
This item is the archived peer-reviewed author-version of:

Early-life exposure to artificial light at night elevates physiological stress in free-living songbirds

Reference:
Grunst Melissa, Raap Thomas, Grunst Andrea, Pinxten Rianne, Parenteau Charline, Angelier Frédéric, Eens Marcel.- Early-life exposure to artif icial light at night
elevates physiological stress in free-living songbirds
Environmental pollution - ISSN 0269-7491 - 259(2020), 113895 
Full text (Publisher's DOI): https://doi.org/10.1016/J.ENVPOL.2019.113895 
To cite this reference: https://hdl.handle.net/10067/1651920151162165141

Institutional repository IRUA

https://repository.uantwerpen.be


 1 

Early-life exposure to artificial light at night elevates physiological stress in free-living songbirds 1 

 2 

Artificial light at night elevates feather CORT 3 

 4 

Melissa L. Grunst1*, Thomas Raap1, Andrea S. Grunst1, Rianne Pinxten1,2, Charline Parenteau3, 5 

Frédéric Angelier3, Marcel Eens1 6 

 7 

1Department of Biology, Behavioural Ecology and Ecophysiology Group, University of Antwerp, 8 

2610 Wilrijk, Belgium 9 

 10 

2Faculty of Social Sciences, Didactica Research group, University of Antwerp, 2000 Antwerp, 11 

Belgium 12 

 13 

3Centre d’Etudes Biologiques de Chizé, CNRS-ULR, UMR 7372, Villiers en Bois, France 14 

 15 

*Corresponding author. Email: melissa.grunst@uantwerpen.be, Telephone: +32 (0)466 16 65 74 16 

 17 

ABSTRACT   Artificial light at night (ALAN) can disrupt adaptive patterns of physiology and behavior 18 

that promote high fitness, resulting in physiological stress and elevation of steroid glucocorticoids 19 

(corticosterone, CORT in birds).  Elevated CORT may have particularly profound effects early in life, 20 

with the potential for enduring effects that persist into adulthood.  Research on the consequences of early-21 

life exposure to ALAN remains limited, especially outside of the laboratory, and the effects of early-life 22 

light exposure on CORT concentrations in wild nestling birds remain to be elucidated.  We used an 23 

experimental setup to test the hypothesis that ALAN elevates CORT concentrations in developing free-24 

living birds, by exposing nestling great tits (Parus major) to ALAN inside nest boxes.  We measured 25 

CORT in feathers grown over the timeframe of the experiment (7 nights), such that CORT concentrations 26 
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represent an integrative metric of hormone release over the period of nocturnal light exposure, and of 27 

development.  We also assessed the relationships between feather CORT concentrations, body condition, 28 

nestling size rank and fledging success.  In addition, we evaluated the relationship between feather CORT 29 

concentrations and telomere length.  Nestlings exposed to ALAN had higher feather CORT 30 

concentrations than control nestlings, and nestlings in poorer body condition and smaller brood members 31 

also had higher CORT.  On the other hand, telomere length, fledging success, and recruitment rate were 32 

not significantly associated with light exposure or feather CORT concentrations.  Results indicate that 33 

exposure to ALAN elevates CORT concentrations in nestlings, which may reflect physiological stress.  In 34 

addition, the organizational effects of CORT are known to be substantial.  Thus, despite the lack of effect 35 

on telomere length and survivorship, elevated CORT concentrations in nestlings exposed to ALAN may 36 

have subsequent impacts on later-life fitness and stress sensitivity.   37 

 38 

Capsule:  In nestlings of a common songbird, exposure to artificial light at night elevated feather 39 

corticosterone concentrations, but did not affect telomere length, fledging success, or recruitment rates. 40 

 41 

Keywords:  Artificial light at night; corticosterone; telomeres; body condition; fledging success 42 

 43 

1. INTRODUCTION 44 

Novel disturbance factors experienced in urbanized areas create the possibility for maladaptive or 45 

adaptive responses, which can be mediated through behavioral plasticity or rapid evolutionary change 46 

(Marzluff 2001; Sih 2011, 2013; Atwell et al. 2012; Sol et al. 2013).  Thus, urban environments are 47 

increasingly becoming model systems for studies of how free-ranging organisms adjust behavior and 48 

physiology to changing environmental conditions (Hu and Cardoso 2009; Stillfried et al. 2017; Morelli et 49 

al. 2018).  Artificial light at night (ALAN) is one anthropogenic disturbance factor that is ubiquitous 50 

within the urban matrix, and is affecting a growing proportion of the planet (Hölker et al. 2010; Gaston et 51 

al. 2013; Swaddle et al. 2015).  Introduction of ALAN into the environment by humans lacks a strong 52 
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parallel in natural systems, and thus has the potential to disrupt biological systems and result in 53 

physiological stress.  Indeed, organisms have evolved with the periodicity of natural light-dark cycles, 54 

such that light plays an integral role in coordinating adaptive daily and seasonal patterns of physiology 55 

and behavior (Gwinner et al. 2001; Dominoni et al. 2013).   56 

     Exposure to ALAN may disrupt the internal clock controlled by the suprachiasmatic nucleus of the 57 

hypothalamus, with consequent effects on production of hormones, activity, sleep and recovery cycles, 58 

and health (Navara and Nelson, 2007; Dickmeis, 2008; Figueiro and Rea, 2010).  One hormonal system 59 

that helps synchronize internal conditions and external stimuli and which may be particularly sensitive to 60 

exposure to ALAN, is the hypothalamus-pituitary-adrenal (HPA) axis (Ouyang et al. 2018; Dickmeis 61 

2008).  The HPA axis helps mediate diurnal and season cycles of behavior in vertebrates, with peaks in 62 

hormone production coinciding with the onset of daily activity and the nadir in hormone concentrations 63 

occurring at night (Breuner et al. 1999; Ouyang et al. 2018).  The effect of the HPA axis on activity levels 64 

may interact with patterns of release of melatonin, a pineal hormone which is both light sensitive and 65 

which has been shown to be affected glucocorticoid concentrations in complex ways (Persengiev et al., 66 

1991; Navara and Nelson, 2007).  The HPA axis also primes organisms to cope with predictable life-67 

history challenges, such as reproduction and molt (Sapolsky et al. 2000; Romero 2002; Landys et al. 68 

2006; Romero et al. 2009), and mediates the vertebrate response to acute, unpredictable stressors 69 

(Wingfield et al. 1998; Romero et al. 2009; Angelier and Wingfield, 2013).  Furthermore, elevation of 70 

glucocorticoid stress hormones (GCs; corticosterone, CORT, in birds) via the HPA axis plays complex 71 

and adaptive functions in glucose metabolism and energy balance, flight responses, and the immune 72 

system (Sapolsky et al. 2000; Romero 2004; Wingfield and Romero 2001), whereas prolonged elevation 73 

of GCs may result in chronic stress, deterioration in health status and fitness declines (McEwen and 74 

Wingfield 2003).  Thus, disruption of the HPA axis by anthropogenic disturbance factors such as ALAN 75 

could have wide-reaching effects.   76 

     Previous studies have demonstrated that exposure to ALAN can eliminate the natural circadian rhythm 77 

of GC release or elevate GC concentrations, both extensively in the laboratory (Scheving and Pauly 1966; 78 
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Mohawk et al. 2007; Fonken et al. 2012; Bedrosian et al. 2013; Martynhak et al. 2017; Alaasam et al. 79 

2018; Emmer et al. 2018), and to a limited extent in free-living animals (Ouyang et. al. 2015).  For 80 

instance, Siberian hamsters (Phodopus sungorus) and rats exposed to ALAN in the laboratory displayed 81 

increased cortisol concentrations (Scheving and Pauly 1966; Bedrosian et al. 2013), with the rats also 82 

displaying an altered diurnal pattern of hormone release.  In addition, in the first study to explore the 83 

effects of ALAN in a wild animal, Ouyang et al. (2015) reported that adult great tits (Parus major) 84 

exposed to white light at night had elevated CORT concentrations relative to control birds and birds 85 

exposed to red or green light. 86 

     However, a critical deficit in knowledge exists regarding whether exposure to ALAN results in 87 

elevated GC concentrations (or otherwise altered HPA activity) in developing organisms.  Elevation of 88 

GCs may have particular potent effects during development, when the phenotype remains sensitive to 89 

organizational programming effects (Metcalfe and Monaghan 2001; Spencer et al. 2009).  For instance, 90 

past research has demonstrated that elevated GC concentrations early in life can be correlated with 91 

heightened sensitivity to stressors later in life (Chung et al. 2005; Cottrell and Seckl 2009; Spencer et al. 92 

2009; Banerjee et al. 2012; although the reverse has also been reported; Love and Williams 2008; Zimmer 93 

et al. 2013), declines in the expression of sexually selected traits (Spencer et al. 2003; Husak and Moore 94 

2008; Spencer and MacDougall-Shackleton 2011; Schmidt et al. 2014; Dupont et al. 2019), and reduced 95 

life expectancy (Monaghan et al. 2012; Grace et al. 2017), with effects potentially being mediated by life-96 

history tradeoffs (Hau et al., 2010; Vitousek et al., 2018).   97 

     The effects of early-life elevation of GCs on later-life fitness may, in part, be mediated through effects 98 

on telomere dynamics (Monaghan 2014; Angelier et al. 2018).  Telomeres are conserved repeats of 99 

nucleotides in organisms that cap the ends of chromosomes and protect DNA from damage and 100 

malfunction (Haussmann et al. 2005, 2012; Monaghan and Haussmann 2006; Monaghan 2014), and 101 

accelerated telomere loss has been linked to reduced longevity and disease (Blackburn et al. 2006).  102 

Telomere shortening is especially rapid early in life, and has been shown to be accelerated by stressful 103 

conditions and elevation of GCs (Haussmann et al. 2012; Herborn et al. 2014; Reichert and Stier 2017; 104 
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Angelier et al. 2018).  In addition, both exposure to ALAN and elevation of GCs may elevate oxidative 105 

stress.  ALAN may result in higher oxidative stress by suppressing the concentrations of melatonin, a 106 

potent antioxidant, and through down-stream effects of sleep deprivation and heightened activity on the 107 

production of pro-oxidants and the concentrations of antioxidants (Navara and Nelson, 2007).  GCs may 108 

increase metabolic rate and alter patterns of activity, thus increasing the generation of reactive oxygen 109 

species (Angelier et al. 2018).  Telomeres are especially sensitive to damage by reactive oxygen species 110 

due to a high guanine content, and although its importance has been debated, elevated oxidative stress has 111 

been linked to increased rates of telomere shortening (Reichert and Stier, 2017).   112 

     We experimentally investigated the effect of ALAN on great tit nestlings, using a system of LEDs to 113 

produce light inside of nest boxes.  In an earlier publication, we report that this manipulation had no effect 114 

on nestling telomere length, but that body condition changed differently in control and experimental 115 

nestlings over the course of the experiment (significant interaction term), with control nestlings tending to 116 

gain condition and experimental nestlings tending to experience condition declines (Grunst et al., 2019).  117 

Here we incorporate new data from hormonal assays to explore the effects of exposure to ALAN on 118 

CORT concentrations.  Our study differs from the earlier Ouyang et al. (2015) study, also on the effect of 119 

ALAN on CORT release in great tits, in that we focused on nestlings instead of adults.  We also used a 120 

lower light intensity than Ouyang et al. (2015) (1 lux relative to ~8 lux), but since nestlings are not mobile 121 

they are also less able to avoid the light manipulation than are free-ranging adults.  Unlike Ouyang et al. 122 

(2015), we did not consider the effects of different wavelengths of light.   123 

     We exposed nestlings to light for 7 nights, constituting a substantial proportion of the nestling cycle, 124 

and assessed CORT release using hormone concentrations from feathers (feather CORT; Bortolotti et al. 125 

2008; Lattin et al. 2011; Jenni-Eiermann et al. 2015; Romero and Fairhurst 2016).  CORT is deposited in 126 

feathers over the period of feather growth, and the period over which these feathers grew corresponded to 127 

the period of light exposure.  Thus, feather CORT concentrations provide an integrative metric of CORT 128 

release during the timeframe of the experiment.  We predicted that CORT concentrations would be 129 

elevated in experimental nestlings, due to disruptive effects of ALAN on physiology and behavior 130 
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(Swaddle et al. 2015; Ouyang et al. 2018).  To our knowledge, this is the first study to investigate the 131 

effect of exposure to ALAN on CORT concentrations in a developing, free-living bird.  In addition, there 132 

may be a component of variation in GCs concentrations that is independent of exposure to ALAN, based 133 

energetic state, competitive environment, or genetics (Wada et al., 2008; Jenkins et al., 2014).  Thus, we 134 

also assessed whether CORT concentrations could independently predict telomere length, body condition, 135 

or fledging success, or whether CORT concentrations interacted with exposure to ALAN to predict these 136 

variables.  We predicted that nestlings with higher feather CORT concentrations would be in poorer body 137 

condition, have shorter telomeres, and have reduced fledging success.  With respect to the predicted 138 

negative relationship between body condition and CORT concentrations, the causality is not necessarily 139 

unidirectional.  Elevated CORT might act to reduce body condition (although high CORT concentrations 140 

might also facilitate maintenance of body condition in some cases), but low body condition could also 141 

lead to higher CORT concentrations.  With respect to the interaction between CORT and ALAN, we 142 

hypothesized that relationships might differ in directionality or magnitude in the two treatment groups, 143 

since CORT might play different functions given exposure to ALAN.  Finally, to gain additional insight 144 

into potential fitness ramifications, we evaluated whether exposure to ALAN or feather CORT 145 

concentrations were negatively related to rates of recruitment into the population. 146 

 147 

2. METHODS 148 

2.1. Study population and general methods:  Our study population of great tits breeds in the immediate 149 

vicinity of the University of Antwerp’s Campus Drie Eiken (Wilrijk, Belgium; 51°9’44”N, 4°24’15”E), 150 

and consists of  >120 resident breeding pairs (e.g. Van Duyse et al. 2000, 2005; Rivera-Gutierrez et al. 151 

2010, 2012; Raap et al. 2015, 2016a, b, 2017, 2018a,b; Vermeulen et al. 2016).  We checked nest boxes 152 

every other day beginning in late March, and continuing through the end of the breeding season in mid-153 

May, to determine laying date, hatching date, brood size, and fledging success.  Nestlings were 154 

considered to have recruited into the population, which is extensively monitored, if they were re-sighted 155 

or recaptured on the study sight in subsequent years.  This study was approved by the ethical committee 156 
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of the University of Antwerp (ID number: 2017-90) and conducted in accordance with Belgian and 157 

Flemish laws. 158 

 159 

2.2. Experimental design:  Details of the experimental design are given in Grunst et al. (2019).  In brief, 160 

we exposed nestlings to ALAN from day 8 to day 15 of the nestling stage (hatch day = day 1) using a 161 

system of 4 small LED lights (Diameter: 5 mm, Cree Round LED C535A-WJN, Durham, North 162 

Carolina, USA) that produce broad-spectrum white light (see Grunst et al. 2019 for color spectrum 163 

specifications).  The LED system was fitted under the nest box lid, and standardized to produce 1 lux at 164 

the average nest height of great tits (8 cm above the nest box bottom; ILM 1335 light meter, ISO-TECH, 165 

Northamptonshire, UK).  We used a timer inside a homemade enclosure to turn light systems on at 1900 166 

in the evening and off at 0700 in the morning.  In addition, to reduce chances of nest abandonment, the 167 

system was turned off during the night from 2400 to 0200.  Control nest boxes were fitted with LED 168 

systems, but no electronics.  The experiment was completed between April 20 and May 8, 2017 on first 169 

nesting attempts (N = 26 nest boxes; 12 ALAN, 14 CTR; 206 nestlings; 93 ALAN, 113 CTR).  Control 170 

and experimental nests did not differ significantly in hatching date (t21 = -0.231, P = 0.820) or brood size 171 

(t19 = -0.384, P = 0.705).  Broods included in the experiment had an average (mean  SE)  of 7.96  0.296 172 

(range: 5 to 12) nestlings, and had hatching dates between April 13 and April 23, 2017.  For one control 173 

nest box, feather samples were of insufficient mass for use in the CORT assay.   174 

 175 

2.3. Field sampling:  To assess the effect of ALAN on CORT concentrations, we gently removed ≈ 15-20 176 

contour (breast) feathers from each nestling on day 15 of the nestling stage, following the last night of 177 

light exposure.  Feathers were stored in small envelops in a dark and dry location.    178 

     To assess the effect of ALAN on telomere length and body condition, we used a repeated measures 179 

design, detailed in Grunst et al. (2019).  In brief, blood samples and body measurements were taken on 180 

day 8 and 15 of the nestling stage, and were completed between 0800 and 1230.  Body condition was 181 
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calculated as the residuals of a regression predicting body mass from tarsus length (Schulte-Hostedde et 182 

al., 2005).  On day 8, we uniquely marked nestlings with a metal ring or color band.     183 

 184 

2.4. Laboratory assays:   185 

2.4.1. Feather CORT radioimmunoassay:  Following feather collection, we used a high precision 186 

balance (Mettler Toledo XS205 Dual Range) to weigh feather samples, with a target mass of ≈ 20 mg.  187 

Masses of feather samples ranged from 19.1 to 20.7 mg, and sample mass was not related to CORT 188 

concentrations (mean  SE: -0.197  0.153, t157  = -1.29, P = 0.200).  A non-linear relationship between 189 

feather mass and the amount of CORT/mg detected may occur, especially at low feather masses (< 20 190 

mg), and using similar feather masses avoids this problem (Kennedy et al. 2013; Grunst et al. 2015).  191 

Feather samples were transported to the Centre d'Etudes Biologiques de Chizé, where radioimmunoassay 192 

was performed. 193 

     We extracted CORT from feathers by adding 10 ml of methanol (HPLC grade) to each sample, placing 194 

samples in a sonicating water bath at room temperature for 30 minutes, and incubating at 50C in a 195 

shaking water bath overnight.  Feathers were very small, so it was unnecessary to pulverize samples 196 

before the extraction process.  We separated methanol from feather residue using filtered syringes (see 197 

details in Meillére et al. 2016), dried extracts under air in a 50C water bath placed in a fume hood, and 198 

reconstituted extract residues in a small volume of the phosphate buffer system (PBS; 0.05 m, pH 7.6).  199 

We used previously described radioimmunoassay techniques to determine CORT concentrations in 200 

reconstituted extracts (Lormée et al. 2003).  We confirmed the linearity of the assay with respect to 201 

nestling great tit feathers before running the assay.  Samples were run in 5 assays, with all samples 202 

assayed in duplicate.  The intra- and inter-assay coefficients of variation were 7.96% and 15.6%, 203 

respectively.  Although the inter-assay coefficient of variation is somewhat high, samples were randomly 204 

distributed between assays, so we do not expect this to affect results.      205 

 206 
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2.4.2. Telomere qPCR and nestling sex determination  207 

We determined telomere length and molecularly sexed nestlings (Griffiths et al. 1998) using DNA 208 

extracted from blood samples using the Macherey-Nagel NucleoSpin® blood kit.  We measured the 209 

concentration and purity of DNA using a Nanodrop (2000c; Thermo Scientific; Merelbeke, Belgium).  210 

Samples were of high purity, with  260/280 and 260/230 ratios close to recommended values (mean  SE: 211 

1.90  0.01 and 2.14  0.36, respectively) (Desjardins and Conklin, 2010).  We determined telomere 212 

length using a relative real-time qPCR assay modified from Criscuolo et al. (2009), and developed for the 213 

great tit by Atema et al. (2013), which measures telomere length relative to a single copy reference gene 214 

(in our case glyceraldehyde-3-phosphate dehydrogenase (GAPDH)).  See Grunst et al. (2019) for details 215 

on the telomere assay.   216 

 217 

2.5. Statistical analyses:  We performed all statistical analyses in R 3.4.1 (R Core Team 2017).  We used 218 

linear mixed effects models (LMMs) in R package lme4 (Bates et al. 2015) to investigate the effect of 219 

exposure to ALAN on feather CORT concentrations, with Satterthwaite approximations for degrees of 220 

freedom (R package lmerTest; Kuznetsova et al. 2016).  We used the scale function in R to center and 221 

standardize all continuous predictor variables to a mean of zero and a standard deviation of one.  222 

Performing this operation aids in interpretation of beta estimates, especially when interaction terms are 223 

included in the model (Schielzeth, 2010).  We report statistics from global models in all cases.  We 224 

predicted feather CORT concentrations (log-transformed) from treatment (ALAN, control), with nest ID 225 

as a random effect, and brood size, size rank within a brood (largest nestling = size rank 1 on the basis of 226 

day 15 mass), nestling sex and hatching date as fixed-effect covariates.  To assess the possibility of size- 227 

or sex-dependent effects of ALAN on feather CORT concentrations, we also included the two-way 228 

interactions between treatment and sex and treatment and size rank.  We used a separate LMM to test 229 

whether body condition was associated with feather CORT.  We did not include body condition in the 230 

initial model because body condition is reduced at day 15 in nestlings exposed to ALAN (see Grunst et al. 231 
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2019).  Thus, in the analysis presented here, treatment and body condition were collinear in the model 232 

predicting feather CORT.   233 

     Second, we tested whether RTL (log-transformed) or body condition were associated with feather 234 

CORT concentrations.  We predicted RTL from the interaction between feather CORT and treatment, 235 

with nestling age (day 8 or day 15) and size rank as covariates, and Nest ID, nestling ID, and qPCR assay 236 

number as random effects.  We used the same fixed and random effects in the model predicting body 237 

condition, with the exception of additionally including the interaction between nestling age and treatment 238 

(we previously found that this interaction was significant for body condition, but not for telomere length; 239 

Grunst et al. 2019), and excluding the assay number random effect.  We also previously found that sex 240 

had no effect on telomere dynamics or body condition in nestling great tits (Grunst et al. 2019).    241 

     Finally, we assessed whether fledging success or recruitment rates were associated with exposure to 242 

ALAN, feather CORT concentrations or body condition at day 15.  To this end, we used general linear 243 

models with a binomial error structure to predict whether or not a nestling fledged or recruited (both 1, 0).  244 

We did not test the interaction between feather CORT and treatment in these models since the number of 245 

nestlings that died before fledging (28/206) and recruited (20/206) were limited, and we wanted to avoid 246 

over-fitting.  We included nest ID as a random effect. 247 

 248 

3. RESULTS 249 

3.1. Feather CORT concentrations:  Feather CORT concentrations ranged from 2.91 to 24.0 pg/mg 250 

(mean  SE = 8.16  0.25) and were significantly higher in nestlings exposed to ALAN than in nestlings 251 

in the control group (Table 1; Figure 1).  Nestlings that were smaller than their brood mates (higher size 252 

rank) had higher feather CORT (Table 1; Figure 2a), whereas nestlings in better body condition had lower 253 

(  SE = -0.081  0.020, t134 = -3.97, p < 0.001, N = 159 nestlings, 25 nest boxes; Figure 2b), feather 254 

CORT.  The interactions between treatment and size rank and treatment and sex were non-significant, and 255 

brood size and hatching date were also unrelated to feather CORT concentrations (Table 1).  256 
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  257 

Figure 1.  Box plot of feather CORT concentrations in the control (CTR) and light (ALAN) treatment 258 

groups.  CORT concentrations were significantly higher in nestlings exposed to ALAN (  SE = 0.209  259 

0.100; t39 = 2.09; p = 0.043).  N = the number of nestlings in each treatment group.  Whiskers extend from 260 

the first and third quartiles to the highest value within 1.5 times the interquartile range.    261 

 262 

Table 1.  Linear mixed effect model predicting feather CORT concentrations from treatment and 263 

covariates.  Significant p-values appear in bold.   264 

 Estimate (  SE) Df T P > |t| 

Intercept 2.00  0.09 29.6 21.5 < 0.001 

Treatmenta 0.209  0.10 38.8 2.09 0.043 

Size rank 0.096  0.03 129 2.99 0.003 

Sexb 0.063  0.062 133 1.02 0.310 

Brood size 0.035  0.042 23.0 0.842 0.408 

Hatching date -0.063  0.076 25.5 -0.83 0.414 

Treatment  size rank 0.039  0.048 136 0.82 0.413 

Treatment  sex -0.054  0.098 141 -0.55 0.582 

Random effects Variance  SD N  
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Nest 0.035 0.186 25  

Residual 0.060 0.246 151  

aALAN relative to control nestlings 265 

bMales relative to females 266 

 267 

 268 

 269 

Figure 2.  Relationships between feather CORT concentrations and (a) size rank and (b) body condition.  270 

Dotted lines show 95% confidence intervals.   271 

 272 

3.2. Telomere length and body condition: Relative telomere length was not associated with treatment or 273 

nestling feather CORT concentrations, and the interaction between light exposure and feather CORT was 274 

also non-significant (Table 2).  Nestlings that were smaller than their brood mates (which are also in 275 

poorer body condition) had shorter telomeres, and nestling telomere length also declined with age, 276 

although this effect was not significant in this model (Table 2).   277 

     Feather CORT concentrations positively interacted with treatment to predict body condition, reflecting 278 

that feather CORT concentrations were negatively related to body condition only within the control group 279 

(  SE = -0.227  0.108, t170 = -2.11, p = 0.037, N = 187 observations, 93 nestlings, 13 nest boxes) and 280 

not among nestlings exposed to ALAN (  SE = 0.101  0.088, t122 = 1.148, p = 0.253, N = 129 281 
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observations, 66 nestlings, 12 nest boxes) (Figure 3).  There was also a negative interaction between 282 

feather CORT concentrations and nestling age, reflecting that feather CORT concentrations were only 283 

significantly negatively related to body condition in day 15 (  SE = -0.104  0.048, t148 = -2.16, p = 284 

0.032, N = 159 nestlings, 25 nest boxes), and not in day 8 (  SE = -0.045  0.037, t152 = -1.21, p = 285 

0.230, N = 157, 24 nest boxes), nestlings.  Nestlings that were smaller than their brood mates (higher size 286 

rank) were also in poorer body condition (Table 3).  The interaction between treatment and nestling age 287 

was not significant in this model (Table 3).   288 

 289 

Table 2.  Linear mixed effect model predicting relative telomere length from treatment, feather CORT 290 

concentrations and covariates.  Significant p-values appear in bold.   291 

 Estimate (  SE) Df T P > |t| 

Intercept 0.458  0.095 16.8 4.82 <0.001 

Treatment 0.034  0.051 25.9 0.67 0.510 

Feather CORT 0.055  0.037 112 1.48 0.141 

Nestling age -0.038  0.020 153 -1.87 0.064 

Size rank -0.020  0.01 202 -2.18 0.026 

Treatment  CORT -0.077  0.047 120 -1.65 0.100 

CORT  age -0.019  0.021 157 -0.90 0.371 

Random effects Variance  SD N  

Individual ID 0.0003 0.018 159  

Nest box 0.003 0.059 25  

qPCR Plate 0.061 0.248 11  

Residual 0.123 0.351 295  

aALAN relative to control nestlings 292 

 293 
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Table 3.  Linear mixed effect model predicting body condition from treatment, feather CORT 294 

concentrations and covariates.  Significant p-values appear in bold.   295 

 Estimate (  SE) Df T P > |t| 

Intercept 0.609  0.236 29.7 2.58 0.015 

Treatmenta -0.448  0.315 21.5 -1.43 0.168 

Feather CORT -0.221  0.103 308 -2.13 0.034 

Nestling age 0.169  0.063 283 2.65 0.008 

Size rank -0.104  0.022 299 -4.54 <0.001 

Treatment  CORT 0.338  0.127 307 2.66 0.008 

Treatment  age -0.143  0.103 286 -1.39 0.167 

CORT  age -0.167  0.051 284 -3.31 0.001 

Random effects Variance  SD N  

Individual ID 0 0 159  

Nest box 0.535 0.731 25  

Residual 0.735 0.857 316  

aALAN relative to control nestlings 296 

 297 

 298 

Figure 3. Relationship between 299 

body condition (mass-size 300 

residuals) and feather CORT 301 

concentrations in the two 302 

treatment groups.  The values 303 

used for body condition are 304 
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residuals that control for the other variables included in the model.  Dotted lines show 95% confidence 305 

intervals. 306 

 307 

3.3. Fledging success and recruitment rate:  Exposure to ALAN did not affect fledging success (  308 

SE: -1.15  1.18, z = -0.969, p = 0.333, N = 159 nestlings, 25 nest boxes).  Of nestlings that reached day 309 

15 and had feather CORT measured, 4/93 and 5/66 nestlings did not fledge, in the control versus ALAN 310 

group, respectively.  Feather CORT concentrations (  SE = -0.754  0.450, z = -1.68, p = 0.094), and 311 

body condition at day 15 (  SE = 0.336  0.344, z = 0.975, p = 0.330) were also unrelated to fledging 312 

success, although the coefficient estimate for feather CORT was negative.  Exposure to ALAN was 313 

unrelated to recruitment rate (  SE = -0.627  0.862, z = -0.728, p = 0.467).  Of nestlings that reached 314 

day 15 and had feather CORT measured, 11/93 and 9/66 nestlings recruited, in the control versus ALAN 315 

group, respectively.  Feather CORT (  SE = 0.746  0.442, z = 1.69, p = 0.091) was also unrelated to 316 

recruitment into the population, with the coefficient estimate in this case being positive.  However, 317 

nestlings that were in better body condition at day 15 were more likely to recruit (  SE = 0.686  0.319, 318 

z = 2.15, p = 0.032).  319 

 320 

 321 

4. DISCUSSION 322 

We used an experimental setup to expose free-living songbird nestlings to ALAN.  We demonstrate that 323 

exposure to ALAN elevates feather CORT concentrations in these developing organisms.  In the context 324 

of our study, feather CORT concentrations reflect an integrative metric of hormone release over both the 325 

period of light exposure and of development.  Nestlings with higher feather CORT concentrations were 326 

also in poorer body condition, and smaller brood members had higher feather CORT, both of which are 327 

consistent with higher feather CORT being indicative of physiological stress (Bortolotti et al. 2008).  328 

Feather CORT concentrations were not significantly associated with fledging success (in contrast to 329 
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Lodjak et al. 2015) or recruitment rate, such that we have no evidence of longer-term effects of high 330 

CORT on fitness.  However, our power to detect these effects was limited, and past work suggests that 331 

nestlings in poorer condition are less likely to survive the juvenile period, and to recruit into the 332 

population (Perrins 1979; Tinbergen and Boerlijst 1990; Naef-Daenzer et al. 2001; Perrins and McCleery 333 

2001; Rodríguez et al. 2016; Vermeulen et al. 2016).  Indeed, nestlings in better body condition were also 334 

more likely to recruit in this study.  Moreover, even if unrelated to fledging success and recruitment rates, 335 

elevated CORT concentrations during development may have deleterious effects on other phenotypic 336 

traits important to fitness, such as song learning and acquisition of sexual coloration (Spencer et al. 2003; 337 

Husak and Moore 2008; Spencer and MacDougall-Shackleton 2011; Schmidt et al. 2014), and may affect 338 

the function of the HPA axis during adulthood, with implications for stress-sensitivity (Chung et al. 2005; 339 

Cottrell and Seckl 2009; Spencer et al. 2009; Banerjee et al. 2012).  340 

     Exposure to ALAN could result in higher CORT concentrations via a number of mechanisms.  Light 341 

exposure during the night can disrupt the natural circadian rhythm of the HPA axis (Scheving and Pauly 342 

1966; Ouyang et al. 2018).  Indeed, light exposure can directly activate the adrenal glands, resulting in 343 

higher CORT secretion (Ishida et al. 2005) and photoreceptors are also present in the hypothalamus 344 

(Ouyang et al. 2018).  Behavioral alterations arising from exposure to ALAN may be mediated by 345 

elevated CORT, and may also potentially feedback to promote higher HPA activity.  For instance, in an 346 

earlier study we found that ALAN increases the nighttime activity levels (begging) of nestlings, which 347 

could reflect sustained CORT secretion into the nighttime period (Raap et al. 2016a), and other studies 348 

have also found increases in nighttime activity levels, and parallel increases in CORT concentrations, in 349 

adult birds (Alaasam et al. 2018).  Since CORT supports glucose metabolism, increased activity could in 350 

turn enforce elevated release of CORT.  ALAN could also induce changes in parental behavior that could, 351 

in turn, affect patterns of CORT release in nestlings (e.g. Stracey et al. 2014).  For instance, parents may 352 

reduce nestling provisioning rates prior to fledging to encourage nestlings to leave the nest, potentially 353 

reducing body mass and elevating CORT concentrations (Kern et al. 2001; Lodjak et al. 2015).  ALAN 354 
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may have expediated or enhanced this late-nestling stage reduction of feeding rates, or could also have 355 

reduced provisioning rates for the duration of the experiment.   356 

     A number of past studies have linked conditions of elevated stress, or disturbance, during development 357 

to increases in feather CORT (Lodjak et al. 2015; Johns et al. 2018; Beaugeard et al. 2019).  For instance, 358 

great tit nestlings in enlarged broods had higher feather CORT concentrations in a poorer-quality 359 

coniferous forest habitat (Lodjak et al. 2015), and nestling house sparrows (Passer domesticus) in an 360 

urban environment had higher feather CORT than rural counterparts (Beaugeard et al. 2019).  Since a 361 

number of different hypotheses can explain elevation of CORT, different or similar pathways could be 362 

leading to elevated feather CORT in these studies.  However, this body of work suggests that elevated 363 

feather CORT concentrations may reflect a mechanism via which organisms cope with a number of 364 

different natural and anthropogenic developmental stressors, with potential implications for life-history 365 

trajectories. 366 

     Somewhat unexpectedly, although body condition was negatively related to feather CORT 367 

concentrations, this relationship was stronger, and only statistically significant among control nestlings.  368 

This result arose despite the fact that feather CORT concentrations were higher in nestlings exposed to 369 

ALAN.  Why feather CORT concentrations would more strongly predict body condition in control 370 

nestlings is unclear.  One possible explanation is that elevated feather CORT in nestlings exposed to 371 

ALAN is not merely a reflection of pathology, but may actually aid nestlings in coping with light-372 

associated stress, thus dampening the relationship between low body condition and elevated CORT in 373 

comparison to in the control group.   In addition, CORT exerts biological effects via two classes of 374 

receptors, mineralocorticoid receptors, which bind the hormone at lower concentrations, and 375 

glucocorticoid receptors, which bind the hormone at higher concentrations (Sapolsky et al. 2000; Romero 376 

2004).  Thus, differences in receptor activation patterns could explain the stronger relationship between 377 

feather CORT concentrations and body condition in control versus experimental nestlings.      378 

     We also found that body condition was only related to feather CORT concentrations in 15-day old, and 379 

not in 8-day old nestlings.  In great tit nestlings, feathers are just beginning to grow around day 8, and in 380 
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the case of our study, the experimental ALAN exposure occurred beginning on day 8 and continuing 381 

through day 15.  Thus, it is logical that differences in feather CORT between nestlings would be more 382 

closely related to body condition at day 15.  383 

    Finally, with respect to our conclusions regarding body condition, in Grunst et al. (2019) we found a 384 

significant interaction term between nestling age and treatment.  This interaction reflects a tendency for 385 

control nestlings to gain condition and experimental nestlings to lose condition between day 8 and day 15.  386 

In the current analysis, this interaction term was not significant, although the relationship is in the same 387 

direction.  We noted in our previous publication that the effect of exposure to ALAN on body condition 388 

was modest and did not translate into a significant difference in body condition at day 15.  Thus, it is not 389 

surprising that this interaction term is not significant when other variables are included in the model.  In 390 

short, we can conclude that exposure to ALAN had only a minimal impact on nestling body condition in 391 

our study.  Thus, it seems probable that different pathways underlie the positive relationship between 392 

exposure to ALAN and CORT concentrations and the negative relationship between body condition and 393 

CORT concentrations.   394 

     We reported earlier that exposure to ALAN had no effect on telomere dynamics in great tit nestlings 395 

(Grunst et al. 2019).  Here we additionally show that CORT concentrations are not related to telomere 396 

length.  Elevated CORT, and associated increases in oxidative stress, have been proposed as mechanisms 397 

that mediate accelerated telomere shortening (Angelier et al. 2018; Casagrande and Hau 2019).  However, 398 

in a previous study we found that there was no effect of exposure to ALAN on oxidative stress in great tit 399 

nestlings (Raap et al. 2016c), and in the current study, telomere length appeared resistant to early-life 400 

exposure to ALAN and elevation of CORT.  As we suggested in our previous publication, it is possible 401 

that ALAN induces a unique cascade of physiological and behavioral responses that combine to cause no 402 

overall effect on telomere length (Grunst et al. 2019).  A past study on great tits also reported no effect of 403 

ALAN on telomere shortening (Ouyang et al. 2017; but see Raap et al. 2017b), despite higher CORT 404 

concentrations in adults exposed to white light (Ouyang et al. 2015).  Although not in the context of light 405 

exposure, a number of other studies have also found no relationship between CORT concentrations and 406 
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telomere dynamics, or have reported positive relationships (see Angelier et al. 2018 for a review).  On the 407 

other hand, several past studies have associated conditions of elevated stress and/or elevated CORT 408 

concentrations with reduced telomere length (Herborn et al. 2014; Quirici et al. 2016; Pegan et al. 2019; 409 

Angelier et al. 2019).  As for the relationship between CORT concentrations and fitness, the relationship 410 

between CORT concentrations and telomere dynamics is likely to be complex and species- and context-411 

dependent (Angelier et al. 2018).  Methodological differences between studies, such as when and how GC 412 

concentrations and telomere length were measured and the life-history stage of focus, could also in part 413 

explain the mixed results of past studies.  Further research and meta-analyses will be necessary to resolve 414 

this complexity into overarching patterns.      415 

     Regarding our specific methodology, and as discussed in greater length in our earlier publication 416 

(Grunst et al. 2019), great tits have two classes of terminal telomeres, and attrition of the shorter class 417 

cannot be detected via the qPCR technique (Atema et al. 2019).  We were able to detect biologically 418 

meaningful patterns with respect to telomere dynamics, including shortening between day 8 and 15 and 419 

reduced telomere length in nestlings in poor condition (Grunst et al. 2019).  Although the relationship 420 

between nestling age and telomere length was not significant in the analysis presented in this paper, it was 421 

only marginally non-significant (p = 0.064).  However, it remains possible that presence of these two 422 

classes of telomeres could have affected our ability to detect an effect of ALAN and elevated CORT 423 

concentrations on telomere dynamics.  424 

     In addition, details of our experimental design could be implicated in our failure to detect an effect on 425 

telomere dynamics.  In particular, we included a dark period in the middle of the night, with the aim of 426 

preventing complete mortality.  Including this dark period could have resulted in recovery of melatonin 427 

levels, thus dampening effects on the oxidative status of nestlings.  We also used a relatively low light 428 

intensity, and we would predict that a higher light intensity would have more pronounced phenotypic 429 

effects.  Thus, in the future, examining the effects of lighting through the entire night, or exposing 430 

nestlings to a higher light intensity, could prove informative, although employing these regimes could 431 

also result in total nest abandonment.    432 
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     Great tits serve as a convenient organism to test the effects of ALAN on nestlings since they readily 433 

occupy nest boxes, allowing for experimental manipulation and facilitating sampling.  Thus, our 434 

experimental design holds promise for more detailed studies of the ramifications of early life exposure to 435 

ALAN.  Future experiments could further investigate the effect of different light intensities, wavelengths 436 

and durations of exposure on physiological and behavioral endpoints and fitness outcomes.   However, 437 

since great tits are cavity nesters, nestlings may be relatively buffered against ALAN in natural situations, 438 

although some cavities may be less impervious to light than man-made nest boxes.  Indeed, our past 439 

research suggests that nest boxes buffer sleeping adults from ambient ALAN (Raap et al. 2018a), and 440 

effects of ambient ALAN on nestlings in nest boxes are similarly low (Casasole et al. 2017; Raap et al. 441 

2017a).  However, our results are transferable to real-life situations since the nestlings of open-cup bird 442 

species are likely to experience light levels comparable to those used in our experiment.  In addition, 443 

nestlings and adult great tits may experience comparable light levels when sleeping outside of nest boxes, 444 

and consequently experience elevated CORT, as indeed suggested by the work on adult great tits cited 445 

earlier (Ouyang et al. 2015).   446 

 447 

5. CONCLUSIONS 448 

In conclusion, our results suggest that exposure to ALAN induces physiological stress in developing 449 

songbirds, as indicated by elevated feather CORT concentrations.  Elevation of CORT could arise via a 450 

number of mechanisms, including direct effects on the circadian rhythmicity of the HPA axis, disruption 451 

of sleep and activity patterns of nestlings, and altered parental behavior.  These mechanisms are not 452 

mutually exclusive.  Regardless of mechanistic underpinnings, elevated CORT concentrations could have 453 

enduring effects on physiology and fitness that persist into adulthood.  In a world where true darkness is 454 

increasingly difficult to find, more research is urgently needed to elucidate the extent to which ALAN 455 

affects physiology, behavior, and fitness, and whether animals can develop adaptive avoidance or 456 

mitigation strategies.     457 

 458 



 21 

Data availability:  Data will be available in the Dryad Digital Repository. 459 

 460 

Declaration of competing interests:  The authors declare that there are no conflicts of interest. 461 

 462 

Acknowledgements:  We are very grateful to Geert Eens for constructing the LED systems used to 463 

manipulate ALAN, and for support during fieldwork.  We also sincerely thank Peter Scheys and Bert 464 

Thys for support in the field, and Jasmijn Daans, Natalie Van Houtte, and Arvid Suls for aid with 465 

laboratory work.  This study was made possible through financial support from the University of 466 

Antwerp, the FWO Flanders, the ANR, the CPER ECONAT and the European Commission (to MLG: 467 

Marie Skłodowska-Curie fellowship: 799667; to TR, FWO grant ID: 1.1.044.15N, 1.1.044.17N; to ASG, 468 

FWO grant ID: 1.2I35.17N; to RP and ME: FWO project ID: G0A3615N and G052117N; and to FA: 469 

ANR URBASTRESS, ANR-16-CE02-0004-01). 470 

 471 

REFERENCES 472 

Alaasam, V.J., Duncan, R., Casagrande, S., Davies, S., Sidher, A., Seymoure, B., Shen, Y., Zhang, Y., 473 

Ouyang, J.Q., 2018.  Light at night disrupts nocturnal rest and elevates glucocorticoids at cool 474 

color temperatures. J. Exp. Zool. 329, 465-472. doi: 10.1002/jez.2168.  475 

Angelier, F., Wingfield, J., 2013. Importance of the glucocorticoid stress response in a changing world: 476 

theory, hypotheses and perspectives. Gen. Comp. Endocrinol. 190, 118-128. doi: 477 

10.1016/j.ygcen.2013.05.022. 478 

Angelier, F., Costantini, D., Blévin, P., Chastel, O., 2018. Do glucocorticoids mediate the link between 479 

environmental conditions and telomere dynamics in wild vertebrates? A review. Gen. Comp. 480 

Endocrinol. 256, 99-111. https://doi.org/10.1016/j.ygcen.2017.07.007. 481 

Angelier, F., Barbraud, C., Weimerskirch, H., Chastel, O. 2019. Is telomere length a molecular marker of 482 

individual quality? Insights from a long-lived bird. Funct. Ecol. 33, 1076-1087. doi: 483 

10.1111/1365-2435.13307. 484 

https://doi.org/10.1016/j.ygcen.2017.07.007
https://doi.org/10.1111/1365-2435.13307
https://doi.org/10.1111/1365-2435.13307


 22 

Atema, E., van Oers, K., Verhulst, S., 2013. GAPDH as a control gene to estimate genome copy number 485 

in great tits, with cross-amplification in blue tits. Ardea 101, 49–54. doi: 10.5253/078.101.0107. 486 

Atema, E., Verhulst, S., 2019. Ultra-long telomeres shorten with age in nestling great tits but are static in 487 

adults and mask attrition of short telomeres. Mol. Ecol. Res. 19, 648-658. doi: 10.1111/1755-488 

0998.12996. 489 

Atwell, J.W., Cardoso, G.C., Whittaker, D.J., Campell-Nelson, S., Robertson, K.W., Ketterson, E.D., 490 

2012. Boldness behavior and stress physiology in a novel urban environment suggest rapid 491 

correlated evolutionary adaptation. Behav. Ecol. 23, 960-969. doi:10.1093/beheco/ars059. 492 

Banerjee, S.B., Arterbery, A.S., Fergus, D.J., Adkins-Regan, E., 2012. Deprivation of maternal care has 493 

long-lasting consequences for the hypothalamic–pituitary–adrenal axis of zebra finches. Proc. R. 494 

Soc. Biol. Sci. B 279, 759-766. doi: 10.1098/rspb.2011.1265. 495 

Bates, D., Maechler, M., Bolker, B., 2012. lme4: Linear mixed-effects models using S4 classes. R 496 

package version 0.999999-0. http://CRAN.R-project.org/package=lme4. 497 

Bedrosian, T.A., Galan, A., Vaughn, C.A., Weil, Z.M. and Nelson, R.J., 2013. Light at night alters daily 498 

patterns of cortisol and clock proteins in female Siberian hamsters. J. Endocrinol. 25, 590-596. 499 

doi: 10.1111/jne.12036. 500 

Beaugeard, E., Brischoux, F., Henry, P.Y., Parenteau, C., Trouve, C., Angelier, F., 2019. Does 501 

urbanization cause stress in wild birds during development? Insights from feather corticosterone 502 

levels in juvenile house sparrows. Ecol. Evol. 9, 640-652. doi: 10.1002/ece3.4788. 503 

Blackburn, E.H., Greider, C.W., Szostak, J.W., 2006. Telomeres and telomerase: the path from maize, 504 

Tetrahymena and yeast to human cancer and aging. Nat. Med. 12, 1133–1138. doi: 505 

10.1038/nm1006-1133. 506 

Bortolotti, G.R., Marchant, T.A., Blas, J., German, T., 2008. Corticosterone in feathers is a long-term, 507 

integrated measure of avian stress physiology. Funct. Ecol. 22, 494-500. doi: 10.1111/j.1365-508 

2435.2008.01387.x. 509 

http://cran.r-project.org/package=lme4
https://doi.org/10.1111/jne.12036
https://doi.org/10.1038/nm1006-1133


 23 

Breuner, C.W., Wingfield, J.C., Romero, L.M., 1999. Diel rhythms of basal and stress-induced 510 

corticosterone in a wild, seasonal vertebrate, Gambel’s white-crowned sparrow. J. Exp. Zool. 511 

284, 334-342. doi: 10.1002/(SICI)1097-010X(19990801)284:33.0.CO;2-#. 512 

Casagrande, S., Hau, M., 2019. Telomere attrition: metabolic regulation and signalling function? Biol. 513 

Lett. 15, 20180885. doi.org/10.1098/rsbl.2018.0885.  514 

Casasole, G., Raap, T., Costantini, D., AbdElgawad, H., Asard, H., Pinxten, R., Eens, M., 2017. Neither 515 

artificial light at night, anthropogenic noise nor distance from roads are associated with oxidative 516 

status of nestlings in an urban population of songbirds. Comp. Biochem. Physiol. A. Mol. Integr. 517 

Physiol. 210, 14-21. doi: 10.1016/j.cbpa.2017.05.003. 518 

Chung, S., Son, G.H., Park, S.H., Park, E., Lee, K.H., Geum, D., Kim, K., 2005. Differential adaptive 519 

responses to chronic stress of maternally stressed male mice offspring. Endocrinol. 146, 3202–520 

3210. doi: 10.1210/en.2004-1458. 521 

Cottrell, E.C., Seckl, J., 2009. Prenatal stress, glucocorticoids and the programming of adult disease. 522 

Front. Behav. Neurosci. 3, 19. doi: 10.3389/neuro.08.019.2009. 523 

Criscuolo, F., Bize, P., Nasir, L., Metcalfe, N.B., Foote, C.G., Griffiths, K., Gault, E.A., Monaghan, P., 524 

2009. Real-time quantitative PCR assay for measurement of avian telomeres. J. Avian Biol. 40, 525 

342-347.  doi: 10.1111/j.1600-048X.2008.04623.x. 526 

Desjardins, P., Conklin, D., 2010. NanoDrop microvolume quantitation of nucleic acids. J. Visual. Exp. 527 

45, 2565. doi: 10.3791/2565.  528 

Dickmeis, T., 2008. Glucocorticoids and the circadian clock. J. Endocrinol. 200, 3-22. doi: 10.1677/JOE-529 

08-0415. 530 

Dominoni, D., Helm, B., Lehmann, M., Dowse, H.B., Partecke, J., 2013. Clocks for the city: circadian 531 

differences between forest and city songbirds. Proc. R Soc. Lond. B 280, 20130593. doi: 532 

10.1098/rspb.2013.0593. 533 

https://doi.org/10.1210/en.2004-1458
https://dx.doi.org/10.3389%2Fneuro.08.019.2009
https://doi.org/10.1111/j.1600-048X.2008.04623.x
https://www.researchgate.net/deref/http%3A%2F%2Fdx.doi.org%2F10.1677%2FJOE-08-0415?_sg%5B0%5D=monIEUlFsI-usYaUyem0ZMcVO_z3v0Jla4yPwpSVc-BjFkr5E0bWucKc8PrVzRLYbafbF7xzbT2Q_8fZkzBn0fkQEA.yxkFBk-ZjA3P5kb-D5fe_UIbPBxon4M8e1KseBh0KgqWcXh6N7N7ZgN70RyOYADdbglHyO1WZQQMr1O3jEj03Q
https://www.researchgate.net/deref/http%3A%2F%2Fdx.doi.org%2F10.1677%2FJOE-08-0415?_sg%5B0%5D=monIEUlFsI-usYaUyem0ZMcVO_z3v0Jla4yPwpSVc-BjFkr5E0bWucKc8PrVzRLYbafbF7xzbT2Q_8fZkzBn0fkQEA.yxkFBk-ZjA3P5kb-D5fe_UIbPBxon4M8e1KseBh0KgqWcXh6N7N7ZgN70RyOYADdbglHyO1WZQQMr1O3jEj03Q


 24 

Dupont, S., Grace, J.K., Brischoux, F., Angelier, F., 2019. Post-natal corticosterone exposure affects 534 

ornaments in adult male house sparrows. Gen. Comp. Endocrinol. 276, 45-51. doi: 535 

10.1016/j.ygcen.2019.02.021. 536 

Emmer, K.M., Russart, K.L., Walker, W.H., Nelson, R.J., DeVries, C.A., 2018. Effects of light at night 537 

on laboratory animals and research outcomes.  Behav. Neurosci. 132, 302-314. doi: 538 

10.1037/bne0000252. 539 

Figueiro, M.G., Rea, M.S., 2010. The effects of red and blue lights on circadian variations in cortisol, 540 

alpha amylase, and melatonin. Int. J. Endocrinol. 2010: 829351. doi: 10.1155/2010/829351. 541 

Fonken, L.K., Kitsmiller, E., Smale, L., Nelson, R.J., 2012. Dim nighttime light impairs cognition and 542 

provokes depressive-like responses in a diurnal rodent. J. Biol. Rhyth. 27, 319-327. doi: 543 

10.1177/0748730412448324. 544 

Gaston, K.J., Bennie, J., Davies, T.W., Hopkins, J., 2013. The ecological impacts of nighttime light 545 

pollution: a mechanistic approach.  Biol. Rev. 88, 912-927. doi: 10.1111/brv.12036. 546 

Grace, J.K., Froud, L., Meillère, A., Angelier, F., 2017. House sparrows mitigate effects of post-natal 547 

glucocorticoid exposure at the expense of longevity. Gen. Comp. Endocrinol. 253, 1-12. 548 

https://doi.org/10.1016/j.ygcen.2017.08.011. 549 

Griffiths, R., Double, M.C., Orr, K., Dawson, R.J.G., 1998. A DNA test to sex most birds. Mol. Ecol. 7, 550 

1071-1075. https://doi.org/10.1046/j.1365-294x.1998.00389.x. 551 

Grunst, M.L., Grunst, A.S., Parker, C.E., Romero, L.M., Rotenberry, J.T., 2015. Pigment-specific 552 

relationships between feather corticosterone concentrations and sexual coloration. Behav. Ecol. 553 

26, 706-715. doi: 10.1093/beheco/aru210. 554 

Grunst, M.L., Raap, T., Grunst, A.S., Pinxten, R., Eens, M., 2019. Artificial light at night does not affect 555 

telomere shortening in a developing free-living songbird: a field experiment. Sci. Tot. Envir. 662, 556 

266-275. doi: 10.1016/j.scitotenv.2018.12.469. 557 

Gwinner, E., Brandstätter, R., 2001. Complex bird clocks. Philos. Trans. R. Soc. Lond. B Biol. Sci. 356, 558 

1801-1810. doi: 10.1098/rstb.2001.0959. 559 

http://dx.doi.org/10.1155/2010/829351
https://doi.org/10.1016/j.ygcen.2017.08.011
https://doi.org/10.1046/j.1365-294x.1998.00389.x
https://doi.org/10.1016/j.scitotenv.2018.12.469
https://dx.doi.org/10.1098%2Frstb.2001.0959


 25 

Hau, M., Ricklefs, R.E., Wikelski, M., Lee, K.A., Brawn, J.D., 2010. Corticosterone, testosterone and 560 

life-history strategies of birds. Proc. Roy. Soc. Lond. B. 277, 3203-3012. 561 

doi: 10.1098/rspb.2010.0673. 562 

Haussmann, M.F., Winkler, D.W., Vleck, C.M., 2005. Longer telomeres associated with higher survival 563 

in birds. Biol. Lett. 1, 212-214. doi: 10.1098/rsbl.2005.0301. 564 

Haussmann, M.F., Longenecker, A., Marchetto, N., Juliano, S.A., Bowden, R.M., 2012. Embryonic 565 

exposure to corticosterone modifies the juvenile stress response, oxidative stress and telomere 566 

length. Proc. R. Soc. Lond. B 279, 1447-1456. doi: 10.1098/rspb.2011.1913. 567 

Herborn, K.A., Heidinger, B.J., Boner, W., Noguera, J.C., Adam, A., Daunt, F., Monaghan, P., 2014. 568 

Stress exposure in early post-natal life reduces telomere length: an experimental demonstration in 569 

a long-lived seabird. Proc. R. Soc. Lond. B 281, 20133151. doi:10.1098/rspb.2013.3151. 570 

Hölker, F., Wolter, C., Perkin, E.K., Tockner, K., 2010. Light pollution as a biodiversity threat. Trends 571 

Ecol. Evol. 25, 681-682. doi: 10.1016/j.tree.2010.09.007. 572 

Hu, Y., Cardoso, G.C., 2009. Are bird species that vocalize at higher frequencies preadapted to inhabit 573 

noisy urban areas? Behav. Ecol. 20, 1268–1273. doi:10.1093/beheco/arp131. 574 

Husak, J.F., Moore, I.T., 2008. Stress hormones and mate choice. Trends Ecol. Evol. 23, 532–534. doi:10. 575 

1016/j.tree.2008.06.007. 576 

Ishida, A., Mutoh, T., Ueyama, T., Bando, H., Masubuchi, S., Nakahara, D., Tsyjimoto, G., Okamura, H., 577 

2005. Light activates the adrenal gland: timing of gene expression and glucocorticoid release. 578 

Cell. Metab. 2, 297-307. doi: 10.1016/j.cmet.2005.09.009. 579 

Jenni-Eiermann, S., Helfenstein, F., Vallat, A., Glauser, G., Jenni, L., 2015. Corticosterone: effects on 580 

feather quality and deposition into feathers. Methods Ecol. Evol. 6, 237-246. doi: 10.1111/2041-581 

210X.12314. 582 

Jenkins, B.R., Vitousek, M.N., Hubbard, J.K., Safran, R.J., 2014. An experimental analysis of the 583 

heritability of variation in glucocorticoid concentrations in a wild avian population. Proc. Roy. 584 

Soc. Lond. B 281, 1790. doi: 10.1098/rspb.2014.1302. 585 

https://www.researchgate.net/deref/http%3A%2F%2Fdx.doi.org%2F10.1098%2Frspb.2010.0673?_sg%5B0%5D=sU-8Cf2qQNbeHIpxYQl8Np5HsJDQRz30yYdD-NBqzw7OsuP7xTivGaWDyNIehqGy-TRgJJeR7ShqfzTA3mnNUWR-Aw.nsA1N7OwKvOyHZH0-aVkVt4B2hOW-MBOrgM4ecAieGosPsJtMAr0TT3ob05lnX5pksmI8IKoeCq9ut8sU9pVSw
https://dx.doi.org/10.1098%2Frsbl.2005.0301
https://doi.org/10.1016/j.cmet.2005.09.009
https://doi.org/10.1098/rspb.2014.1302


 26 

Johns, D.W., Marchant, T.A., Fairhurst, G.D., Speakman, J.R., Clark, R.G., 2018. Biomarker of burden: 586 

feather corticosterone reflects energetic expenditure and allostatic overload in captive waterfowl. 587 

Funct. Ecol. 32, 345-357. doi: 10.1111/1365-2435.12988. 588 

Kennedy, E., Lattin, C.R., Romero, L.M., Dearborn, D.C., 2013. Feather coloration in museum specimens 589 

is related to feather corticosterone. Behav. Ecol. Sociobiol. 67, 341. doi: 10.1007/s00265-012-590 

1454-9. 591 

Kern, M., Bacon, W., Long, D., Cowie, R.J., 2001 Possible roles for corticosterone and critical size in the 592 

fledging of nestling pied flycatchers. Physiol. Biochem. Zool. 74, 651–659. doi: 10.1086/322927. 593 

Kuznetsova, A., Brockhoff, P.B., Christensen, R.H.B., 2016. lmerTest: Tests in Linear Mixed Effects 594 

Models. R package version 2.0-33. http://CRAN.R-project.org/package=lmerTest. 595 

Landys, M.M., Ramenofsky, M., Wingfield, J.C., 2006., Actions of glucocorticoids at a seasonal baseline 596 

as compared to stress-related levels in the regulation of periodic life processes. Gen. Comp. 597 

Endocrinol. 148, 132–149. doi: 10.1016/j.ygcen.2006.02.013. 598 

Lattin, C.R., Reed, J.M., DesRochers, D.W., Romero, L.M., 2011. Elevated corticosterone in feathers 599 

correlates with corticosterone-induced decreased feather quality: a validation study. J Avian Biol. 600 

42, 247-252. doi: 10.1111/j.1600-048X.2010.05310.x.  601 

Lenth, R.V., 2016. Least-Squares Means: The R Package lsmeans. J. Stat. Soft. 69, 1-33. doi: 602 

10.18637/jss.v069.i01. 603 

Lodjak, J., Mägi, M., Rooni, U., Tilgar, V., 2015. Context-dependent effects of feather corticosterone on 604 

growth rate and fledging success of wild passerine nestlings in heterogeneous habitat. Oecologia 605 

179: 937-946. doi 10.1007/s00442-015-3357-8. 606 

Lormée, H., Jouventin, P., Trouve, C., Chastel, O., 2003. Sex-specific patterns in baseline corticosterone 607 

and body condition changes in breeding Red-footed Boobies (Sula sula). Ibis 145, 212-219. doi: 608 

10.1046/j.1474-919X.2003.00106.x. 609 

http://cran.r-project.org/package=lmerTest
https://doi.org/10.1016/j.ygcen.2006.02.013
https://doi.org/10.1046/j.1474-919X.2003.00106.x
https://doi.org/10.1046/j.1474-919X.2003.00106.x


 27 

Love, O.P., Williams, T.D., 2008. Plasticity in the adrenocortical response of a free-living vertebrate: the 610 

role of pre- and post-natal developmental stress. Horm. Behav. 54, 496–505. doi: 611 

10.1016/j.yhbeh.2008.01.006. 612 

Martynhak, B.J., Hogben, A.L., Zanos, P., Georgiou, P., Andreatini, R., Kitchen, I., Archer, S.N., von 613 

Schantz, M., Bailey, A., van der Veen, D.R., 2017. Transient anhedonia phenotype and altered 614 

circadian timing of behaviour during night-time dim light exposure in Per3-/- mice, but not 615 

wildtype mice. Sci. Rep. 7, 40399. doi: 10.1038/srep40399. 616 

Marzluff, J.M., 2001. Worldwide urbanization and its effects on birds. In: Marzluff, J.M., Bowman, R., 617 

Donnelly, R. (Eds.), Avian Ecology and Conservation in an Urbanizing World. Kluwer Academic 618 

Publishers, Dordrecht, The Netherlands, pp. 19–47. 619 

McEwen, B.S., Wingfield, J.C., 2003. The concept of allostasis in biology and biomedicine. Horm. 620 

Behav. 43, 2-15. doi: 10.1016/S0018-506X(02)00024-7. 621 

Meillère, A., Brischoux, F., Bustamante, P., Michaud, B., Parenteau, C., Marciau, C., Angelier, F., 2016. 622 

Corticosterone levels in relation to trace element contamination along an urbanization gradient in 623 

the common blackbird (Turdus merula). Sci. Tot. Environ. 566-567, 93-101. doi: 624 

10.1016/j.scitotenv.2016.05.014. 625 

Metcalfe, N., Monaghan, P., 2001. Compensation for a bad start: grow now, pay later? Trends Ecol. Evol. 626 

16, 254-260. doi: 10.1016/S0169-5347(01)02124-3. 627 

Mohawk, J.A., Pargament, J.M., Lee, T.M., 2007. Circadian dependence of corticosterone release to light 628 

exposure in the rat. Physiol. Behav. 92, 800-806. doi: 10.1016/j.physbeh.2007.06.009. 629 

Monaghan, P., Haussmann, M., 2006. Do telomere dynamics link lifestyle and lifespan? Trends Ecol. 630 

Evol. 21, 47-53. doi: 10.1016/j.tree.2005.11.007. 631 

Monaghan, P., Heidinger, B.J., D'Alba, L., Evans, N.P., Spencer, K.A., 2012. For better or worse: 632 

reduced adult lifespan following early-life stress is transmitted to breeding partners. Proc R Soc 633 

Biol. Soc. Lond. B 279:709–714. doi: 10.1098/rspb.2011.1291. 634 

https://dx.doi.org/10.1016%2Fj.physbeh.2007.06.009
https://doi.org/10.1016/j.tree.2005.11.007


 28 

Monaghan, P., 2014. Organismal stress, telomeres and life histories. J. Exp. Biol. 217, 57-66. 635 

doi: 10.1242/jeb.090043. 636 

Morelli, F., Mikula, P., Benedetti, Y., Bussière, R., Jerzak, L., Tryjanowski, P., 2018. Escape behaviour 637 

of birds in urban parks and cemeteries across Europe: Evidence of behavioural adaptation to 638 

human activity. Sci. Total Environ. 631–632, 803–810. doi:10.1016/j.scitotenv.2018.03.118. 639 

Naef-Daenzer, B., Widmer, F., Nuber, M., 2001. Differential post-fledging survival of great and coal tits 640 

in relation to their condition and fledging date. J. Anim. Ecol. 70, 730-738.  doi: 10.1046/j.0021-641 

8790.2001.00533.x. 642 

Navara, K.J., Nelson, R.J., 2007. The dark side of light at night: physiological, epidemiological, and 643 

ecological consequences. J. Pineal Res. 43, 215-224. doi:10.1111/j.1600-079X.2007.00473.x. 644 

Ouyang, J.Q., de Jong, M., Hau, M., Visser, M.E., van Grunsven, R.H., Spoelstra, K., 2015. Stressful 645 

colors: corticosterone concentrations in a free-living songbird vary with the spectral composition 646 

of experimental illumination.  Biol. Lett. 8, 20150517. doi: 10.1098/rsbl.2015.0517. 647 

Ouyang, J.Q., de Jong, M., van Grunsven, R.H.A., Matson, K.D., Haussmann, M.F., Meerlo, P., Visser, 648 

M.E., Spoelstra, K., 2017. Restless roosts: light pollution affects behavior, sleep, and physiology 649 

in a free-living songbird. Glob. Change Biol. 23, 4987-4994. doi: 10.1111/gcb.13756. 650 

Ouyang, J., Dominoni, D.M., Davies, S., 2018. Hormonally mediated effects of artificial light at night on 651 

behavior and fitness: linking endocrine mechanisms with function. J. Exp. Biol. 221,  jeb156893. 652 

doi: 10.1242/jeb.156893. 653 

Pegan, T.M., Winkler, D.W., Haussmann, M.F., Vitousek, M.N., 2019. Brief increases in corticosterone 654 

affect morphology, stress responses, and telomere length but not post fledging movements in a 655 

wild songbird. Physiol. Biochem. Zool. 92, 274-285. doi.org/10.1086/702827. 656 

Perrins, C.M., 1979. British Tits. Collins, London. 657 

Perrins, C.M., McCleery, R.H., 2001. The effect of fledging mass on the lives of great tits Parus major. 658 

Ardea 89, 135–142. 659 

https://doi.org/10.1046/j.0021-8790.2001.00533.x
https://doi.org/10.1046/j.0021-8790.2001.00533.x
https://doi.org/10.1086/702827


 29 

Persengiev, S., Kanchev, L., Vezenkova, G., 1991. Circadian patterns of melatonin, corticosterone, and 660 

progesterone in male rats subjected to chronic stress: effect of constant illumination.  J. Pineal 661 

Res. 11, 57-62.  doi: 10.1111/j.1600-079x.1991.tb00456.x.  662 

Pfaffl, M.W., 2001. A new mathematical model for relative quantification in real-time RT-PCR. Nucl. 663 

Acids Res. 29, 2003-2007. doi: 10.1093/nar/29.9.e45. 664 

Quirici, V., Guerrero, C.J., Krause, J.S., Wingfield, J.C., Vásquez, R.A., 2016. The relationship of 665 

telomere length to baseline corticosterone levels in nestlings of an altricial passerine bird in 666 

natural populations. Front. Zool., 13, 1. doi:10.1186/s12983-016-0133-5. 667 

R Core Team., 2017. R: A language and environment for statistical computing. R Foundation for 668 

Statistical Computing, Vienna, Austria. URL http://www.R-project.org/ 669 

Raap, T., Pinxten, R., Eens, M., 2015. Light pollution disrupts sleep in free-living animals. Sci. Rep. 5, 670 

13557. doi: 10.1038/srep13557. 671 

Raap, T., Pinxten, R., Eens, M., 2016a. Artificial light at night disrupts sleep in female great tits (Parus 672 

major) during the nestling period, and is followed by a sleep rebound. Envir. Pollut. 215, 125-673 

134. doi: 10.1016/j.envpol.2016.04.100. 674 

Raap, T., Casasole, G., Pinxten, R., Eens, M., 2016b. Early life exposure to artificial light at night affects 675 

the physiological condition: an experimental study on the ecophysiology of free-living nestling 676 

songbirds. Envir. Poll. 218, 909-914. doi: 10.1016/j.envpol.2016.08.024. 677 

Raap, T., Casasole, G., Costantini, D., AbdElgawad, H., Asard, H., Pinxten, R., Eens, M., 2016c. 678 

Artificial light at night affects body mass but not oxidative status in free-living nestling 679 

songbirds: an experimental study. Sci. Rep. 6, 35626. doi: 10.1038/srep35626. 680 

Raap, T., Pinxten, R., Casasole, G., Dehnhard, N., Eens, M., 2017a. Ambient anthropogenic noise but not 681 

light is associated with the ecophysiology of free-living songbird nestlings. Sci. Rep. 7, 2754. doi: 682 

10/1038/S41598-017-02940-5.  683 

http://www.r-project.org/


 30 

Raap, T., Pinxten, R., Eens, M., 2017b. Rigorous field experiments are essential to understand the 684 

genuine severity of light pollution and to identify possible solutions. Glob. Change Biol. 23, 685 

5024-5026. doi: 10.1111/gcb.13843. 686 

Raap, T., Pinxten, R., Eens, M., 2018a. Cavities shield birds from effects of artificial light at night on 687 

sleep. J. Exper. Zool. A: Ecol. Integr. Physiol. 329, 449-456. doi: 10.1002/jez.2174. 688 

Raap, T., Pinxten, R., Eens, M., 2018b.  Artificial light causes an unexpected increase in oxalate in 689 

developing male song birds. Conser. Physiol. 6, coy005. doi:10.1093/conphys/coy005. 690 

Reichert, S., Stier, A., 2017. Does oxidative stress shorten telomeres in vivo? A review. Biol. Lett. 13, 691 

20170463-7. doi: 10.1098/rsbl.2017.0463. 692 

Rivera-Gutierrez, H.F., Pinxten, R., Eens, M., 2010. Multiple signals for multiple messages: great tit, 693 

Parus major, song signals age and survival. Anim. Behav. 80, 451–459. doi: 694 

10.1016/j.anbehav.2010.06.002.  695 

Rivera-Gutierrez, H.F., Pinxten, R., Eens, M., 2012. Tuning and fading voices in songbirds: age-696 

dependent changes in two acoustic traits across the life span. Anim. Behav. 83, 1279-1283. doi: 697 

10.1016/j.anbehav.2012.03.001. 698 
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