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The timing of reproduction influences key evolutionary and ecological pro-
cesses in wild populations. Variation in reproductive timing may be an
especially important evolutionary driver in the marine environment, where
the high mobility of many species and few physical barriers to migration pro-
vide limited opportunities for spatial divergence to arise. Using genomic data
collected from spawning aggregations of Pacific herring (Clupea pallasii) across
1600 km of coastline, we show that reproductive timing drives population
structure in these pelagic fish. Within a specific spawning season, we observed
isolation by distance, indicating that gene flow is also geographically limited
over our study area. These results emphasize the importance of considering
both seasonal and spatial variation in spawning when delineating manage-
ment units for herring. On several chromosomes, we detected linkage
disequilibrium extending over multiple Mb, suggesting the presence of chro-
mosomal rearrangements. Spawning phenology was highly correlated with
polymorphisms in several genes, in particular SYNE2, which influences the
development of retinal photoreceptors in vertebrates. SYNE2 is probably
within a chromosomal rearrangement in Pacific herring and is also associated
with spawn timing in Atlantic herring (Clupea harengus). The observed genetic
diversity probably underlies resource waves provided by spawning herring.
Given the ecological, economic and cultural significance of herring, our
results support that conserving intraspecific genetic diversity is important
for maintaining current and future ecosystem processes.

1. Introduction
The conservation of genetic diversity is central to management efforts in many
species [1,2], though the functional significance of such diversity for ecologi-
cally relevant traits is often unknown. One such trait, the timing of
reproduction, underlies key evolutionary and ecological processes in the wild
because it mediates gene flow [3] and thus can contribute to population
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divergence and speciation [4]. At the ecosystem scale, diver-
sity in reproductive timing reduces the risk of recruitment
failure caused by unfavourable environmental conditions
[5] and contributes to ecological portfolio effects [6]. Further-
more, resource waves (i.e. trophic resources that are locally
abundant for short periods of time) associated with spatial
variation in reproductive timing prolong foraging opportu-
nities for mobile consumers [7].

Although the evolutionary and ecological significance of
reproductive timing is widely recognized, little is known
about its genetic basis. What is known stems largely from
plants [8] and insects [9,10], even though theevolutionaryeffects
of allochrony (i.e. differences in timing) may be even more pro-
nounced inmarine species.Reproductive allochrony isprobably
an important evolutionary driver in the marine environment,
where the high mobility of many species and few physical bar-
riers to migration reduce opportunities for spatial genetic
divergence to arise. Furthermore, the genetic basis of reproduc-
tive timing has important ecological implications since the
temporalmatchingbetween larval fish emergence andplankton
production determines larval survival and recruitment success
in many temperate marine species [11–13].

Reproductive allochrony may be particularly important in
explaining the population structure and biocomplexity of
Pacific and Atlantic herring (Clupea pallasii, Clupea harengus),
estimated to have diverged 2.2 Ma [14]. Spawn timing varies
across broad latitudinal gradients, but there is also variation
within narrow geographical regions for both species [15],
and populations with distinct spawning seasons (e.g.
winter versus spring spawners in Pacific herring or spring
versus autumn spawners in Atlantic herring) are genetically
distinguishable [16,17]. The consistency of spawn timing
within populations [18] supports the long-standing hypoth-
esis that reproduction and larval emergence are
synchronized with cycles of marine productivity [11].

On the west coast of North America, Pacific herring
migrate to the nearshore environment in winter and spring
to spawn on intertidal and subtidal marine vegetation [15].
Sexually mature fish gather near spawning grounds several
weeks or months before spawning [15] and quickly disperse
after reproducing. The movement and distribution of Pacific
herring outside of the spawning season are poorly under-
stood, but there is evidence from contaminants [19] and
stable isotopes [20] that some populations migrate offshore
to feed while others reside in coastal waters and estuaries.
Mark-recapture studies [21] show that Pacific herring display
fidelity to relatively broad geographical areas.

During the spawning season, Pacific herring support
commercially and culturally important fisheries. Commercial
fisheries harvest eggs from sexually mature fish prior to
spawning, while indigenous fisheries primarily harvest
eggs that have been deposited on vegetation (and some
adult herring are taken for subsistence). The fisheries are
managed spatially, though the geographical extent of spatial
units varies by country and administrative area (i.e. state or
province). In Washington State, spawning biomass is esti-
mated for individual spawning areas and a limited bait
fishery harvests herring outside the spawning season [22].
In British Columbia, spawning biomass is estimated for five
major and two minor stocks and used to set annual quotas
for the commercial fishery [23]. In Alaska, fisheries are man-
aged as regulatory stocks that spawn on specific beaches and
coastlines, though regulations vary regionally [24]. In general,
stocks combine multiple local spawning aggregations, many
of which have cultural and economic significance for indigen-
ous groups [25,26]. This sets up a conflict between resource
users when local spawning aggregations decline in abun-
dance or collapse, as spatially constrained groups (e.g.
indigenous fishers) are affected more severely than highly
mobile industrial fishing fleets [27]. Furthermore, spatial
management schemes may not account for temporal popu-
lation structure, and declines in spawn timing diversity [28]
may impact the resilience of this resource [29].

The temporal and spatial differentiation in both Atlantic
and Pacific herring may be surprising given evidence for
some straying between spawning locations [21] as well as
spawning seasons [30]. Nevertheless, in species with high con-
nectivity, chromosomal rearrangements may facilitate local
adaptation [31–33]. Research on Atlantic herring has identified
genomic regions associated with spawning season [14,34],
some of which are located on a supergene maintained by a
chromosomal inversion [35]. It is currently unknown whether
these same genomic regions contribute to the fine-scale diver-
sity in reproductive phenology of Pacific herring. If so, it
would demonstrate a shared genetic basis of reproductive allo-
chrony that either predates speciation or that arose in parallel
between Atlantic and Pacific herring. In this study, we used
genomic data collected from spawning aggregations of Pacific
herring across 1600 km of coastline to: (i) test whether tem-
poral and spatial differences in reproduction drive genetic
differentiation in herring, (ii) estimate the temporal stability
of spawn timing from spawner surveys, (iii) compare genomic
regions most highly correlated with spawn timing with those
found in Atlantic herring, and (iv) test whether genomic
regions correlated with divergent spawn timing are associated
with chromosomal rearrangements.

2. Results and discussion
We sampled 1104 Pacific herring from 23 different spawning
aggregations across 1600 km on the Pacific Coast of North
America (figure 1a). Spawn timing at these sites ranged
from January to June (electronic supplementary material,
figure S1 and table S1). Restriction site-associated DNA
(RAD) sequencing was used to genotype each sample at
6718 polymorphic loci that aligned to the Atlantic herring
genome (see the electronic supplementary material for
additional details). After filtering for missing data, each indi-
vidual sample had an average read depth of 75× at these loci.

We tested whether subtle differences in spawn timing
(in the range of weeks to months) and geographical distance
influence the genetic population structure of Pacific herring.
A principal components analysis revealed differentiation
between populations spawning at different times and in differ-
ent geographical regions (electronic supplementary material,
figure S2), and the first two principal components were
highly significant using the Tracy-Widom statistic (p< 0.0001).
In a subsequent discriminant analysis of principal components
(DAPC) (figure 1b), the first discriminant axis explained 38% of
the retained variance and separated herring spawning in May
and June from all other individuals, while the second discrimi-
nant axis summarized 19% of the retained variance and
separated samples along a latitudinal and temporal gradient.
A pattern of isolation by time [3] was detected (Mantel r =
0.51, Mantel p≤ 0.00099; figure 1c) despite low overall levels
of genetic differentiation (global FST= 0.014), indicating limited
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gene flow between herring that spawn at different times. This
isolation by time relationship was even stronger after we
removed the highly divergent May–June spawners from the
analysis (Mantel r= 0.70, Mantel p= 0.00099). Additionally,
there was also evidence of isolation by distance [36] within
each specific spawning group (May–June spawners: Mantel
r = 0.61, Mantel p≤ 0.00099; March–April spawners: Mantel
r = 0.77, Mantel p≤ 0.00099; figure 1d).

A model-based Bayesian analysis of population structure
[37] estimated the highest posterior probability for a model
of population structure that included information on spawn
timing (posterior probability = 0.96), followed by a model
that incorporated both information on spawn timing as well
as geographical distance between spawning sites ( posterior
probability = 0.04). Pacific herring population structure is
therefore primarily driven by spawn timing, with limited
spatial dispersal within a particular spawning period. As
both spawn timing and allele frequencies of collections from
different spawning groups were stable over decades (elec-
tronic supplementary material, figure S3 and figure S4),
genetic differentiation correlated with phenology appears to
be a major determinant of population structure in Pacific her-
ring. The interannual consistency of allele frequencies within a
particular spawning population has also been observed in
Atlantic herring [38], and demonstrates that populations exhi-
bit seasonal and geographical fidelity to spawning sites across
multiple generations. Our results support the hypothesis that
Pacific herring home back to their natal spawning site. This is,
to our knowledge, the first observation of such fine-scale gen-
etic structure in Pacific herring and it is notable, given the very
large census population sizes and high mobility characteristic
of these pelagic fish [21]. Our results highlight the importance
of considering both seasonal and spatial variation when
delineating management units for marine species.

As genome-wide differentiation was low across all popu-
lations (global FST= 0.014), it provided a good foundation
for investigating selective differentiation associated with sea-
sonal reproduction and spawn timing diversity. Many
temperate fishes initiate reproduction in response to seasonal
changes in day length (i.e. photoperiod, [39]); in our study
system, the photoperiod at which spawning occurred ranged
from 8 h in January to 17 h in June. We evaluated whether
any single nucleotide polymorphisms (SNPs) were correlated
with spawning photoperiod using a Bayesian framework [40]
that accounts for the covariance of alleles owing to hierarchical
population structure and sampling error. We also conducted a
principal component analysis (PCA) to identify SNPs that
were outliers in regards to overall population differentiation
[41]. There were 116 SNPs that were both PCA outliers and
strongly correlated with spawning photoperiod (log10 Bayes
factor > 2; figure 2a,b). These SNPs were distributed across 17
different chromosomes, suggesting that spawn timing is a
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polygenic trait. Differentiation over all samples at these shared
outlier loci was an order of magnitude higher than at other loci
(figure 2c; mean FST of shared outlier loci = 0.11; mean FST of
other loci = 0.01).

A subset of these outlier loci (n = 44; 36%) were found
within chromosomes 8, 12 and 15 which had high linkage dis-
equilibrium (LD) extending over several Mb (figure 3a,b;
electronic supplementary material, figures S7 & S8). By con-
trast, LD decayed very quickly on most other chromosomes
(electronic supplementary material, figure S9). Network analy-
sis of LD [42] showed that 34 of these shared outlier loci
formed networks of high intrachromosomal LD on chromo-
somes 8, 12 and 15, even though some of the loci were
separated by millions of base pairs. These patterns of LD are
consistent with the presence of large haplotype blocks
caused by processes that suppress recombination over
extended genomic distances, such as large chromosomal
rearrangements [43,44] or linked selection [45]. We used a
PCA-based approach to identify groups of individuals with
distinct genotypes on these chromosomes and found that
PCA clustered individuals into three distinct groups (figure 3c;
electronic supplementary material, figures S7 and S8). This
pattern is characteristic of chromosomal rearrangements such
as inversions [46], where the distinct PCA clusters correspond
to homo- and heterokaryotypes. Consistent with this hypoth-
esis, we observed higher heterozygosity for individuals in
the intermediate PCA cluster (figure 3d). Within a particular
spawning site, tests for Hardy-Weinberg equilibrium (HWE)
indicated that individuals were approximately randomly
mating with regards to the putative inversions (6% of tests
were statistically significant at α < 0.05). Hierarchical analysis
of molecular variance (AMOVAs) showed that the frequency
of putative inversion genotypes (figure 3e) differed between
groups with different spawning phenology (January–February
versus March–April versus May–June spawners). When all
spawning groups were included in the analysis, statistically
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significant (p < 0.0001) differences in genotype frequency were
observed across all hierarchical levels and chromosomes (elec-
tronic supplementary material, table S3). When only January–
February and March–April spawners were included, there was
no difference in the frequency of putative inversion genotypes
on chromosomes 12 and 15 (electronic supplementary
material, table S3), suggesting that these spawning groups
may share more recent ancestry with one another than with
March–April spawners.

In Atlantic herring [35], there is an extensive LD block on
chromosome 12 that is maintained by an inversion and exhi-
bits clinal patterns in allele frequency from north to south. It
was hypothesized that this genomic region may act as a
supergene involved in ecological adaptation to water temp-
erature during gonadal development and/or spawning [35].
In other systems, inversions have been associated with local
adaptation and divergence with regards to migratory beha-
viors (Atlantic cod, [47]), ecotypes (dune sunflower, [48]),
reproductive strategies (ruff, [49]) and life-history strategies
(steelhead/rainbow trout, [50]).

Outlier SNPs with the strongest correlations to spawning
photoperiod (log10 Bayes factor >10; figure 2d ) were located
on chromosome 15 and mapped to the mRNA encoding
SYNE2, a nuclear membrane protein that (among other func-
tions) influences the position of retinal photoreceptors early
in vertebrate development [51,52]. All of the SNPs within
SYNE2 that were strongly correlated with spawning photo-
period (n = 5) were found within the coding sequence of this
gene. The SNP with the highest correlation to spawning
photoperiod (log10 Bayes factor = 41) was a non-synonymous
missense variant (serine to histidine), which is predicted to
have a moderate effect on the protein structure. The other out-
lier SNPs in SYNE2 represented intron variants or splice
region variants. Additional genomic regions that were highly
associated (log10 Bayes factor > 5) with spawning photoperiod
in Pacific herring and may play a role in reproductive path-
ways include two loci on chromosome 6: SH2D4A, a locus
with oestrogen receptor binding activity [53] and SPATA4, a
locus associated with spermatogenesis [54]. Together, these
associations provide support for a mechanistic link between
the population structure, spawn timing, and the photoperiodic
regulation of reproduction in Pacific herring.

Such mechanistic links provide an opportunity to test for
parallel evolution—the evolution of mutations in indepen-
dent lineages that result in phenotypic similarities [55]. In
Atlantic herring, a specific subset of genes related to the
photoperiodic regulation of reproduction are highly associ-
ated with spawn timing in populations from both sides of
the Atlantic Ocean [34], but as haplotypes are shared
among populations, they may have arisen from standing
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genetic variation in the ancestral population or gene flow
across the Atlantic. By contrast, under parallel evolution,
one would expect to observe independent neutral SNPs
linked to the same functional mutation if adaptive alleles
arose independently. We first investigated whether SNPs in
the same genomic regions were correlated with reproductive
phenology in Atlantic and Pacific herring, and found SNPs
within four genes (SYNE2, NRXN3B, CEP128, HK3) that
were highly correlated with reproductive timing variation
in both species (figure 2a), suggesting that similar genes
may underlie highly complex traits such as the timing of
reproduction. Furthermore, it is likely that these loci are
within chromosomal rearrangements or subject to linked
selection in Pacific herring, as LD network analysis showed
that SNPs within three of these genes (SYNE2, NRXN3B,
CEP128) were found in networks of high LD on chromosome
15, while the SNP within HK3 was found in networks of high
LD on chromosome 8.

SNPs in SYNE2 were among the most highly associated
with spawn timing in both species (figures 2d,e), suggesting
a strong effect of that gene on reproductive timing. However,
specific SNPs in Pacific herring differed from those in Atlantic
herring; the five SNPs within SYNE2 found in Pacific herring
were monomorphic in Atlantic herring. This pattern suggests
that species-specific polymorphisms arose independently and
may indicate parallel evolution of varied reproductive
phenologies across sister species. Future studies comparing
the two species by conducting targeted sequencing in this
genomic region should be able to rigorously test this hypoth-
esis. Interestingly, winter and spring spawning populations of
Atlantic cod also exhibit large allele frequency differences
[56] in SYNE2, providing additional evidence that this gene
or genomic region plays a role in reproductive phenology
in a variety of fish taxa.

Our results indicate that genetic variation underlying
spawn timing structures herring populations in time and
space. Given the crucial role of forage fishes in marine ecosys-
tems of converting primary and secondary production to
energy for higher trophic levels [57,58], it is necessary to con-
sider how the observed patterns of genetic variation and
population structure interact with other ecological processes.
Phenological variation provides an important buffer against
environmental disturbance, especially in species central to eco-
system functioning. Genetic variation in reproductive timing is
probably the basis of the prolonged resource wave that spawn-
ing herring provide to coastal environments as they aggregate
to deposit energy-rich eggs [7,59]. In addition, limited gene
flow between temporally and/or spatially separated spawning
aggregations probably contributes to the independent popu-
lation dynamics and portfolio effects that have been observed
in Pacific herring [29].This spatio-temporal population struc-
ture may also increase the vulnerability of Pacific herring
populations to unintentional overexploitation by fisheries at
fine spatial scales [27]. Undetected population structure
within management units can lead to ‘cryptic collapses’ [27]
that may reduce portfolio effects maintaining population stab-
ility at the species level [6]. Temporal population structure in
spatially managed species may be particularly vulnerable if
fisheries targeting, for example, early spawners also acciden-
tally exploit smaller late-spawning populations. Such bycatch
could be quantified and considered in assessment by genetic
population assignment using some of the highly discriminatory
loci [60] identified in this study.
Identifying the genetic basis and environmental drivers of
variation in reproductive phenology is also important for pre-
dicting impacts of climate change and other anthropogenic
disturbances on marine food webs. It is currently unknown
how photoperiod interacts with other environmental cues
(such as sea surface temperature or tidal cycle) to influence
the timing of reproduction in herring. Recent studies of
marine phenology indicate that climate change and the warm-
ing of surface waters are causing shifts towards earlier larval
emergence in some pelagic fishes [61,62], a phenomenon that
could lead to trophic mismatches and increased recruitment
variability. Furthermore, increasing sea surface temperatures
could influence metabolic processes during early life-history
stages [63,64], thus leading to emergent effects that impact sur-
vival. However, species whose reproductive timing has a
strong genetic basis and is driven by consistent environmental
stimuli such as day length may also be vulnerable to climate
change because of a reduced ability to shift reproductive
timing in response to changing thermal conditions.

Current fishery management practices [65] as well as global
climate change [66] may irrevocably reduce genetic diversity in
Pacific herring before its significance is fully recognized,
thereby reducing the ability of species to adapt to future
environmental conditions. Given that forage fishes like Pacific
herring are foundational to coastal food webs [58], fisheries,
and the livelihoods and cultures of coastal indigenous commu-
nities [25,26], diversity loss will have far-reaching consequences
for associated social-ecological systems [67]. Therefore, fishery
and habitat management practices should strive to maintain
existing spatial and temporal population diversity and mitigate
trends in spawn timing compression [28], as this diversity may
enhance species-level resilience to environmental variation and
climate change.
3. Methods
(a) Sample collection
Approximately 48 herring were collected from each of 23 distinct
spawning sites spanning 1600 km of the Pacific northwest coast
of North America (electronic supplementary material, figure S1
and table S1). All but one of these sample collections consisted
of sexually mature herring caught in pre-spawning aggregations
(before 2013) or during active spawning events (after 2013) using
nets or hook-and-line fishing gear. Late-stage eggs were collected
at one site (electronic supplementary material, table S1). Five
different locations were sampled twice across different years
(range of years separating spawning events = 1–15 years); we
hereinafter refer to these samples as ‘temporal replicates’. All
herring (n = 1344) were collected by state, federal, or tribal biol-
ogists, or permitted subsistence fishers. Subsampled tissue was
individually placed in 100% ethanol.

(b) DNA sequencing and genotyping
We followed the protocol of Etter et al. [68] to prepare DNA for
RAD sequencing (see the electronic supplementary material for
details). DNA libraries were standardized to a concentration of
10 nM and pooled such that 96 individuals were sequenced per
lane of an Illumina HiSeq 4000 at the University of Oregon Geno-
mics Core Facility. The resulting sequences were single-end and
had a length of 100 bp.

We used STACKS v. 1.46 [69] to analyse sequencing data and
genotype samples. Loci were filtered for missing data, minor
allele frequency and potential paralogues (see the electronic
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supplementary material for details). As a final quality control
measure and in the absence of a genome assembly for Pacific her-
ring, we aligned loci to the chromosome-level assembly of the
Atlantic herring genome [35] using BOWTIE2 v. 2.2.6 (–sensitive
alignment) [70] and only retained loci that aligned with a map-
ping quality greater than or equal to 20. Individual herring
were assessed for missing data and removed if they had more
than 10% missing genotypes. We screened individuals for intras-
pecific DNA contamination by calculating individual multilocus
heterozygosity (HI) and comparing it to a set of clean reference
samples [71]. Individual samples were removed from the data-
set if they had HI values higher than clean reference samples
(HI > 0.32), as in Petrou et al. [71].

(c) Population structure
Pairwise FST [72] between sample collections, FIS within each
sample collection, and per-locus FSTs were calculated using the
R package hierfstat v. 0.04.22 [73]. We visualized population
structure using a PCA as implemented by smartPCA in EIGENSOFT

v. 7.2 [74]. As input data, we used only biallelic SNPs that had
been pruned for linkage disequilibrium (–indep-pairwise 100
10 0.1) using PLINK v. 1.9 [75]. We assessed variance between
sampling locations using a DAPC with ADEGENET v. 2.1.3 [76].
Groups were defined a priori based on sampling location and col-
lection year and the optim.a.score function was used to identify
the number of principal components to retain in the analysis.

To test whether the timing of reproduction affected genetic
differentiation (isolation by time; 3), we conducted a linear
regression of linearized pairwise FST (FST/(1− FST) to the
number of days separating sampling events. The statistical signifi-
cance of isolation by time was evaluated using a Mantel test
(Pearson’s product moment correlation; 10 000 permutations) as
implemented in the R package vegan v. 2.5.6 [77]. We also tested
for isolation by distance [36] by conducting a linear regression
of linearized pairwise FST to the geographical distance separating
sample collections. The shortest distance (as the crow flies) separ-
ating two sampling locations was calculated using the R package
geosphere v. 1.5.10 [78], and the statistical significance of isolation
by distance was evaluated as described above for time.

We assessed the relative importance of reproductive timing
and geographical distance in structuring Pacific herring popu-
lations by conducting a hierarchical Bayesian analysis of
population structure with the program GESTE v. 2.0 [37] (see
the electronic supplementary material for details).

(d) Outlier loci and loci correlated with spawn timing
We identified SNPs that were outliers to overall patterns of popu-
lation differentiation in our samples using PCA, as implemented
in the R package pcadapt 4.3.3 [41]. We evaluated whether SNPs
were associated with spawning photoperiod using bayenv2,
which accounts for the covariance of alleles owing to hierarchical
population structure and sampling error [40] (see the electronic
supplemental materials for details).

(e) Linkage disequilibrium
We estimated linkage disequilibrium (LD) within each chromo-
some using the R package genetics v.1.3.8 [79]. LD network
analysis [42] was used to identify networks of loci in high LD
(parameters used: Emin = 20, w = 7). Because several chromo-
somes contained loci in strong LD (r2 > 0.5) over extended
distances (greater than 1 Mb), we conducted intrachromosomal
PCAs in ADEGENET to identify whether individuals clustered in
the distinct ‘three stripe’ pattern characteristic of chromosomal
rearrangements such as inversions [46] (see the supplementary
material for details). To assign individuals to a putative
chromosomal inversion, we applied k-means clustering to the
first two eigenvectors of the PCA using the R function kmeans.

We calculated observed heterozygosity for individuals in each
of the clusters identified by PCA. Our expectation was that the cen-
tral cluster, representing individuals that are heterozygous for the
putative inversion, would have high heterozygosity relative to the
other clusters. We calculated genotype frequencies for the putative
inversions in each population and tested for statistically significant
differences in allele frequencies using an AMOVA with ARLEQUIN

v. 3.5.2 [80]. We evaluated whether individuals were randomly
mating in regards to inversion genotype by testing for deviations
for HWE within each population using the exact test (1000 Monte
Carlo permutations of alleles) as implemented in the R package
pegas v. 0.13 [81].

( f ) Comparison to Atlantic herring data
We investigated whether the same genomic regions and SNPs
were correlated with reproductive timing in both Atlantic and
Pacific herring, which are sister species that diverged approxi-
mately 2 Ma and now inhabit different oceans. Atlantic herring
SNPs correlated with spawn timing were previously published
in Lamichhaney et al. [34] and Fuentes-Pardo et al. [82]. Using
the comprehensive list of spawn timing loci compiled by
Fuentes-Pardo et al. [82], we assessed whether SNPs correlated
with spawn timing in Pacific herring were proximate to SNPs
or genes correlated with spawn timing in Atlantic herring (see
the electronic supplementary material for details).
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