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Abstract Body hair is a defining mammalian characteristic, but several mammals, such as whales, 
naked mole-rats, and humans, have notably less hair. To find the genetic basis of reduced hair quan-
tity, we used our evolutionary-rates-based method, RERconverge, to identify coding and noncoding 
sequences that evolve at significantly different rates in so-called hairless mammals compared to 
hairy mammals. Using RERconverge, we performed a genome-wide scan over 62 mammal species 
using 19,149 genes and 343,598 conserved noncoding regions. In addition to detecting known and 
potential novel hair-related genes, we also discovered hundreds of putative hair-related regulatory 
elements. Computational investigation revealed that genes and their associated noncoding regions 
show different evolutionary patterns and influence different aspects of hair growth and develop-
ment. Many genes under accelerated evolution are associated with the structure of the hair shaft 
itself, while evolutionary rate shifts in noncoding regions also included the dermal papilla and matrix 
regions of the hair follicle that contribute to hair growth and cycling. Genes that were top ranked 
for coding sequence acceleration included known hair and skin genes KRT2, KRT35, PKP1, and 
PTPRM that surprisingly showed no signals of evolutionary rate shifts in nearby noncoding regions. 
Conversely, accelerated noncoding regions are most strongly enriched near regulatory hair-related 
genes and microRNAs, such as mir205, ELF3, and FOXC1, that themselves do not show rate shifts 
in their protein-coding sequences. Such dichotomy highlights the interplay between the evolution 
of protein sequence and regulatory sequence to contribute to the emergence of a convergent 
phenotype.
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Introduction
Hair is a defining mammalian characteristic with a variety of functions, from sensory perception to 
heat retention to skin protection (Pough et al., 1989). Although the mammalian ancestor is believed 
to have had hair, and in fact the development of hair is a key evolutionary innovation along the 
mammalian lineage (Eckhart et al., 2008), numerous mammals subsequently lost much of their hair. 
Many marine mammals, including whales, dolphins, porpoises, manatees, dugongs, and walruses, 
have sparse hair coverage likely related to hydrodynamic adaptations to allow those species to thrive 
in a marine environment (Chen et al., 2013; Nery et al., 2014). Large terrestrial mammals such as 
elephants, rhinoceroses, and hippopotamuses also have little hair, likely to enable heat dissipation 
diminished by the species’ large sizes (Fuller et al., 2016). Notably, humans are also relatively hair-
less, a phenotypic characteristic that, while stark, has long been of mysterious origin (Kushlan, 1980). 
Just as hair coverage varies across mammal species, coverage for an individual organism can change 
over time in response to environmental factors. For example, Arctic mammals such as foxes and hares 
famously demonstrate dramatic coat changes in different seasons (Johnson, 1981).

Hair follicles are established during embryonic development as a result of interactions between 
epithelial and mesenchymal cells in the skin, and such interactions also drive follicle movement in 
adults (Zhou et al., 2018). Hair follicles consist of a complex set of structures under the skin that 
support the hair shaft itself, which protrudes above the skin. The hair shaft contains an outer layer 
called the cuticle, an inner cortex later, and sometimes a central medulla core (Plowman et al., 2018). 
Structures under the skin support the growth and formation of the hair follicle. Of particular interest 
are the dermal papilla and matrix region, both located at the base of the hair follicle. The dermal 

eLife digest Whales, elephants, humans, and naked mole-rats all share a somewhat rare trait 
for mammals: their bodies are covered with little to no hair. The common ancestors of each of these 
species are considerably hairier which must mean that hairlessness evolved multiple times inde-
pendently. When distantly related species evolve similar traits, it can be interpreted as a certain aspect 
of their evolution repeating itself. This process is called ‘convergent evolution’ and may provide 
insights about how different species were able to arrive at the same outcome. One possibility is that 
they have undergone similar genetic changes such as turning on or off key genes that play a role in 
the trait’s development.

Kowalczyk et al. set out to identify what genetic changes may have contributed to the convergent 
evolution of hairlessness in unrelated species of mammals. By looking at the genomes of 62 mamma-
lian species, they hoped to link specific genomic elements to the origins of the hairless trait. The 
genetic sequences under investigation included nearly 20,000 genes that encode information about 
how to make proteins, as well as 350,000 regulatory sequences composed of non-coding DNA, which 
specify when and how genes are activated. This marks the first time genetic mechanisms behind 
various hair traits have been studied in such a diverse group of mammals.

Using a computational approach, Kowalczyk et al. identified parts of the genome that have 
evolved similarly in mammalian species that have lost their hair. They found that genes and regulatory 
sequences, that had been previously associated with hair growth, accumulated mutations at signifi-
cantly different rates in hairless versus hairy mammals. This indicates that these regions associated 
hair growth are also related to evolution of hairlessness. This includes several genes that encode 
keratin proteins, the main material that makes up hair. The team also reported an increased rate of 
evolution in genes and regulatory sequences that were not previously known to be involved in hair 
growth or hairlessness in mammals. Together these results suggest that a specific set of genetic 
changes have occurred several times in different mammalian lineages to drive the evolution of hair-
lessness in unrelated species.

Kowalczyk et al. describe the parts of the genome that may be involved in controlling hair growth. 
Once their findings are validated, they could be used to develop treatments for hair loss in humans. 
Additionally, their computational approach could be applied to other examples of convergent evolu-
tion where genomic data is available, allowing scientists to better understand how the same traits 
evolve in different species.

https://doi.org/10.7554/eLife.76911
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papilla is a key controller of regulation of hair growth and follicle morphogenesis (Veraitch et al., 
2017). In fact, transplantation of dermal papilla cells has been repeatedly demonstrated to result in 
hair growth in previously hairless tissue (Jahoda et al., 1984; Jahoda et al., 1993; Reynolds and 
Jahoda, 1992). Just above the dermal papilla, the matrix generates stem cells to the growing hair 
shaft and the root sheath (Plowman et al., 2018). The two regions work together to regulate and 
carry out hair growth – the dermal papilla is the master controller that instructs the hair-growing 
engine of the matrix region.

During hair growth, a hair follicle goes through three stages of growth called anagen, catagen, 
and telogen phases. During the anagen phase, the hair shaft is generated and grows out through the 
skin, while catagen phase ends hair growth and telogen phase causes the follicle to become dormant 
(Alonso and Fuchs, 2006).

Changes to several hair-related genes are known to result in hairlessness in specific species. The 
Hr gene in mice, so named because of its role in the hair phenotype, results in hairless mice when 
knocked out (Benavides et al., 2009). In Mexican dogs, the FOXI3 gene has been found to be asso-
ciated not only with hairlessness, but also associated with dental abnormalities (Drögemüller et al., 
2008). In the American Hairless Terrier, mutation in a different gene, SGK3, is responsible for rela-
tive hairlessness (Parker et al., 2017). Fibroblast growth factor genes such as FGF5 and FGF7 are 
also heavily implicated in hair growth because their absence causes drastic changes to coat length 
and appearance in mice (Ahmad et al., 1998). Such genes are associated with keratinocyte growth 
in which keratins and keratin-associated proteins play a key role. Unsurprisingly, specific structural 
proteins that comprise hair shafts and their associated genes, known as KRTAP genes or hair-specific 
keratins, are also heavily implicated in hair-related functions (Plowman et al., 2018). They also appear 
to be unique to mammals, although some KRTAP-like genes have been found in reptiles (Eckhart 
et al., 2008).

Although genetic changes associated with induced hairlessness in specific domesticated species 
are useful, it is unclear whether such changes reflect evolutionary changes that result in spontaneous 
hairlessness and how much such changes are convergent across all or many naturally hairless species. 
By taking advantage of natural biological replicates of independent evolution of hairlessness in 
mammals, we can learn about global genetic mechanisms underlying the hairless phenotype.

Mammalian hairlessness is a convergent trait since it independently evolved multiple times across 
the mammalian phylogeny. We can therefore characterize the nature of its convergence at the molec-
ular level to provide insights into the mechanisms underlying the trait. For example, if a gene is 
evolving quickly in hairless species and slowly in non-hairless species, that implies that the gene may 
be associated with hairlessness. We focus on the relative evolutionary rate of genomic sequence, 
which is a measure of how fast the sequence is evolving relative to its expected rate. Unlike seeking 
sequence convergence to a specific amino acid or nucleotide, using an evolutionary-rates-based 
method detects convergent shifts in evolutionary rates across an entire region of interest (such as a 
gene or putative regulatory element). Evolutionary rate shifts reflect the amount of evolutionary pres-
sure acting on genomic elements, and multiple studies investigating diverse phenotypes have found 
that phenotypic convergence is indeed associated with convergent changes in evolutionary rates 
(Chikina et al., 2016; Hiller et al., 2012; Hu et al., 2019; Kapheim et al., 2015; Kowalczyk et al., 
2020; Partha et al., 2017; Partha et al., 2019; Prudent et al., 2016; Wertheim et al., 2015). We 
used RERconverge, an established computational pipeline, to link convergently evolving genes and 
noncoding regions to convergent evolution of mammalian hairlessness. Previous work using RERcon-
verge (Kowalczyk et al., 2019) to detect convergent evolutionary rate shifts in genes and noncoding 
elements associated with convergently evolving traits has identified the putative genetic basis of 
the marine phenotype in mammals (Chikina et al., 2016), the fossorial phenotype in subterranean 
mammals (Partha et al., 2017; Partha et al., 2019), and extreme longevity in mammals (Kowalczyk 
et al., 2020). Those studies revealed trends that are not species-specific, but instead represent rele-
vant genetic changes that occurred phylogeny-wide.

Here, we further explored the genetic basis of hairlessness across the mammalian phylogeny by 
finding genes and noncoding regions under relaxation of evolutionary constraint (i.e., evolving faster) 
in hairless species. Such genetic elements likely have reduced selective constraint in species with less 
hair and thus accumulate substitutions at a more rapid rate. To find genetic elements under accel-
erated evolution in hairless species, we performed a genome-wide scan across 62 mammal species 

https://doi.org/10.7554/eLife.76911
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using RERconverge on 19,149 orthologous genes and 343,598 conserved noncoding elements. In 
addition to recapturing known hair-related elements, we also identified novel putative hair-related 
genetic elements previously overlooked by targeted studies. Importantly, newly uncovered genes and 
noncoding regions were not only related to keratins, but they also represented a suite of genetic func-
tionality underlying hair growth. Such findings represent strong candidates for future experimental 
testing related to the hair phenotype.

Results
Phenotype assignment
The hairless phenotype in mammals arose at least nine independent times along the mammalian 
phylogeny (Figure 1A, Figure 1—source data 1). Genomic regions that experienced evolutionary 
rate shifts in tandem with mammalian loss of hair were considered potentially associated with pheno-
type loss. Ten extant and one ancestral hairless species were identified based on species hair density 
(Figure 1A). Broadly, species with skin visible through hair were classified as hairless, namely, rhinoc-
eros, elephant, naked mole-rat, human, pig, armadillo, walrus, manatee, dolphin, and orca. The ceta-
cean (dolphin-orca) ancestor was also included because it was likely a hairless marine mammal.

An ancestral point of phenotypic ambiguity existed at the ancestor of manatee and elephant. 
Considerable uncertainty exists as to whether the ancestral species had hair and independent trait 
losses occurred on the manatee and elephant lineages or, alternatively, whether the ancestral species 
lost hair prior to manatee–elephant divergence and regained hair along mammoth lineages post-
divergence (Roca et al., 2009). Since foreground assignment of the manatee–elephant ancestor had 
little impact on skin-specific signal, we retained the parsimonious assignment of the ancestral species 
as haired with inferred independent losses in the manatee and post-mammoth elephant lineages 
(Figure 1—figure supplement 1B). Similarly, assigning foreground branches based on the state of 
being hairless or the transition from haired to hairless – that is, assigning the entire cetacean clade 
as foreground versus only assigning the cetacean ancestor as foreground – had little impact on skin-
specific signal (Figure 1—figure supplement 1A). In the case of cetaceans, we retained all three 
branches (orca, dolphin, and the orca-dolphin ancestor) as foreground to maximize statistical power.

Phenotypic confounders
Hairless species share other convergent characteristics that could confound associations between the 
hairless phenotype and evolutionary rate shifts. In particular, several hairless species are large and 
many are marine mammals. Therefore, any signal related to hairless species could be driven instead 
by confounders. Problems with these two confounders were handled in two different ways.

To handle large body size as a confounder, body size was regressed from relative evolutionary rates 
on an element-by-element basis. In other words, the residuals from the linear relationship between 
body size and relative evolutionary rates were retained to eliminate the effect of body size on relative 
evolutionary rate trend. In doing so, any effects related to the relationship between body size and 
hairlessness were mitigated.

Marine status, on the other hand, is a trait of potential interest because marine mammals experi-
enced unique hair and skin changes during the transition from a terrestrial to a marine environment. 
However, it is also of interest how much signal is driven by the marine phenotype versus the hairless 
phenotype. Therefore, Bayes factors were used to quantify the amount of support for the marine 
phenotype versus the hairless phenotype. A larger Bayes factor indicated more contribution from one 
model versus another. A ratio of 5 or greater for the hairless phenotype versus the marine phenotype 
indicated strongly more support for signal driven by hairlessness. Many hair-related pathways evolving 
faster in hairless species according to RERconverge also indicated that signal was indeed driven by the 
hairless phenotype as opposed to its heavy confounder, the marine phenotype, according to Bayes 
factor analyses (Figure 2).

Species-specific analyses
In addition to conducting convergent evolution analyses to identify genetic elements evolving at 
different rates across all hairless species, we also conducted complementary analyses to detect 
elements evolving at different rates in individual hairless species to demonstrate the importance of 

https://doi.org/10.7554/eLife.76911
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Figure 1. Hairless species show an enrichment of hair-related genes and noncoding elements whose evolutionary rates are significantly associated with 
phenotype evolution. (A) Phylogenetic tree showing a subset of the 62 mammal species used for analyses. Note that all 62 species were included in 
analyses and only a subset are shown here for visualization purposes. Foreground branches representing the hairless phenotype are depicted in orange 
alongside photographs of the species. (B) Q-Q plots for uniformity of permulation p-values for association tests per genetic element for coding and 
noncoding elements. Shown are both positive associations that indicate accelerated evolution in hairless species and negative associations that indicate 
decelerated evolution in hairless species. The deviation from the red line (the identity) indicates an enrichment of low permulation p-values – there are 
more significant permulation p-values than we would observe under the uniform null expectation. This indicates significant evolutionary rate shifts for 
many genes and noncoding elements in hairless mammals. (C) Hair-related Mouse Genome Informatics (MGI) category genes are under significantly 
accelerated evolution in hairless species. Shown are the AUC (Area Under the Receiver Operating Characteristic curve) values minus 0.5 (maximum 
enrichment statistic = 0.5, minimum enrichment statistic = –0.5; statistic = 0 indicates no enrichment) for each hair- or skin-related pathway with a 
permulation p-value≤0.01. In parentheses are the statistic-based ranks of those pathways among all pathways under accelerated evolution in hairless 
mammals with permulation p-values≤0.01. (D) Skin- and hair-expressed genes are under significant evolutionary rate acceleration in hairless species. All 
genesets except hair follicle are from the GTEx tissue expression database. Hair follicle genes are the top 69 most highly expressed genes from Zhang 
et al., 2017 hair follicle RNA sequencing that are not ubiquitously expressed across GTEx tissue types.

The online version of this article includes the following source data and figure supplement(s) for figure 1:

Source data 1. Phenotypes.

Source data 2. Gene results.

Source data 3. Conserved noncoding element results.

Source data 4. Positive selection results.

Source data 5. Pathway enrichment results.

Source data 6. Pathway enrichment results with no KRT or KRTAP genes.

Source data 7. hg19 coordinates for conserved noncoding elements.

Figure 1 continued on next page

https://doi.org/10.7554/eLife.76911
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convergent evolution in our analyses. Indeed, the strength of enrichment for hair follicle-related genes 
among top hits steadily increases as more hairless species share rate shifts in those genes, an indicator 
of the power of the convergent signal (Figure 3). Further, analyses on single species alone only show 
enrichment for hair follicle-related genes among top hits in 2 hairless species out of 10 – armadillo 
and pig (Figure 3—figure supplement 1). Together, these results demonstrate the importance of 
testing for convergent evolutionary rate shifts across all hairless mammals to best detect hair-related 
elements.

Also of important note is that every individual hairless species has thousands of genes with signif-
icant rate shifts in that species (Figure 3—source data 1). It is impossible to tell which of those rate 
shifts is associated with hairlessness specifically because the species have many unique phenotypes 
other than hairlessness that could be responsible for rate shifts in their respective genes. Convergent 
analyses allow for more concrete identification of hair-related elements by weeding out rate shifts that 
are not shared across species with the convergent hairless phenotype.

Source data 8. mm10 coordinates for conserved noncoding elements.

Source data 9. Shared genes in Mouse Genome Informatics (MGI) and tissue expression pathway annotations.

Figure supplement 1. Skin-related genes evolve faster in hairless species.

Figure supplement 2. Network of pathway annotations shown in Figure 1C.

Figure supplement 3. Network of pathway annotations shown in Figure 1D.

Figure supplement 4. Plot of RER values for each species for the FGF11 gene.

Figure supplement 5. Plot of RER values for each species for the GLRA4 gene.

Figure supplement 6. Plot of RER values for each species for the ANXA11 gene.

Figure supplement 7. Plot of RER values for each species for the PTPRM gene.

Figure supplement 8. Plot of RER values for each species for the PKP1 gene.

Figure supplement 9. Plot of RER values for each species for the KRT2 gene.

Figure supplement 10. Plot of RER values for each species for the MYH4 gene.

Figure supplement 11. Plot of RER values for each species for the KRT35 gene.

Figure 1 continued
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Figure 2. Bayes factors reveal the proportion of signal driven by the marine phenotype versus the hairless phenotype. Depicted are precision-recall 
curves demonstrating how Bayes factors of the contrasting hairless and marine phenotypes rank genes related to skin, hair, and olfaction. Also plotted 
is a ranking based on the ratio of hairlessness and marine Bayes factors (hVSm = hairlessness Bayes factor/marine Bayes factor). The ratio of the Bayes 
factors quantifies the amount of support for the hairless phenotype beyond the support for the marine phenotype per gene. In other words, a high 
Bayes factor ratio indicates a signal of evolutionary convergence associated with hairlessness that is not only driven by signals of convergence in 
hairless marine mammals. The hairless phenotype had much greater power to enrich for genes expressed in skin (GTEx data) compared to the marine 
phenotype, indicating that accelerated evolution is driven more strongly by hairlessness. Both the marine and hairless phenotypes enriched for genes in 
hair follicle expression genes, indicating that both contribute to accelerated evolution of those genes. Olfactory genes, on the other hand, are expected 
to show acceleration only related to the marine phenotype. As expected, the marine phenotype is much more strongly enriched for olfactory genes 
than the hairless phenotype.

https://doi.org/10.7554/eLife.76911
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Known hair-related genetic elements evolve faster in hairless species
We used RERconverge to identify genes and noncoding elements evolving at significantly faster or 
slower rates in hairless species compared to haired species (see ‘Methods’). Briefly, the evolutionary 
rates of genetic elements were compared in hairless versus haired species using a rank-based hypoth-
esis test, and we generated p-values empirically with a newly developed method, termed permula-
tions, that uses phylogenetically constrained phenotype permutations (Saputra et  al., 2020). The 
permulation method compares the correlation statistics from the true phenotype to correlation statis-
tics that arise from randomized phenotypes that preserve the relative species relationships. Thus, 
small p-values indicate a specific association with the hairless phenotype.

We find that quantile–quantile (Q-Q) plots of permulation p-values from hypothesis tests for all 
genetic elements indicate a large deviation from the expected uniform distribution and thus an 
enrichment of significant permulation p-values (Figure 1B, Figure 1—source data 2 and 3). Inter-
estingly, noncoding regions appeared to show even stronger deviation from uniformity than coding 
regions, perhaps because regulatory changes more strongly underlie the convergent evolution of 
hairlessness. For both coding and noncoding regions, we show enrichment of significant p-values 
for both positive and negative evolutionary rate shifts, and the direction of the rate shifts is critical 
to interpretation. Positive rate shifts imply rate acceleration, which we interpret as a relaxation of 
evolutionary constraint. While positive rate shifts could theoretically be driven by positive selection, 
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Figure 3. Convergent analyses show stronger enrichment for hair-related genes than single-species analyses. Each hairless species was individually 
tested for a significant rate shift compared to non-hairless species using a Wilcoxon signed-rank test. Then a Fisher’s exact test was used to test for 
an enrichment of hair follicle genes (as shown in Figure 1D) with a minimum number of hairless species, ranging from 1 species to all 10 species, with 
significant rate shifts. Note that the odds ratio for an enrichment with a minimum of one species is not well defined because most genes genome-wide 
have at least one hairless species with a significant rate shift (18,582 genes out of 18,822 that could be tested), including all hair follicle genes, and their 
enrichment was not significant (p=0.64). Overall, enrichment strength increases moving from left to right on the plot as the geneset of interest becomes 
restricted to genes with a larger number of species with rate shifts, although p-values are less extreme because there are simply fewer genes in those 
categories with higher numbers of species. This demonstrates the convergent signal that allows for detection of hair-related genetic elements based on 
shared rate shifts.

The online version of this article includes the following source data and figure supplement(s) for figure 3:

Source data 1. Species-specific analysis results.

Figure supplement 1. Single-species analyses show inconsistent enrichment of hair follicle genes.

https://doi.org/10.7554/eLife.76911
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we demonstrate that this is not the case for our top-accelerated genes. Branch-site models to test 
for positive selection were performed using Phylogenetic Analysis by Maximum Likelihood (PAML) 
(Yang, 2007) on top-accelerated genes. Tests showed little evidence for foreground-specific positive 
selection; out of 199 genes tested, 27 genes demonstrated hairless acceleration, but all such genes 
also showed evidence for tree-wide positive selection, suggesting that positive selection was not 
specific to hairless species although perhaps stronger (Figure 1—source data 4). In fact, over half 
of our top genes from show evidence of pseudogenization, and therefore defunctionalized, in one 
or more hairless species (Table 1; Meyer et al., 2018). Thus, regions with positive rate shifts evolve 
faster in hairless species due to relaxation of evolutionary constraint, perhaps because of reduced 
functionality driving or in conjunction with the hairlessness phenotype. Negative rate shifts indicate 
increased evolutionary constraint in hairless species, which implies increased functional importance of 
a genomic region. While negative shifts are more difficult to interpret in the context of trait loss, they 
may represent compensatory phenotypic evolution in response to trait loss.

To demonstrate that the statistical signal from individual genes and noncoding regions is mean-
ingful, we evaluated to what extent those RERconverge results enrich for known hair-related elements. 
We calculated pathway enrichment statistics using a rank-based test and statistics from element-
specific results to evaluate whether genes or noncoding elements that are part of a predefined biolog-
ically coherent set are enriched in our ranked list of accelerated regions. Using numerous genesets 
associated with hair growth, such as KRTs, KRTAPs, hair follicle-expressed genes (Zhang et al., 2017), 
skin-expressed genes (Papatheodorou et al., 2018), and Gene Ontology (GO) (Ashburner et al., 
2000), Mouse Genome Informatics (MGI) (Eppig et al., 2015), and canonical hair-annotated genes 

Table 1. Genes whose evolutionary rates are significantly associated with the hairless phenotype 
with significant parametric p-values, significant permulation p-values, positive statistic, and hairless 
versus marine Bayes factors (BF) greater than five.
BF marine and BF hairless are BF for those phenotypes individually, while BF hairless/BF marine 
is the ratio of the two. The ratio of the BF quantifies the amount of support for the hairless 
phenotype beyond the support for the marine phenotype per gene. In other words, a high BF ratio 
indicates a signal of evolutionary convergence associated with hairlessness that is not only driven 
by signals of convergence in hairless marine mammals. Also shown are enrichment statistics for 
noncoding regions near top genes. Adjusted p-values are Benjamini–Hochberg corrected. Note that 
permulation p-values observed as 0 were adjusted to 0.001 (the smallest observable permulation 
p-value) prior to multiple hypothesis testing correction. Cells with missing values (for ‘Enrichment 
statistic (noncoding)’ and ‘Enrichment p-adj (noncoding)’) do not have enough observations to 
calculate enrichment statistics because too few conserved noncoding elements were detected in the 
vicinity of those genes. Pseudogene calls are based on premature stop codons reported in Meyer 
et al., 2018.

Gene
Statistic
(gene)

p-adj
(gene)

BF 
hairless/
BF 
marine
(gene)

BF
hairless
(gene)

BF
marine
(gene)

Perm 
p-adj
(gene)

Pseudogene 
(hairless 
species)

Enrichment
statistic
(noncoding)

Enrichment 
p-adj
(noncoding)

FGF11 0.403 0.205 116.4 6354.7 54.6 0.201 Dolphin –0.115 0.051

GLRA4 0.332 0.179 22.6 1908.3 84.3 0.201 Manatee –0.159 0.068

ANXA11 0.328 0.179 25.5 45.2 1.8 0.201 No

PTPRM 0.326 0.179 51.7 4393.6 85.0 0.201 No 0.146 1.19e-9

PKP1 0.323 0.179 5.6 2669.0 478.9 0.201 No 0.117 0.410

KRT2 0.304 0.205 2235.7 27034.4 12.1 0.201

Armadillo,
naked mole-
rat, orca, 
manatee 0.175 0.181

MYH4 0.297 0.205 28.0 11447.2 409.3 0.201 Dolphin, orca 0.147 0.311

KRT35 0.293 0.205 8.6 1954.5 227.3 0.201 Dolphin 0.142 0.211

https://doi.org/10.7554/eLife.76911
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(Liberzon et al., 2011), we indeed find that our results are highly enriched for hair-related functions 
(Figure 1—source data 5). As shown in Figure 1C, many of the top-enriched MGI phenotypes are 
hair-related. Likewise, enrichment analyses using the GTEx tissue expression database (Papatheo-
dorou et al., 2018) supplemented with hair follicle-expressed genes (Zhang et al., 2017) show strong 
enrichment for both skin and hair follicle genes, as well as signal for other epithelial tissues such as 
vagina and esophagus (Figure 1D). Note that while different MGI and tissue-annotated categories do 
not contain unique genesets, they are not totally overlapping and tend to cluster into logical higher-
order functionalities (Figure 1—figure supplements 2 and 3, Figure 1—source data 9).

Hair-related pathways remained enriched among rapidly evolving genes even when KRTs and 
KRTAPs were removed (Figure 1—source data 6). This implies that hairless-related genetic changes 
are not merely structural, but instead they are broadly driven by many genes related to the hair cycle. 
Similarly, no individual hairless species had an undue impact on enrichment of known hair-related 
pathways as indicated by consistent findings when individual hairless species were removed from 
analyses (Figure 4).

Investigating a focused list of genesets associated with specific structures of the hair follicle revealed 
an interesting contrast between coding and noncoding sequence (Figure 5). Significantly acceler-
ated genes were primarily within the hair shaft itself for coding sequence. Noncoding regions near 
genes related to the hair shaft were also under accelerated evolution, and additionally, noncoding 
regions near genes for the matrix and dermal papilla also showed patterns of decelerated and accel-
erated evolution, respectively, in hairless species. Since the matrix and dermal papilla play key roles 
in hair follicle localization, development, and cycling, evolutionary rate shifts in those compartments’ 
noncoding regions suggest that regulatory sequence evolution rather than coding sequence evolu-
tion may drive changes in hair follicle formation.

Overall, these results indicate strong enrichment for hair-related function in both protein-coding 
genes and noncoding regions that are convergently accelerated in hairless species.

Analyses reveal novel putative hair-related genetic elements
After extensive filtering using RERconverge statistics, Bayes factors, and permulation statistics, several 
novel putatively hair-related genes were uncovered. As shown in Table 1 and Figure 1—figure supple-
ments 4–11, the top-accelerated gene associated with hairlessness with strong support for hairless-
related signal as opposed to marine-related signal was FGF11. While FGF11 has no known role in 
hair growth, its expression is highly enriched in the skin and other fibroblast growth factor genes are 
known to be related to hair growth (Kawano et al., 2005; Lee et al., 2019; Nakatake et al., 2001; 
Rosenquist and Martin, 1996; Suzuki et al., 2000). Together, these observations support FGF11 as 
another strong candidate for hair-related function.
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Figure 4. Hair-related pathways are enriched for genes with evolutionary rates significantly accelerated in hairless species. 
 Enrichment is consistent even when individual hairless species are removed.
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The second-ranked gene, GLRA4, a glycine receptor subunit, is more difficult to interpret because 
while generally conserved across mammals, it is a pseudogene in humans, so it has been relatively less 
studied. Glycine receptors are often involved in motor reflex circuits (Callister and Graham, 2010), 
and thus with respect to any functional relevance to hair we hypothesize that GLRA4 may contribute 
to regulating the reflexive piloerection response (hairs ‘standing on end’) observed in many mammals.

Other top-accelerated genes are KRT2, KRT35, PKP1, and PTPRM, all of which are known hair-
related genes. KRT2 protein product localizes in the hair follicle and may play a role in hair and skin 
coloration (Cui et al., 2016), and KRT35 is a known target of HOXC13 and is essential for hair differen-
tiation (Lin et al., 2012). PKP1 mutations lead to ectodermal dysplasia/skin fragility syndrome, which 

Infundibulum

Bulb

Inner Root Sheath

Outer Root Sheath

Cortex

Cuticle

Medulla

Dermal Papilla

Matrix

Bulge

Melanocytes

Arrector Pili

Sebaceous Gland

0.45 0.5 0.55 0.6 0.65 0.7 0.75 0.8 0.85 0.9

AUC Enrichment Statistic

Coding Noncoding

Outer Root Sheath

Cortex

Cuticle

Medulla

Matrix

Bulge

Inner Root Sheath

0.00042

0.010

0.15

0.30

0.0059

0.34

0.71

0.0050

0.035

0.41

0.52

0.028

0.52

0.90

0.86

0.72

0.60

0.56

0.72

0.57

0.55

8

11

19

28

13

15

4

4.20e-7

1.58e-7

0.54

0.55

5.80e-3

0.25

0.078

2.94e-6

2.21e-6

0.66

0.66

2.71e-2

0.50

0.18

0.65

0.59

0.51

0.49

0.55

0.48

0.46

93

287

626

695

263

397

191

Infundibulum

Bulb

Dermal Papilla

Melanocytes

Arrector Pili

Sebaceous Gland

0.52

0.30

0.21

0.96

0.87

0.88

0.72

0.52

0.48

0.96

0.94

0.94

0.46

0.54

0.54

0.50

0.48

0.48

19

45

94

12

7

5

0.48

0.39

0.75

0.57

0.73

0.049

0.66

0.66

0.75

0.66

0.75

0.16

0.49

0.51

0.50

0.49

0.51

0.55

663

2421

2709

470

218

139

Number 
of CNEs

adjusted 
p-value AUCp-value

Noncoding
Number 
of Genes

adjusted 
p-value AUCp-value

Coding

Figure 5. Diagram of hair shaft and follicle with shading representing region-specific enrichment for coding and noncoding sequence. Both coding 
and noncoding sequence demonstrate accelerated evolution of elements related to hair shaft (cortex, cuticle, and medulla). Noncoding regions 
demonstrate accelerated evolution of matrix and dermal papilla elements not observed in coding sequence. All compartment genesets were compiled 
from Mouse Genome Informatics (MGI) annotations that contained the name of the compartment except the arrector pili geneset (Santos et al., 2015).

https://doi.org/10.7554/eLife.76911


 Research article﻿﻿﻿﻿﻿﻿ Evolutionary Biology | Genetics and Genomics

Kowalczyk et al. eLife 2022;11:e76911. DOI: https://​doi.​org/​10.​7554/​eLife.​76911 � 11 of 24

includes abnormalities of both skin and hair development (Sprecher et al., 2004). PTPRM regulates 
cell–cell communication in keratinocytes (Peng et al., 2015).

The remaining accelerated genes are also plausibly connected to skin- and hair-related functions. 
ANXA11 has been strongly linked to sarcoidosis in humans (Hofmann et al., 2008), an inflammatory 
disease in epithelial tissue. MYH4, a myosin heavy-chain protein, has surprisingly also been impli-
cated in skin and hair growth, both through upregulation during hair follicle cycling and skin healing 
(Carrasco et al., 2015) and upregulation in response to overexpression glucocorticoid receptors that 
drive hair follicle morphogenesis (Donet et al., 2008). Note that in both cases of MYH4 upregula-
tion it was the only myosin with significantly different expression in the tissues studied, suggesting a 
unique role for the protein in skin and hair growth.

In addition to identifying genes with significant evolutionary rate shifts in coding sequence, we 
have also found many other protein-coding genes with significant enrichment of hairless-accelerated 
noncoding elements in their vicinity (see Dryad and Figure 6). There is a global trend in correlation 
between evolutionary rate shift statistics for protein-coding regions and enrichment statistics for their 
nearby noncoding regions (Pearson’s rho = 0.177). Concordance between accelerated evolutionary 
rates in genes and their nearby noncoding regions is particularly strong for KRTs and KRTAPs, which 
are known to be skin- and hair-related (Figure 6B) – out of 69 KRTs and KRTAPs for which noncoding 
enrichment could be calculated, 66 showed accelerated evolution in both protein-coding sequence 
and noncoding regions. However, across all genes with strong signals for nearby noncoding regions 
under accelerated evolution in hairless mammals (permulation p-value≤0.03), acceleration in the 
coding sequence itself spans a wide range of values (Figure 6A), and in many cases there is little 
evidence of evolutionary rate shifts in the coding sequence. This range likely reflects the requirement 
that some protein-coding sequences remain under strong evolutionary constraint because of their 
continued importance in non-hair-related tissues.

Top-ranked genes with accelerated nearby noncoding regions include several known hair-related 
regulator genes (ELF3, FOXC1, and others) (Figure 6C). FOXC1 is a transcription factor involved in 
maintaining the hair follicle stem cell niche (Lay et al., 2016; Wang et al., 2016) and ELF3 is known to 
regulate transcription of keratin genes (Aldinger et al., 2009). These genes showed no coding region 
acceleration, which is expected since they are highly pleiotropic. Regulatory proteins tend to have 
many functions – for example, in addition to their hair-related functions, FOXC1 regulates embryonic 
development (Brembeck et al., 2000; Seo et al., 2006) and ELF3 is involved in the epithelial-to-
mesenchymal transition (Sengez et al., 2019) – so we expected to observe no loss of constraint in 
the coding sequence for those proteins. Instead, changes to regions that regulate expression of those 
regulatory proteins appear to be driving the convergent evolution of hairlessness. While regulation of 
transcription factor expression is highly complex, our analysis pinpoints regions that are candidates 
for hair-specific regulation.

The global analysis of noncoding regions also revealed undercharacterized regions (CCDC162-
SOHLH2, FAM178B), and regions that may plausibly be connected to hair or skin (UVSSA [Sarasin, 
2012], OLFM4 [Jaks et  al., 2008; Muñoz et  al., 2012], ADRA1D [Rezza et  al., 2016]). These 
noncoding regions are excellent candidates for further experimental analyses to explore their role in 
regulating hair and skin growth, development, and cycling.

Perhaps even more so than genes and their regulatory regions, microRNAs are strong candidates 
for hair-related functions. A key component of hair follicle cycling is persistence of stem cells, and 
microRNAs are known to be important players in stem cell regulation (Peng et al., 2015). Too small 
to be analyzed via their sequence alone using our analysis strategy, we mapped noncoding regions 
to nearby microRNAs and performed enrichment analyses to identify groups of microRNA-associated 
noncoding regions enriched for significant association with the hairlessness phenotype (Figure 7A). 
The top-enriched microRNA with rapidly evolving nearby noncoding regions was mir205, a microRNA 
known to be associated with skin and hair development (Wang et al., 2013). Mir205 is readily studied 
because its host gene (mir205hg) is long enough to be captured using standard methods, including 
bulk RNA sequencing. Reanalyzed data from a previous study (Zhang et al., 2017) focused on coding 
sequence revealed read pileups at mir205hg even without microRNA-specific capture methods 
(Figure 7C and D). Through our study, we now know which noncoding regions in the gene desert 
around mir205 potentially control its expression in hair follicles as opposed to other tissues. Through 
this scan for associated noncoding elements, we similarly identified several poorly characterized 

https://doi.org/10.7554/eLife.76911
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Figure 6. Noncoding regions near hair-related genes evolve faster in hairless species. (A) Genes with a significant enrichment for quickly evolving 
nearby noncoding regions (permulation p-value of 0.03 or less) only sometimes demonstrate evolutionary rate shifts in their protein-coding sequences. 
In orange are keratins and keratin-associated proteins, which tend to show accelerated evolutionary rates in both genes and nearby noncoding regions. 
In pink are top genes, also in pink in panel (C). In blue are all other genes in panel (C). (B) Keratin (KRT) and keratin-associated protein (KRTAP) genes 
and nearby noncoding sequence show enrichment for accelerated evolutionary rates. Shown are rate shift statistics for genes and enrichment statistics 
for noncoding regions. (C) Many top-ranked genes for nearby quickly evolving noncoding regions are hair-related. Depicted are the top 30 genes (KRTs 
and KRTAPs excluded) based on enrichment statistic with enrichment permulation p-value of 0.03 or less. No genes had significant evolutionary rate 
shifts in coding sequence except OLFM4, which evolves faster in hairless species. In pink are genes with hair-related functions in the literature (citations: 
ELF3 [Blumenberg, 2013], FOXC1 [Lay et al., 2016], CCL13 [Michel et al., 2017; Suárez-Fariñas et al., 2015], CCL1 [Nagao et al., 2012], DSG1 
[Zhang et al., 2017], GSG1 [Umeda-Ikawa et al., 2009], MIR205HG [Wang et al., 2013], FOXQ1 [Ashburner et al., 2000; Carbon et al., 2019]).
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microRNAs with significant hair-related signal that are less studied and are also strong candidates for 
hair-related functions (Figure 7A). Furthermore, we have identified the precise noncoding regions 
that likely control their expression in the context of hair and hair follicles (Figure 1—source data 5).

Discussion
These analyses successfully used RERconverge, a method to link convergent evolutionary rates of 
genetic elements with convergent phenotypes, to identify known hair-related genes in mammals. In 
addition to identifying known genes, other understudied genes and microRNAs were also identified 
as key plausible targets for further inquiry into the genetic basis of hairlessness, and a suite of putative 
regulatory elements associated with hair and skin were uncovered.

The top-ranked gene was FGF11, a fibroblast growth factor gene. It evolved faster in hairless 
species due to relaxation of evolutionary constraint, indicating that it has reduced functionality in 
hairless species. Fibroblast growth factors are readily studied for a variety of functions, but the precise 
functionality of FGF11 is unknown. The gene may be associated with cancer development through 
interaction with T-cells (Ye et al., 2016), and it has also been implicated in tooth development in mice 
(Kettunen et al., 2011). Interestingly, the gene related to hairlessness in Mexican hairless dogs is also 
related to dentition (Drögemüller et al., 2008), implying plausibility for a hair-related gene to also be 
tooth-related. Furthermore, numerous fibroblast growth factor genes have been studied in relation 
to hair growth (Rosenquist and Martin, 1996), including work that found errors in FGF5 resulted in 
longer hair in goats (Li et al., 2019), FGF5 and FGF7 regulation controlled hair anagen phase in mice 
(Lee et al., 2019), and FGF2 stimulated hair growth when applied to mouse skin (Xu et al., 2018). 
FGF11 is an excellent candidate to perform similar tests for hair-related functions, among other high-
scoring genes in the list such as MYH4 and ANXA11.

Compared to coding sequence, study of noncoding regions is more challenging for several 
reasons. First, identifying such regions genome-wide is difficult because they lack the defining char-
acteristics that genes share, such as start and stop codons, and thus finding putative regulatory 
elements using sequence alone is an ongoing area of study. Our strategy of using conserved regions 
as putative regulatory elements likely misses many real regulatory sequences while simultaneously 
capturing conserved elements with no regulatory function. However, our method of sequence selec-
tion is also unbiased and provides a robust set of sequences to analyze, many of which likely do have 
regulatory functions. Second, validating our findings from noncoding regions is difficult because few 
CNEs have known functions. Therefore, to validate our noncoding results, we mapped noncoding 
regions to nearby genes and inferred CNE functions based on the functions of those genes. Such 
proximity-based mapping has known flaws because enhancers can have distal effects and chromatin 
state controls enhancers' access to genes regardless of distance. However, despite all of the potential 
sources of error, we identify global signal for noncoding regions under accelerated evolution in hair-
less species (Figure 1B) and signal for hair-related acceleration of noncoding regions (Figures 5–7).

Further analyses of noncoding regions revealed an interesting deviation from signals of accelerated 
evolution in coding regions. Namely, coding regions primarily showed acceleration in genes related 
to texture and the structure of the hair shaft itself. Noncoding regions, on the other hand, showed 
accelerated evolution near genes related to the dermal papilla and the matrix. Both regions are essen-
tial for hair growth. The dermal papilla is the master controller of hair follicle development and hair 
growth, and it has in fact been repeatedly shown to be sufficient to cause hair growth. Dermal papilla 
cells, when transplanted to hairless skin such as footpads, have consistently been shown to result in 
development of hair follicles (Jahoda et al., 1984; Jahoda et al., 1993; Reynolds and Jahoda, 1992). 
Since all mammals are capable of growing hair and do have at least some hair at some point in their 
life cycles, these findings imply that function of genes related to the dermal papilla must be preserved, 
and spatial and temporal changes in hair growth may be driven by noncoding regions. Much like 
the dermal papilla, the hair follicle matrix is essential for hair growth – mitotically active matrix cells 
give rise to all other inner hair structures, including the hair shaft and the root sheath. Early-stage 
matrix differentiation can even progress without dermal papilla signaling (Mesler et al., 2017). Hair 
cannot exist without the dermal papilla and matrix, and alterations to their related noncoding regions 
could plausibly have a large impact on hair growth capabilities. Changes to their associated regula-
tory regions, on the other hand, may be more flexible and allow for the changes in hair localization, 
texture, and density that we observe in near-hairless mammals.

https://doi.org/10.7554/eLife.76911
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Other genes with nearby accelerated noncoding regions likewise demonstrate conservation in 
protein-coding sequence, possibly because of strong pleiotropy of hair- and skin-related genes. In 
fact, among the top-ranked non-keratin genes with quickly evolving nearby noncoding regions, only 
one gene showed a significant evolutionary rate shift in protein-coding sequence (Figure 6). FOXC1 
and ELF3, among the top-ranked genes, are strongly linked to hair and skin development (Brembeck 
et al., 2000; Lay et al., 2016; Wang et al., 2016) but also have other essential functions (Aldinger 
et al., 2009; Sengez et al., 2019; Seo et al., 2006). Our findings imply that many hair-related genes 
may have similar pleiotropy preventing accelerated evolution of coding sequence in hairless species. 
Instead, plasticity of gene regulation through accelerated evolution of noncoding regions may allow 
for the evolution of hairlessness.

Additionally based on noncoding sequences near regions of interest, mir205 was found to be 
the top-ranked microRNA with nearby noncoding sequences under accelerated evolution. Mir205 is 
well-established microRNA related to hair and skin development (Wang et al., 2013), and it thereby 
serves as a strong validation that signals of convergent evolution are successfully identifying hair-
related elements. The second-ranked mir1305 has been implicated in skin functionality with signifi-
cantly different expression levels in damaged versus healthy skin (Liang et  al., 2012). Numerous 
microRNAs have been implicated in hair- and skin-related functions (Andl and Botchkareva, 2015; 
Fu et al., 2014), likely a subset of the total elements involved in hair growth. In general, microRNAs 
are likely key players in hair follicle cycling because of their importance in stem cell regulation (Peng 
et  al., 2015), and the microRNAs and their associated noncoding regions identified in this work 
serve as a valuable list of candidates for further inquiry. Likewise, noncoding regions near other hair-
related genes are also under accelerated evolution in hairless species and may regulate hair- and skin-
related functions. Further, some undercharacterized and plausibly hair- and skin-related genes, such 
as CCDC169-SOHLH2 and FAM178B, have nearby accelerated noncoding regions and thus identify 
those genes and their regulatory regions as candidates for further experimental testing.

This study has revealed a slew of fresh candidate genes, noncoding regions, and microRNAs puta-
tively associated with hair growth. Notably, it avoids identifying species-specific genetic changes that 
could be associated with any number of phenotypes unique to each species and instead looks for 
general hair-related genomic elements relevant across many species. As a genome-wide scan across 
a large swath of the mammalian phylogeny, it represents not only a step toward fully understanding 
hair growth, but also understanding the evolution of hair across all mammals.

Methods
Calculating body size-regressed relative evolutionary rates
The RERconverge package in R was used to generate phylogenetic trees for each gene and noncoding 
region in which branch length represented the amount of evolutionary change, or the number of 
nonsynonymous substitutions, that occurred along that branch as described in several previous publi-
cations (Kowalczyk et al., 2019; Kowalczyk et al., 2020; Partha et al., 2019). Alignments for 19,149 
genes in 62 mammal species were obtained from the UCSC 100-way alignment (Blanchette et al., 
2004; Harris, 2007; Kent et  al., 2002). The topology used to generate element-specific trees is 
included below under ‘Phylogenetic trees’.

Likewise, alignments for 343,598 conserved noncoding elements were extracted based on phast-
Cons conservations scores across the 62 mammal species and the blind mole-rat (Nannospalax galili) 
(Siepel et al., 2005). Briefly, the full set of conserved elements across 46 placental mammals and their 
respective phastCons scores were downloaded from the UCSC genome browser (Kent et al., 2002) 
from the hg19 (human genome) ‘Cons 46-way’ track (phastConsElements46wayPlacental). Regions 
that overlapped coding regions were removed using the UCSC genome browser ‘Intersection’ utility 
and the ‘Genes and Gene Predictions’ annotations from the ‘GENCODE V28lift37’ track. Elements 
with phastCons scores greater than 350 were maintained, and elements less than 10 base pairs apart 
were merged. Finally, elements with fewer than 40 base pairs were discarded to result in the final 
343,598 regions. Orthologs for all 62 mammals were downloaded from the UCSC 100-way alignment. 
Blind mole-rat elements were added based on the pairwise alignment between hg38 (human genome) 
and N. galili genome (Zerbino et al., 2015) by first mapping hg19 coordinates to hg38 coordinates 

https://doi.org/10.7554/eLife.76911
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(Figure 1—source data 7 and 8). Orthologs were added to the 62 mammal species alignments using 
MUSCLE (Edgar, 2004).

Alignments were used to generate evolutionary rate trees based on a well-established topology of 
the mammalian phylogeny in the PAML program (Meyer et al., 2018; Yang, 2007). Briefly, RERcon-
verge was used to convert evolutionary rate information from each gene- or noncoding element-
specific tree by correcting for the mean–variance relationship among branch lengths and normalizing 
each branch for the average evolutionary rate along that branch such that the final branch length was 
relative to the expectation for that branch (Partha et al., 2019).

The resulting relative evolutionary rates were used to calculate body size-regressed relative evolu-
tionary rates. Using adult weight information for the 62 mammal species obtained from the Anage 
Animal Aging and Longevity Database (Tacutu et al., 2018), RERconverge functions were used to 
predict body size phenotype values throughout the mammalian phylogeny. Residuals from a linear 
model fitted to the phenotype values and the relative evolutionary rates for each gene and conserved 
noncoding element were extracted and used as the body size-regressed relative evolutionary rates 
for that element.

RER matrices and phylogenetic trees are available on Dryad.

Defining hairless species
Since all mammals have some hair during at least one stage of life, no species are truly hairless. 
Therefore, classification of species as ‘hairless’ versus ‘haired’ was qualitatively based on density of 
hair covering and quantitatively based on the impact of removing species on the hair-related signal 
detected during analyses. Tendency was to err on the side of leniency when assigning species as hair-
less – any species with reduced hair quantity was classified as hairless.

Extant species classified as hairless were armadillo, elephant, white rhinoceros, pig, naked mole-rat, 
human, and marine mammals (manatee, pacific walrus, dolphin, and orca). The hairless set comprised 
all but one marine mammal in the 62 mammal species (the furry Weddell seal is not included in the 
hairless set). The only nonextant species classified as hairless was the orca-dolphin ancestor (the ceta-
cean ancestor) because that species was likely also a hairless marine species (Chen et al., 2013; Nery 
et al., 2014). The elephant–manatee ancestor was not classified as hairless because modern elephants 
have known extinct hairy sister species (wooly mammoths) that diverged after the elephant–manatee 
divergence (Roca et al., 2009). Thus, classifying the elephant–manatee ancestor as hairy was the most 
parsimonious phenotype assignment for the afrotherian clade. The classification was also supported 
by the data, which indicated a stronger signal for skin-related genes when the elephant–manatee 
ancestor was classified as hairy (Figure 1—figure supplement 1).

Although some species are undeniably hairy (dog, cat, sheep, etc.) and some are undeniably rela-
tively hairless (orca, dolphin, elephant, etc.), some species are borderline cases. For example, the 
tenrec and hedgehog appear to have ‘spikes’ rather than hair. However, tenrec and hedgehog spikes 
(as well as porcupine quills) are modified hairs (Leon Augustus, 1920), so we classified tenrec and 
hedgehog as hairy. Armadillo, pig, and human are likewise classified as hairless species but have 
relatively greater hair quantity than the other hairless species. The armadillo, like the tenrec and 
hedgehog, has a unique external modification, but unlike the tenrec and hedgehog, the armadillo’s 
shell is made of bone, not hair (Chen et al., 2011), so we classified the armadillo as hairless. Pig and 
human, on the other hand, have nonmodified skin that is nearly completely covered in hair (and in 
the case of humans, the hair is quite dense in some body areas), but both species have large swaths 
of body area where hair is so sparse that sun-exposed skin is clearly visible. Both species were classi-
fied as hairless due to this pervasive low hair density. To assess the impact of species assignment on 
skin- and hair-related signal, hairless species were systematically removed and relevant enrichment 
statistics were recalculated. No specific species has a consistently detrimental impact on enrichment 
for genesets of interest (Figure 4).

Calculating element-specific association statistics
For each genetic element, evolutionary rates for haired species versus hairless species were compared 
using Kendall’s tau. Haired species included ancestral species inferred to be haired in addition to 
extant haired species. Resulting p-values were multiple hypothesis testing corrected using a standard 
Benjamini–Hochberg correction (Benjamini and Hochberg, 1995).

https://doi.org/10.7554/eLife.76911
https://doi.org/10.5061/dryad.k98sf7m77
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In addition to calculating parametric p-values, empirical p-values were calculated using a novel 
permulation strategy modified from a similar strategy developed for continuous phenotypes (Kowal-
czyk et  al., 2020). First, 1000 null phenotypes were generated by using Brownian motion phylo-
genetic simulations and assigning the top 10 values as hairless species. Resulting phenotypes were 
backpropagated along the phylogeny to ensure that final null phenotypes contained a total of 11 fore-
ground species with only a single ancestral species classified as hairless. Such a procedure matched 
the organization of null phenotype values to true phenotype values. Hypothesis testing was repeated 
using all null phenotypes, and the empirical p-values were calculated as the proportion of permula-
tions with statistics as extreme or more extreme than the parametric statistic for the real phenotype 
values.

Calculating element-specific Bayes factors
In addition to calculating element-specific association statistics, Bayes factors were calculated for 
each gene using the marine and hairless phenotypes using the BayesFactor R package (Morey and 
Rouder, 2021). These values were calculated to disentangle the two phenotypes, which are heavily 
confounded since nearly all marine mammals in the genome alignment used for this work are hairless.

Briefly, Bayes factors are a Bayesian approach complementary to more standard statistical tests. 
Instead of returning statistics and p-values, Bayes factors directly quantify the amount of support for 
an alternative hypothesis. For example, a Bayes factor value of 5 for a particular statistical test would 
indicate five times more support for the alternative hypothesis than the null hypothesis. Bayes factors 
can also be used to compare different alternative hypotheses by calculating the ratio of two Bayes 
factors.

When considering the hairless phenotype, we use Bayes factors to quantify the support for a linear 
model predicting phenotype using evolutionary rate information from each gene, with a higher Bayes 
factor indicating greater support. We perform this calculation for two alternative hypotheses: (1) a 
gene shows different evolutionary rates in hairless versus hairy species, and (2) a gene shows different 
evolutionary rates in marine species versus nonmarine species. The ratio of Bayes factors between the 
hairless and marine phenotypes quantifies the level of support of one phenotype over the other and 
thus can be used to tease apart intricacies of the two heavily confounded phenotype. When the Bayes 
factor for the hairless phenotype is much larger than the Bayes factor for the marine phenotype, that 
indicates stronger support for signal driven by hairlessness.

Calculating enrichment statistics
Enrichment statistics were calculated using MGI genesets (Blake et al., 2003), GTEx tissue annota-
tions (Papatheodorou et al., 2018), GO annotations (Ashburner et al., 2000; Carbon et al., 2019), 
and genes highly expressed in hair follicles (Zhang et al., 2017). The 70 hair follicle-specific genes 
were obtained by selecting the top 200 hair follicle-expressed genes and removing genes that were 
included in the top 10,000 genes with the highest minimum median expression across GTEx tissues, 
that is, ubiquitously expressed genes. Noncoding regions were mapped to annotations via distance 
from relevant genes – regions within 10,000 bases of a gene were assigned to that gene and its path-
ways. Noncoding regions were also mapped to microRNA coordinates using the same distance-based 
metric. All annotations are available on Dryad.

Pathway enrichment statistics were calculated using the Wilcoxon rank-sum test, which compares 
ranks of foreground values for elements in a pathway to background values for nonpathway elements. 
For each gene or noncoding element, the sign of the statistic times the log of the p-value were used 
to generate ranks. Empirical p-values from permulations were also generated using the same null 
phenotypes used for individual elements and detailed in previous work (Kowalczyk et al., 2020).

Permulations
In addition to computing parametric statistics directly from standard statistical tests, empirical p-values 
were also calculated using a permulation strategy. Permulations were used to generate null pheno-
type values, and the empirical p-value was calculated as the proportion of null statistics as extreme 
or more extreme than the observed parametric statistics. Such a strategy corrects for a nonuniform 
empirical null distribution at the gene level (Figure 1) and nonindependence among genetic elements 
at the pathway level (Saputra et al., 2020).

https://doi.org/10.7554/eLife.76911
https://doi.org/10.5061/dryad.k98sf7m77
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Positive selection tests
For top-ranked genes under accelerated evolution in hairless species, all KRT and KRTAP genes, and 
various genes in top-ranked pathways under accelerated evolution in hairless species, branch-site 
models to test for positive selection were performed to identify whether rapidly evolving genes were 
undergoing positive selection or merely under relaxation of constraint. Such models were performed 
using a subset of the full 62 species mammalian phylogeny as shown in the ‘Phylogenetic trees’ section 
below.

Significance of relaxation of constraint for hairless species was assessed using likelihood ratio tests 
(LRTs) between branch-site neutral (BS Neutral) and its nested null model M1 (sites neutral model) in 
PAML (Yang, 2007). Similarly, LRTs between branch-site selection model (BS Alt Mod) and its null BS 
Neutral were used to infer positive selection in hairless species. For each test, p-values were estimated 
using the chi-square distribution with 1 degree of freedom. Phylogeny-wide relaxation of constraint 
was additionally quantified using the LRTs between M2 (sites selection model) vs. M1 (sites neutral 
model) and M8 (sites selection model) vs. M8A (sites neutral model), respectively. Prior to performing 
the mammal-wide tests, hairless foreground species were removed to estimate significance of relax-
ation of constraint and positive selection from only the background mammalian branches. Removing 
hairless species allowed us to distinguish whether genes were under positive selection in all mammal 
species or only in hairless mammal species. Genes with significant signals of positive selection and 
nonsignificant signals of phylogeny-wide acceleration were inferred to be under positive selection 
(Kowalczyk et al., 2021).

Species-specific analyses
Further tests to identify genomic elements with evolutionary rate shifts in individual hairless species 
were conducted as follows. First, RERs from all extant species across all genes were retained and RERs 
for ancestral species were discarded. Next, RERs for hairless species were removed. Finally, for each 
gene, a Wilcoxon signed-rank test was run to individually compare the RER of each hairless species to 
the RERs for the non-hairless species.

Results of the Wilcoxon signed-rank test were pooled in two different ways. First, for each gene, 
the number of species with significant rate shifts was counted. Using those counts, a Fisher’s exact 
test was used to calculate a hair gene enrichment statistic between genes with cutoffs ranging from 
1 to 10 species representing the minimum number of species with significant rate shifts. Hair follicle 
annotations used for enrichment are available on Dryad.

A second set of enrichment statistics was calculated using the same annotations to test for an 
enrichment of hair genes with significant rate shifts in each hairless species individually. To comple-
ment these analyses, a second set of non-hairless species was selected and tested using the same 
procedure as the hairless species. In short, those species were removed from the set of all RERs and 
then each was individually compared to the background set of RERs from species not in the set using 
a Wilcoxon signed-rank test.

Phylogenetic trees
Master tree topology with average branch lengths
((((​((((​((((​((ai​lMel​1:0.​0385​4019​703,​((le​pWed​1:0.​0200​2160​645,​odoR​osDi​:0.0​2064​3858​75):​0.01​7347​
6494​6,mu​sFur​1:0.​0461​3997​497)​:0.0​0287​9093​616)​:0.0​0900​5888​384,​canF​am3:​0.05​3391​2756​5):0​.011​
8516​6857​,fel​Cat5​:0.0​5020​3316​05):​0.03​2856​1705​7,((​((((​bosT​au7:​0.02​1687​4072​3,((​capH​ir1:​0.01​1570​
9313​6,ov​iAri​3:0.​0124​6322​594)​:0.0​0497​1612​6,pa​nHod​1:0.​0152​2587​482)​:0.0​1465​5111​49):​0.06​6252​
3666​,(or​cOrc​1:0.​0063​7166​4911​,tur​Tru2​:0.0​1086​5526​17):​0.06​0146​8260​2):0​.012​1619​8069​,sus​Scr3​
:0.0​7967​4527​1):0​.006​7858​2332​3,(c​amFe​r1:0​.012​4065​0215​,vic​Pac2​:0.0​1096​6296​35):​0.06​3745​5458​
6):0​.025​5188​8691​,(ce​rSim​1:0.​0497​7357​056,​equC​ab2:​0.06​1454​379)​:0.0​2510​1112​97):​0.00​3312​1468​
6,((​eptF​us1:​0.03​2485​4665​6,(m​yoDa​v1:0​.023​4433​2842​,myo​Luc2​:0.0​1567​7293​15):​0.02​1938​4980​9):0​
.094​5532​8094​,(pt​eAle​1:0.​0058​3335​3548​,pte​Vam1​:0.0​1611​2201​78):​0.07​5674​0030​2):0​.023​8554​6003​
):0.​0020​5777​1224​):0.​0048​4525​3848​,(co​nCri​1:0.​1239​8233​69,(​eriE​ur2:​0.16​9614​2244​,sor​Ara2​:0.1​9342​
0579​1):0​.020​7947​4546​):0.​0235​8753​33):​0.01​4777​3337​4,((​((((​chrA​si1:​0.10​1790​3453​,ech​Tel2​:0.1​7496​
1547​3):0​.015​9263​2003​,ele​Edw1​:0.1​5168​6064​7):0​.006​6109​9522​8,or​yAfe​1:0.​0832​6528​894)​:0.0​0824​
3787​904,​(lox​Afr3​:0.0​6812​6582​38,t​riMa​n1:0​.061​9898​2615​):0.​0224​9945​29):​0.03​3840​1136​3,da​sNov​
3:0.​1342​6026​66):​0.00​5989​7032​47,(​((ma​cEug​2:0.​1270​9435​32,s​arHa​r1:0​.099​4414​1622​):0.​0271​7055​
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443,​monD​om5:​0.11​8120​0712​):0.​1802​9665​72,o​rnAn​a1:0​.432​2118​716)​:0.2​2069​5286​7):0​.013​1643​
6193​):0.​0142​5600​689,​((((​((ca​vPor​3:0.​0904​8639​907,​(chi​Lan1​:0.0​5332​9532​99,o​ctDe​g1:0​.084​7695​4109​
):0.​0128​7861​561)​:0.0​2118​9377​82,h​etGl​a2:0​.085​8867​3524​):0.​0743​2515​556,​speT​ri2:​0.08​8964​2464​
2):0​.006​2915​7752​8,((​((cr​iGri​1:0.​0408​4640​027,​mesA​ur1:​0.04​4562​0352​4):0​.023​1412​5062​,mic​Och1​
:0.0​6932​4026​49):​0.01​9471​1346​7,(m​m10:​0.05​2736​4227​2,rn​5:0.​0557​6007​402)​:0.0​4435​3475​88):​0.08​
3800​6513​7,ja​cJac​1:0.​1438​6496​66):​0.04​2705​3663​3):0​.016​6367​5397​,(oc​hPri​3:0.​1256​5444​45,o​ryCu​
n2:0​.071​3165​5591​):0.​0653​5533​418)​:0.0​0905​0428​462,​tupC​hi1:​0.11​9118​9141​):0.​0038​9425​2213​):0.​
0137​9370​868,​otoG​ar3:​0.10​8738​222)​:0.0​4299​7506​53,(​calJ​ac3:​0.02​4741​8452​1,sa​iBol​1:0.​0209​6868​
307)​:0.0​2784​6757​29):​0.01​3540​8115​,(ch​lSab​1:0.​0076​9372​4903​,((m​acFa​s5:0​.001​2923​2055​2,rh​eMac​
3:0.​0071​3015​786)​:0.0​0295​1690​224,​papH​am1:​0.00​5199​2407​11):​0.00​2049​7498​93):​0.01​5662​6356​2):0​
.007​0431​1355​9,no​mLeu​3:0.​0177​0384​793)​:0.0​0218​7630​666,​ponA​be2:​0.01​6450​3644​):0.​0055​7232​
7638​,gor​Gor3​:0.0​0776​5177​171)​:0.0​0138​2639​829,​hg19​:0.0​0595​7477​577,​panT​ro4:​0.00​6721​8266​89);​

Subset of master tree used for branch-site models for positive selection
((((​((((​(((l​epWe​d1:0​.020​0216​0645​,odo​RosD​i:0.​0206​4385​875)​:0.0​1734​7649​46,m​usFu​r1:0​.046​1399​7497​
):0.​0237​3665​057,​felC​at5:​0.05​0203​3160​5):0​.032​8561​7057​,(((​(((b​osTa​u7:0​.021​6874​0723​,ovi​Ari3​:0.0​
3208​9950​02):​0.06​6252​3666​,(or​cOrc​1:0.​0063​7166​4911​,tur​Tru2​:0.0​1086​5526​17):​0.06​0146​8260​2):0​
.012​1619​8069​,sus​Scr3​:0.0​7967​4527​1):0​.006​7858​2332​3,vi​cPac​2:0.​0747​1184​22):​0.02​5518​8869​1,(c​
erSi​m1:0​.049​7735​7056​,equ​Cab2​:0.0​6145​4379​):0.​0251​0111​297)​:0.0​0331​2146​86,(​myoD​av1:​0.13​9935​
1075​,pte​Ale1​:0.0​8150​7356​57):​0.02​3855​4600​3):0​.002​0577​7122​4):0​.004​8452​5384​8,(c​onCr​i1:0​.123​
9823​369,​sorA​ra2:​0.21​4215​3246​):0.​0235​8753​33):​0.01​4777​3337​4,((​(ele​Edw1​:0.1​5829​7059​9,or​yAfe​
1:0.​0832​6528​894)​:0.0​0824​3787​904,​(lox​Afr3​:0.0​6812​6582​38,t​riMa​n1:0​.061​9898​2615​):0.​0224​9945​
29):​0.03​3840​1136​3,da​sNov​3:0.​1342​6026​66):​0.01​9154​0651​8):0​.014​2560​0689​,(((​((ca​vPor​3:0.​1116​
7577​69,h​etGl​a2:0​.085​8867​3524​):0.​0743​2515​556,​speT​ri2:​0.08​8964​2464​2):0​.006​2915​7752​8,((​criG​
ri1:​0.08​3458​7855​5,mm​10:0​.097​0898​9861​):0.​0838​0065​137,​jacJ​ac1:​0.14​3864​9666​):0.​0427​0536​633)​
:0.0​1663​6753​97,o​ryCu​n2:0​.136​6718​901)​:0.0​0905​0428​462,​tupC​hi1:​0.11​9118​9141​):0.​0038​9425​2213​
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