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RESEARCH ARTICLE

Gut microbiome composition, not alpha 
diversity, is associated with survival in a natural 
vertebrate population
Sarah F. Worsley1* , Charli S. Davies1, Maria‑Elena Mannarelli1, Matthew I. Hutchings2, Jan Komdeur3, 
Terry Burke4, Hannah L. Dugdale3,5 and David S. Richardson1,6* 

Abstract 

Background: The vertebrate gut microbiome (GM) can vary substantially across individuals within the same natural 
population. Although there is evidence linking the GM to health in captive animals, very little is known about the 
consequences of GM variation for host fitness in the wild. Here, we explore the relationship between faecal microbi‑
ome diversity, body condition, and survival using data from the long‑term study of a discrete natural population of 
the Seychelles warbler (Acrocephalus sechellensis) on Cousin Island. To our knowledge, this is the first time that GM 
differences associated with survival have been fully characterised for a natural vertebrate species, across multiple age 
groups and breeding seasons.

Results: We identified substantial variation in GM community structure among sampled individuals, which was par‑
tially explained by breeding season (5% of the variance), and host age class (up to 1% of the variance). We also identi‑
fied significant differences in GM community membership between adult birds that survived, versus those that had 
died by the following breeding season. Individuals that died carried increased abundances of taxa that are known to 
be opportunistic pathogens, including several ASVs in the genus Mycobacterium. However, there was no association 
between GM alpha diversity (the diversity of bacterial taxa within a sample) and survival to the next breeding season, 
or with individual body condition. Additionally, we found no association between GM community membership and 
individual body condition.

Conclusions: These results demonstrate that components of the vertebrate GM can be associated with host fitness 
in the wild. However, further research is needed to establish whether changes in bacterial abundance contribute to, 
or are only correlated with, differential survival; this will add to our understanding of the importance of the GM in the 
evolution of host species living in natural populations.
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Background
Almost all eukaryotic organisms accumulate diverse 

communities of microorganisms that, over evolution-

ary time, have become an integral part of the host’s 

ecology and biological function [1]. In vertebrates, the 

gut microbiome (GM) consists of a complex community 

of microbes, including bacteria, archaea, viruses, and 

microbial eukaryotes, which can play an important role 

in host processes such as digestion, behaviour, develop-

ment, and immunity [2–5]. For example, beneficial mem-

bers of the GM facilitate the metabolism of otherwise 

indigestible dietary components and, in doing so, release 

a range of essential nutrients including short-chain fatty 
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acids; these metabolites can make substantial contribu-

tions to the caloric requirements of animal species [6]. 

They also play a significant role in immune cell develop-

ment, as well as cognition via the gut-brain axis [4, 6]. As 

such, experimental studies have shown that GM disrup-

tion can have a significant impact upon the health and 

survival of a wide range of host organisms in captivity 

[2, 7–9]. For example, a reduction in GM diversity, or an 

imbalance in GM composition, has often been linked to 

poor host health and the onset of disease in humans and 

captive animals [9–11].

Captive organisms harbour very different, often dep-

auperate, microbial communities relative to individuals 

living in natural populations [7, 12, 13]. Indeed, the rewil-

ding of captive mice (Mus musculus) causes a rapid shift 

in the composition and complexity of the GM which, in 

turn, alters the host’s immune system and susceptibility 

to disease [14, 15]. Wild animals are exposed to highly 

complex and dynamic environmental pressures which 

are often poorly represented in captive systems, but that 

could interact with, or override, the impact of the GM on 

the host [16]. Furthermore, high levels of inbreeding in 

captive animal lines results in host genetic homogeneity, 

which can artificially reduce GM diversity in these popu-

lations relative to those in the wild [16, 17]. As a result, 

it is unclear whether the relationships between GM vari-

ation and host health that are observed in captivity are 

representative of those that arise in wild populations. 

Additionally, whether GM variation is linked to host fit-

ness components, such as survival, in wild populations is 

largely unknown, meaning that we have a relatively poor 

understanding of the evolutionary significance of the 

GM.

The emergence of high-throughput sequencing tech-

nologies, in combination with the development of effec-

tive, non-invasive sampling techniques, has resulted in 

a recent proliferation of studies investigating the GM of 

wild animals. Several studies have demonstrated inter-

specific differences in GM characteristics [18–20], and 

also variation between groups [21–23] or individuals 

[24–26] within the same natural population. Most of 

these studies have focused on investigating the drivers of 

intraspecific variation in the bacterial component of the 

GM, identifying a suite of environmental factors that can 

influence this, including habitat quality and dietary dif-

ferences [25–27], as well as host-related traits, such as 

age, sex, and host genotype [24, 28, 29]. However, very 

few studies have investigated the consequences of indi-

vidual GM variation for host health and fitness (survival 

and/or reproductive success) in natural populations.

A small number of studies have explored interactions 

between GM composition and host infection in the wild 

[26, 30, 31], however, there is conflicting evidence over 

whether, and how, GM diversity influences host condi-

tion. For example, one study on great tits (Parus major) 

demonstrated a positive relationship between GM spe-

cies richness and nestling body mass [32], while other 

studies on the same (and other) species have shown the 

opposite effect, suggesting that, although the GM can 

contribute to host nutrition and immunity, there could be 

costs to maintaining a diverse microbiome in young birds 

[33, 34]. The relationship between particular compo-

nent taxa in the GM and host body condition is complex 

and has been shown to vary across host species [33]. For 

example, increased abundances of certain Lactobacillus 

species were associated with nestling weight gain in wild 

great tits [34]; other species in this genus have also been 

associated with weight modification and altered feed 

conversion rates in captive animal species [35]. Similarly, 

abundances of the bacterial genera Ruminiclostridium 

and Rikenella have been linked to increased body mass 

in wild house mice, although this relationship was shown 

to vary depending on the study site [36]. In contrast, no 

correlation was identified between the abundance of spe-

cific bacterial taxa and growth in nestling house sparrows 

(Passer domesticus) [33].

We are only aware of two studies that have investigated 

the link between GM characteristics and survival in wild 

vertebrate species. In great tit nestlings, a negative, time-

lagged association between GM alpha diversity and body 

mass was identified; while, separately in the same study, 

reduced body mass was associated with a lower prob-

ability of successful fledging [34]. Similarly, in a study 

on adult blue tits (Cyanistes caeruleus), reduced species 

richness and the presence of pathogenic Campylobacter 

species in the GM was associated with reduced annual 

survival, although gel electrophoresis was used to assess 

bacterial community structure in this instance, which 

limited resolution [37]. Further studies that investigate 

associations between the GM and fitness components 

across different life stages, and in other host species, are 

essential if we are to understand the evolutionary and 

ecological importance of the GM.

The main barrier to studying fitness in natural sys-

tems is the need for detailed longitudinal monitoring 

of individuals and accurate measures of fitness compo-

nents. This requires accurate and complete parentage 

assignment and that measures of survival are not con-

founded with individual dispersal away from the study 

site. The Seychelles warbler (Acrocephalus sechellensis)—

an insectivorous passerine endemic to the Seychelles 

Archipelago—provides an excellent model system for 

studying fitness in the wild. The entire warbler popu-

lation on Cousin Island has been intensely monitored 

since 1985, with the majority of individuals colour ringed 

(> 96% since 1997), enabling comprehensive longitudinal 
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monitoring of behaviour, annual fitness, and life-history 

parameters [38–40]. The population is closed, with vir-

tually no inter-island movement, meaning that accurate 

measures of survival can be achieved [41]. Seychelles 

warblers are long-lived for a small passerine, with a 

median life expectancy at fledging of 5.5 years and a max-

imum recorded lifespan of 19 years [42, 43]. As Seychelles 

warblers lack natural predators and experience limited 

climatic variation or human disturbances, extrinsic mor-

tality is lower than in many other passerine species living 

in temperate regions [44]. Indeed, previous research on 

this system has shown that the average annual survival 

probability is exceptionally high in adults (0.84); this is 

also the case for juvenile age classes, although mortality 

is greater in the first year of life (an average annual sur-

vival probability of 0.61) [44].

Since 2017 a non-invasive method of sampling the 

Seychelles warbler GM, via the collection of faecal mat-

ter, has been routinely used [45]. Amplicon sequenc-

ing of the bacterial component of samples taken across 

three breeding seasons has previously demonstrated 

that GM diversity varies substantially across individu-

als within the Cousin population, and is associated with 

host immunogenetic variation, age, and seasonal differ-

ences [45]. Here, we use faecal samples taken across six 

consecutive breeding seasons (spanning four years) to 

investigate whether GM variation is linked to individual 

differences in condition and survival in the Seychelles 

warbler. First, we assess whether variation in GM alpha 

diversity and composition is associated with body condi-

tion. Bacterial alpha diversity may be positively associ-

ated with body condition, for example if greater species 

richness translates into increased functional capacity and 

resource availability for host growth and immunity [32]. 

Alternatively, high GM diversity may be costly to main-

tain [33] or, more rarely, be indicative of poor health and 

GM instability [46] and thus, may be negatively associ-

ated with body condition. Specific bacterial taxa may 

also enhance or reduce host condition, depending on the 

extent to which they are beneficial or pathogenic to the 

host [7]. Second, we test whether GM diversity is asso-

ciated with differential survival across individuals. We 

hypothesise that high GM diversity, as a general cause 

and consequence of good health in captive systems [4, 

10], will be associated with a greater probability of sur-

vival to the next breeding season. However, the opposite 

relationship could also occur, if there are costs associated 

with maintaining a diverse microbiome. We also expect 

GM composition to differ between individuals that sur-

vived compared to those that die by the next breeding 

season if this corresponds to altered levels of pathogenic 

or beneficial bacterial families.

Methods
Study species and sample collection

The study was carried out on the population of Sey-

chelles warblers inhabiting Cousin Island (29 ha; 04° 20′ 

S, 55°  40′ E). This stable population consists of ca 320 

adult individuals [47], nearly all of which (> 96%) have 

been ringed with a unique combination of a British Trust 

for Ornithology (BTO) metal ring and three plastic col-

our rings [48]. Seychelles warblers are long-lived, with a 

median life expectancy at fledging of 5.5 years and a max-

imum recorded lifespan of 19 years [42, 43]. Population 

monitoring takes place twice a year, during the major 

(June–September) and minor (January–March) breeding 

seasons, respectively [49]. As the annual resighting prob-

ability of adult individuals is very high (98% ± 1%) [50] 

and inter-island dispersal is virtually absent [41], indi-

viduals not seen during a breeding season can be confi-

dently assumed to be dead. Faecal sampling took place in 

the major breeding periods of 2017–2019, and the minor 

breeding periods of 2018–2020. As it was not possible to 

carry out the population census for the major breeding 

season of 2020 (due to the Covid-19 pandemic), informa-

tion on the survival of individuals sampled in the minor 

breeding period of 2020 is not known; as such, samples 

collected in 2020 are included in overall analyses of GM 

variation but not in survival analyses.

The population of warblers on Cousin Island is struc-

tured into ca 115 territories which are defended year-

round [47]. Seychelles warblers are insectivorous and 

take the majority of their insect food from leaves; thus, 

for each territory, an index of territory quality was cal-

culated based on the number of insect prey available, the 

territory size, and foliage cover present in that breeding 

season [51]. For territories with missing quality measures 

in a season, quality was calculated as the average from 

the preceding and following breeding periods [as in 44].

During each breeding season, individuals were caught 

using mist nets and birds were weighed (±  0.1 g) using a 

50 g Pesola balance. Right tarsus length (±  0.1 mm) was 

measured using vernier callipers. A blood sample was 

taken via brachial venipuncture and DNA was extracted 

using the DNeasy Blood and Tissue kit (Qiagen, Crawley, 

UK) according to the manufacturer’s instructions. Molec-

ular sexing was subsequently carried out using a PCR-

based method [43, 52]. Each individual was classified into 

one of the following age classes based on a combination 

of hatch date, behavioural observations, and eye-colour, 

which changes from grey in fledglings to red-brown in 

adult individuals [51]: nestling (in the nest), fledgling 

(1–3 months), old fledgling (3–5 months, and less reliant 

on parents for food), sub-adults (5–12 months), or adults 

(> 12 months).
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To sample the GM, captured birds were placed into a 

disposable, flat-bottomed paper bag containing a ster-

ilised weigh boat protected by a metal grate; this set-

up follows an established protocol [45, 53] and allows 

faecal matter to fall into the tray whilst minimising 

the possibility of contamination, for example, from 

the bird’s surface. Each bird was removed from the 

bag after defecation (or after 30 min). A sterile flocked 

swab was used to collect faecal samples into a sterile 

microcentrifuge tube containing 1 ml of absolute etha-

nol. During sample collection, control swabs were also 

taken from empty collection bags and from field work-

er’s hands to capture possible sources of contamina-

tion. All samples were stored at 4 °C for the remainder 

of the field season, before transferring to − 80  °C for 

long-term storage. Over the course of six consecutive 

sampling seasons, 546 faecal samples were collected 

from 326 individuals on Cousin Island.

DNA extraction from faecal samples and sequencing

The DNeasy PowerSoil Kit (Qiagen) was used to extract 

total genomic DNA from all faecal and control samples, 

according to a modified version of the manufacturer’s 

instructions [see 45]. Samples were randomised across 

extractions. Two negative extraction controls (using 

blank sterile swabs) were also carried out per extrac-

tion kit. Positive controls were extracted from a D6300 

Microbial Community Standard (ZymoBIOMICS) to 

enable extraction quality and the reproducibility of 

sequencing to be established. In addition, ten randomly 

selected faecal samples were extracted twice to assess 

the repeatability of the extraction method. A Qubit 

dsDNA High Sensitivity Assay kit (Invitrogen) was 

used to quantify DNA concentration and samples were 

submitted for 16S rRNA gene amplicon sequencing at 

the NEOF Centre for Genomic Research, Liverpool. 

In total, 638 samples were sent for sequencing; this 

included 27 control samples (11 collection controls, 10 

negative extraction controls, and 6 positive controls) 

and 611 faecal samples which included 55 samples that 

were sequenced twice (either in the same run or across 

different runs) as well as 10 repeat extractions. The uni-

versal primers 515F and 806R [54], which amplify the 

V4 region of the 16S rRNA gene, were used to gener-

ate amplicon libraries [see 45 for details]; libraries 

underwent paired-end, 2 × 250  bp sequencing across 

four Illumina MiSeq runs. Samples collected in 2017 

and 2018 were randomised across plates in the first 

three runs. Samples collected in 2019 and 2020 were 

randomised across plates in the fourth run. As noted 

above, 55 samples were sequenced again across runs to 

check for batch effects.

Data processing

Sequences were imported into QIIME2 2019.10 [55] for 

processing. The DADA2 plugin [56] was used to trun-

cate forward and reverse sequences at 240 base pairs, and 

trim 13 base pairs from the 5′ end of reads to remove low 

quality base calls. Amplicon Sequencing Variants (ASVs) 

were inferred for each sample, followed by dereplica-

tion, paired-end joining, and the removal of chimeras. 

Files from the four separate sequencing runs were then 

merged, resulting in a total of 35,905,397 reads (mean 

per sample = 56,278 ± 52,716 SD). A mid-point rooted 

phylogeny was constructed using MAFFT [57] and the 

Fast Tree approach [58]. ASVs were taxonomically clas-

sified by training a naïve-Bayes classifier on the SILVA 

reference database 132 for 16S sequences. Sequences 

classified as chloroplast or mitochondria were removed, 

leaving 34,480,836 reads in total. One negative control 

and one faecal sample contained no reads after this filter-

ing step, leaving 636 samples in total. One ASV assigned 

to the genus Delftia was removed from all samples 

sequenced in the first run, as it made up ~ 90% of reads in 

the extraction control for this run but was largely absent 

from samples in other runs. Similarly, ASVs assigned to 

the genus Limnobacter and the family Veillonellaceae 

were also removed from samples, as these were abundant 

in the negative extraction controls of runs three and four, 

respectively. All singleton reads were also removed from 

the dataset, as these represent possible sequencing con-

taminants. Eight unique ASVs were identified in each of 

the positive control samples; these corresponded taxo-

nomically to the eight bacterial isolates making up the 

microbial community standard. The final sample meta-

data, ASV and taxonomy tables were all exported from 

QIIME2 into R 4.0.2 [59] and were further processed 

using phyloseq 1.32.0 [60]. Before conducting down-

stream analysis, sequences were filtered to remove all 

non-bacterial sequences, as well as ASVs that were unas-

signed at phylum level. Control samples were removed 

prior to analysis. There were 55,664 ASVs in the remain-

ing 610 faecal samples. Sample completeness and rarefac-

tion curves were generated using the R package iNEXT 

2.0.20, with 50 bootstrap replicates per sample [61]. 

Sample completeness plateaued at approximately 10,000 

reads (Additional file 1: Fig. S1); therefore, all faecal sam-

ples with fewer than 10,000 reads were excluded from 

downstream analyses (23 samples).

Statistical analyses

Alpha diversity

All samples that remained after filtering were rarefied to 

a depth of 10,000 reads before calculating alpha diversity 

metrics, leaving 49,116 ASVs across 587 samples. The 



Page 5 of 18Worsley et al. Animal Microbiome            (2021) 3:84  

metrics Chao1 richness (estimates the number of differ-

ent bacterial ASVs in a sample) and Shannon diversity 

(the number of ASVs and the evenness of their abun-

dances within a sample) were calculated using phyloseq 

1.32.0 [60]. Faith’s phylogenetic diversity (PD) was calcu-

lated using picante 1.8.2 [62]. One sample was removed 

from all downstream analysis due to having an excep-

tionally small alpha diversity value; extraction notes 

suggested that this had been an unusually small sample 

(586 samples retained). To measure how consistent alpha 

diversity measurements were across different extractions 

and sequencing runs, pairwise Euclidean distances were 

calculated based on the Shannon diversity of samples 

that had been extracted twice, or instances where DNA 

from the same extraction had been sequenced twice 

across sequencing runs (10 and 55 samples, respectively). 

A bootstrapping approach was used to statistically com-

pare how pairwise distances varied based on the type of 

sample comparison (i.e. duplicate extractions of the same 

sample, sequencing duplicates of the same extraction 

across runs, or between sample comparisons). To this 

end, the Kruskal–Wallis test statistic and P value were 

permuted, resampling (99,999 permutations) with strati-

fication specified by sample ID, using boot 1.3.28 [63, 

64]. This approach corrects for the non-independence of 

comparisons which include the same sample IDs. A boot-

strapped post-hoc Dunn’s Multiple Comparisons test was 

then carried out in the same way, using FSA 0.8.32 [65], 

with Benjamini–Hochberg false discovery rate corrected 

P values [66].

Following this analysis, duplicate samples were filtered, 

such that only the sample with the highest read count 

was retained (leaving 527 samples). Where multiple sam-

ples had been taken from the same individual during the 

same catch, only a single sample was retained. Samples 

were prioritised if they had been taken from the sterile 

tray, followed by those from inside of the bag. If both 

samples were collected from the same location, then the 

sample with the highest read count was retained (470 

samples were retained following filtering).

Body condition Size-corrected body mass has been 

used as an indicator of body condition for several verte-

brate species [67], including the Seychelles warbler [68, 

69]. Thus, body mass was used as a proxy for condition 

in analyses. Individuals that did not have a correspond-

ing body mass measurement taken at the time of sampling 

were removed from the dataset (leaving 447 samples). 

Nestlings were also removed due to a small sample size 

(12 samples), as well as individuals with a “floater” status 

that had no assigned territory (eight samples). Two female 

breeding individuals were also excluded as they were 

recorded as carrying eggs at the time of sampling which 

increased their body mass. A total of 425 samples from 

296 individuals were retained in the analysis. A linear 

mixed effects model (LMM) was constructed using lme4 

1.1.27 [70], with body mass as the response variable and 

right tarsus length as a covariate to account for structural 

size differences between individuals. GM alpha diversity 

and its squared value, sex, age class (fledgling, old fledg-

ling, sub-adult, or adult), territory quality, and the sam-

pling field period (Major 2017, Minor 2018, Major 2018, 

Minor 2019, Major 2019, Minor 2020) were included as 

fixed effects in the model. The time of sampling (minutes 

from sunrise at 06:00 am) was also included as a fixed 

effect, as it influences body mass in the Seychelles war-

bler [68]. Bird ID, territory ID, and observer ID were all 

included as random intercepts to control for the non-

independence of samples. Continuous predictors were 

centred and scaled to a mean of 0 and standard deviation 

of 0.5, using arm 1.11.2 [71]. Separate models were run 

using Shannon diversity, Chao1 richness, or Faith’s PD as 

the measure of GM alpha diversity, to check if results were 

consistent across metrics. The resulting P values were cor-

rected for multiple testing using the Benjamini–Hoch-

berg false discovery rate correction [66]. Chao1 richness 

and Faith’s PD were both log-transformed in analyses 

to improve residual fit. Biologically relevant interac-

tions were also included in the model but were removed 

sequentially (in order of least significance), followed by 

the squared terms, if they were not significant, to enable 

interpretation of the first-order effects. The R package car 

3.0.10 [72] was used to calculate Variance Inflation Fac-

tors (VIFs); VIFs were < 3 for all terms in the model. The R 

package DHARMA 0.4.1 [73] was used to carry out model 

diagnostics. Marginal and conditional  R2 values were cal-

culated using the r.squaredGLMM function in the pack-

age MuMIn 1.43.17 [74].

Survival The 470 samples were filtered to remove 72 

samples taken in 2020 as these samples had no follow-

up census in the next breeding season to assess bird sur-

vival. Where multiple samples were available from the 

same bird over different field periods, only the last sam-

ple was included, as there were too few individuals with 

multiple samples to control for pseudoreplication in the 

model (< 30% of individuals had multiple samples once 

2020 samples had been removed). Samples from nestlings 

and floaters were also removed, as above. A final total 

of 264 samples/individuals were included in the analysis 

(226 individuals that survived, 38 individuals that died). 

Although the exact date of death is not known, for 25 

of the individuals that died by the next breeding season, 

the point of GM sampling was the last time they were 

observed in the population. However, the remaining 13 

individuals that died were observed (but not sampled) 
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again in the same breeding season as GM sampling took 

place; in some cases, this was up to eleven weeks after 

their last GM sample was taken. There was also a median 

period of 4.5 months between the point when GM sam-

ples were taken, and when the population was next cen-

sused to assess survival. Thus, it is possible that some of 

the individuals were sampled several months before their 

point of death. A Generalised Linear Model (GLM) with 

a binomial error structure and logit link function was 

constructed using stats 4.0.2 [59]. Survival to the next 

breeding season was included as a binary response vari-

able (0—died, 1—survived). GM alpha diversity and its 

squared term, bird age class (fledgling, old fledgling, sub-

adult, or adult), sex, and territory quality were included as 

independent variables. Sampling year was also included, 

to control for differences in survival probabilities between 

years [44]. VIFs were < 3 for all model terms, continuous 

variables were centred and scaled, and interactions were 

removed sequentially if not significant to interpret the 

first-order effects.

Beta diversity analysis

The unrarefied reads (filtered to remove samples 

with < 10,000 reads) were used. Samples were processed 

to remove exceptionally rare taxa that could dispropor-

tionately influence beta diversity metrics. As such, ASVs 

were excluded if they had fewer than 50 reads in total 

across all samples and/or were present in less than 2% 

of samples. This retained 3,057 ASVs across 586 sam-

ples. ASV abundances were then transformed using the 

Centered Log Ratio (CLR) transform function in micro-

biome 1.12.0 [75]. The CLR transformation produces 

values that are scale invariant (i.e. not influenced by dif-

ferences in library sizes across samples) and controls for 

the compositional nature of microbiome datasets [76]. 

The consistency of beta diversity estimates across dif-

ferent extractions and sequencing runs was assessed 

as described for Shannon diversity, but using pairwise 

Euclidean distances calculated using the CLR trans-

formed ASV abundances.

To identify whether compositional differences in the 

GM were associated with host age class, sex, or environ-

mental variables, sequencing and catch duplicates were 

first removed (as described above). Samples taken from 

nestlings and floaters were also removed (as described 

above), leaving 450 samples from 309 individuals. A 

Euclidean distance matrix was then calculated using the 

CLR-transformed ASV abundances. To quantify differ-

ences in beta diversity between groups of samples, a Per-

mutational Analysis of Variance (PERMANOVA) was 

performed using the adonis2 function within the R pack-

age vegan 2.5.7 [77, 78], with 9999 permutations. Indi-

vidual age class (fledgling, old fledgling, sub-adult, adult) 

and sex were included as predictors, as well as territory 

quality (as a proxy for dietary differences across the island 

and local competition for food) and the corresponding 

sampling field period (Major 2017, Minor 2018, Major 

2018, Minor 2019, Major 2019, Minor 2020). Bird ID 

was included as a blocking factor to control for repeated 

sampling. The function betadisper was used to check 

for the homogeneity of group dispersion values [77, 78]. 

Pairwise PERMANOVA analyses were conducted using 

pairwiseAdonis 0.0.1 [79]—the Benjamini and Hochberg 

method [66] was used to correct P values for multiple 

testing as part of this method. Differences in GM com-

position across predictor variables were visualised via a 

Principal Components Analysis (PCA). A second analy-

sis was also performed using ASV abundances that were 

instead transformed using the Phylogenetic Isometric 

Log Ratio transformation (PhILR) in the R package philr 

1.14.0 [80]. This transformation controls for the composi-

tionality of the data but also preserves information about 

the relatedness of ASVs, thus providing a phylogeneti-

cally aware measure of beta diversity [80].

Body condition Samples were filtered as above (see 

alpha diversity analysis), leaving a total of 425 samples 

from 296 individuals. As GM composition differed across 

age classes and adult birds were found to be significantly 

heavier than juvenile individuals (fledgling, old fledgling 

and sub-adult  age classes, Additional file  1: Table  S2), 

subsequent analyses were carried out separately for juve-

niles (205 samples from 175 individuals) and adults (220 

samples from 165 individuals); this was to ensure that any 

confounding influence of age class and body condition 

on GM composition could be separated. For juvenile age 

classes, a PERMANOVA analysis was conducted using 

a Euclidean distance matrix of CLR-transformed ASV 

abundances, with 9,999 permutations. Body condition 

was included as a predictor variable, by extracting the 

residuals of a regression of body mass on tarsus length, 

controlling for the time of day, separately for males and 

females. Individual sex, territory quality and the cor-

responding sampling field period (Major 2017, Minor 

2018, Major 2018, Minor 2019, Major 2019, Minor 2020) 

were included as additional predictors. Age class (fledg-

ling, old fledgling or sub-adult) was also included in the 

juvenile model. Bird ID was included as a blocking factor 

to control for repeated sampling. A second analysis was 

also performed using ASV abundances that were instead 

transformed using the PhILR transformation [80].

Survival To identify compositional differences in the 

GM between individuals that survived versus those that 

died, sequencing and catch duplicates were removed, as 

were samples taken from nestlings, floaters and those col-
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lected in 2020. The remaining samples were also filtered 

to retain the latest sample per individual (as described 

above). Post-filtering, 264 samples containing 2,900 ASVs 

were retained (226 individuals that survived, 38 individ-

uals that died). As for the analysis of beta diversity and 

body condition, analyses were carried out separately for 

juveniles (116 samples/individuals; 17 died, 99 survived) 

and adults (148 samples/individuals; 21 died, 127 sur-

vived), since survival probability in the Seychelles warbler 

is significantly lower in the first year of life (encompassing 

fledglings to sub-adults) [44]; as such, separating juveniles 

and adults ensures that changes in GM structure that are 

associated with age and survival are not confounded. For 

each age group (juvenile or adult) a PERMANOVA analy-

sis was performed, using a Euclidean distance matrix of 

CLR-transformed ASV abundances, with 9,999 permuta-

tions. Survival to the next breeding season (yes, no), sex, 

territory quality and the corresponding sampling field 

period (Major 2017, Minor 2018, Major 2018, Minor 

2019, Major 2019) were included as predictors. Age class 

(fledgling, old fledgling or sub-adult) was also included in 

the juvenile model. Differences in GM composition across 

samples were visualised via PCA. As above, a second anal-

ysis was also performed using a Euclidean distance matrix 

calculated from PhILR-transformed ASV abundances to 

assess whether communities were phylogenetically dis-

tinct across groups.

To establish whether specific ASVs were differentially 

abundant across groups of individuals, an Analysis of 

Compositions of Microbiomes with Bias Correction 

(ANCOM-BC) was carried out, using the ANCOMBC 

1.1.5 package in R [81]. Differential abundance was tested 

between groups of adult individuals that survived, ver-

sus those that died, whilst controlling for sex and sam-

pling season. As part of ANCOM-BC, the Benjamini and 

Hochberg method was used to correct P values for multi-

ple testing [66]. A cut-off of Padj < 0.05 was used to assess 

significance.

Results
Gut microbiome variation

Following the removal of control samples and those 

that had fewer than 10,000 reads, the number of high-

quality reads per sample ranged from 10,979 to 744,600, 

across 586 faecal  samples. Reads were clustered into 

55,664 ASVs, with a mean of 383 ± 277 (SD) ASVs per 

sample. Both alpha and beta diversity metrics showed 

high levels of similarity across extraction and sequenc-

ing repeats, with pairwise Euclidean distances between 

samples extracted and/or sequenced twice being signifi-

cantly lower than those measured between pairs of differ-

ent samples (Padj < 0.01 in bootstrapped Dunn’s multiple 

comparison tests, Additional file  1: Fig. S2). Following 

the removal of extraction, sequencing, and catch dupli-

cates, 470 samples remained which contained a mean of 

368 ± 253 (SD) ASVs per sample after rarefying to 10,000 

reads.

Consistent with a previous study on the Seychelles war-

bler [45], faecal samples were dominated by the phyla 

Proteobacteria (mean relative abundance = 43% ± 24% 

SD), Firmicutes (26% ± 24%), and Actinobacteria 

(15% ± 13%). For full details of the core microbiome see 

[45]. However, despite the dominance of these taxa, there 

was also substantial inter-individual variation in GM 

composition (Fig. 1).

A PERMANOVA analysis revealed that GM compo-

sition differed significantly between individuals in dif-

ferent host age classes (Table 1). However, this was only 

when CLR- (and not PhILR-) transformed ASV abun-

dances were used (CLR PERMANOVA:  F3,446 = 1.320, 

P = 0.004; PhILR PERMANOVA:  F3,446 = 1.721, P = 0.067, 

Table  1), indicating that although GM composition dif-

fered, the bacterial communities weren’t phylogenetically 

distinct across the different age classes. A post-hoc pair-

wise PERMANOVA analysis using the CLR-transformed 

abundances indicated that fledglings had a significantly 

different GM composition compared to old fledglings 

and adult birds (Padj < 0.05, Additional file 1: Table S1). A 

betadisper analysis indicated that there were also differ-

ences in GM variability across age classes (CLR betadis-

per: F3,446 = 6.062, P < 0.001). Indeed, a PCA analysis 

demonstrated that although clusters overlapped for all 

age classes, the GM of sub-adults had slightly greater lev-

els of variation overall (Additional file 1: Fig. S3).

In addition to age class, host sex had a significant effect 

on GM structure (CLR PERMANOVA: F1,448 = 1.635, 

P = 0.013; PhILR PERMANOVA:  F1,448 = 2.760, P = 0.038, 

Table 1, Additional file 1: Fig. S4), although it explained 

less than 0.6% of the variation in GM beta diversity 

 (R2 = 0.006, Table 1). A betadisper analysis further indi-

cated that the GM composition of females was slightly 

more variable compared to males (CLR betadisper: 

F1,448 = 5.077, P = 0.025; PhILR betadisper: F1,448 = 5.643, 

P = 0.018).

The beta diversity of GM samples also differed signifi-

cantly across sampling periods (Table  1, Fig.  2A). Post-

hoc pairwise PERMANOVA tests confirmed that the 

GM was compositionally distinct between all sampling 

periods when analysing CLR-transformed ASV abun-

dances (P < 0.05; Additional file 1: Table S1). Similarly, the 

phylogenetic structure of GM samples differed signifi-

cantly across sampling periods (Table  1, Fig.  2B). How-

ever, pairwise tests showed that not all sampling periods 

were phylogenetically distinct (P > 0.05; Additional file 1: 

Table S1) for example, the minor period of 2019 was phy-

logenetically similar to the consecutive minor periods of 
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2018 and 2020, respectively (Additional file 1: Table S1). 

Differences in GM variability were also identified across 

the different sampling periods when analysing CLR-

transformed abundances (CLR betadisper: F5,444 = 9.394, 

P < 0.001, Additional file  1: Fig. S5); there was a slight 

increase in variability in the minor sampling periods of 

2019 and 2020 and lower variability in the major sam-

pling period of 2019 (Additional file 1: Fig. S5). None of 

the sampling periods were phylogenetically more variable 

than others (PhILR betadisper: F5,444 = 1.746, P = 0.123). 

Sampling period explained the largest amount of vari-

ation in GM composition across individuals (up to 5% 

of the total variation;  R2 = 0.043 and 0.051 in CLR and 

PhILR PERMANOVAs respectively, Table  1), with all 

other variables explaining a smaller proportion of the 

overall variance (Table  1). Territory quality, which var-

ies across the island, had no influence on GM structure 

(CLR PERMANOVA: F1,448 = 1.271, P = 0.244; PhILR 

PERMANOVA:  F1,448 = 1.720, P = 0.350, Table 1).

Gut microbiome diversity and body condition

Samples were next filtered so that only those taken from 

individuals with a corresponding measure of body condi-

tion were retained. There was no significant association 

between the alpha diversity of GM samples (Shannon 

diversity) and individual body condition, measured as 

size-corrected body mass (Padj = 0.963, Additional file 1: 

Table S2). Results were very similar when Chao1 richness 

or Faith’s PD were used as the alpha diversity metric in 

models (Additional file 1: Table S2). As shown previously 
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Fig. 1 The relative abundance (%) of bacterial phyla in Seychelles warbler gut microbiome samples. Each vertical bar represents a separate faecal 
sample. Samples are categorised by age class (nestling, fledgling, sub‑adult, or adult) and are ordered according to the abundance of Proteobacteria. 
N = 470 samples from 370 individuals in total: nestlings = 12, fledglings = 65, old fledglings = 45, sub‑adults = 107 and adults = 241 samples, 
respectively. Phyla with a median relative abundance of less than 1% are collapsed into the category “Other”

Table 1 PERMANOVA analysis of gut microbiome distances in the Seychelles warbler

Euclidean distances were calculated based on either CLR or PhILR transformed Amplicon Sequencing Variant (ASV) abundances. Significant predictors (P < 0.05) are 

shown in bold. The analysis included 450 samples from 309 individuals. Bird ID was included as a blocking factor to control for the repeated sampling of individuals

Predictor df R2 F P

CLR PhILR CLR PhILR CLR PhILR

Age class 3 0.008 0.011 1.320 1.721 0.004 0.067

Sex 1 0.003 0.006 1.635 2.760 0.013 0.038

Territory quality 1 0.003 0.004 1.271 1.720 0.244 0.350

Sampling period 5 0.043 0.051 4.077 4.874 < 0.001 < 0.001
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[68], body condition was significantly greater in males 

and adult individuals (Additional file  1: Table  S2). Body 

condition also increased significantly over the course 

of the day and varied across the different sampling field 

periods (Additional file 1: Table S2).

PERMANOVA analyses were carried out to establish 

whether differences in GM composition were associated 

with variation in body condition across individuals. To 

separate the influence of age and body condition on GM 

structure, analyses were conducted separately for juvenile 

(fledglings, old fledglings and sub-adults) and adult indi-

viduals; this is because, as noted above, body condition 

(size-corrected body mass) was found to be significantly 

greater in adults compared to juvenile age classes (Addi-

tional file  1: Table  S2) and GM composition also varies 

according to host age class (Table  1). There was no sig-

nificant relationship between GM composition and body 

condition in juveniles (CLR PERMANOVA: F1,203 = 1.600, 

P = 0.262; PhILR PERMANOVA:  F1,203 = 1.998, P = 0.229; 

Additional file  1: Table  S3). This was also the case for 

adult individuals (CLR PERMANOVA: F1,218 = 0.974, 

P = 0.788; PhILR PERMANOVA:  F1,218 = 0.666, P = 0.538; 

Additional File 1: Table S3). Together, these results sug-

gest that there is no association between GM community 

structure and individual body condition in the Seychelles 

warbler.

Gut microbiome alpha diversity and survival

There was no significant association between GM alpha 

diversity (measured as Shannon diversity) and the prob-

ability that an individual survived to the next breeding 

season (Padj = 0.888, Table  2). This result was robust, 

regardless of whether Shannon diversity, Chao1 richness 

or Faith’s PD were used as alpha diversity metrics (Addi-

tional file  1: Table  S4). Old fledglings (3–6  months old) 

had a slightly lower probability of survival compared to 

adult individuals (Padj = 0.042, Table 2; Additional file 1: 

Table S4 and Fig. S6), which is consistent with previous 

findings in the Seychelles warbler [44].

Gut microbiome beta diversity and survival

To identify whether there were compositional differences 

in the GM between individuals that survived versus those 

that died by the next breeding season PERMANOVA 

Fig. 2 Variation in gut microbiome composition across sampling periods in the Seychelles warbler. Principal Components Analysis (PCA) of 
Euclidean distances calculated using A CLR‑transformed ASV abundances or B PhILR‑transformed abundances. Each point represents a unique gut 
microbiome sample (N = 450). Samples were taken from 309 individuals. Principal components one and two explained 6.91% and 4.14% of the 
variation in gut microbiome structure in the CLR analysis, and 20.58% and 10.44% in the PhILR analysis, respectively

Table 2 A Generalised Linear Model investigating the 
association between gut microbiome alpha diversity (Shannon 
diversity) and survival in the Seychelles warbler

Significant (Padj < 0.05) predictors are shown in bold; P values were corrected 

for multiple hypothesis testing using the Benjamini and Hochberg method- 

this was to control for the use of different alpha diversity metrics (results for 

other metrics are shown in Additional file 1: Table S4). Reference categories for 

categorical variables were as follows: adult (age class), female (sex) and 2017 

(sample year). N = 264 samples/individuals were included in the analysis (226 

individuals survived, 38 individuals died by the next breeding season)

Predictor Estimate SE z Padj

Intercept 1.515 0.610 2.483 0.013

Shannon − 0.117 0.378 − 0.308 0.888

Age class

 Fledgling − 0.275 0.564 − 0.487 0.626

 Old fledgling − 1.073 0.503 − 2.134 0.042

 Sub‑adult 0.954 0.583 1.637 0.123

Sex (male) − 0.484 0.372 − 1.300 0.230

Territory quality 1.246 0.699 1.782 0.075

Sample year

 2018 0.599 0.724 0.827 0.408

 2019 0.326 0.744 0.439 0.661
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analyses were carried out; these were conducted sepa-

rately for juvenile and adult age classes, to avoid con-

founding the influence of age with differential survival 

(since mortality is highest in juvenile warblers [44]). 

Across juveniles, there was no significant association 

between GM composition and survival to the next breed-

ing season (CLR PERMANOVA  F1,114 = 1.033, P = 0.334; 

PhILR PERMANOVA  F1,114 = 1.360, P = 0.138; Table 3A). 

However, for adults, GM composition differed signifi-

cantly between individuals that survived versus those 

that had died by the next breeding season (CLR PER-

MANOVA  F1,146 = 1.313, P = 0.032, Table  3B, Fig.  3). In 

this instance, survival explained 1% of the variation in 

GM community structure across individuals  (R2 = 0.009, 

Table 3B). Importantly, a betadisper test showed that the 

PERMANOVA result was caused by differences in the 

mean location of samples rather than differences in GM 

variability between the two adult groups (CLR betadis-

per: F1,146 = 0.253, P = 0.614). Differences in GM phyloge-

netic structure between adult birds that survived versus 

those that died were marginally insignificant (PhILR PER-

MANOVA  F1,146 = 1.650, P = 0.058, Table 3B).

Bacterial taxa associated with survival in adults

There were 28 bacterial ASVs significantly (Padj < 0.05, 

ANCOM-BC) differentially abundant between the GM 

of adult individuals that survived versus those that died 

by the next breeding season (Fig.  4, Additional file  1: 

Table  S5). Of these, six ASVs were significantly more 

abundant in individuals that survived (Fig.  4, Addi-

tional file  1: Table  S5). These were members of two 

phyla, namely Proteobacteria (five ASVs) and Firmi-

cutes (one ASV). The enriched Proteobacteria included 

one ASV from the order Desulfovibrionales (family 

Desulfovibrionadaceae, genus Desulfovibrio), two ASVs 

in the order Rhizobiales (family Rhizobiaceae, genus 

Bartonella), one in the order Enterobacteriales (family 

Enterobacteriaceae, genus Pragia) and one in the order 

Rhodospirillales (family Rhodospirillaceae, genus Parar-

hodospirillum) (Additional file 1: Table S5). The enriched 

ASV in the phylum Firmicutes was in the order Clostridi-

ales (Clostridiales family XIII, genus Anaerovorax) (Addi-

tional file 1: Table S5).

The 22 ASVs that were identified as being more abun-

dant in individuals that had died by the following breed-

ing season belonged to four different phyla, namely 

Planctomycetes (one ASV, uncultured member of the 

Table 3 PERMANOVA analysis of gut microbiome distances and survival in (A) juvenile and (B) adult Seychelles warblers

Euclidean distances were calculated based on either CLR or PhILR transformed Amplicon Sequencing Variant (ASV) abundances. Significant predictors (P < 0.05) are 

shown in bold. Analyses included 116 juvenile individuals (17 died, 99 survived) and 148 adults (21 died, 127 survived), respectively

Predictor df R2 F P

CLR PhILR CLR PhILR CLR PhILR

(A) Juveniles

 Age class 2 0.018 0.018 1.077 1.090 0.185 0.295

 Sex 1 0.009 0.011 1.130 1.378 0.138 0.140

 Territory quality 1 0.008 0.008 1.001 1.024 0.439 0.378

 Sampling period 4 0.060 0.079 1.802 2.416 < 0.001 < 0.001

 Survival 1 0.009 0.011 1.033 1.360 0.334 0.138

(B) Adults

 Sex 1 0.008 0.009 1.184 1.451 0.084 0.106

 Territory quality 1 0.007 0.005 1.067 0.824 0.282 0.633

 Sampling period 4 0.062 0.080 2.366 3.139 < 0.001 < 0.001

 Survival 1 0.009 0.011 1.313 1.650 0.032 0.058

Fig. 3 Principal components analysis (PCA) of Euclidean distances 
between the gut microbiomes of adult Seychelles warblers 
that survived (blue) versus those that had died (yellow) by the 
next breeding season. Each point represents a sample taken 
from a different individual. Euclidean distances are based on 
CLR‑transformed abundances of ASVs. Principal components one and 
two explained 7.51% and 4.01% of the variation in GM community 
structure, respectively. N = 148 samples/individuals were included in 
the analysis (127 individuals survived, 21 individuals died)
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family Gemmataceae), Chloroflexi (five ASVs), Actino-

bacteria (nine ASVs) and Proteobacteria (seven ASVs) 

(Fig. 4, Additional file 1: Table S5). All ASVs in the phy-

lum Chloroflexi were uncultured members of the bacte-

rial order Thermomicrobiales (Additional file 1: Table S5). 

The enriched Actinobacterial ASVs were classified into 

the orders Propionibacteriales (one ASV, genus Micro-

lunatus), Solirubrobacterales (two ASVs, uncultured 

genus), Rubrobacteriales (one ASV, genus Rubrobacter), 

Microccales (two ASVs in the genera Kocuria and Micro-

bacterium, respectively) and Corynebacteriales (three 

ASVs, all in the genus Mycobacterium) (Additional file 1: 

Table S5). The enriched ASVs in the phylum Proteobacte-

ria were classified in the orders Rhizobiales (two uncul-

tured genera, one Methylobacterium and three ASVs 

in the genus Aureimonas) and Rhodospirillales (genus 

Rubellimicrobium) (Additional file 1: Table S5).

Discussion
In this study, we use data from a closed, island popula-

tion of Seychelles warblers, to investigate the associa-

tion between GM variation, host condition, and survival. 

Results show that there is substantial variation in GM 

diversity across individuals within the population on 

Cousin Island. The composition of the GM was associ-

ated with seasonal variation and, to a lesser extent, with 

an individual’s sex and age. While there was no associa-

tion between GM alpha diversity and body condition or 

survival, we did identify significant differences in GM 

composition between adult individuals that survived ver-

sus those that died by the next breeding season, with sev-

eral bacterial taxa being differentially abundant between 

the two groups.

Gut microbiome diversity and body condition

Previous studies investigating the relationship between 

GM alpha diversity and individual condition have shown 

mixed results, with both positive [24, 32, 82] and nega-

tive [33, 34, 83] relationships, as well the absence of an 

Fig. 4 Differentially abundant Amplicon Sequencing Variants (ASVs) in the gut microbiome of adult Seychelles warblers that survived versus those 
that died by the next breeding season. N = 148 adult individuals were included in the analysis (127 individuals survived, 21 individuals died). Points 
represent the log fold change (effect size) of individual bacterial ASVs—only those with significant effect sizes (Padj < 0.05) are shown. A positive 
log fold change indicates that an ASV is more abundant in individuals that survived (right), and a negative log fold change indicates a higher 
abundance in individuals that died by the next season (left). Bars represent 95% confidence intervals derived from the ANCOM‑BC model. ASVs are 
classified by bacterial order on the y‑axis and are coloured by phylum. Results of differential abundance tests and ASV taxonomies are presented in 
full in Additional file 1: Table S5
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association [84, 85] being identified across various wild 

and captive vertebrate host species. However, these stud-

ies often focus on early life stages, despite the fact that 

body mass can be an important predictor of fitness in 

adult individuals [68, 86, 87]. Additionally, several of 

these studies used antibiotics to artificially alter GM 

diversity and composition [33, 83] and so it is unclear 

how well these relationships hold in natural, unmanipu-

lated populations. We found no relationship between 

body condition and GM alpha diversity in the Seychelles 

warbler, sampled across four different age classes post-

fledging. Furthermore, the relationship between GM 

beta diversity and body condition was not significant in 

adult or juvenile individuals. Additionally, there was no 

relationship between GM beta diversity and body condi-

tion when taking the phylogenetic relatedness of ASVs 

into account. This suggests that individuals with differ-

ent body condition did not carry consistently different, or 

phylogenetically distinct, bacterial communities.

There are several possible explanations for the lack of 

an association between GM characteristics and body 

condition (measured as size-corrected body mass) in the 

Seychelles warbler. Birds (and other flying organisms) are 

under strong selection for lower body mass to improve 

flight efficiency [88]; it has been suggested that this pres-

sure may extend to the need to reduce microbial biomass 

in the intestinal tract [89]. Indeed, many bird species have 

reduced gut lengths and shorter food retention times 

compared to non-flying vertebrates [90]. An increased 

rate of intestinal paracellular absorption compensates for 

this by enabling greater quantities of simple nutrients to 

be absorbed by the bird’s own cells [90]. Together, these 

adaptations may have reduced reliance on microbial 

metabolism and, consequently, the potential for bacteria 

in the gut to strongly influence physical traits that impact 

flight in birds—such as body mass [89]. This may be par-

ticularly pertinent in the Seychelles warbler as they glean 

insects from the undersides of leaves whilst in flight, and 

therefore require high flight efficiency. A study on great 

tits also failed to find a direct association between nest-

ling body mass and GM alpha diversity, but identified a 

time-lagged relationship whereby nestling weight at day 

eight was negatively associated with GM alpha diversity 

at day fifteen [34]. It is possible that such a relationship 

exists in the Seychelles warbler, however a lack of faecal 

samples from nestlings and difficulties in catching the 

same individual within a short timeframe meant that it 

was not possible to test for this. Since individuals in ill 

health may also be less active, and thus more difficult to 

catch in mist nets, we also acknowledge that individu-

als in very poor condition, which may experience more 

extreme GM deviations, may not be represented in the 

dataset.

The relationship between microbial diversity metrics 

and emergent properties of microbial communities, such 

as functional capacity, productivity and stability, can be 

highly complex [46, 91]. For example, microbial commu-

nities with very different alpha diversities can have simi-

lar functional capacities [91]. Similarly, greater numbers 

of transitionary microbes could add to GM diversity but 

contribute very little in terms of long-term benefits to the 

host, such as increasing energy availability or enhanc-

ing host immunity [92]. It has been suggested that the 

reduced complexity and specificity of the bird digestive 

system, compared to mammalian species, may increase 

the abundance and variety of transitionary gut microbes 

[89, 92, 93]. In support of this, a study on New Guinean 

birds demonstrated that the GM of smaller passerine 

species was less stable and more heterogenous than that 

of larger species, presumably because shorter guts and 

faster retention times can result in stronger ecological 

drift and a higher turn-over of bacterial species acquired 

from environmental sources [94]. As Seychelles war-

blers are insectivorous, bacterial species could be read-

ily acquired from their insect prey [95] as well as from 

the surrounding environment. As such, differences in 

GM diversity across individuals could potentially reflect 

variable uptake from these sources. The significant influ-

ence of sampling period on GM composition in the Sey-

chelles warbler further indicates that this could be the 

case. Thus, the expectation that high GM alpha diversity 

is beneficial is over-simplified and may not always extend 

from laboratory studies, in which environmental condi-

tions are highly controlled and homogenous [46, 96].

Functional redundancy can also complicate relation-

ships involving beta diversity, since GM communities 

with different compositions may be capable of perform-

ing the same set of functions and, as such, could influ-

ence the host phenotype in similar ways [97]. Such 

complexities could be hidden in analyses involving beta 

diversity metrics. An assessment of bacterial function, via 

metagenomic sequencing, may give further insight into 

whether GM functional diversity, rather than differences 

in the number or identity of species, is a more important 

metric for determining host condition. Other measures 

of host condition could also be incorporated into future 

analyses. For example, deviations in white blood cell pop-

ulations have previously been used to assess host health 

status in a study on northern elephant seals (Mirounga 

angustirostris); these were in turn linked to differences in 

GM diversity [24]. Haematocrit (the proportion of blood 

comprising of erythrocytes) has previously been shown 

to be linked to the condition and survival of Seychelles 

warblers [98] and, thus, could be a useful alternative met-

ric in future studies.
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Gut microbiome variation and survival

Consistent with the body condition analysis, we found 

no relationship between GM alpha diversity and sur-

vival in the Seychelles warbler. Similarly, there was no 

association between GM composition and survival in 

juvenile birds. However, small differences in GM com-

position were identified between adult individuals that 

survived to the next breeding season and those that 

did not. Juvenile and adult warblers are exposed to dif-

fering stressors which may alter the relative impact of 

the GM on survival. For example, juvenile individuals 

often become infected with the haemosporidian blood 

parasite, Haemoproteus nucleocondensus, which may 

lead to greater mortality in this age group [99, 100]. 

Infection prevalence peaks in the first year of life (84% 

in juveniles), before declining in adulthood as surviv-

ing individuals either suppress or clear the infection 

[99]. Furthermore, juveniles gradually become less 

dependent on their parents for food and may disperse 

from their natal territories; at this point, they experi-

ence intense competition for resources which may also 

impact upon their survival [44, 101]. Thus, mortality 

in juveniles may be influenced by a variety of factors 

that may act independently of the GM. Adults experi-

ence these pressures to a lesser extent; changes in the 

GM may therefore have a greater relative impact on the 

adult life stage.

Differential abundance analysis identified 28 ASVs 

that were significantly differentially abundant between 

adults that survived versus those that died. Few studies 

have investigated the role that particular bacterial species 

play in the GM of wild vertebrates and so extrapolating 

the function of differentially abundant taxa is often dif-

ficult and highly speculative [102–104]. However, there 

were several differentially abundant taxa that are known 

to be common members of the vertebrate gut and may 

potentially play a role in host health and functioning. 

For example, one member of the order Clostridiales was 

more abundant in the GM of adult individuals that sur-

vived. Members of the order Clostridiales are abundant 

in the GM of many vertebrate taxa, including other insec-

tivorous passerine species [105, 106] and have previously 

been linked to an increase in immunological resistance 

to nest parasites in eastern bluebirds (Sialia sialis) [107]. 

A study on captive, juvenile ostriches (Struthio camelus), 

also showed that the abundance of ASVs in this order was 

reduced in the hindgut of diseased individuals that sub-

sequently died, suggesting that they may be linked to host 

health and survival [11]. Species in the order Clostridi-

ales play a role in carbohydrate and protein fermentation 

(for example during the digestion of insect prey) as well 

as the degradation of toxic by-products from this process 

[105, 108]. The short-chain fatty acids produced from 

fermentation can be directly absorbed across the intesti-

nal wall and used as an energy source by the host [102]. 

Butyrate is one such end-product and plays an important 

role in maintaining colonic health in humans and other 

laboratory organisms [109]. A member of the genus Des-

ulfovibrio was also enriched in adult Seychelles warblers 

that survived. Desulfovibrio are sulphate-reducing bacte-

ria that are common in the human gut microbiome [110]; 

they consume hydrogen, which is a by-product of protein 

fermentation and, in doing so, increase the energy yields 

achieved from this process [110, 111].

In contrast, three ASVs in the genus Mycobacterium 

were more abundant in the GM of adult individuals that 

had died by the next breeding season. The genus Myco-

bacterium includes several pathogenic species that are 

known to be the causative agents of diseases, such as 

tuberculosis, in vertebrate taxa. In birds, avian tubercu-

losis is primarily an intestinal disease, caused by strains 

in the Mycobacterium avium species complex [112, 113]. 

It has a prolonged incubation period, with the infec-

tion developing over several weeks and months, leading 

to symptoms such as intestinal inflammation, diarrhea 

and weakness [112]. It is acquired from the environ-

ment and can be transmitted via faecal droppings [112, 

113]. Despite the implication that this genus is involved 

in avian disease and could contribute to mortality in the 

Seychelles warbler, further study is needed to taxonomi-

cally identify these ASVs beyond genus level and to con-

firm their pathogenicity.

In addition to species of Mycobacterium, several spe-

cies in the order Thermomicrobiales (phylum Chloroflexi) 

were enriched in the GM of individuals that died by the 

next breeding season. Although many species in the phy-

lum Chloroflexi are poorly characterised, they are dis-

tributed across a wide range of environments including 

freshwater, brackish and marine habitats [114]. Members 

of this phylum have also been identified at low abun-

dances in the mammalian GM and, in some cases, have 

been shown to proliferate in diseased humans [114, 115]. 

Since the ASVs in the order Thermomicrobiales were also 

present at lower abundances in warbler individuals that 

subsequently survived to the next breeding season, these 

ASVs may have proliferated in adult individuals which 

died shortly after sampling. However, further functional 

characterisation will be needed to confirm the role that 

these bacteria play in the GM of avian host species.

One member of the order Propionibacteriales was 

also more abundant in adult individuals that died. 

While members of this order occur in a diverse range 

of habitats, and are commensals in the GM of various 

vertebrate species, they are also facultative parasites, 

at least in humans [116]. Similarly, three ASVs in the 

genus Aureimonas (order Rhizobiales) were enriched 
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in adult birds that died; members of this genus have 

primarily been isolated from environmental sources, 

but there are indications that certain species can be 

pathogenic to humans [117, 118]. It is important to 

note here, that changes in ASV abundances within the 

GM of the Seychelles warbler (e.g., increased abun-

dances of pathogenic species, or reduced abundances 

of beneficial species) could be causally linked to the 

death of individuals. However, equally, observed dif-

ferences could be the outcome of GM perturbations 

resulting from a decline in health, or changes in host 

physiology, close to death. Thus, an enrichment of 

certain ASVs could be a by-product of the processes 

linked to death, rather than a cause of death, although 

these are not necessarily mutually exclusive. Func-

tional evaluation of bacterial species and experimental 

manipulation of the microbiome would be needed to 

confirm which of these was the case.

Although there were significant differences between 

the GM of adult individuals that survived and those 

that died, survival only explained a small percentage 

(1%) of the overall variation in GM composition across 

adult individuals. For 14 of the 21 adult individuals 

that died by the next breeding season, the date of GM 

sampling was the last time they were observed in the 

population. However, the remaining seven individuals 

that died were observed (but not sampled) again in the 

same breeding season as GM sampling took place; in 

some cases, this was up to eleven weeks after their last 

GM sample was taken suggesting they had remained 

alive for a substantial period following sampling. Addi-

tionally, there was a median period of five months 

between the point when these adult GM samples were 

taken, and when the population was next censused to 

assess survival. Thus, it is possible that some of the 

individuals were sampled up to five months before 

their point of death, when only small differences, or 

imbalances, in the GM may have been detectable. A 

study on survival in juvenile, captive ostriches showed 

that, although there was a correlation between the 

diversity of the GM during the first weeks of life and 

the probability of survival beyond six weeks of age, the 

relationship was strongest in the weeks closest to death 

[11]. Thus, greater differences might be expected in the 

months or weeks immediately before death, either as a 

result of pathogen proliferation or further GM disrup-

tion caused by a decline in health. However, we should 

also acknowledge that the primary cause of death in 

the Seychelles warbler is largely unknown and so such 

a relationship may not be the case, or could be further 

diluted, if death was the result of stochastic events 

for most individuals, such as entanglement with Piso-

nia seeds or injury. A further possible explanation for 

the low levels of explained variance (for survival and 

other terms investigated in this study), is the greater 

abundance and variety of transitionary microbes that 

are expected to pass through the avian digestive sys-

tem as a result of shorter intestinal lengths [94]; these 

transient colonisers may add a greater level of noise to 

analyses investigating the factors that influence GM 

composition in birds.

Host and environmental factors influencing gut 

microbiome beta diversity

In addition to survival status, other factors were also 

found to significantly influence GM beta diversity across 

Seychelles warblers in our study, including the age of the 

individual. Fledglings had a significantly different GM 

composition compared to other age classes, despite the 

fact that they are still reliant on food from their parents 

and remain in their natal territory. Development has 

been shown to strongly influence GM composition in 

humans and other primates [29, 119] and, although few 

studies have investigated changes in the GM across the 

life course of birds, several studies have identified dif-

ferences between the GM of nestlings versus adult indi-

viduals [82, 120]. Sub-adult Seychelles warblers also had 

a more variable GM community compared to other age 

classes. Birds in this age class are no longer dependent 

upon their parents for food, but instead are learning to 

feed themselves. They may also leave their natal territory 

at this point [101]. Thus, differences in their GM could 

reflect a reduction in food quality as they become inde-

pendent, or greater exposure to environmental variation 

[45].

We also identified significant differences in GM com-

position and phylogenetic structure between the sexes 

in the Seychelles warbler. Reproductive physiology dif-

fers between male and female animals and this can 

manifest in different GM profiles [102]. For example, the 

reproductive hormone testosterone is thought to be an 

immunosuppressant [121]. As such, the concentration of 

circulating testosterone has been shown to positively cor-

relate with bacterial diversity and the relative abundance 

of Chlamydia species in the cloacal microbiome of male 

rufous-collared sparrows (Zonotrichia capensis) [122]. 

Although there were significant dissimilarities in GM 

structure between the sexes in the Seychelles warbler, sex 

only explained a small percentage (< 0.6%) of the over-

all variation in GM composition across individuals. The 

extent to which sex drives differences in the GM varies 

substantially across wild vertebrate populations [e.g.  21, 

26,  123], but greater differences are often seen in highly 

dimorphic species [24]. Male and female Seychelles 

warblers share the same diet and exhibit relatively low 

levels of morphological and behavioural dimorphism, 
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potentially explaining the relatively weak contribution of 

sex to GM variation in this system.

Sampling period explained the largest proportion of 

variation (4.3–5.1%) in GM composition across the indi-

viduals sampled in this study. Climatic variables, such as 

rainfall, can vary substantially between years and seasons 

on Cousin Island, which could impact upon the microbial 

species present in the external environment. Climatic 

variables could also influence the island-wide abundance, 

type, or quality of insect prey between seasons, although, 

at a local-scale, variation in territory qualities across the 

island had no influence on GM structure. Season has 

been identified as an important factor driving differences 

in the GM of many other wild animal species [25–27] and 

may be particularly important in avian species that have 

fast intestinal retention times and a higher turn-over of 

transitionary bacterial species that are acquired from 

their environment [94]. Dietary differences have been 

identified as a key driver of seasonal variation in mam-

malian species [27] and can lead to significant shifts in 

the GM composition of birds [105, 107, 124].

Conclusions
Few studies have investigated the association between 

the GM and fitness components in wild animal popula-

tions, yet such studies are necessary if we are to assess 

the evolutionary role of the GM. The Seychelles warbler 

represents an excellent system in which to study the rela-

tionship between GM variation and fitness, since survival 

and life history parameters can be accurately measured 

for individuals across all age classes. In our study, we 

show that GM variation was not associated with body 

condition in the Seychelles warbler. However, while 

GM alpha diversity was not associated with survival, we 

identified significant differences in the composition of 

the GM between adult individuals that survived, versus 

those that died, although this was not the case in juvenile 

birds. Adult birds that died carried reduced abundances 

of potentially beneficial bacterial taxa but had greater 

abundances of bacterial taxa that have previously been 

identified as opportunistic pathogens in birds and other 

systems. To our knowledge, this is the first time that GM 

differences associated with survival have been fully char-

acterised for a wild vertebrate species, across multiple 

age groups and seasons. Future assessments of the func-

tional diversity of the GM will be crucial for understand-

ing the potential contribution of differentially abundant 

bacterial taxa to avian health. Studying the link between 

GM characteristics and other fitness components, such 

as reproductive success, will also provide further insight 

into the evolutionary significance of GM variation.

Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s42523‑ 021‑ 00149‑6.

Additional file 1. Supplemental tables and figures referenced in the 
text. Fig. S1. Sample completeness curves. Fig. S2. The similarity of A) 
alpha, and B) beta diversity measures across Seychelles warbler faecal 
samples. Table S1. The results of post‑hoc pairwise PERMANOVA analyses 
investigating differences in gut microbiome composition across A) age 
classes and B) sampling periods. Fig. S3. Differences in gut microbiome 
(GM) composition across age classes in the Seychelles warbler. Fig. S4. A 
Principal Components Analysis (PCA) of Euclidean distances between the 
gut microbiome (GM) of male and female individuals. Fig. S5. Results of 
a betadisper analysis showing differences in gut microbiome variability 
(distance to centroid) across sampling periods. Table S2. Linear Mixed 
Model analyses investigating the association between gut microbiome 
alpha diversity and body condition in the Seychelles warbler. Table S3. 
PERMANOVA analysis of gut microbiome distances and body condition in 
A) juvenile and B) adult Seychelles warblers. Table S4. Generalised Linear 
Model investigating the association between gut microbiome alpha 
diversity and survival in the Seychelles warbler. Fig. S6. Survivorship across 
different bird age classes. Table S5. Amplicon sequencing variants (ASVs) 
that were significantly, differentially abundant (Padj < 0.05) in the gut 
microbiomes of adult Seychelles warbler individuals that survived, versus 
those that died, by the next breeding season.

Acknowledgements

We would like to thank the Seychelles Bureau of Standards and the Depart‑
ment of Environment for providing permission to conduct fieldwork, and 
Nature Seychelles for facilitating fieldwork on Cousin Island. This study would 
not have been possible without the contribution of exceptional fieldworkers 
and technicians associated with the Seychelles warbler project. Microbi‑
ome sequencing data was generated by the Centre for Genomic Research, 
University of Liverpool. The research presented in this paper was carried out 
on the High Performance Computing Clusters supported by the Research and 
Specialist Computing Support service at the University of East Anglia.

Author contributions

The study was conceived by SFW and DSR. SFW, CSD, DSR and TB performed 
fieldwork. SFW, CSD and MEM conducted laboratory work. SFW conducted 
bioinformatics and statistical analyses with input from DSR. DSR, HLD, JK and 
TB managed the Seychelles warbler project. All authors read and approved 
the final manuscript.

Funding

This work was supported by a Natural Environment Research Council (NERC) 
NBAF Pilot Scheme Grant (NBAF1092) awarded to DSR, and a NERC grant 
(NE/S010939/1) awarded to DSR, HLD and MIH. CSD was funded by a NERC 
PhD studentship (NERC EnvEast Doctoral Training Programme Grant NE/
L002582/1).

Availability of data and materials

All 16S rRNA gene amplicon sequences have been submitted to the European 
Nucleotide Archive (ENA) database under the study accession numbers 
PRJEB45408 (samples taken in 2017 and 2018) and PRJEB47095 (samples taken 
in 2019 and 2020). The scripts and metadata to reproduce all analyses and 
figures can be accessed via the GitHub repository, https:// github. com/ Seych 
elle‑ Warbl er‑ Proje ct.

Declarations

Ethics approval and consent to participate

Fieldwork was carried out in accordance with local ethical regulations and 
agreements. The Seychelles Department of Environment and the Seychelles 
Bureau of Standards approved the fieldwork.

Consent for publication

Not applicable.

https://doi.org/10.1186/s42523-021-00149-6
https://doi.org/10.1186/s42523-021-00149-6
https://github.com/Seychelle-Warbler-Project
https://github.com/Seychelle-Warbler-Project


Page 16 of 18Worsley et al. Animal Microbiome            (2021) 3:84 

Competing interests

The authors declare that they have no competing interests.

Author details
1 School of Biological Sciences, University of East Anglia, Norwich Research 
Park, Norfolk NR4 7TJ, UK. 2 Department of Molecular Microbiology, John 
Innes Centre, Norwich Research Park, Norwich NR4 7UH, UK. 3 Groningen 
Institute for Evolutionary Life Sciences (GELIFES), University of Groningen, P.O. 
Box 11103, 9700 CC Groningen, The Netherlands. 4 Department of Animal 
and Plant Sciences, NERC Biomolecular Analysis Facility, University of Sheffield, 
Sheffield S10 2TN, UK. 5 Faculty of Biological Sciences, School of Biology, Uni‑
versity of Leeds, Leeds LS2 9JT, UK. 6 Nature Seychelles, Roche Caiman, Mahé, 
Republic of Seychelles. 

Received: 26 August 2021   Accepted: 28 November 2021

References

 1. Shapira M. Gut microbiotas and host evolution: scaling up symbiosis. 
Trends Ecol Evol. 2016;31:539–49.

 2. Round JL, Mazmanian SK. The gut microbiota shapes intestinal immune 
responses during health and disease. Nat Rev Immunol. 2009;9:313–23.

 3. Davidson GL, Raulo A, Knowles SCL. Identifying microbiome‑mediated 
behaviour in wild vertebrates. Trends Ecol Evol. 2020;35:972–80.

 4. Sommer F, Bäckhed F. The gut microbiota—masters of host develop‑
ment and physiology. Nat Rev Microbiol. 2013;11:227–38.

 5. Nicholson JK, Holmes E, Kinross J, Burcelin R, Gibson G, Jia W, et al. 
Host–gut microbiota metabolic interactions. Science. 2012;336:1262–7.

 6. van der Hee B, Wells JM. Microbial regulation of host physiology by 
short‑chain fatty acids. Trends Microbiol. 2021;29:700–12.

 7. Rosshart SP, Vassallo BG, Angeletti D, Hutchinson DS, Morgan AP, Takeda 
K, et al. Wild mouse gut microbiota promotes host fitness and improves 
disease resistance. Cell. 2017;171:1015‑1028.e13.

 8. Chung H, Pamp SJ, Hill JA, Surana NK, Edelman SM, Troy EB, et al. Gut 
immune maturation depends on colonization with a host‑specific 
microbiota. Cell. 2012;149:1578–93.

 9. Sommer F, Anderson JM, Bharti R, Raes J, Rosenstiel P. The resilience of 
the intestinal microbiota influences health and disease. Nat Rev Micro‑
biol. 2017;15:630–8.

 10. Shreiner AB, Kao JY, Young VB. The gut microbiome in health and in 
disease. Curr Opin Gastroenterol. 2015;31:69–75.

 11. Videvall E, Song SJ, Bensch HM, Strandh M, Engelbrecht A, Serfontein 
N, et al. Early‑life gut dysbiosis linked to juvenile mortality in ostriches. 
Microbiome. 2020;8:147.

 12. Clayton JB, Vangay P, Huang H, Ward T, Hillmann BM, Al‑Ghalith GA, 
et al. Captivity humanizes the primate microbiome. Proc Natl Acad Sci 
USA. 2016;113:10376–81.

 13. Kreisinger J, Čížková D, Vohánka J, Piálek J. Gastrointestinal micro‑
biota of wild and inbred individuals of two house mouse subspecies 
assessed using high‑throughput parallel pyrosequencing. Mol Ecol. 
2014;23:5048–60.

 14. Yeung F, Chen Y‑H, Lin J‑D, Leung JM, McCauley C, Devlin JC, et al. 
Altered immunity of laboratory mice in the natural environment is 
associated with fungal colonization. Cell Host Microbe. 2020;27:809–22.

 15. Leung JM, Budischak SA, Chung The H, Hansen C, Bowcutt R, Neill R, 
et al. Rapid environmental effects on gut nematode susceptibility in 
rewilded mice. PLoS Biol. 2018;16:e2004108.

 16. Viney M. The gut microbiota of wild rodents: challenges and opportuni‑
ties. Lab Anim. 2019;53:252–8.

 17. Uren Webster TM, Consuegra S, Hitchings M, Garcia de Leaniz C. 
Interpopulation variation in the atlantic salmon microbiome reflects 
environmental and genetic diversity. Appl Environ Microbiol. 
2018;84:e00691–18.

 18. Hird SM, Sánchez C, Carstens BC, Brumfield RT. Comparative gut micro‑
biota of 59 neotropical bird species. Front Microbiol. 2015;6:1403.

 19. Knowles SCL, Eccles RM, Baltrūnaitė L. Species identity dominates over 
environment in shaping the microbiota of small mammals. Ecol Lett. 
2019;22:826–37.

 20. Phillips CD, Phelan G, Dowd SE, McDonough MM, Ferguson AW, Delton 
Hanson J, et al. Microbiome analysis among bats describes influences 
of host phylogeny, life history, physiology and geography. Mol Ecol. 
2012;21:2617–27.

 21. Springer A, Fichtel C, Al‑Ghalith GA, Koch F, Amato KR, Clayton JB, et al. 
Patterns of seasonality and group membership characterize the gut 
microbiota in a longitudinal study of wild Verreaux’s sifakas (Propithecus 

verreauxi). Ecol Evol. 2017;7:5732–45.
 22. Tung J, Barreiro LB, Burns MB, Grenier J‑C, Lynch J, Grieneisen LE, et al. 

Social networks predict gut microbiome composition in wild baboons. 
eLife. 2015;4:e05224.

 23. Wikberg EC, Christie D, Sicotte P, Ting N. Interactions between social 
groups of colobus monkeys (Colobus vellerosus) explain similarities in 
their gut microbiomes. Anim Behav. 2020;163:17–31.

 24. Stoffel MA, Acevedo‑Whitehouse K, Morales‑Durán N, Grosser S, Cha‑
karov N, Krüger O, et al. Early sexual dimorphism in the developing gut 
microbiome of northern elephant seals. Mol Ecol. 2020. https:// doi. org/ 
10. 1111/ mec. 15385.

 25. Ren T, Boutin S, Humphries MM, Dantzer B, Gorrell JC, Coltman DW, 
et al. Seasonal, spatial, and maternal effects on gut microbiome in wild 
red squirrels. Microbiome. 2017;5:163.

 26. Maurice CF, Knowles SCL, Ladau J, Pollard KS, Fenton A, Pedersen AB, 
et al. Marked seasonal variation in the wild mouse gut microbiota. ISME 
J. 2015;9:2423–34.

 27. Hicks AL, Lee KJ, Couto‑Rodriguez M, Patel J, Sinha R, Guo C, et al. Gut 
microbiomes of wild great apes fluctuate seasonally in response to diet. 
Nat Commun. 2018;9:1786.

 28. Bolnick DI, Snowberg LK, Caporaso JG, Lauber C, Knight R, Stutz WE. 
Major histocompatibility complex class IIb polymorphism influences 
gut microbiota composition and diversity. Mol Ecol. 2014;23:4831–45.

 29. Reese AT, Phillips SR, Owens LA, Venable EM, Langergraber KE, 
Machanda ZP, et al. Age patterning in wild chimpanzee gut micro‑
biota diversity reveals differences from humans in early life. Curr Biol. 
2021;31:613‑620.e3.

 30. Weldon L, Abolins S, Lenzi L, Bourne C, Riley EM, Viney M. The gut 
microbiota of wild mice. PLoS ONE. 2015;10:e0134643.

 31. Trevelline BK, Stephenson JF, Kohl KD. Two’s company, three’s a crowd: 
Exploring how host–parasite–microbiota interactions may influence 
disease susceptibility and conservation of wildlife. Mol Ecol. 2020. 
https:// doi. org/ 10. 1111/ mec. 15397.

 32. Teyssier A, Lens L, Matthysen E, White J. Dynamics of gut microbiota 
diversity during the early development of an avian host: evidence from 
a cross‑foster experiment. Front Microbiol. 2018;9:1524.

 33. Kohl KD, Brun A, Bordenstein SR, Caviedes‑Vidal E, Karasov WH. Gut 
microbes limit growth in house sparrow nestlings (Passer domesti-

cus) but not through limitations in digestive capacity. Integr Zool. 
2018;13:139–51.

 34. Davidson GL, Somers SE, Wiley N, Johnson CN, Reichert MS, Ross RP, 
et al. A time‑lagged association between the gut microbiome, nestling 
weight and nestling survival in wild great tits. J Anim Ecol. 2021. https:// 
doi. org/ 10. 1111/ 1365‑ 2656. 13428.

 35. Drissi F, Raoult D, Merhej V. Metabolic role of lactobacilli in weight 
modification in humans and animals. Microb Pathogenesis. 
2017;106:182–94.

 36. Suzuki TA, Martins FM, Phifer‑Rixey M, Nachman MW. The gut microbi‑
ota and Bergmann’s rule in wild house mice. Mol Ecol. 2020;29:2300–11.

 37. Benskin CMCWH, Rhodes G, Pickup RW, Mainwaring MC, Wilson K, Hart‑
ley IR. Life history correlates of fecal bacterial species richness in a wild 
population of the blue tit Cyanistes caeruleus. Ecol Evol. 2015;5:821–35.

 38. Hammers M, Kingma SA, Bebbington K, van de Crommenacker J, 
Spurgin LG, Richardson DS, et al. Senescence in the wild: insights from a 
long‑term study on Seychelles warblers. Exp Gerontol. 2015;71:69–79.

 39. Hammers M, Kingma SA, Boheemen LA, Sparks AM, Burke T, Dugdale 
HL, et al. Helpers compensate for age‑related declines in parental 
care and offspring survival in a cooperatively breeding bird. Evol Lett. 
2021;5:143–53.

 40. Davies CS, Taylor MI, Hammers M, Burke T, Komdeur J, Dugdale HL, et al. 
Contemporary evolution of the innate immune receptor gene TLR3 in 
an isolated vertebrate population. Mol Ecol. 2021. https:// doi. org/ 10. 
1111/ mec. 15914.

https://doi.org/10.1111/mec.15385
https://doi.org/10.1111/mec.15385
https://doi.org/10.1111/mec.15397
https://doi.org/10.1111/1365-2656.13428
https://doi.org/10.1111/1365-2656.13428
https://doi.org/10.1111/mec.15914
https://doi.org/10.1111/mec.15914


Page 17 of 18Worsley et al. Animal Microbiome            (2021) 3:84  

 41. Komdeur J, Piersma T, Kraaijeveld K, Kraaijeveld‑Smit F, Richardson DS. 
Why Seychelles warblers fail to recolonize nearby islands: unwilling or 
unable to fly there?: Reduced island colonization by Seychelles warbler. 
Ibis. 2004;146:298–302.

 42. Hammers M, Kingma SA, Spurgin LG, Bebbington K, Dugdale HL, Burke 
T, et al. Breeders that receive help age more slowly in a cooperatively 
breeding bird. Nat Commun. 2019;10:1301.

 43. Sparks AM, Spurgin LG, Velde M, Fairfield EA, Komdeur J, Burke T, et al. 
Telomere heritability and parental age at conception effects in a wild 
avian population. Mol Ecol. 2021. https:// doi. org/ 10. 1111/ mec. 15804.

 44. Brouwer L, Richardson DS, Eikenaar C, Komdeur J. The role of group 
size and environmental factors on survival in a cooperatively breeding 
tropical passerine. J Anim Ecology. 2006;75:1321–9.

 45. Davies CS, Worsley SF, Maher KH, Komdeur J, Burke T, Dugdale HL, et al. 
Immunogenetic variation shapes the gut microbiome in a natural ver‑
tebrate population. preprint. In Review; 2021. https:// doi. org/ 10. 21203/ 
rs.3. rs‑ 703361/ v1.

 46. Johnson KV‑A, Burnet PWJ. Microbiome: Should we diversify from 
diversity? Gut Microbes. 2016;7:455–8.

 47. Komdeur J, Pels MD. Rescue of the Seychelles warbler on Cousin Island, 
Seychelles: the role of habitat restoration. Biol Conserv. 2005;124:15–26.

 48. Richardson DS, Jury FL, Blaakmeer K, Komdeur J, Burke T. Parent‑
age assignment and extra‑group paternity in a cooperative 
breeder: the Seychelles warbler (Acrocephalus sechellensis). Mol Ecol. 
2001;10:2263–73.

 49. Komdeur J, Daan S. Breeding in the monsoon: semi‑annual reproduc‑
tion in the Seychelles warbler (Acrocephalus sechellensis). J Ornithol. 
2005;146:305–13.

 50. Brouwer L, Barr I, van de Pol M, Burke T, Komdeur J, Richardson DS. 
MHC‑dependent survival in a wild population: evidence for hidden 
genetic benefits gained through extra‑pair fertilizations. Mol Ecol. 
2010;19:3444–55.

 51. Komdeur J. Importance of habitat saturation and territory quality for 
evolution of cooperative breeding in the Seychelles warbler. Nature. 
1992;358:493–5.

 52. Griffiths R, Double MC, Orr K, Dawson RJG. A DNA test to sex most 
birds. Mol Ecol. 1998;7:1071–5.

 53. Knutie SA, Gotanda KM. A non‑invasive method to collect fecal 
samples from wild birds for microbiome studies. Microb Ecol. 
2018;76:851–5.

 54. Caporaso JG, Lauber CL, Walters WA, Berg‑Lyons D, Lozupone CA, 
Turnbaugh PJ, et al. Global patterns of 16S rRNA diversity at a depth 
of millions of sequences per sample. Proc Natl Acad Sci U S A. 
2011;108(Supplement_1):4516–22.

 55. Bolyen E, Rideout JR, Dillon MR, Bokulich NA, Abnet CC, Al‑Ghalith 
GA, et al. Reproducible, interactive, scalable and extensible microbi‑
ome data science using QIIME 2. Nat Biotechnol. 2019;37:852–7.

 56. Callahan BJ, McMurdie PJ, Rosen MJ, Han AW, Johnson AJA, Holmes 
SP. DADA2: high‑resolution sample inference from Illumina amplicon 
data. Nat Methods. 2016;13:581–3.

 57. Katoh K. MAFFT: a novel method for rapid multiple sequence 
alignment based on fast Fourier transform. Nucleic Acids Res. 
2002;30:3059–66.

 58. Price MN, Dehal PS, Arkin AP. FastTree: computing large minimum 
evolution trees with profiles instead of a distance matrix. Mol Biol Evol. 
2009;26:1641–50.

 59. R Core Team. R: a language and environment for statistical computing. 
Vienna: R Foundation for Statistical Computing; 2020.

 60. McMurdie PJ, Holmes S. phyloseq: an R package for reproducible 
interactive analysis and graphics of microbiome census data. PLoS ONE. 
2013;8:e61217.

 61. Hsieh TC, Ma KH, Chao A. iNEXT: an R package for rarefaction and 
extrapolation of species diversity (Hill numbers). Methods Ecol Evol. 
2016;7:1451–6.

 62. Kembel SW, Cowan PD, Helmus MR, Cornwell WK, Morlon H, Ackerly 
DD, et al. Picante: R tools for integrating phylogenies and ecology. 
Bioinformatics. 2010;26:1463–4.

 63. Canty A, Ripley B. boot: bootstrap R (S‑Plus) functions. R package ver‑
sion 1.3–28. 2021.

 64. Davison AC, Hinkley DV. Bootstrap methods and their application. 
Cambridge, New York: Cambridge University Press; 1997.

 65. Ogle DH. Introductory fisheries analyses with R. Boca Raton: Chapman 
and Hall/CRC; 2016.

 66. Benjamini Y, Hochberg Y. Controlling the false discovery rate: a practi‑
cal and powerful approach to multiple testing. J R Stat Soc Ser B Stat 
Methodol. 1995;57:289–300.

 67. Green AJ. Mass/length residuals: measures of body condition or gen‑
erators of spurious results? Ecology. 2001;82:1473–83.

 68. van de Crommenacker J, Komdeur J, Richardson DS. Assessing the cost 
of helping: the roles of body condition and oxidative balance in the 
Seychelles warbler (Acrocephalus sechellensis). PLoS ONE. 2011;6:e26423.

 69. Brouwer L, Groothuis TGG, Vedder O, Eikenaar C, Richardson DS, 
Komdeur J. Do primary males physiologically suppress subordinate 
males? An experiment in a cooperatively breeding passerine. Ethology. 
2009;115:576–87.

 70. Bates D, Mächler M, Bolker B, Walker S. Fitting linear mixed‑effects 
models using lme4. J Stat Soft. 2015. https:// doi. org/ 10. 18637/ jss. v067. 
i01.

 71. Gelman A, Yu‑Sung S. arm: data analysis using regression and multi‑
level/hierarchical models. R package version 1.11‑2. https:// CRAN.R‑ 
proje ct. org/ packa ge= arm. 2020.

 72. Fox J, Weisberg S. An R companion to applied regression, 3rd edn. 
Thousand Oaks: Sage. https:// socia lscie nces. mcmas ter. ca/ jfox/ Books/ 
Compa nion/. 2019.

 73. Hartig F. DHARMa: residual diagnostics for hierarchical (multi‑level/
mixed) regression models. R package version 031. 2019.

 74. Nakagawa S, Schielzeth H. A general and simple method for obtaining 
R2 from generalized linear mixed‑effects models. Methods Ecol Evol. 
2013;4:133–42.

 75. Lahti L, Shetty S. microbiome R package. http:// micro biome. github. io. 
2012.

 76. Gloor GB, Macklaim JM, Pawlowsky‑Glahn V, Egozcue JJ. Microbiome 
datasets are compositional: and this is not optional. Front Microbiol. 
2017;8:2224.

 77. Anderson MJ. A new method for non‑parametric multivariate analysis 
of variance: non‑parametric MANOVA for ecology. Austral Ecol. 
2001;26:32–46.

 78. Okansen J, Guillaume Blanchet F, Friendly M, Kindt R, Legendre P, McG‑
linn D, et al. vegan: community ecology package. R package version 
2.5‑7. https:// CRAN.R‑ proje ct. org/ packa ge= vegan. 2020.

 79. Martinez Arbizu P. pairwiseAdonis: pairwise multilevel comparison 
using Adonis. R package version 0.0.1. 2017.

 80. Silverman JD, Washburne AD, Mukherjee S, David LA. A phylogenetic 
transform enhances analysis of compositional microbiota data. eLife. 
2017;6:e21887.

 81. Lin H, Peddada SD. Analysis of compositions of microbiomes with bias 
correction. Nat Commun. 2020;11:3514.

 82. Videvall E, Song SJ, Bensch HM, Strandh M, Engelbrecht A, Serfontein 
N, et al. Major shifts in gut microbiota during development and its 
relationship to growth in ostriches. Mol Ecol. 2019;28:2653–67.

 83. Potti J, Moreno J, Yorio P, Briones V, García‑Borboroglu P, Villar S, et al. 
Bacteria divert resources from growth for magellanic penguin chicks: 
bacteria affect penguin chick growth. Ecol Lett. 2002;5:709–14.

 84. Goertz S, de Menezes AB, Birtles RJ, Fenn J, Lowe AE, MacColl ADC, et al. 
Geographical location influences the composition of the gut micro‑
biota in wild house mice (Mus musculus domesticus) at a fine spatial 
scale. PLoS ONE. 2019;14:e0222501.

 85. Phillips JN, Berlow M, Derryberry EP. The effects of landscape urbaniza‑
tion on the gut microbiome: an exploration into the gut of urban and 
rural White‑crowned Sparrows. Front Ecol Evol. 2018;6:148.

 86. Hamel S, Côté SD, Gaillard J‑M, Festa‑Bianchet M. Individual variation 
in reproductive costs of reproduction: high‑quality females always do 
better. J Anim Ecol. 2009;78:143–51.

 87. Hodge SJ, Manica A, Flower TP, Clutton‑Brock TH. Determinants of 
reproductive success in dominant female meerkats. J Anim Ecol. 
2008;77:92–102.

 88. Maina JN. What it takes to fly: the structural and functional respiratory 
refinements in birds and bats. J Exp Biol. 2000;203(Pt 20):3045–64.

 89. Song SJ, Sanders JG, Delsuc F, Metcalf J, Amato K, Taylor MW, et al. Com‑
parative analyses of vertebrate gut microbiomes reveal convergence 
between birds and bats. mBio. 2020;11:e02901–19. https:// doi. org/ 10. 
1128/ mBio. 02901‑ 19.

https://doi.org/10.1111/mec.15804
https://doi.org/10.21203/rs.3.rs-703361/v1
https://doi.org/10.21203/rs.3.rs-703361/v1
https://doi.org/10.18637/jss.v067.i01
https://doi.org/10.18637/jss.v067.i01
https://CRAN.R-project.org/package=arm
https://CRAN.R-project.org/package=arm
https://socialsciences.mcmaster.ca/jfox/Books/Companion/
https://socialsciences.mcmaster.ca/jfox/Books/Companion/
http://microbiome.github.io
https://CRAN.R-project.org/package=vegan
https://doi.org/10.1128/mBio.02901-19
https://doi.org/10.1128/mBio.02901-19


Page 18 of 18Worsley et al. Animal Microbiome            (2021) 3:84 

•

 

fast, convenient online submission

 
•

  

thorough peer review by experienced researchers in your field

• 

 

rapid publication on acceptance

• 

 

support for research data, including large and complex data types

•

  

gold Open Access which fosters wider collaboration and increased citations 

 

maximum visibility for your research: over 100M website views per year •

  
At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research   ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

 90. Caviedes‑Vidal E, McWhorter TJ, Lavin SR, Chediack JG, Tracy CR, Karasov 
WH. The digestive adaptation of flying vertebrates: High intestinal 
paracellular absorption compensates for smaller guts. Proc Natl Acad 
Sci. 2007;104:19132–7.

 91. Shade A. Diversity is the question, not the answer. ISME J. 2017;11:1–6.
 92. Hammer TJ, Sanders JG, Fierer N. Not all animals need a microbiome. 

FEMS Microbiol Lett. 2019. https:// doi. org/ 10. 1093/ femsle/ fnz117.
 93. Youngblut ND, Reischer GH, Walters W, Schuster N, Walzer C, Stalder 

G, et al. Host diet and evolutionary history explain different aspects 
of gut microbiome diversity among vertebrate clades. Nat Commun. 
2019;10:2200.

 94. Bodawatta KH, Koane B, Maiah G, Sam K, Poulsen M, Jønsson KA. 
Species‑specific but not phylosymbiotic gut microbiomes of New 
Guinean passerine birds are shaped by diet and flight‑associated gut 
modifications. Proc R Soc B. 2021;288:20210446. https:// doi. org/ 10. 
1098/ rspb. 2021. 0446.

 95. Dion‑Phénix H, Charmantier A, de Franceschi C, Bourret G, Kembel SW, 
Réale D. Bacterial microbiota similarity between predators and prey 
in a blue tit trophic network. ISME J. 2021. https:// doi. org/ 10. 1038/ 
s41396‑ 020‑ 00836‑3.

 96. Amato KR. Co‑evolution in context: the importance of studying gut 
microbiomes in wild animals. Microbiome Sci Med. 2013;1:1. https:// 
doi. org/ 10. 2478/ micsm‑ 2013‑ 0002.

 97. Louca S, Polz MF, Mazel F, Albright MBN, Huber JA, O’Connor MI, et al. 
Function and functional redundancy in microbial systems. Nat Ecol 
Evol. 2018;2:936–43.

 98. Brown TJ, Hammers M, Taylor M, Dugdale HL, Komdeur J, Richardson 
DS. Hematocrit, age, and survival in a wild vertebrate population. Ecol 
Evol. 2021;11:214–26.

 99. Hammers M, Komdeur J, Kingma SA, Hutchings K, Fairfield EA, Gilroy 
DL, et al. Age‑specific haemosporidian infection dynamics and survival 
in Seychelles warblers. Sci Rep. 2016;6:29720.

 100. van Oers K, Richardson DS, Sæther SA, Komdeur J. Reduced blood para‑
site prevalence with age in the Seychelles warbler: selective mortality 
or suppression of infection? J Ornithol. 2010;151:69–77.

 101. Eikenaar C, Richardson DS, Brouwer L, Komdeur J. Parent presence, 
delayed dispersal, and territory acquisition in the Seychelles warbler. 
Behav Ecol. 2007;18:874–9.

 102. Grond K, Sandercock BK, Jumpponen A, Zeglin LH. The avian gut micro‑
biota: community, physiology and function in wild birds. J Avian Biol. 
2018;49:e01788.

 103. Hanning I, Diaz‑Sanchez S. The functionality of the gastrointestinal 
microbiome in non‑human animals. Microbiome. 2015;3:51.

 104. Levin D, Raab N, Pinto Y, Rothschild D, Zanir G, Godneva A, et al. Diver‑
sity and functional landscapes in the microbiota of animals in the wild. 
Science. 2021. https:// doi. org/ 10. 1126/ scien ce. abb53 52.

 105. Bodawatta KH, Freiberga I, Puzejova K, Sam K, Poulsen M, Jønsson KA. 
Flexibility and resilience of great tit (Parus major) gut microbiomes to 
changing diets. Anim microbiome. 2021;3:20.

 106. Bodawatta KH, Sam K, Jønsson KA, Poulsen M. Comparative analyses 
of the digestive tract microbiota of new guinean passerine birds. Front 
Microbiol. 2018;9:1830.

 107. Knutie SA. Food supplementation affects gut microbiota and immu‑
nological resistance to parasites in a wild bird species. J Appl Ecol. 
2020;57:536–47.

 108. Amaretti A, Gozzoli C, Simone M, Raimondi S, Righini L, Pérez‑Brocal 
V, et al. Profiling of protein degraders in cultures of human gut micro‑
biota. Front Microbiol. 2019;10:2614.

 109. Pryde SE, Duncan SH, Hold GL, Stewart CS, Flint HJ. The microbiol‑
ogy of butyrate formation in the human colon. FEMS Microbiol Lett. 
2002;217:133–9.

 110. Rey FE, Gonzalez MD, Cheng J, Wu M, Ahern PP, Gordon JI. Metabolic 
niche of a prominent sulfate‑reducing human gut bacterium. Proc Natl 
Acad Sci U S A. 2013;110:13582–7.

 111. Rowland I, Gibson G, Heinken A, Scott K, Swann J, Thiele I, et al. Gut 
microbiota functions: metabolism of nutrients and other food compo‑
nents. Eur J Nutr. 2018;57:1–24.

 112. Dhama K, Mahendran M, Tiwari R, Dayal Singh S, Kumar D, Singh S, et al. 
Tuberculosis in birds: insights into the Mycobacterium avium infections. 
Vet Med Int. 2011;2011:1–14.

 113. Turenne CY, Wallace R, Behr MA. Mycobacterium avium in the post‑
genomic era. Clin Microbiol Rev. 2007;20:205–29.

 114. Campbell AG, Schwientek P, Vishnivetskaya T, Woyke T, Levy S, Beall CJ, 
et al. Diversity and genomic insights into the uncultured C hloroflexi 
from the human microbiota: uncultured human‑associated Chloroflexi. 
Environ Microbiol. 2014;16:2635–43.

 115. Lu Y, Chen J, Zheng J, Hu G, Wang J, Huang C, et al. Mucosal adher‑
ent bacterial dysbiosis in patients with colorectal adenomas. Sci Rep. 
2016;6:26337.

 116. Scholz CFP, Kilian M. The natural history of cutaneous propionibacteria, 
and reclassification of selected species within the genus Propionibac-

terium to the proposed novel genera Acidipropionibacterium gen. nov., 
Cutibacterium gen. nov. and Pseudopropionibacterium gen. nov. Int J of 
Syst Evol Microbiol. 2016;66:4422–32.

 117. Eshaghi A, Shahinas D, Patel SN, Kus JV. First draft genome sequence 
of Aureimonas altamirensis, isolated from patient blood culture. FEMS 
Microbiol Lett. 2015;362:fnv016. https:// doi. org/ 10. 1093/ femsle/ fnv016.

 118. Schröttner P, Rudolph WW, Taube F, Gunzer F. First report on the isola‑
tion of Aureimonas altamirensis from a patient with peritonitis. Int J 
Infect Dis. 2014;29:71–3.

 119. Odamaki T, Kato K, Sugahara H, Hashikura N, Takahashi S, Xiao J, et al. 
Age‑related changes in gut microbiota composition from newborn to 
centenarian: a cross‑sectional study. BMC Microbiol. 2016;16:90.

 120. van Dongen WF, White J, Brandl HB, Moodley Y, Merkling T, Leclaire S, 
et al. Age‑related differences in the cloacal microbiota of a wild bird 
species. BMC Ecol. 2013;13:11.

 121. Roberts ML, Buchanan KL, Evans MR. Testing the immunocompe‑
tence handicap hypothesis: a review of the evidence. Anim Behav. 
2004;68:227–39.

 122. Escallón C, Becker MH, Walke JB, Jensen RV, Cormier G, Belden LK, et al. 
Testosterone levels are positively correlated with cloacal bacterial 
diversity and the relative abundance of Chlamydiae in breeding male 
rufous‑collared sparrows. Funct Ecol. 2017;31:192–203.

 123. Janiak MC, Montague MJ, Villamil CI, Stock MK, Trujillo AE, DePasquale 
AN, et al. Age and sex‑associated variation in the multi‑site microbiome 
of an entire social group of free‑ranging rhesus macaques. Microbiome. 
2021;9:68.

 124. Davidson GL, Wiley N, Cooke AC, Johnson CN, Fouhy F, Reichert MS, 
et al. Diet induces parallel changes to the gut microbiota and problem 
solving performance in a wild bird. Sci Rep. 2020;10:20783.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub‑
lished maps and institutional affiliations.

https://doi.org/10.1093/femsle/fnz117
https://doi.org/10.1098/rspb.2021.0446
https://doi.org/10.1098/rspb.2021.0446
https://doi.org/10.1038/s41396-020-00836-3
https://doi.org/10.1038/s41396-020-00836-3
https://doi.org/10.2478/micsm-2013-0002
https://doi.org/10.2478/micsm-2013-0002
https://doi.org/10.1126/science.abb5352
https://doi.org/10.1093/femsle/fnv016

	Gut microbiome composition, not alpha diversity, is associated with survival in a natural vertebrate population
	Abstract 
	Background: 
	Results: 
	Conclusions: 

	Background
	Methods
	Study species and sample collection
	DNA extraction from faecal samples and sequencing
	Data processing
	Statistical analyses
	Alpha diversity
	Body condition 
	Survival 

	Beta diversity analysis
	Body condition 
	Survival 



	Results
	Gut microbiome variation
	Gut microbiome diversity and body condition
	Gut microbiome alpha diversity and survival
	Gut microbiome beta diversity and survival
	Bacterial taxa associated with survival in adults

	Discussion
	Gut microbiome diversity and body condition
	Gut microbiome variation and survival
	Host and environmental factors influencing gut microbiome beta diversity

	Conclusions
	Acknowledgements
	References


