regional Fisheries Research Laborai®y35-68.

Samuel, A.M., Worthy, G.A.J. (2004) Variability in fatty acid composition of bottlenose
dolphin (Tursiops truncatus blubber as a function of body site, season, and
reproductive state. Canadian Journal of Zoold8f, 1933-1942.

Santos, M.B., Pierce, G.J., Learmonth, J.A., Reid, R.J., Ross, H.M., Patterson, I.A.P.,
Reid, D.G., Beare, D. (2004a) Variability in the diet of harbor porpoiBasdoena
phocoena) in Scottish waters 1992-2003. Marine Mammal Sgiga¢k), 1-27.

Santos, M.B., Pierce, G.J., LOpez, A., Martinez, J.A., Fernandez, M.T., leno, E., Mente,
E., Porteiro, C., Carrera, P., Meixide, M. (2004b) Variability in the diet of common
dolphins Delphinus delphisin Galician waters 1991-2003 and relationship with prey
abundance. ICES CM 2004/Q:09, 40 p.

Sargent, J.R. (1976) The structure, metabolism and function of lipids in marine
organisms. In: Malins, D.C. & Sargent, J.R. (EdBjochemical and biophysical
perspectives in marine biology, vol. 3. Academic Press, London, U.K.: 149-212.

Sargent, J.R., Parkes, R.J., Mueller-Harvey, I., Henderson, R.J. (1987) Lipid biomarkers
in marine ecology. In: Sleigh, M.A. (EdMicrobes in the sea. Wiley and Sons, New
York, U.S.A.: 119-138.

Sargent, J.R., Falk-Petersen, S. (1988) The lipid biochemistry of calanoid copepods.
Hydrobiologia, 167/168, 101-114.

Schell, D.M., Saupe, S.M., Haubenstock, N. (1989) Natural isotope abundances in
bowhead whaleBalaena mysticetQsbaleen: markers of aging and habitat usage. In:
Rundel, P.W., Ehleringer, J.R. & Nagy, K.A. (EdStable isotopes in ecological
research. Springer-Verlag, New York, U.S.A.: 260-269.

Schoener, T.W. (1986) Resource partitioning. In: Kikkawa, J. & Anderson, D.J. (Eds).
Community Ecology: Pattern and Proces8lackwell Scientific Publications,
Melbourne, Australia: 91-126.

Sidhu, K.S. (2003) Health benefits and potential risks related to consumption of fish or
fish oil. Regulatory Toxicology and Pharmacolo@§, 336-344.

Silva-Jr., J.M., Pandolfo, L.J., Sazima, |. (2004) Vomiting behavior of the spinner
dolphin Stenella longirostrisand squid meals. Aquatic Mamma8(2), 271-274.



Sinclair, E.H., Zeppelin, T.K. (2002) Seasonal and spatial differences in diet in the
western stock of Steller sea liorsufnetopias jubatysJournal of Mammalogy83(4),
973-990.

Sinisalo, T., Jones, R.l., Helle, E., Valtonen, E.T. (2008) Changes in diets of individual
Baltic ringed sealsRhoca hispida botnica) during their breeding season inferred from
stable isotope analysis of multiple tissues. Marine Mammal S¢i2ate), 159-170.

Smale, M.J., Watson, G., Hetch, T. (1996)olith atlas of southern African marine
fishes. Ichthyological Monographs number 1. J.L.B. Smith Institute of Ichthyology,
Grahamstown, South Africa.

Smith, H.R., Worthy, G.A.J. (2006) Stratification and intra- and inter-specific
differences in fatty acid composition of common dolphielphinus sp.) blubber:
Implications for dietary analysisComparative Biochemistry and Physiology part B
143, 486-499.

Smith, M.H., Baird, S.J. (2007Estimation of incidental captures of New Zealand sea
lions (Phocarctos hookeri) in New Zealand fisheries in 2004-05, with particular
reference to the SQU 6T squid trawl fishery. New Zealand Aquatic Environment and
Biodiversity Report 12. Ministry of Fisheries, Wellington, New Zealand: 31 pp.

Smith, R.J., Hobson, K.A., Koopman, H.N., Lavigne, D.M. (1996) Distinguishing
between populations of fresh- and salt-water harbour s@ecé vitulina) using
stable-isotope ratios and fatty acid profil€anadian Journal of Fisheries and Aquatic
Sciencesb3, 272-279.

Spence-Bailey, L.M., Verrier, D., Arnould, J.P.Y. (2007) The physiological and
behavioral development of diving in Australian fur se#ékrcfocephalus pusillus
doriferug pups. Journal of Comparative PhysiologylB7, 483-494.

Spitz, J., Rousseau, Y., Ridoux, V. (2006) Diet overlap between harbour porpoise and
bottlenose dolphin: An argument in favour of interference competition for food?
Estuarine, Coastal and Shelf Scien¢e, 259-270.

Staniland, 1.J. (2002) Investigating the biases in the use of hard prey remains to identify
diet composition using Antarctic fur sealsr¢tocephalus gazella) in captive feeding
trials. Marine Mammal Scienc&81), 223-243.

Staniland, I.J., Pond, D.W. (2004) Variability in milk fatty acids: recreating a foraging
trip to test dietary predictions in Antarctic fur se&snadian Journal of Zoolog2,
1099-1107.

Staniland, 1.J., Pond, D.W. (2005) Investigating the use of milk fatty acids to detect
dietary changes: a comparison with faecal analysis in Antarctic fur ddatine
Ecology Progress Serig294, 283-294.

Staniland, 1.J., Boyd, I.L., Reid, K. (2007) An energy-distance trade-off in a central-
place forager, the Antarctic fur se@lr¢tocephalus gazellaMarine Biology 152, 233-
241.



Staniland, 1.J., Robinson, S.L. (2008) Segregation between the sexes: Antarctic fur
seals,Arctocephalus gazella, foraging at South Georgiaimal Behaviour75, 1581-
1590.

Summers, L.K.M., Barnes, S.C., Fielding, B.A., Beysen, C., llic, V., Humphreys, S.M.,
Frayn, K.N. (2000) Uptake of individual fatty acids in adipose tissue in relation to their
presence in the diet. American Journal of Clinical Nutrition, 71, 1470-1477.

Taylor, R.H. (1971) Influence of man on vegetation and wildlife of Enderby and Rose
islands, Auckland islands. New Zealand Journal of Bqtan225-268.

Thiemann, G.W., Budge, S.M., Bowen, W.D., Iverson, S.J. (2004a) Comment on Grahl-
Nielsen et al. (2003) 'Fatty acid composition of the adipose tissue of polar bears and of
their prey: ringed seals, bearded seals and harp ddal#e Ecology Progress Series

281, 297-301.

Thiemann, G.W., Budge, S.M., Iverson, S.J. (2004b) Determining blubber fatty acid
composition: a comparison af situ direct and traditional methodglarine Mammal
Science20(2), 284-295.

Thiemann, G.W., Iverson, S.J. (2007) Variability in the blubber fatty acid composition
of ringed sealsRhoca hispida) across the Canadian Ardilarine Mammal Scienge
23(2), 241-261.

Thompson, D., Duck, C.D., McConnell, B.J., Garrett, J. (1998) Foraging behaviour and
diet of lactating female southern sea lio@garia flavescensin the Falkland Islands.
Journal of Zoology, London, 246, 135-146.

Thompson, P.M., Pierce, G.J., Hislop, J.R.G., Miller, D., Diack, J.S.W. (1991) Winter
foraging vy common seal®fioca vitulina) in relation to food availaibility in the inner
Moray Firth, N.E. Scotland. Journal of Animal Ecolp§®(1), 283-294.

Tieszen, L.L., Boutton, T.W., Tesdahl, K.G., Slade, N.A. (1983) Fractionation and
turnover of stable carbon isotopes in animal tissues: implications ¥6ranalysis of
diet. Oecologia, 57, 32-37.

Tollit, D.J., Steward, M.J., Thompson, P.M., Pierce, G.J., Santos, M.B., Hughes, S.
(1997) Species and size differences in the digestion of otoliths and beaks: implications
for estimates of pinniped diet compositi@@anadian Journal of Fisheries and Aquatic
Sciencesb4, 105-119.

Tollit, D.J., Wong, M., Winship, A.J., Rosen, D.A.S., Trites, A.W. (2003) Quantifying
errors associated with using prey skeletal structures from fecal samples to determine the
diet of Steller's sea lionEmetopias jubatys Marine Mammal Scien¢cel9(4), 724-

744,

Tollit, D.J., Heaslip, S.G., Zeppelin, T.K., Joy, R., Call, K.A., Trites, A.W. (2004) A
method to improve size estimates of walleye pollotkefagra chalcogramma) and
Atka mackerel Pleurogrammus monopterygjusonsumed by pinnipeds: digestion
correction factors applied to bones and otoliths recovered in scats. Fishery Bulletin, 102,
498-508.



Tollit, D.J., Heaslip, S., Deagle, B., Iverson, S.J., Joy, R., Rosen, D.A.S., Trites, A.W.
(2006) Estimating diet composition in sea lions: which technique to choose? In: Trites,
A.W., Atkinson, S.K., DeMaster, D.P., Fritz, L.W., Gelatt, T.S., Rea, L.D. & Wynne,
K.M. (Eds). Sea lions of the world. Alaska Sea Grant College Program, University of
Alaska Fairbanks.

Tollit, D.J., Heaslip, S.G., Barrick, R.L., Trites, AW. (2007) Impact of diet-index
selection and the digestion of prey hard remains on determining the diet of the Steller
sea lion Eumatopias jubatys Canadian Journal of Zoologg5, 1-15.

Trites, A.W., Donnelly, C.P. (2003) The decline of Steller sea luraetopias jubatus
in Alaska: a review of the nutritional stress hypothesis. Mammal Re38¢), 3-28.

Trites, A.W., Joy, R. (2005) Dietary analysis from fecal samples: how many scats are
enough? Journal of Mammalog6(4), 704-712.

Trites, A.W., Calkins, D.G., Winship, A.J. (2007a) Diets of Steller sea lions
(Eumetopias jubatysn Southeast Alaska, 1993-1999. Fishery Bulletin, 105, 234-248.

Trites, A.W., Deecke, V.B., Gregr, E.J., Ford, J.K.B., Olesiuk, P.K. (2007b) Killer
whales, whaling, and sequential megafaunal collapse in the north Pacific: a comparative
analysis of the dynamics of marine mammals in Alaska and British Columbia following
commercial whalingMarine Mammal Scien¢c@34), 751-765.

Tsydendambaev, V.D., Christie, W.W., Brechany, E.Y., Vereshchagrin, A.G. (2004)
Identification of unusual fatty acids of four alpine plant species from the Pamirs.
Phytochemistry65, 2685-2703.

Tucker, S., Bowen, W.D., Iverson, S.J. (2007) Dimensions of diet segregation in grey
sealsHalichoerus grypusevealed through stable isotopes of cartsdf) and nitrogen
(8*°N). Marine Ecology Progress Serjeg39, 271-282.

Tucker, S., Bowen, W.D., Iverson, S.J. (2008) Convergence of diet estimates derived
from fatty acids and stable isotopes within individual grey sddbine Ecology
Progress Series354, 267-276.

Van Boven, M., Holser, R.A., Cokelaere, M., Decuypere, E., Govaerts, C., Lemey, J.
(2000) Characterization of triglycerides isolated from jojoba ddurnal of the
American Oil Chemists' Socief§7, 1325-1328.

Vlieg, P. (1982a) Proximate and fatty acid composition of the flesh of New Zealand red
cod, hoki, and jack mackerel. New Zealand Journal of Sci@3¢e 55-158.

Vlieg, P. (1982b) Proximate composition of the flesh of 7 less common New Zealand
deep water fish speciddew Zealand Journal of Scien@b, 233-235.

Vlieg, P. (1984a) Proximate composition of 10 commercial New Zealand fish species.
New Zealand Journal of Zoolog®7, 99-104.

Vlieg, P. (1984b) Proximate composition of commercial New Zealand fish species. 2.
New Zealand Journal of Zoolog®7, 427-433.



Vlieg, P. (1984c) Proximate composition of New Zealand squid spdédexg.Zealand
Journal of Zoology27, 145-150.

Vlieg, P., Body, D.R. (1988) Lipid contents and fatty acid composition of some New
Zealand freshwater finfish and marine finfish, shellfish, and fdeg: Zealand Journal
of Marine and Freshwater Research, 22, 151-162.

Walker, J.L., Macko, S.A. (1999) Dietary studies of marine mammals using stable
carbon and nitrogen isotopic ratios of teeth. Marine Mammal Sci@R&), 314-334.

Walker, J.L., Potter, C.W., Macko, S.A. (1999) The diets of modern and historic
bottlenose dolphin populations reflected through stable isotddasne Mammal
Science152), 335-350.

Walton, M.J., Henderson, R.J., Pomeroy, P.P. (2000) Use of blubber fatty acid profiles
to distinguish dietary differences between grey sdal&choerus grypugrom two UK
breeding colonies. Marine Ecology Progress Serl€8, 201-208.

Walton, M.J., Pomeroy, P.P. (2003) Use of blubber fatty acid profiles to detect inter-
annual variations in the diet of grey seals Halichoerus gryidasine Ecology Progress
Series 248, 257-266.

Walton, M.J., Silva, M.A., Magalhdes, S.M., Prieto, R., Santos, R.S. (2007) Using
blubber biopsies to provide ecological information about bottlenose dolpghunsidps
truncatug around the Azoreslournal of Marine Biology Association of U.K7, 223-

230.

Weise, M.J. (2006) Foraging ecology of male California sea lidalophus
californianug: movement, diving and foraging behavior, and diving capacity. PhD
thesis, University of California, Santa Cruz, U.S.A.

Weise, M.J., Costa, D.P., Kudela, R.M. (2006) Movement and diving behavior of male
California sea lion Zalophus californianus during anomalous oceanographic
conditions to those of 2004. Geophysical Research Le@8rdl-6.

Welle, S. (1999). Human protein metabolisppringer-Verlag, New York, U.S.A.

Werner, R., Campagna, C. (1995) Diving behaviour of lactating southern sea lions
(Otaria flavescensin Patagonia. Canadian Journal of Zoolp@®, 1975-1982.

Werner, R., Figueroa-Carranza, A., Ortiz, C.L. (1996) Composition and energy content
of milk from southern sea lion©faria flavescens Marine Mammal Scien¢éd.2, 313-
317.

Wetzel, D.L., Reynolds Ill, J.E. (2004) Definitive identification of fatty acid
constituents in marine mammal tissu€anadian Journal of Fisheries and Aquatic
Sciences6l, 554-560.

Wetzel, D.L., Reynolds lll, J.E., Christie, W.W. (2007) Identification of fatty acids by
picolinyl ester derivatives. Marine Mammal Scierne&(4), 989-990.



Wheatley, K.E., Nichols, P.D., Hindell, M.A., Harcourt, R.G., Bradshaw, C.J.A. (2007)
Temporal variation in the vertical stratification of blubber fatty acids alters diet
predictions for lactating Weddell seallournal of Experimental Marine Biology and
Ecology 352, 103-113.

Whiteley, G.S.W., Fuller, B.J., Hobbs, K.E.F. (1992) Deterioration of cold-stored tissue
specimens due to lipid peroxidation: modulation by antioxidants at high subzero
temperatures. Cryobiolog®9, 668-673.

Wilkinson, I.S., Burges, J., Cawthorn, M. (2003) New Zealand sea lions and squid:
managing fisheries impacts on a threatened marine mammal. In: Gales, N.J., Hindell,
M.A. & Kirkwood, R. (Eds).Marine Mammals: Fisheries, Tourism and Management
Issues CSIRO Publishing, Collingwood, Australia: 192-207.

Wilkinson, 1.S., Duignan, P.J., Castinel, A., Grinberg, A., Chilvers, B.L., Robertson,
B.C. (2006)Klebsiella pneumonia&pidemics: possible impacts on New Zealand sea
lion recruitment. In: Trites, A.W., Atkinson, S., DeMaster, D.P., Fritz, L.W., Gelatt,
T.S., Rea, L.D. & Wynne, K.M. (Edsea Lions of the World. Alaska Sea Grant

College Program, University of Alaska Fairbanks: 385-403.

Williams, T.M., Rutishauser, M., Long, B., Fink, T., Gafney, J., Mostman-Liwanagm,
H., Casper, D. (2007) Seasonal Variability in Otariid Energetics: Implications for the
Effects of predators on Localized Prey Resourddsysiological and Biochemical
Zoology 80(4), 433-443.

Winship, A., Trites, A.W., Rosen, D.A.S. (2002) A bioenergetic model for estimating
the food requirements of Steller sea lidsmetopias jubatus Alaska, USA.Marine
Ecology Progress Serig829, 291-312.

Winship, A.J., Trites, AW. (2003) Prey consumption of Steller sea lions (Eumetopias
jubatus) off Alaska: How much prey do they require? Fishery Bulletin, 101, 147-167.

Winship, A., Hunter, A.M.J., Rosen, D.A.S., Trites, A.W. (2006) Food consumption by
sea lions: existing data and techniques. In: Trites, A.\W., Atkinson, S., DeMaster, D.P.,
Fritz, LW., Gelatt, T.S., Rea, L.D. & Wynne, K.M. (Ed§ea Lions of the World.
Alaska Sea Grant College Program, University of Alaska Fairbanks: 177-191.

Wolff, R.L., Christie, W.W. (2002) Structures, practical sources (gymnosperm seeds),
gas-liquid chromatographic data (equivalent chain lengths), and mass spectrometric
characteristics of all-cis 5-olefinic acidEuropean Journal of Lipid Science and
Technology104, 234-244.

Worthy, T.H. (1994) Holocene breeding of sea lioAkBdcarctos hookeyiat Delaware
Bay, Nelson, South Island, New Zealand. New Zealand Natural Scieicesl-70.

Wren, J.J., Szczepanowska, A.D. (1964) Chromatography of lipids in presence of an
antioxidant, 4-methyl-2,6-dert.-butylphenol.Journal of Chromatographyl4, 405-
410.

Xu, R., Hung, S.S.0., German, J.B. (1993) White surgeon tissue fatty acid compositions
are affected by dietary lipids. Journal of Nutritjd23, 1685-1692.



Yonezaki, S., Kiyota, M., Baba, N., Koido, T., Takemura, A. (2003) Size distribution of
the hard remains of prey in the digestive tract of northern fur €adib(hinus ursinuy
and related baises in diet estimation by scat analysis. Mamma) 38,&y-102.

York, A.E. (1994) The population dynamics of Northern sea lions, 1975-M&®ne
Mammal Sciengel0, 38-51.

York, A.E., Thomason, J.R., Sinclair, E.H., Hobson, K.A. (2008) Stable carbon and
nitrogen isotope values in teeth of Steller sea lions: age of weaning and the impact of
the 1975-1976 regime shift in the North Pacific Océgaanadian Journal of Zoology

86, 33-44.

Zeppelin, T.K., Ream, R.R. (2006) Foraging habitats based on the diet of female
northern fur sealsQallorhinus ursinuy on the Probilof Islands, Alaskdournal of
Zoology, London, 270, 565-576.

Zhao, L., Castellini, M.A., Mau, T.L., Trumble, S.J. (2004) Trophic interactions of
Antarctic seals as determined by stable isotope signatures. Polar B®lo@68-373.

Zhao, L., Schell, D.M., Castellini, M.A. (2006) Dietary macronutrients influérice
and *°N signatures of pinnipeds: captive feeding studies with harbor sehtscq
vitulina). Comparative Biochemistry and Physiology parilA3, 469-478.









