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Penguins are the only extant family of flightless diving birds. They
currently comprise at least 18 species, distributed from polar to
tropical environments in the Southern Hemisphere. The history of
their diversification and adaptation to these diverse environments
remains controversial. We used 22 new genomes from 18 penguin
species to reconstruct the order, timing, and location of their
diversification, to track changes in their thermal niches through
time, and to test for associated adaptation across the genome. Our
results indicate that the penguin crown-group originated during
the Miocene in New Zealand and Australia, not in Antarctica as
previously thought, and that Aptenodytes is the sister group to all
other extant penguin species. We show that lineage diversification
in penguins was largely driven by changing climatic conditions and
by the opening of the Drake Passage and associated intensification
of the Antarctic Circumpolar Current (ACC). Penguin species have
introgressed throughout much of their evolutionary history, fol-
lowing the direction of the ACC, which might have promoted dis-
persal and admixture. Changes in thermal niches were accompanied
by adaptations in genes that govern thermoregulation and oxygen
metabolism. Estimates of ancestral effective population sizes (Ne)
confirm that penguins are sensitive to climate shifts, as represented
by three different demographic trajectories in deeper time, themost
common (in 11 of 18 penguin species) being an increased Ne be-
tween 40 and 70 kya, followed by a precipitous decline during the
Last Glacial Maximum. The latter effect is most likely a consequence
of the overall decline in marine productivity following the last
glaciation.

penguin | Antarctica | genome | ancestral niche | ancestral distribution

Few organisms have been as successful at colonizing the globe
as seabirds, a large ecological assemblage of oceanic and

nearshore species that undergo some of the most remarkable
foraging and migratory journeys on Earth (1, 2). Despite their
ubiquitous presence, surprisingly little is known about the
mechanisms that spurred their diversification and allowed their
adaptation to diverse and often dynamic oceanic habitats.
As the only living clade of flightless diving birds, penguins

(order Sphenisciformes) occupy both terrestrial and marine
habitats. They forage across a wide range of ocean temperatures
and depths, from Antarctic to tropical waters (3). Our understanding

of penguin diversification and adaptation is hampered by dis-
agreements about their phylogenetic relationships (4–11) and
the chronology of their radiation. Estimates made using few
genetic markers from different parts of the genome (4–9, 11)
recover discordant results, as genomic regions vary in their
mutation rates and evolutionary histories, including unknown
patterns of gene introgression when different species hybridize
(12). The divergence times of ordinal crown age also vary,
spanning the Miocene and Eocene (9.9 to 47.6 Mya) (4, 5, 8, 9),
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yet the earliest crown group penguin fossil dates to the late
Miocene (13).
Reconstructions of ancestral distributions and climatic niches

are critical to our understanding of penguin diversification.
Existing hypotheses conflict: positing either an Antarctic origin
with later expansion toward warmer areas (5) or a sub-Antarctic
origin with subsequent colonization of Southern Ocean islands
and Antarctica (7, 11). Testing these alternative hypotheses on a
broad scale requires accurate knowledge of the pattern and
chronology of penguin phylogeny. Candidate drivers of diversi-
fication have been hypothesized and provide an explicit frame-
work for testing. The extent of ice and changes in the currents of
the Southern Ocean during repeated glacial cycles likely played a
significant role in the structuring and lineage diversification of
seabird populations (14), including penguins (15, 16). Population
sizes of several penguin species contracted during glaciation and
expanded during postglacial periods (17). Sharp changes in these
effective population sizes suggest that the diversification of
penguins has been sensitive to climate shifts.
Biogeographic boundaries in the Southern Ocean, particularly

the Antarctic Polar Front (APF) and the Subtropical Front
(STF), serve as barriers to dispersal for some penguin species
(15, 16, 18, 19). Differences in abiotic (e.g., temperature and
salinity) and biotic (e.g., types of food resources) variables on
either side of these two fronts may promote local adaptation and
enable niche divergence among penguins (20). Furthermore, the
associated currents have varied significantly over time in latitude
and strength in response to changing global circulation patterns
(21). These changes have been implicated in the colonization,
isolation, and extinction of some penguin populations and spe-
cies (4, 9).
We report here on our reconstruction of the history of penguin

diversification and adaptation using 22 newly sequenced ge-
nomes representing 18 extant species and one outgroup. The aim
of this work is to address current uncertainties about the phy-
logenetic relationships of penguins and to uncover the relation-
ships among the timing of penguin diversification, past climate
changes, and oceanographic characteristics. Toward this end, we
reconstructed the biogeographical areas of diversification and
environmental niche through space and time for all penguin
species and studied the adaptations of penguins across environ-
mental gradients. We used reconstructions of ancestral effective
population sizes to evaluate sensitivity to past climate changes
and hence the potential that such changes influenced penguin
diversification. Finally, we assessed the extent of introgression
between species, a factor that might have contributed to previous
disagreements over phylogenetic reconstructions.

Results
The penguin and petrel outgroup genomes were sequenced at
∼30× coverage (SI Appendix, Tables S1–S3). All but one genome
sequence contained >90% of the conserved single-copy genes
identified across avian genomes (complete Benchmarking Uni-
versal Single-Copy Orthologs [BUSCOs] >90%) (SI Appendix,
Table S4 and Figs. S1–S4). From the assembled genomes, we
extracted 23,108 loci: ultra-conserved elements (UCE; 4,057
loci), coding sequences (CDS; 11,011), and introns (8,040). We
applied species tree and concatenation methods to construct a
phylogenetic hypothesis for extant penguins using all loci com-
bined and for each set of loci independently (Fig. 1 and SI Ap-
pendix, Figs. S5–S8 and Tables S5 and S6).

Phylogenetic History and Patterns of Introgression of Crown Group
Penguins.All analyses supported a similar phylogenetic hypothesis,
placing Aptenodytes as the sister clade to all other extant penguin
species (Fig. 1), distinct from other clades comprising the genera
Pygoscelis, Spheniscus+Eudyptula, and Megadyptes+Eudyptes. The
phylogeny based on mitogenomes was similar to that retrieved

from the genomic datasets. There were a few minor differences
among Eudyptes penguins that are likely explained by genome-
wide introgression among closely related species (Fig. 2 and SI
Appendix, Figs. S7 and S9 and Table S7). Some of the main
episodes of genomic introgression were detected among erect-
crested and the ancestral rockhopper penguin species (17 to
23%), erect-crested and macaroni/royal penguins (25%), and the
Galápagos/Humboldt ancestor and Magellanic penguins (11%)
(Fig. 2 and SI Appendix, Fig. S9). Signatures of more recent in-
trogression episodes included genomic contributions from eastern
and southern rockhopper penguins to the erect-crested penguin
(SI Appendix, Fig. S9). Divergence of the crown group penguins
was estimated to have been in the early Miocene, at 21.9 Mya
(95% CI, 19.06 to 25.19 Mya) (Fig. 1 and SI Appendix, Fig. S10
and Table S8).

Biogeographic History and Ancestral Niche Reconstruction. The re-
construction of ancestral distributions identified the coastlines of
Australia, New Zealand, and nearby islands as the most likely
range of the ancestor of extant penguins (Fig. 1 and SI Appendix,
Fig. S11 and Table S9). The first branching event led to the es-
tablishment of the genus Aptenodytes in the Antarctic, and re-
constructions of the ancestral Pygoscelis species indicate that they
colonized the Antarctic Peninsula (area C; Fig. 1 and SI Appendix,
Table S9) soon after Aptenodytes, pointing to a long history of
Antarctic occupation. In the mid-Miocene, the lineage leading to the
Spheniscus/Eudyptula ancestor colonized the South American coast
(A), with members of the genera Eudyptes, Eudyptula, Megadyptes,
and Spheniscus progressively diversifying and colonizing warmer
at-sea environments (Fig. 1).
Consistent with the above findings, our reconstruction of sea

surface temperatures (SST) as a proxy for ecological niche dis-
parity through time (DTT) suggests that penguins originated
from areas with a maximum SST of 9 °C (Fig. 1 and SI Appendix,
Figs. S12 and S13), which broadly corresponds to present-day
temperatures of sub-Antarctic waters (26). Southern and east-
ern rockhopper penguins have retained a thermal preference for
a maximum SST of 9 °C, while other closely related species (e.g.,
northern rockhopper, fiordland, erect-crested) have shifted to-
ward warmer at-sea conditions (SST of 11 to 17 °C) (Fig. 1 and
SI Appendix, Fig. S13). This thermal shift was most likely driven
by divergence across the STF over the past 4.5 million years. In
contrast, macaroni penguins have shifted to occupy colder at-sea
conditions near Antarctica to feed in the nutrient-rich sub-
Antarctic waters (SI Appendix, Fig. S13). Lower-latitude geo-
graphical locations, such as the South African continental coasts
(G) and the Galápagos Islands (J), were colonized during the
Pleistocene (0.59 Mya). Galápagos penguins are present in Pa-
cific tropical waters near the Equator, where SST reach up to
27 °C, and exhibit a significantly greater thermal tolerance (>6
°C higher) than their sister species, Humboldt penguins (DTT
results, Fig. 1).

Genes under Positive Selection. We detected 104 genes under
positive selection (empirical Bayes value >0.95; false discovery
rate FDR q < 0.1) using a site model across all terminal branches
of the Spheniscidae (SI Appendix, Tables S10–S12 and Figs. S14
and S15). Using a gene interaction network analysis, we found
that many of these positively selected loci are functionally con-
nected, forming two major clusters (Fig. 3): one primarily related
to broad cellular functions, and the other containing genes that
affect specific phenotypes including immunity, renal function,
and cardiovascular activities (e.g., blood pressure, oxygen me-
tabolism, coagulation). Our gene ontology analysis revealed a
concordant pattern of pathway enrichment, including terms re-
lated to angiotensin regulation, blood pressure, and oxygen
metabolism (Fig. 3 and SI Appendix, Tables S11 and S12). All of
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these adaptations are important for diving and maintenance of
high core body temperatures.

Ancestral Effective Population Sizes (Ne). Our reconstruction of
changes in ancestral effective population sizes (Ne) recovered
three different demographic trajectories in deeper time (Fig. 4).
Eleven species of penguin (emperor, king, Adélie, chinstrap,
gentoo [Kerguelen Population], Humboldt, Magellanic, African,
eastern rockhopper, and little penguin) increased Ne between 40
and 70 kya, with Ne dropping precipitously during the Last
Glacial Maximum (LGM; 12–110 kya). In contrast, three species
(northern rockhopper, southern rockhopper, and erect-crested)
increased Ne during the Penultimate Glaciation Period (PGP)
between 130–194 kya but were in decline by 70 kya. Finally, two
species (gentoo [Antarctica, Falkland/Malvinas Is. populations],
Galápagos) have been in steady decline since at least the Nay-
nayxungla Glaciation (50–72 kya; Fig. 4 and SI Appendix, Fig.
S16). Why Galápagos penguins and southern populations of
gentoo penguins have been in decline over such a considerable
period of time remains uncertain, as there are no large life-

history or ecological differences that distinguish these two spe-
cies from other penguins (SI Appendix, Table S2). One possibility
is that both Galápagos penguins and southern populations of
gentoo penguins represent recent divergence events (Fig. 1 and
SI Appendix, Figs. S7 and S10); hence, the deep time demo-
graphic reconstructions may reflect larger ancestral species
population sizes before lineage divergence.
For erect-crested, southern and northern rockhoppers, and

Magellanic penguins distributed around the tip of South Amer-
ica and on islands north of the APF, Ne was highest during the
PGP with a decline starting in or shortly after the subsequent
interglacial. This pattern could reflect changes in ecosystem
productivity, but it could also be an artifact of the inability of the
pairwise sequential Markovian coalescent (PSMC) method to
account for introgression. Our analyses suggest that for these
four species, ancestral introgression (SI Appendix, Fig. S9) would
have elevated estimates of Ne and could have offset the time
interval when a peak in Ne occurred (SI Appendix, Fig. S16). The
largest ancestral Ne we observed was for Adélie penguins (>105),
a primarily cold-water species (Fig. 1) widely distributed south of

Fig. 1. Evolutionary history of penguins. Phylogenetic hypothesis of penguin species and divergence time estimates using the UCE dataset. Red arrows
represent the four fossil calibration points. The fifth point corresponds to the outgroup node, which is not shown in this figure (see SI Appendix, Fig. S10).
Each node is represented by the ancestral distribution before the cladogenesis event using ancestral range reconstruction based on the best-fitting model
(DIVALIKE+J) and is associated with one or more of the 10 geographic locations depicted in the map at the bottom right (letters A to J and color codes); areas
at branch tips represent the current range of species. Past temperature of the Southern Ocean is represented by the white graph behind the phylogeny (22,
23); onset of the strengthening of the ACC, by the dashed red line (24, 25). (Top Right) Ecological niche disparity through time (DTT) for penguins, with the
phylogeny projected onto niche parameter space on the y-axis (maximum surface water temperature) with predicted niche occupancy (PNO) over time (x-axis)
reconstructed for internal nodes.
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the APF; decreases in temperatures and increases in ice cover
may have promoted its expansion. Smaller historical peaks for Ne
(∼2–3 × 104) were recovered for island endemic species, such as
fiordland (southern New Zealand) and northern rockhopper
penguins (Tristan da Cunha and Gough Island).

Discussion
Our phylogenetic reconstructions show that the large emperor
and king penguins (i.e., Aptenodytes) are sister to all other extant
penguins, in agreement with some previous studies (5–7, 11) and
a recent study using genomic data (10). The topology refutes the
hypothesis that Aptenodytes and Pygoscelis are sister-taxa (4, 8,
9). While the genome-wide data underlying our phylogenetic
topology allowed for detection of the deep lineage split between
Aptenodytes and all other penguins, the short internal branches
recovered by our analysis at this split likely indicate a rapid di-
versification event (<1 Myr) (27). Such rapid speciation events
may explain the discrepancies among the previously proposed
phylogenetic hypothesis generated using fewer molecular mark-
ers, which may have been insufficient for resolving such short
internal branches (28). Where internal branches are longer
among penguin taxa, the phylogenetic position of the remaining
genera and species are consistent with previous phylogenetic
hypotheses (4–10). Reticulated evolution may also have con-
tributed to some inconsistencies in penguin phylogenetic re-
constructions. Genome analyses detected deep and shallow
introgression events across the phylogeny of extant penguins. For
example, species of crested penguins (Eudyptes) appear to have
exchanged genes throughout much of their evolutionary history.
The directionality of introgression among some linages, espe-
cially from the eastern and southern rockhoppers to the erect-
crested penguin (SI Appendix, Fig. S9) is consistent with the
clockwise direction of the Antarctic Circumpolar Current (ACC)

connecting sub-Antarctic islands and promoting dispersal and
admixture. We also detected signatures of genomic introgression
between an ancestor of the Galápagos/Humboldt penguin and
the Magellanic penguin, which is supported by recurrent obser-
vations of hybridization and introgression between Magellanic
and Humboldt penguins in the wild (29).
Our divergence time estimates are consistent with the fossil

record (13), placing the ancestor of crown-group penguins in the
early Miocene. Our biogeographic reconstruction for crown-
group penguins points to the coastlines of Australia and New
Zealand and nearby islands rather than Antarctica (5) as the
most likely range of the ancestor of extant penguins, thus sup-
porting an earlier suggestion (7). During the middle Miocene
climate transition, 14.2–13.8 Mya, the Southern Ocean cooled
6 °C to 7 °C due to the intensification of atmospheric and oceanic
circumpolar circulation, increasing the isolation of Antarctic
organisms (30), and coincident with the divergence of Sphe-
niscus+Eudyptula from Megadyptes+Eudyptes (14.08 Mya), and
the Spheniscus/Eudyptula split (12.57 Mya). Because of the re-
cency of most diversification events (2–9 Mya), we propose an
alternative hypothesis to explain their geographic expansion.
Namely, that the opening of the Drake Passage around the tip of
South America and the development of a deep, strong ACC by
∼11.6 Mya (24), rather than the initial formation of a weaker
ACC ∼34 Mya (ref. 31 and Fig. 1), contributed to the coloni-
zation of new areas and the diversification of penguins. Global
climate cooling intensified with the strengthening of the ACC
and possibly led to the extinction of several species inhabiting
Antarctica (21, 32). The ACC also reinforced the isolation of
taxa inhabiting Antarctica from those on continental shelves and
islands to the north (21, 32), while promoting eastward coloni-
zation of available sub-Antarctic islands.

Fig. 2. Summary of the main introgression episodes among penguin taxa. Arrows represent the percentage of introgression between taxa for all eight
combinations of the five taxon statements evaluated. Only episodes involving >2% introgression are shown. More details, including additional signatures of
introgression, are provided in SI Appendix, Fig. S9 and Table S7. Species are identified by their common names (and sampled populations in the case of gentoo
penguins); see Fig. 1 for correspondence to genus names.
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An accelerating decline in SST since the Pliocene (21) may
have facilitated the colonization of new areas such as islands in
the Indian Ocean. This hypothesis is supported by our analysis of
the divergence of the four gentoo penguin lineages across ther-
mal and salinity gradients to the north and south of the APF (SI
Appendix, Figs. S5–S8). The Pliocene-Pleistocene cooling, along
with the expansion of ice shelves across the Southern Ocean
(21), would have reduced connectivity among penguin pop-
ulations and facilitated speciation across Pygoscelis, Spheniscus,
Eudyptes and Aptenodytes between 2 and 5.5 Mya (Fig. 1). More
recent Pleistocene speciation of island endemic penguins (<5
Mya) might also have followed the formation of new archipela-
gos (e.g., Galápagos, Snares, Macquarie, Gough, Antipodes
Islands) (9).
During the Quaternary glaciations (1.8 to 0.01 Mya), sea ice is

thought to have reached approximately 40°S at the coast of
South America (33). This condition would have promoted the
northern expansion of Spheniscus to the subtropics and subse-
quently enabled colonization of the Galápagos Islands, home to
rich feeding resources for penguins due to the upwelling of
cooler, nutrient-rich waters. Strong north-flowing currents—the

Humboldt Current and Benguela Current—would have further
facilitated penguin colonization of subtropical habitats in the
Pacific (Galápagos) and Atlantic (southern Africa), respectively.
Neither of these current systems penetrates beyond the equator;
this, together with their cold temperate origin and preference for
cooler waters, may explain why crown group penguins never
successfully colonized the Northern Hemisphere.
The genes for which we detected signals of positive selection

are associated with thermoregulation (e.g., vasoconstriction/
vasodilation: ENPEP, MME, BDKRB2), osmoregulation (e.g.,
balance of fluids and salt: SCL6A19, ACE2, AGT), and diving
capacity (e.g., oxygen storage: MB), reflecting adaptations that
enabled penguins to colonize areas outside their ancestral ther-
mal maximum of ∼9 °C (Fig. 1 and SI Appendix, Figs. S12 and
S13). In Antarctica, emperor penguins are exposed to tempera-
tures as low as −40 °C and forage in waters of −1.8 °C (34).
Regulating blood pressure selectively through the constriction of
blood vessels can conserve oxygen consumption and facilitate the
maintenance of high core body temperatures (35). Galápagos
penguins are exposed to SST >27 °C and air temperatures ex-
ceeding 40 °C—although these extremes are mostly associated

Fig. 3. Analysis of genes under positive selection in extant penguin lineages. The main panel depicts results from the network analysis of positively selected
genes, which retrieved two connected primary clusters, one associated with general cellular functions (green) and the other related to functions associated
with osmoregulation (renal function), immunity, thermoregulation (e.g., blood pressure), and diving ability (e.g., oxygen metabolism). All genes under se-
lection that presented two or more connections in the network analysis (46 out of 104 genes) are shown. The functions of the identified loci are further
detailed in the pie chart at the bottom right.
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with El Niño events—which may cause heat stress, high mor-
tality, and slow recovery of penguin colonies (36, 37).
Penguins spend most of their lives at sea, often performing

prolonged dives while foraging. They store oxygen in their lungs,
blood, and muscles (38), and their rates of oxygen consumption
can be very low (39). The two largest penguin species, the em-
peror and king penguins, can achieve depths of >300 m and
maximum dive durations of 22 and 8 min, respectively (38, 40,
41). Smaller penguin species, with the exception of chinstrap
penguins (40), tend to dive in shallow waters (<50 m) for 1 to
2 min (38, 42). In this sense, nucleotide differences in myoglobin
(MB; overall positive selection, Z = 2.645, P = 0.005) across
species groups could be associated with differences in diving
capacity. For example, we found several nonsynonymous sub-
stitutions that were common within Pygoscelis, Eudyptes, and
Aptenodytes penguins but differed between genera (SI Appendix,
Fig. S15). It is possible that these mutations encode greater

oxygen-binding capacity, which would facilitate the deep and
prolonged dives performed by Aptenodytes and some species of
Pygoscelis penguins compared with Eudyptes (higher dN/dS ra-
tios; SI Appendix, Table S13).
Our results suggest that adaptation across genes involved in

multiple interconnected genetic pathways has increased the
foraging success and survival of penguin species across diverse
temperature and salinity gradients (SI Appendix, Fig. S15). For-
aging success is associated with reproductive output (43, 44) and
also with survival during long periods of fasting while caring for
eggs and chicks (45). Collectively, such adaptations would have
promoted the radiation of penguin species across the Southern
Hemisphere.
Penguins have a remarkable evolutionary history. Their radi-

ation from the coasts of New Zealand and Australia into other
parts of the Southern Hemisphere was facilitated by changes in
global circulation patterns over the past 20 million years. Our

Fig. 4. Demographic history of penguins. Shown are PSMC plots depicting the demographic history of each lineage inferred from genomic data represented
by different colored lines (see SI Appendix, Fig. S16 for bootstrapped curves). The periods of the Naynayxungla Glaciation, the Penultimate and Last Gla-
ciations, and the Last Glacial Maximum (LGM) are depicted.
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analysis detected positive selection across several gene networks,
suggesting that molecular adaptation promoted the establish-
ment of penguin populations in the Antarctic and tropical re-
gions and enhanced the ability of some species to dive deeply.
Demographic reconstructions over the past million years show
that most penguin species have declined during the severe ice
conditions of the LGM in the Southern Ocean, a result con-
cordant with that recovered for several other bird species (17,
46). Our results suggest that penguins originated from areas with
a maximum SST of 9 °C and diversified over millions of years to
occupy colder Antarctic and warmer tropical waters. As such, it
seems unlikely that locally adapted species will be able to keep
pace with the present rapid climate change, a rate far in excess of
that observed over geological time, especially because marine
species may be more vulnerable to global warming than terres-
trial species (47, 48). This vulnerability is especially pertinent to
penguins, as illustrated by the recent massive mortality of Adélie
penguin chicks and by the relocation of emperor penguins in
response to suboptimal sea ice conditions (49, 50). As large-scale
genomic studies and sophisticated global climate models become
increasingly available, the application of approaches such as
those presented here holds significant promise for providing new
insight into the evolutionary histories and climatic vulnerability
of many of the world’s most enigmatic species.

Materials and Methods
More detailed information on the materials and methods used in this study
are provided in SI Appendix.

Genome Sequencing and Assembly. The genomes of 18 extant penguin species
(22 individuals) as well as the southern giant petrel (Macronectes giganteus)
were sequenced to ∼30× coverage with 150-bp paired-end reads using the
Illumina HiSeq X platform at MedGenome (SI Appendix, Table S1). We used
the giant petrel as an outgroup for the analyses reported below. In brief, we
removed duplicate sequences using Super Deduper (https://github.com/
dstreett/Super-Deduper) and then filtered the reads. We aligned the
resulting cleaned reads of each individual to the emperor penguin reference
genome (gigadb.org/dataset/100005; scaffold-level assembly) using LAST
(last.cbrc.jp/). We assessed the extent to which genome assemblies were
complete using the BUSCO v2 dataset (51) (SI Appendix, Fig. S2) and KAT
spectra-cn plots (52) (SI Appendix, Figs. S3 and S4). We extracted the CDS,
intron, and mitogenome sequences for each genome using the reference
genome GFF. We extracted 120-bp UCE loci with 750 bp of flanking se-
quence padded to each side with scripts from the PHYLUCE pipeline (53) and
aligned sequences using MAFFT (54).

Estimation of Phylogeny, Divergence Times, and Interspecific Introgression. To
account for potential genome-wide incompatibilities between taxa and loci,
we used Astral III (55) to estimate species tree phylogenies for each of the
UCE, intron, and CDS datasets and for all three datasets combined (SI Ap-
pendix, Fig. S8). We used RAxML-NG (v. 0.5.1b beta) (56) to generate inde-
pendent gene trees for each locus of the UCE, intron, and CDS alignments.
As input to Astral III, we merged all of the “best” trees generated by RAxML-
NG into a single file. For the phylogenomic concatenated analysis using all
the data from UCEs, CDS, intron, and the mitogenome, we carried out
maximum likelihood analyses in IQ-TREE (57), with 1,000 bootstrap replicates
(SI Appendix, Figs. S5–S7). We estimated divergence times in BEAST v2.5.2
(58) using the computer resources available through the CIPRES Science
Gateway (SI Appendix, Figs. S7 and S10) (59), calibrating the topology with

five fossils (SI Appendix, Table S8) using previously published parameters (9).
This phylogeny was used for subsequent analyses. Analyses to investigate
the extent of interspecific introgression across the phylogeny were per-
formed using a partitioned D-statistics approach implemented in DFOIL (60)
for eight combinations of taxa while respecting the priors of a symmetrical
tree composed of four taxa and an outgroup, with one ingroup clade
younger than the other (Fig. 2 and SI Appendix, Fig. S9 and Table S7). To
perform the tests, we split the genome-wide alignments into 100-kb non-
overlapping windows with Bedtools and custom scripts.

Ancestral Distribution and Niche Reconstruction. For the historical biogeo-
graphic analysis, we estimated the ancestral range of the extant penguin
species using the R package BioGeoBEARS (61), implementing three models
of ancestral area reconstruction with and without long-distance dispersal
(the parameter j: “jump dispersal”). We subdivided the extant penguin
geographic distribution into 10 different areas and used occurrence records
for all penguin species and six marine variables to created raw models with
MaxEnt–Javascript (62). Niche overlap was estimated between all penguin
species for the set of variables considered. We used the “Phyloclim” package
to generate predicted niche occupancy (PNO) profile values and plots. We
then combined the PNO profiles with the phylogenetic tree to generate the
DTT plots and climatic tolerance chronograms depicted in Fig. 1.

Detection of Signatures of Positive Selection.We performed a dN/dS ratio test
using the CodeML algorithm implemented in ETE3 (63, 64) for all species and
subgroups in the phylogeny. Due to the large number of analyzed genes, we
performed a multiple comparisons (FDR) test implemented in R. Genes that
persisted on the list (i.e., remained significantly different from neutral ex-
pectations, supporting a positive selection regime) were then used to per-
form a Gene Ontology analysis using WebGestalt (WEB-based GEne SeT
AnaLysis Toolkit) (65) and a network analysis using StringDB (66) (SI Ap-
pendix, Figs. S14 and S15).

Demographic History. To address questions about how climate may have
influenced effective population size (Ne) for each penguin species, we per-
formed a demographic analysis using the PSMC method (67). PSMC was run
with parameters -N25 -t15 -r5 -p 4 + 25*2 + 4 + 6 and with an estimated
generation time for the different penguin species (Fig. 4 and SI Appendix,
Fig. S16 and Table S2) using a substitution rate derived from chicken
pedigrees (68).

Data and Materials Availability Penguin and giant petrel raw fastq reads,
reconstructed genomes (BioProject PRJNA530615; BioSample accession nos.
SAMN11566608 to SAMN11566630) and mitogenomes (MK760983 to
MK761004, MK761006) have been deposited in the GenBank database. All
UCE, CDS, intron and mitogenome alignments, dated phylogenies, and
scripts for data analyses are available at Dryad (https://doi.org/10.5061/
dryad.pk0p2ngj2) (69). All other data needed to evaluate the conclusions in
this paper are provided in either the main text or the SI Appendix.
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