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A B S T R A C T

Age is an important parameter for a variety of ecological applications, including population viability analyses,
contaminants monitoring and targeting of individuals for conservation. While many organisms can be aged by
annual rings, dentition and other techniques (i.e., fish otoliths, clam growth rings, mammal tooth wear), there
are no minimally invasive biomarkers for accurately aging birds in the wild. For the past century, banding has
been the only way to identify a bird of known age, which requires continuous effort on a large scale with possibly
low return rates. Recent studies have identified pentosidine as a potential biomarker of chronological aging in
several bird species. To test this idea in four species of long-lived seabirds, we collected skin biopsies from the
foot webs of previously banded, known-age seabirds: black-legged kittiwakes (Rissa tridactyla; 0–19 y old),
Atlantic puffins (Fratercula arctica; 5–26 y old), razorbills (Alca torda; 0–15 d old) and thick-billed murres (Uria
lomvia; 0–35 y old). Foot web samples were specifically chosen because this was the least invasive site for
substantial skin biopsy. Samples were analysed with high performance liquid chromatography to quantify
pentosidine levels. Collagen levels were estimated through hydroxyproline assays to normalize pentosidine
content across individuals. Kittiwakes displayed a weak correlation (r2 = 0.20) between age and pentosidine/
collagen. Puffins (adults only, r2 = 0.02), razorbills (chicks only, r2 = 0.08), and murres (adults, r2 = 0.04) did
not show any associations with age. We concluded that pentosidine content in the foot web does not appear to be
a reliable method for aging seabirds in the wild. An absence of change in pentosidine in the foot web with age is
further evidence that long-lived seabirds may maintain physiological performance into old age.

1. Introduction

Age is one of the most important parameters determining the health,
reproductive potential and survival of organisms (Nussey et al., 2008;
Ricklefs, 2008; Jones et al., 2014). Thus, knowledge of the age of an
animal is critical for conservation applications, including population
viability analyses, contaminants monitoring, and targeting of in-
dividuals for intervention (Fallon et al., 2006; Cooey, 2008; Holmes and
Martin, 2009). While many organisms can be aged by annual rings,
dentition and other techniques (i.e., fish otoliths, clam growth rings,
mammal tooth wear), there are no biomarkers for accurately aging
flying vertebrates in the wild beyond the first few years of life (Holmes
and Martin, 2009; Herman et al., 2009; Munshi-South and Wilkinson,

2010; Jarman et al., 2015). Therefore marking a bird or bat during its
hatch or birth year has been the only way to identify its exact age
(Lincoln, 1921; Holmes and Martin, 2009; Munshi-South and
Wilkinson, 2010). While osteologically-based age determination tech-
niques are well-known for other vertebrates (Bagenal, 1974; Peabody,
1961; Reid, 1981), including many mammals (e.g., Morris, 1972; Grue
and Jensen, 1979), none is well established for birds or bats (Broughton
et al., 2002; Munshi-South and Wilkinson, 2010). Although the number
of endosteal lamellae in transverse thin sections of the tibiotarsus
showed some promise with small sample sizes in birds (Klomp and
Furness, 1992), the technique was inaccurate with a larger number of
individuals from one of the same species (Broughton et al., 2002).
Moreover, such a procedure requires euthanizing the bird. It is thus
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normally possible only to determine crudely whether birds are rela-
tively young based on moult patterns, cranial pneumatization or mor-
phometrics (e.g., McNeil and Burton, 1972; Sugimori et al., 1985;
Siegel-Causey, 1989).

One reason why long-lived birds may be difficult to age in the wild
is because they typically do not show the classic signs of physiological
aging present in short-lived mammals. Actuarial senescence, the in-
creasing rate of mortality with age, is more important in long-lived than
short-lived wild animals as a higher proportion of mortality is attribu-
table to senescence in the former relative to the latter (Ricklefs, 2008,
2010; Turbill and Ruf, 2010). Whereas relatively few individuals in
short-lived species will live long enough to be senescent in the wild, a
larger proportion of individuals in long-lived species will be senescent.
Perhaps because of stronger selection for postponed physiological se-
nescence in long-lived birds, studies of long-lived wild birds have de-
tected few signs of declining immunity (Apanius and Nisbet, 2006;
Lecomte et al., 2010), oxidative stress (Jimenez et al., 2019; Lecomte
et al., 2010) or reproduction (Nisbet et al., 2002; Coulson and
Fairweather, 2003; Lecomte et al., 2010) with age that routinely ac-
company physiological aging in mammals and short-lived birds (Cichon
et al., 2003; Holmes and Ottinger, 2003; Saino et al., 2003; Moe et al.,
2009; Palacios et al., 2007; these ideas are reviewed by Nisbet, 2001;
Ricklefs, 2008, 2010; Holmes and Martin, 2009).

Aging is a complex phenomenon in which, at the cellular level,
harmful changes can accumulate with time in each organism until its
inevitable death. Biochemical changes at the level of cells and organelles
ultimately result in organismal death (Harman, 1992, 2009; Martin et al.,
1996). For example, the free radical theory of aging proposes that the
generation of free radicals within the mitochondrial electron transport
chain leads to progressive damage to organs, biological aging and,
eventually, death (Harman, 1992; Wickens, 2001; Monaghan et al.,
2009). Indeed, oxidative stress is speculated as a contributing factor in a
number of aging-related diseases (Valko et al., 2007; Lushchak, 2014;
Daffu et al., 2013). Another possible explanation of aging is the cross-
linking theory of aging, where sugars modify body proteins through the
Maillard reaction (Monnier and Cerami, 1981; Grandhee and Monnier,
1991; Iqbal et al., 1999a,b). The results of cross-linking are advanced
glycation end products (AGEs) whose formation is accelerated by oxi-
dative stress (Wickens, 2001). Advanced glycation endproducts can da-
mage the organism directly, by modifying intracellular or extracellular
proteins, and, indirectly, by binding to the receptor of advanced glyca-
tion end products (RAGE). Ligand binding to RAGE increases in-
tracellular reactive oxygen species formation, and therefore leads to
oxidative stress and could contribute to aging as described by the free
radical theory (Daffu et al., 2013; Nowotny et al., 2015). One such AGE is
pentosidine (Sell and Monier, 1989) and named after originally being
synthesized from pentose—although pentosidine can be derived from
other sugars. At the end of the Maillard reaction, skin pentosidine cross-
links the arginine and lysine residues within collagen (Sell and Monnier,
1989; Sell et al., 1998; Dyer et al., 1991). Cross-linking alters collagen's
structure and mechanical properties, which makes the protein less de-
gradable by proteases (Nowotny et al., 2015). Furthermore, human
neurons exposed to pentosidine increased their reactive oxygen species
generation and apoptotic cell death (Nitti et al., 2005). Thus, AGEs could
link biological age (physiological state) to chronological age (time since
birth) (Sell et al., 2003; Chaney et al., 2003; Fallon et al., 2006). Indeed,
due to its stable, fluorescent, and accumulating properties, previous
studies confirmed pentosidine as potential biomarker of age in mammals,
birds, and, most recently, in turtles (Sell et al., 1998; Cooey et al., 2010;
Dammann et al., 2011; Iverson et al., 2017).

Pentosidine increases significantly with age in chickens (Iqbal et al.
1997, 1999a), California gulls (Larus californicus; Chaney et al., 2003),
ruffed grouse (Bonasa umbellus; Fallon et al., 2006), monk parakeets
(Myiopsitta monachus; Cooey et al., 2010) and double-crested cormorants
(Phalacrocorax auritus; Fallon et al., 2006; Cooey, 2008; Dorr et al., 2017),
but not common gulls (Larus canus; Rattiste et al., 2015), kakapos (Strigops

habroptilus; Campion, 2015) or bridled terns (Onychoprion anaethetus;
Labbé et al., 2019). Thus, results so far are consistent with the idea that
physiological senescence (as shown by pentosidine content increasing with
age) is evident in short-lived but not long-lived birds, but few long-lived
birds have been tested. In cormorants, pentosidine levels in the patagium
were lower than breast skin, but both tissues showed a similar increase
with age (Cooey et al., 2010). Levels in foot webs were also lower than in
breast skin (Chaney et al., 2003). We examined levels in the foot web, to
determine if biopsies from the foot web could be a non-lethal and mini-
mally invasive technique for measuring age in waterbirds, as biopsies from
the foot web may cause less damage and risk of infection than biopsies
from the breast or patagium. We examined whether pentosidine can be
used as a biomarker of chronological age in four species of long lived
seabirds: black-legged kittiwakes (Rissa tridactyla), Atlantic puffins (Fra-
tercula arctica), razorbills (Alca torda), and thick-billed murres (Uria
lomvia). We expected pentosidine concentrations to increase with age
among all individuals, with species-specific rates varying with maximum
lifespan—as found in other taxa (Fallon et al., 2006).

2. Materials and methods

2.1. Tissue sampling

Four species of seabirds were sampled during their breeding season
in 2015 and 2016 under McGill animal use protocol 2015-7599. Only
birds banded as chicks, and thus of known ages, were targeted. Adults
were trapped by various methods and put in cloth bags to minimize
stress. Middleton Island, Alaska (59° 26′ N, 146° 20′ W), in the Gulf of
Alaska (Gill and Hatch, 2002), is the site of an abandoned U.S. Air force
defense radar tower that black-legged kittiwakes use for nesting. The
buildings' sides were upgraded with wooden panels, nest ledges, and
sliding panes of one-way mirror glass, thus creating a research habitat
consistently of hundreds of nest sites easy to access and monitor. Since
1984, kittiwake adults and chicks have been banded on Middleton Is-
land during every breeding season (Gill and Hatch, 2002). At Mid-
dleton, kittiwake reproductive success increases until about age 12, and
then decreases rapidly (Elliott et., 2014, with little change in muscle
physiology Brown et al., 2019). In 2015, we collected samples from
adults either nesting on or prospecting for sites on the tower, as well as
from chicks hatched on it. Adults were captured opportunistically with
wire hooks passed through slots in the wall at or below the level of their
nests (Chivers et al., 2015). Chicks were monitored daily until 40 days
since hatching, and were taken from their nest on the day of sampling.

Machias Seal Island, New Brunswick (44° 30′ N, 67° 06′ W) lies
18 km off the coast of Maine (Diamond and Devlin, 2003; Kelly et al.,
2015). Since 1980 and 1995 respectively, Atlantic puffins and razorbills
have been banded on Machias Seal Island (Kelly et al., 2015). In 2016,
we collected samples from Atlantic puffins (adults and chicks) and ra-
zorbill chicks spread across the island. Puffins nest in burrows, and
most adults were captured by extracting them directly from their nest
sites. Occasional individuals were caught with drop-box traps or mist
nets. While still in the egg stage, most study burrows were flagged and
regularly checked until their hatch date. Each had an assigned sampling
day and was not inspected until a few days before that date to minimize
stress and abandonment by the parents (Rodway et al., 1996). Chicks
younger than 36 days were caught in the burrow. Puffin chicks, older
than 36 days, were caught at night during their first trip to the sea.
Razorbills nest among boulders and adults are hard to catch, so we did
not capture any adults. Razorbill chicks were monitored and sampled
similarly to the puffin chicks at about age 10 d.

Coats Island, Nunavut (62° 57′ N, 82° 45′ W) is an island in northern
Hudson Bay (Gaston et al., 1994). Thick-billed murres on Coats Island
are located in two sub-colonies 1.5 km apart and have been banded
since 1981 (Gaston et al., 1994; Elliott et al., 2015). At Coats, re-
productive success increases until age 25, and then decreases slightly
(Elliott et al., 2014). The oldest record for a thick-billed murre is 37
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years (Jimenez et al., 2019), and our age range of 0-35 y is therefore
representative of the age range present in the wild population. In 2016,
adult murres were captured using a noose pole during the incubation
period. Murre chicks were also caught by noosing near the top of the
cliffs within 5 days of their hatch.

For all species, feet were cleaned with isopropanol, followed by
puncturing an interdigital foot web with a 6 mm biopsy punch. The
collected skin sample was stored in a labeled centrifuge tube. We col-
lected one sample per bird, punching through the entire web. The foot
hole was treated with antibiotic ointment to prevent infection and
pressed with styptic powder in between two cotton balls until hemos-
tasis. The full procedure lasted for a maximum of 10 min before re-
leasing the bird. Samples were transported, surrounded by icepacks,
from the field to a −20 °C freezer within 5 to 60 min after being col-
lected. From 3 weeks to 3 months later, they were transported with dry
ice to our laboratory facilities. Sex was already known for black-legged
kittiwakes based on copulation position and for thick-billed murres
based on genetics.

2.2. Sample processing

Regardless of species, all samples were processed identically in a
method modified from that described by Iqbal et al. (1997), Chaney et al.
(2003), and Fallon et al. (2006). Biopsies were scraped clean, minced
with razor blades and transferred to glass tubes. To remove lipids from
skin biopsies, each tube was filled with 2 mL of a 2:1 chloroform/me-
thanol solution, placed in a shaker, and left mixing at 4–6 °C for 18 h. We
discarded the chloroform/methanol waste by pipetting it out of the tubes
and leaving the rest to air-dry for 1 h. Once completely dry, the residue
was rehydrated, hydrolyzed in 1 mL of 6 M HCl and heated to 110 °C for
18 h. After cooling down, the samples were centrifuged to settle the
suspended remains and retain only the liquid portion. The skin extracts
were then neutralized by titration with NaOH. The resulting saline so-
lutions were frozen at −80 °C and transferred to a freeze dryer (Lab-
conco 75040) to undergo sublimation. Finally the samples were recon-
stituted in 1 mL of Milli-Q water and filtrated with 0.22 μm syringe
filters. We examined the effect of reconstituting the sample in
0.25–1.5 mL of Milli-Q water, and there was no difference in the re-
covered pentosidine or collagen values among the different dilutions.
Some spiked samples with pentosidine (from individuals not otherwise
used in this study) were used to help identify peaks on HPLC chroma-
tographs. The percent recovery of 0.080 pmoL/μL spiked pentosidine in
five murre foot web samples was 99.7 ± 4.0 (SD) %.

2.3. Pentosidine measurement

Pentosidine (Cayman Chemicals, Ann Arbor, MI), in a crystalline solid
state is stable for up to 2 years when kept at −20 °C (we obtained standard
curves varying by < 5% when comparing pentosidine kept frozen over
that time period). Once diluted in water, the aqueous solution should not
be stored for more than a day (standard curves of pentosidine decreased by
about 0.8% per hour such that apparent levels were 20% of actual levels
after 100 h). Therefore, the stock was divided in multiple aliquots and
frozen until needed during the experiment. Before each experiment, one
aliquot was thawed and further diluted into 6 standard concentrations of
0.5 nmoL/L, 1.0 nmoL/L, 2.0 nmoL/L, 4.0 nmoL/L, 8.0 nmoL/L, and 16
nmoL/L. Similarly to the sample extracts, each standard was filtered with
0.22 μm syringe filters before its transfer to a glass vial.

Pentosidine was measured through modifications of the reverse
phase high-performance liquid chromatography (HPLC) techniques
previously described by Iqbal et al. (1997), Chaney et al. (2003), and
Fallon et al. (2006). Pentosidine concentrations were estimated in du-
plicate using a Dionex UltiMate 3000 HPLC work station with an in-line
fluorescence detector (UltiMate 3000, excitation 325 nm, emission
370 nm). The mobile phase consisted of acetonitrile, Milli-Q water and
0.01 M heptafluorobutyric acid (HFBA). Injections (100 μL) were

separated using a linear gradient of 5–30% acetonitrile, in water with
HFBA from 0 to 35 min using a C8 column (Acclaim 4.6 × 10 mm) and
flowrate of 1 mL/min. The resulting elutions were visualized as chro-
matograms with peaks of different magnitudes at specific timespans.
Integration of those peaks was performed in Chromeleon 7 version
7.1.2.1478 software package. A pentosidine standard was processed
after every 4 to 5 skin extracts to confirm pentosidine's exact elution
timing. The column was cleaned and equilibrated for a minimum of 20
and 15 min respectively between injections.

2.4. Collagen measurement

Assuming that 14% of collagen by weight is hydroxyproline, we
used a spectrophotometric assay to measure each sample's hydro-
xyproline content using a commercial kit (MAK008, Sigma-Aldrich,
Missouri, St Louis; Maekawa et al., 1970). Hydroxyproline was mea-
sured for all hydrolyzed skin extracts in duplicate (coefficient of var-
iation averaged 8.9%) with a Fluostar omega microplate reader
(emission wavelength of 560 nm). The results were examined with
MARS Data Analysis version 2.41 software. The assay standards were
diluted in water with 6 M NaCl to mimic the NaCl formed during
sublimation of neutralized samples of hydrolyzed skin tissue; an initial
attempt using KCl led to inaccurate data compared with water.

2.5. Statistical analysis

Statistical regression analyses using general linear models (LM)
were carried out with R to determine the relationship between pento-
sidine or hydroxyproline concentrations and age + age2 + sex. We
considered an age2 term to account for non-linear relationships. We
included sex as a covariate only for murres and kittiwakes as they were
the only two species where we had sex information. We used a back-
wards selection procedure where we included age, age2 and sex as
covariates and then dropped non-significant terms systematically based
on their non-significance. We used a significance level of P < 0.05,
and considered significant relationships with an R2 > 0.5 as useful for
age determination.

3. Results

3.1. Kittiwakes

We sampled 30 black-legged kittiwake adults aged 3–19 years, with
most single age groups having two individuals per age. After normalizing
across individuals using the hydroxyproline assay results, pentosidine
concentrations in collagen ranged from 1.31 pmol pentosidine/mg col-
lagen to 8.16 pmol/mg (Fig. 1). These concentrations increased linearly
with age: pentosidine = 0.1689 ∗ age + 2.5015, R2 = 0.20 (t29 = 2.64,
P = 0.01; omnibus GLM age2: t27 = 1.49, P = 0.15; sex: t27 = 0.42,
P = 0.69). Average pentosidine concentrations in each group increased
linearly with age: pentosidine = 0.1579 ∗ age + 2.5797, R2 = 0.39
(t15 = 3.02, P = 0.009) (Fig. 1). We sampled 4 black-legged kittiwake
chicks aged of 10, 14, 40, and 44 days. Their pentosidine concentrations
in collagen ranged from 1.84 pmol/mg to 10.45 pmol/mg (Fig. 1). Like
in the adult kittiwakes, the pentosidine levels increased linearly with age:
pentosidine = 0.1642 ∗ age + 0.2621, R2 = 0.54 (t3 = 1.52, P = 0.27).
When we pooled adults and chicks, pentosidine levels were independent
of age (age: t31 = −0.05, P = 0.96; age2: t31 = 0.49, P = 0.63; sex:
t31 = 0.44, P = 0.66; R2 = 0.06). However, if we removed one chick,
the relationship improved considerably (age: t30 = 3.07, P = 0.004;
age2: t30 = −0.82, P = 0.42; sex: t30 = 0.72, P = 0.74; R2 = 0.23).
Collagen content from the standardized 6 mm skin biopsy increased with
age in chicks (albeit not significantly) but not in adults (chicks: age:
t3 = 3.01, P = 0.09; age2: t2 = 0.14, P = 0.91; adults: age: t27 = 0.68,
P = 0.50; age2: t27 = −0.48, P = 0.63; sex: t27 = 0.54, P = 0.60;
Fig. 2).
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3.2. Auks

We sampled 14 adult puffins aged 5–26 years and 15 chicks aged 15
to > 35 days old. All age groups were represented by one adult, but no
chicks aged 19, 20, 22, 23, 27, 31, 32, and 34 days were captured.
Pentosidine concentrations did not vary with age in adults (R2 = 0.02,
age: t12 = 0.47, P = 0.65; age2: t12 = 0.44, P = 0.67; Fig. 1). Con-
centrations decreased linearly with age in the chicks: pentosi-
dine = −0.1545 ∗ age + 7.3278 (R2 = 0.39, age: t14 = −2.91,
P = 0.01; age2: t12 = −2.17, P = 0.05). There was no relationship for
pooled chick and adult data (R2 = 0.17, age: t42 = 1.43, P = 0.16;
age2: t42 = −0.64, P = 0.52). Collagen content of 6 mm biopsies in-
creased with age in chicks but not adults (chicks: age: t13 = 3.81,
P = 0.002; age2: t12 = 1.08, P = 0.30; adults: age: t11 = 0.8, P = 0.42;
age2: t11 = −0.80, P = 0.44; Fig. 2). We sampled 8 razorbill chicks
aged 3–15 days and pentosidine concentrations did not vary with age
(R2 = 0.08; age: t7 = 0.74, P = 0.49; age2: t7 = 0.55, P = 0.61).
Collagen increased with age, albeit not significantly (age: t6 = 1.61,
P = 0.16; age2: t5 = 0.65, P = 0.54; Fig. 2). We sampled 5 thick-billed
murre chicks of unknown ages (< 8 d old) and 37 adults between 6 and
32 years of age. For pooled data (chicks and adults), pentosidine con-
centrations did not vary with age (R2 = 0.04, age: t43 = −1.30,
P = 0.20; age2: t43 = −1.13, P = 0.27; sex: t43 = 0.70, P = 0.49)
(Fig. 1). No trend was apparent for chicks and adults separately (Fig. 1).
Collagen was higher in adults than chicks (age: t44 = 2.87, P = 0.006;
age2: t43 = −1.44, P = 0.16; Fig. 2).

4. Discussion

Unlike some previous studies on primarily short-lived species (Iqbal
et al. 1999a; Chaney et al., 2003; Fallon et al., 2006; Cooey et al., 2010;
Dorr et al., 2017), pentosidine concentrations in collagen did not in-
crease substantially with age in the four long-lived seabird species ex-
amined in the current study. These results are consistent with the idea
that long-lived birds do not show many of the classic traits of physio-
logical aging present in mammals and short-lived birds (Nisbet, 2001;
Ricklefs, 2008). Only kittiwakes (the shortest-lived species) showed a
significant increase in pentosidine with age in adults, but there was no
significant relationship for pooled chick and adults values. Common
gulls and bridled terns, which are relatively long-lived, also showed no
significant increase with age in pentosidine measured in biopsies from
the wing patagium (Rattiste et al., 2015; Labbé et al., 2019), although
California gull foot webs showed an increase (Chaney et al., 2003). The
California gull study demonstrated lower pentosidine levels in the foot
webs of young (~4 years) than old (~20 years) gulls, but showed no
change with age within either age class. Without information from in-
tervening age classes, such trends may represent environmental varia-
tion associated with each cohort. Skin collagen half-life is about
15 years (Iverson et al., 2017), and consequently the pentosidine
technique may be less reliable in long-lived species, as implied by re-
cent work on turtles (Iverson et al., 2017). Moreover, the foot web is
more exposed to ultraviolet radiation than the breast, which could lead
to degradation of pentosidine, and so levels are likely lower than other
skin sites (as is the case for the patagium, Cooey et al., 2010) and trends
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with age may be weaker. Collagen per sample increased with age, likely
because the foot webs became thicker with age, and so more tissue was
collected per sample of constant diameter.

We argue that pentosidine is unlikely to be a useful biomarker for
chronological age in the foot web of birds. Iverson et al. (2017) found
that “concentrations were too variable to permit precise estimates of
age for turtles of unknown age” and the same appears to be true for
volant vertebrates. The earlier successful papers (on breast or patagial
skin tissue) primarily demonstrated an increase in pentosidine with age
during the first few years of life. Indeed, our own data showed a re-
lationship between pentosidine and age during chick development,
which would be unexpected for a metric that is purported to provide
age over an entire animal's lifespan. Chaney et al. (2003) showed higher
pentosidine in California gulls aged 200–300 months than those aged
about 50 months. Given that reproductive maturity is typically
48 months, this comparison was between gulls breeding for the first
time and those that had bred for many years. Similarly, the increase in
monk parakeets was primarily between those aged 6 months or less and
those aged 20 months or more (Cooey et al., 2010) and the increase in
double-crested cormorants was primarily between those younger than
50 months and those older than 50 months (Fallon et al., 2006; Cooey,
2008). Given that moult patterns can distinguish birds in their first year
or two of reproduction, there seems little need for pentosidine to make
such distinctions. Moreover, within a single family (gulls, Laridae), the
patterns included no variation with age (Rattiste et al., 2015), an in-
crease between young breeders and old breeders (Chaney et al., 2003)

and no change between chicks and adults, but a weak increase with age
in breeders (our study). Taken together, our results combined with the
literature suggests that this technique does not appear to be reliable for
precise aging of wild seabirds. This is likely especially true for foot web
biopsies because foot web biopsies have high levels of keratin and low
levels of collagen, so pentosidine levels are relatively low.

Kittiwakes were the only species that showed a significant trend in
adults. Pentosidine also increased with age in chicks, but the relation-
ship was driven by a single outlier that had the highest level recorded in
our study. Indeed, without that outlier, there was a significant increase
from chicks to adults that followed accurately the trend derived among
adult birds. When averaged across age groups (each year), the r2 value
increased to 0.39, implying that the technique may have potential
utility for obtaining an approximate age in this species.

The puffin data was from a poor year when most nests failed; con-
sequently, our sample sizes were small and we had low statistical
power. As was the case for kittiwakes, the maximum value for puffin
chicks was higher than the maximum value for adults, which challenges
the idea that pentosidine increases regularly with age. Nonetheless, our
values may be biased because those individuals that were starving or
that had starved (and were therefore not sampled) might have had low
glucose and therefore less AGEs (Iqbal et al. 1999a). Similarly, our
sample size for razorbills was also likely too small to make general
conclusions, as we were unable to catch any adults (all chicks died). For
murres, we did not know the age of the chicks, but they were no >
10 days old. Interestingly, the lowest level of pentosidine was in birds
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aged 6–7 years (due to high collagen, Fig. 2), and values then increased.
Again, this is consistent with the idea that pentosidine is lower in birds
just starting to breed compared to those breeding later.

Previous studies that found relationships between age and pento-
sidine used only patagium or breast tissue from necropsied or eu-
thanized birds (Iqbal et al. 1999a; Chaney et al., 2003; Fallon et al.,
2006; Cooey et al., 2010). These studies included both wild and do-
mestic birds, and so included both presumably stressed and unstressed
individuals. Thus, although food restriction (reductions in glucose and
other nutrition) is known to alter pentosidine expression in birds (Iqbal
et al. 1997, 1999a), the differences among studies is unlikely to be
explained by nutritional stress. The only other studies that obtained
samples from live birds found no relationship (Le Souëf, 2012; Rattiste
et al., 2015; Campion, 2015; Labbé et al., 2019). Despite high statistical
power to detect an effect (e.g., 87% for kittiwakes), we did not detect
such a relationship. One possibility is that glucose may react differently
post-death, creating altered levels of pentosidine, thus explaining why
trends were found for birds that were already dead, but not for live
birds (Pozhitkov et al., 2017).

Aging in wild, long-lived birds is likely multifactorial, and there is
no single compound that appears to explain a significant proportion of
senescence (Ricklefs, 2008; Monaghan et al., 2008; Munshi-South and
Wilkinson, 2010). For example, whereas telomere length changes
consistently with age in short-lived birds, no such pattern occurs in
long-lived birds (Haussmann et al., 2003; Young et al., 2013; Rattiste
et al., 2015). For long-lived birds, ‘biological’ rather than chronological
age may be important, and physiological aging may be a complicated
combination of multiple factors that change with time (i.e., breeding
state, glucose in diet, stress; Ricklefs, 2008; Monaghan and Haussmann,
2006). Additional work, especially longitudinally (sampling the same
individual over their lifespans), could address these issues, as well as
also address the issue of selective mortality. That is, birds with lower
pentosidine might die young, and so the increase in pentosidine with
age may be simply an artefact of a cross-sectional sampling design.

CRediT authorship contribution statement

Angelika A. Aleksieva:Investigation.Jason R. Treberg:Super-
vision.Antony W. Diamond:Project administration.Scott A. Hatch:
Project administration.Kyle H. Elliott:Supervision.

Acknowledgements

We would like to thank NSERC Discovery Grants to KHE and JT,
which helped pay for assays. We would also like to thank a Mobility
Award from McGill University, which paid for AA's travel from
Montreal to Winnipeg for assays. J. Cunningham, S. Kahane-Rapport
and E. Love-Kernick helped in the field at Middleton. The Middleton
Island and Coats Island field seasons were paid for by the Canada
Research Chairs in Arctic Ecology, the Fonds de Recherche du Quebec
Nature & Technologie and the McGill University start-up fund. The lab
assays were partially paid for by the Canada Research Chair in
Environmental Dynamics and Metabolism. This chapter was part of
AA's Master's, and we thank J. Head for her help as committee member.
Work on Machias Seal Island and Coats Island was supported by
Environment and Climate Change Canada. We thank all of the many
banders who helped create these known-age populations, especially T.
Gaston without whose foresight and decades of dedication the known-
age Coats population would not be possible.

Appendix A. Supplementary data

Supplementary data to this article can be found online at https://
doi.org/10.1016/j.exger.2020.110833.

References

Apanius, V., Nisbet, I.C., 2006. Serum immunoglobulin G levels are positively related to
reproductive performance in a long-lived seabird, the common tern (Sterna hirundo).
Oecologia 147, 12–23.

Bagenal, T.B., 1974. The Ageing of Fish. Unwin Brothers, Old Woking.
Broughton, J.M., Rampton, D., Holanda, K., 2002. A test of an osteologically based age

determination technique in the double-crested cormorant Phalacrocorax auritus. Ibis
144, 143–146.

Brown, K., Jimenez G., A., Whelan, S., Lalla, K., Hatch A., S., Elliott H., K., 2019. Brown,
K., Jimenez, A.G., Whelan, S., Lalla, K., Hatch, S.A. and Elliott, K.H., Muscle fiber
structure in an aging long‐lived seabird, the black‐legged kittiwake (Rissa tridactyla).
Journal of Morphology 280 (7), 1061–1070.

Campion, M.R., 2015. The simultaneous determination of hydroxyproline and pentosi-
dine in avian skin tissue. Chem. New Zealand 79, 172–176.

Chaney, R.C., Blemings, K.P., Bonner, J., Klandorf, H., 2003. Pentosidine as a measure of
chronological age in wild birds. Auk 120, 394–399.

Chivers, L.S., Hatch, S.A., Elliott, K.H., 2015. Accelerometry reveals an impact of short-
term tagging on seabird activity budgets. Condor 118, 159–168.

Cichon, M., Sendecka, J., Gustafsson, L., 2003. Age-related decline in humoral immune
function in collared flycatchers. J. Evol. Biol. 16, 1205–1210.

Cooey, C.K., 2008. Development and Evaluation of a Minimally Invasive Sampling
Technique to Estimate the Age of Living Birds. MSc thesis. West Virginia University.

Cooey, C.K., Fallon, J.A., Avery, M.L., Anderson, J.T., Falkenstein, E.A., Klandorf, H.,
2010. Refinement of biomarker pentosidine methodology for use on aging birds.
Human-Wildlife Interactions 4, 304–314.

Coulson, J.C., Fairweather, J.A., 2003. Reduced reproductive performance prior to death
in the black-legged kittiwake: senescence or terminal illness? J. Avian Biol. 32,
146–152.

Daffu, G., del Pozo, C., O'Shea, K., Ananthakrishnan, R., Ramasamy, R., Schmidt, A.,
2013. Radical roles for RAGE in the pathogenesis of oxidative stress in cardiovascular
diseases and beyond. Int. J. Mol. Sci. 14, 19891–19910.

Dammann, P., Sell, D.R., Begall, S., Strauch, C., Monnier, V.M., 2011. Advanced glycation
end-products as markers of aging and longevity in the long-lived Ansell’s mole-rat
(Fukomys anselli). J. Gerontol. A, Biomed Sci. Med. Sci. 67, 573–583.

Diamond, A.W., Devlin, C.M., 2003. Seabirds as indicators of changes in marine ecosys-
tems, ecological monitoring on Machias Seal Island. Environ. Monitoring Assess. 88,
153–181.

Dorr, B.S., Stahl, R.S., Hanson-Dorr, K.C., Furcolow, C.A., 2017. Using pentosidine and
hydroxyproline to predict age and sex in an avian species. Ecology and Evolution 7,
8999–9005.

Dyer, D.G., Blackledge, J.A., Thorpe, S.R., Baynes, J.W., 1991. Formation of pentosidine
during nonenzymatic browning of proteins by glucose. Identification of glucose and
other carbohydrates as possible precursors of pentosidine in vivo. J. Biol. Chem. 266,
11654–11660.

Elliott, K.H., O’Reilly, K.M., Hatch, S.A., Gaston, A.J., Hare, J.F., Anderson, W.G., 2014.
The prudent parent meets old age, a high stress response in very old seabirds supports
the terminal restraint hypothesis. Horm. Behav. 66, 828–837.

Elliott, K.H., Hare, J.F., Le Vaillant, M., Gaston, A.J., Ropert-Coudert, Y., Anderson, W.G.,
2015. Ageing gracefully, physiology but not behaviour declines with age in a diving
seabird. Funct. Ecol. 29, 219–228.

Fallon, J.A., Cochrane, R.L., Dorr, B., Klandorf, H., 2006. Interspecies comparison of
pentosidine accumulation and its correlation with age in birds. Auk 123, 870–876.

Gaston, A.J., de Forest, L.N., Donaldson, G., Noble, D.G., 1994. Population parameters of
thick-billed murres at Coats Island, Northwest Territories, Canada. Condor 96,
935–948.

Gill, V.A., Hatch, S.A., 2002. Components of productivity in black-legged kittiwakes Rissa
tridactyla, response to supplemental feeding. J. Avian Biol. 33, 113–126.

Grandhee, S.K., Monnier, V.M., 1991. Mechanism of formation of the Maillard protein
cross-link pentosidine. J. Biol. Chem. 266, 11649–11653.

Grue, H., Jensen, B., 1979. Review of the formation of incremental lines in tooth ce-
mentum of terrestrial mammals. Danish Rev. Game Biol. 11, 1–48.

Harman, D., 1992. Free radical theory of aging. Mutation Res. DNAging 275, 257–266.
Harman, D., 2009. Origin and evolution of the free radical theory of aging, a brief per-

sonal history, 1954–2009. Biogerontol 10, 773–781.
Haussmann, M.F., Winkler, D.W., O’Reilly, K.M., Huntington, C.E., Nisbet, I.C., Vleck,

C.M., 2003. Telomeres shorten more slowly in long-lived birds and mammals than in
short–lived ones. Proc. Roy. Soc. Lond. B 270, 1387–1392.

Herman, D.P., Ylitalo, G.M., Robbins, J., Straley, J.M., Gabriele, C.M., Clapham, P.J.,
Boyer, R.H., Tilbury, K.L., Pearce, R.W., Krahn, M.M., 2009. Age determination of
humpback whales Megaptera novaeangliae through blubber fatty acid compositions of
biopsy samples. Mar. Ecol. Prog. Ser. 392, 277–293.

Holmes, D., Martin, K., 2009. A bird's-eye view of aging, what's in it for ornithologists?
Auk 126, 1–23.

Holmes, D.J., Ottinger, M.A., 2003. Birds as long-lived animal models for the study of
aging. Exp. Gerontol. 38, 1365–1375.

Iqbal, M., Probert, L.L., Klandorf, H., 1997. Effect of dietary aminoguanidine on tissue
pentosidine and reproductive performance in broiler breeder hens. Poultry Sci 76,
1574–1579.

Iqbal, M., Kenney, P.B., Klandorf, H., 1999a. Age-related changes in meat tenderness and
tissue pentosidine, effect of diet restriction and aminoguanidine in broiler breeder
hens. Poultry Sci 78, 1328–1333.

Iqbal, M., Probert, L.L., Alhumadi, N.H., Klandorf, H., 1999b. Protein glycosylation and
advanced glycosylated endproducts (AGEs) accumulation, an avian solution? J.
Gerontol. Biol. Sci. 54, B171–B176.

A.A. Aleksieva, et al. Experimental Gerontology 132 (2020) 110833

6

https://doi.org/10.1016/j.exger.2020.110833
https://doi.org/10.1016/j.exger.2020.110833
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0005
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0005
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0005
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0010
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0015
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0015
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0015
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf6800
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf6800
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf6800
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf6800
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0020
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0020
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0025
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0025
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0030
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0030
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0035
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0035
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0040
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0040
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0045
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0045
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0045
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0050
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0050
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0050
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0055
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0055
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0055
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0060
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0060
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0060
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0065
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0065
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0065
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0070
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0070
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0070
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0075
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0075
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0075
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0075
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0080
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0080
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0080
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0085
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0085
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0085
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0090
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0090
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0095
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0095
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0095
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0100
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0100
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0105
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0105
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0110
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0110
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0115
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0120
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0120
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0125
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0125
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0125
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0130
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0130
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0130
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0130
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0135
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0135
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0140
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0140
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0145
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0145
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0145
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0150
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0150
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0150
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0155
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0155
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0155


Iverson, J.B., Stahl, R.S., Furcolow, C., Kraus, F., 2017. An evaluation of the use of
pentosidine as a biomarker for ageing turtles. Conserv. Physiol. 5 (76).

Jarman, S.N., Polanowski, A.M., Faux, C.E., Robbins, J., de Paoli-Iseppi, R., Bravington,
M., Deagle, B.E., 2015. Molecular biomarkers for chronological age in animal
ecology. Mol. Ecol. 24, 4826–4847.

Jimenez G., A., O’Connor S., E., Elliott H., K., 2019. Muscle myonuclear domain, but not
oxidative stress, decreases with age in a long-lived seabird with high activity costs.
Journal of Experimental Biology 222 (18), jeb211185.

Jones, O.R., Scheuerlein, A., Salguero-Gómez, R., Camarda, C.G., Schaible, R., Casper,
B.B., Dahlgren, J.P., Ehrlén, J., García, M.B., Menges, E.S., Quintana-Ascencio, P.F.,
2014. Diversity of ageing across the tree of life. Nature 505, 169.

Kelly, K.G., Diamond, A.W., Holberton, R.L., Bowser, A.K., 2015. Researcher handling of
incubating Atlantic puffins Fratercula arctica has no effect on reproductive success.
Mar. Ornithol. 43, 77–82.

Klomp, N.I., Furness, R.W., 1992. A technique which may allow accurate determination of
the age of adult birds. Ibis 134, 245–249.

Labbé, A.M.T., Le Souef, A.T., Dunlop, J.N., Calver, M., Shephard, J.M., van Keulen, M.,
2019. Pentosidine levels cannot be used to age a long-lived seabird. Emu 119,
186–190.

Le Souëf, A., 2012. Development and Improvement of Clinical Tools for Rehabilitating
Endangered Black Cockatoos (Calyptorhynchus spp.) Back to the Wild. Dissertation.
Murdoch University, Australia.

Lecomte, V.J., Sorci, G., Cornet, S., Jaeger, A., Faivre, B., Arnoux, E., et al., 2010. Patterns
of aging in the long-lived wandering albatross. Proc. Natl. Acad. Sci. U. S. A. 107,
6370–6375.

Lincoln, F.C., 1921. The history and purposes of bird banding. Auk 38, 217–228.
Lushchak, V.I., 2014. Free radicals, reactive oxygen species, oxidative stress and its

classification. Chem. Biol. Interactions 224, 164–175.
Maekawa, T., Rathinasamy, T.K., Altman, K.I., Forbes, W.F., 1970. Changes in collagen

with age—I, the extraction of acid soluble collagens from the skin of mice. Exp.
Gerontol. 5, 177–186.

Martin, G.M., Austad, S.N., Johnson, T.E., 1996. Genetic analysis of ageing, role of oxi-
dative damage and environmental stresses. Nat. Gen. 13, 25–34.

McNeil, R., Burton, J., 1972. Cranial pneumatization patterns and bursa of fabricius in
North American shorebirds. Wilson Bull 84, 329–339.

Moe, B., Rønning, B., Verhulst, S., Bech, C., 2008. Metabolic ageing in individual zebra
finches. Biology Letters 5 (1), 86–89.

Monaghan, P., Haussmann, M.F., 2006. Do telomere dynamics link lifestyle and lifespan?
Trends Ecol. Evol. 21, 47–53.

Monaghan, P., Charmantier, A., Nussey, D.H., Ricklefs, R.E., 2008. The evolutionary
ecology of senescence. Funct. Ecol. 22, 371–378.

Monaghan, P., Metcalfe, N.B., Torres, R., 2009. Oxidative stress as a mediator of life
history trade-offs, mechanisms, measurements and interpretation. Ecol. Lett. 12,
75–92.

Monnier, V.M., Cerami, A., 1981. Nonenzymatic browning in vivo, possible process for
aging of long-lived proteins. Science 211, 491–493.

Morris, P.A., 1972. A review of mammalian age determination methods. Mamm. Rev. 2,
69–104.

Munshi-South, J., Wilkinson, G.S., 2010. Bats and birds, exceptional longevity despite
high metabolic rates. Ageing Res. Rev. 9, 12–19.

Nisbet, I.C.T., 2001. Detecting and measuring senescence in wild birds: experience with
long-lived seabirds. Exp. Gerontol. 36, 833–843.

Nisbet, I.C.T., Apanius, V., Friar, M.S., 2002. Breeding performance of very old common
terns. J. Field Ornithol. 73, 117–124.

Nitti, M., d’Abramo, C., Traverso, N., Verzola, D., Garibotto, G., Poggi, A., Odetti, P.,
Cottalasso, D., Marinari, U.M., Pronzato, M.A., Domenicotti, C., 2005. Central role of
PKCδ in glycoxidation-dependent apoptosis of human neurons. Free Radic. Biol. Med.
38, 846–856.

Nowotny, K., Jung, T., Höhn, A., Weber, D., Grune, T., 2015. Advanced glycation end
products and oxidative stress in type 2 diabetes mellitus. Biomolecules 5, 194–222.

Nussey, D.H., Coulson, T., Festa-Bianchet, M., Gaillard, J.M., 2008. Measuring senescence
in wild animal populations, towards a longitudinal approach. Funct. Ecol. 22,
393–406.

Palacios, M.G., Cunnick, J.E., Winkler, D.W., Vleck, C.M., 2007. Immunosenescence in
some but not all immune components in a free-living vertebrate, the tree swallow.
Proc. Roy. Soc. Lond. B 274, 951–957.

Peabody, F.E., 1961. Annual growth zones in living and fossil vertebrates. J. Morph. 108,
11–62.

Pozhitkov, A.E., Neme, R., Domazet-Loso, T., Leroux, B.G., Soni, S., Tautz, D., Noble, P.A.,
2017. Tracing the dynamics of gene transcripts after organismal death. Open Biol. 7,
1–25.

Rattiste, K., Klandorf, H., Urvik, J., Sepp, T., Asghar, M., Hasselquist, D., Cooey, C.,
Hõrak, P., 2015. Skin pentosidine and telomere length do not covary with age in a
long-lived seabird. Biogerontol 16, 435–441.

Reid, R.E., 1981. Lamellar-zonal bone with zones of annuli in the pelvis of a sauropod
dinosaur. Nature 292, 49–51.

Ricklefs, R.E., 2008. The evolution of senescence from a comparative perspective. Funct.
Ecol. 22, 379–392.

Ricklefs, R.E., 2010. Insights from comparative analyses of aging in birds and mammals.
Aging Cell 9, 273–284.

Rodway, M.S., Montevecchi, W.A., Chardine, J.W., 1996. Effects of investigator dis-
turbance on breeding success of Atlantic Puffins Fratercula arctica. Biol. Conserv. 76,
311–319.

Saino, N., Ferrari, R.P., Romano, M., Rubolini, D., Møller, A.P., 2003. Humoral immune
response in relation to senescence, sex and sexual ornamentation in the barn swallow
(Hirundo rustica). J. Evol. Biol. 16, 1127–1134.

Sell, D.R., Monnier, V.M., 1989. Structure elucidation of a senescence cross-link from
human extracellular matrix. J. Biol. Chem. 264, 21597–21602.

Sell, D.R., Primc, M., Schafer, I.A., Kovach, M., Weiss, M.A., Monnier, V.M., 1998. Cell-
associated pentosidine as a marker of aging in human diploid cells in vitro and in
vivo. Mech. Ageing Develop 221–240.

Sell, D.R., Lane, M.A., Obrenovich, M.E., Mattison, J.A., Handy, A., Ingram, D.K., Cutler,
R.G., Roth, G.S., Monnier, V.M., 2003. The effect of caloric restriction on glycation
and glycoxidation in skin collagen of nonhuman primates. J. Gerontol.A, Biol. Sci.
Med. Sci. 58, B508–B516.

Siegel-Causey, D., 1989. Cranial pneumatization in the Phalacrocoracidae. Condor 90,
885–905.

Sugimori, F., Oka, N., Ishibashi, Y., 1985. The degree of skull ossification as a means of
aging short-tailed shearwaters. J. Yamashina Inst. Ornithol. 17, 159–165.

Turbill, C., Ruf, T., 2010. Senescence is more important in the natural lives of long- than
short-lived mammals. PLoS One 5, e12019.

Valko, M., Leibfritz, D., Moncol, J., Croning, M.T.D., Mazur, M., Telser, J., 2007. Free
radicals and antioxidants in normal physiological functions and human disease. The
International J. Biochem. Cell Biol. 39, 44–84.

Wickens, A.P., 2001. Ageing and the free radical theory. Resp. Physiol. 128, 379–391.
Young, R.C., Kitaysky, A.S., Haussmann, M.F., Descamps, S., Orben, R.A., Elliott, K.H.,

Gaston, A.J., 2013. Age, sex, and telomere dynamics in a long-lived seabird with
male-biased parental care. PLoS One 8, e74931.

A.A. Aleksieva, et al. Experimental Gerontology 132 (2020) 110833

7

http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0160
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0160
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0165
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0165
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0165
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf9200
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf9200
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf9200
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0170
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0170
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0170
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0175
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0175
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0175
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0180
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0180
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0185
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0185
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0185
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0190
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0190
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0190
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0195
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0195
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0195
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0200
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0210
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0210
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0215
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0215
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0215
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0220
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0220
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0225
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0225
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf6200
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf6200
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0230
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0230
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0235
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0235
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0240
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0240
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0240
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0245
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0245
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0250
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0250
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0255
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0255
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0260
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0260
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0265
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0265
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0270
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0270
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0270
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0270
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0275
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0275
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0280
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0280
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0280
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0285
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0285
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0285
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0290
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0290
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0295
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0295
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0295
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0300
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0300
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0300
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0305
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0305
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0310
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0310
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0315
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0315
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0320
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0320
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0320
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0325
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0325
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0325
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0330
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0330
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf9000
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf9000
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf9000
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0345
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0345
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0345
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0345
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0350
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0350
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0355
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0355
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0360
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0360
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0365
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0365
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0365
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0370
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0375
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0375
http://refhub.elsevier.com/S0531-5565(19)30555-8/rf0375

	Foot web pentosidine does not covary strongly with age in four species of wild seabirds
	Introduction
	Materials and methods
	Tissue sampling
	Sample processing
	Pentosidine measurement
	Collagen measurement
	Statistical analysis

	Results
	Kittiwakes
	Auks

	Discussion
	CRediT authorship contribution statement
	Acknowledgements
	Supplementary data
	References




