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Abstract
In the open ocean without terrain boundaries, marine invertebrates with pelagic lar-
vae can migrate long distances using ocean currents, suggesting reduced genetic di-
versification. Contrary to this assumption, however, genetic differentiation is often 
observed in marine invertebrates. In the present study, we sought to explain how 
population structure is established in the western Pacific Ocean, where the strong 
Kuroshio Current maintains high levels of gene flow from south to north, presum-
ably promoting genetic homogeneity. We determined the population structure of the 
pearl oyster, Pinctada fucata, in the Indo-Pacific Ocean using genome-wide genotyp-
ing data from multiple sampling localities. Cluster analysis showed that the western 
Pacific population is distinct from that of the Indian Ocean, and that it is divided into 
northern (Japanese mainland) and southern (Nansei Islands, China, and Cambodia) 
populations. Genetic differentiation of P. fucata can be explained by geographic bar-
riers in the Indian Ocean and a local lagoon, and by environmental gradients of sea 
surface temperature (SST) and oxygen concentration in the western Pacific. A ge-
nome scan showed evidence of adaptive evolution in genomic loci, possibly associ-
ated with changes in environmental factors, including SST and oxygen concentration. 
Furthermore, Bayesian simulation demonstrated that the past population expansion 
and division are congruent with ocean warming after the last glacial period. It is highly 
likely that the environmental gradient forms a genetic barrier that diversifies P. fucata 
populations in the western Pacific. This hypothesis helps to explain genetic differen-
tiation and possible speciation of marine invertebrates.
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1  | INTRODUC TION

A fundamental question regarding ecological and evolutionary pro-
cesses of marine species is how differentiation and diversification 
occur in the open ocean. In marine environments, ocean currents 
advect pelagic organisms from one locality to another, allowing wide 
distributions. Marine animals with long pelagic larval periods can 
potentially disperse hundreds or thousands of kilometers (Shanks, 
2009; Shanks, Grantham, & Carr, 2003). This long-range dispersal 
enhances connectivity of local populations, maintains gene flow, 
and large effective population size, thereby reducing genetic differ-
entiation among populations (Palumbi, 1994; Ward, Woodwark, & 
Skibinski, 1994).

Dispersal of marine organisms is, however, confined by geo-
graphic factors such as ocean currents and terrain boundaries, and 
by environmental conditions such as sea surface temperature (SST), 
oxygen concentration, and salinity. Steady ocean currents restrict 
the direction of gene flow between localities, resulting in spatial 
patterns of population structure (Thomas et al., 2015; Xuereb et al., 
2018). Marine population can also be dissociated by land exposure. 
In particular, marine regression that accompanied the last glacial 
maximum (LGM) around 23,000–18,000 years ago, affected extant 
population structures (Hewitt, 2000). Furthermore, there is grow-
ing evidence that environmental gradients also serve as barriers 
that prevent genetic flow between local populations (Benestan et 
al., 2016; Bernatchez et al., 2019; Sandoval-Castillo, Robinson, Hart, 
Strain, & Beheregaray, 2018; Sylvester et al., 2018). Larvae delivered 
by ocean currents can settle only new localities that provide suitable 
environmental conditions. Therefore, two populations adapted to 
different environmental conditions are expected to be genetically 
isolated. Environmental heterogeneity also drives differentiation in 
genomic loci related to local adaptation (Guo, Li, & Merilä, 2016).

In order to understand the impact of environmental factors on 
differentiation of marine populations, the western Pacific is a fas-
cinating region in which geographic conditions are particularly well 
studied (Gallagher et al. (2015) for review). The steady Kuroshio 
Current carries warm water from tropical to subtropical and tem-
perate areas around the Nansei (Ryukyu) and Japanese Archipelagos 
(Figure 1). Along the Nansei Archipelago, islands are located at less 
than 100-km intervals, except for a 200-km gap between Kume and 
Miyako Islands. This continuous chain of islands, connected by the 
Kuroshio Current (mean maximum surface velocity reaches 1.2 m/s 
(Yang et al., 2015)), allows long-range distribution of littoral and shal-
low-water marine organisms from the Nansei Archipelago to Kyushu, 
Shikoku, Honshu, and adjacent islands (hereafter we refer to these 
islands as the "Japanese mainland" for simplicity). In addition, there 
has been no drastic geological change or ocean current variation 
since the last glacial period (LGP) in the western Pacific (Gallagher 
et al., 2015; Voris, 2000). Physical geography, including a continuous 
chain of islands and ocean currents may have contributed to genetic 
homogeneity of marine populations in this region.

In fact, some intertidal gastropod species exhibit uniform pop-
ulations in the western Pacific (Kojima et al., 2006; Yamazaki et 

al., 2017). It is noteworthy that an intertidal gastropod species 
Monodonta confusa, having only a 3-day pelagic larval duration 
(PLD), shows homogeneity from the Nansei Islands to the Japanese 
mainland (Sasaki, 1985; Yamazaki et al., 2017). This suggests that the 
Kuroshio Current can transport larvae sufficiently to maintain long-
range population connectivity. In contrast, genetic discontinuity be-
tween the Nansei Islands and the Japanese mainland is evident in 
other animals with various life cycles and PLDs, such as the ostracod 
Vargula hilgendorfii (free-living adult, but poor swimming ability) 
(Ogoh & Ohmiya, 2005), the soft shore barnacle Fistulobalanus albi-
costatus (PLD = 5–7 days) (Chang et al., 2017), intertidal gastropods 
Mondosa perplexa and M. labio (PLD = 3 days for M. perplexa) (Sasaki, 
1985; Yamazaki et al., 2017), and a mudskipper Boleophthalmus 
pectinirostris (PLD = 1 month) (Chen, Hong, Chen, Wang, & Zhang, 
2015). These observations demonstrate that genetic structure var-
ies among species and reflects more than just pelagic duration. One 
possible explanation for genetic structure under extensive ocean-
ographic connectivity is that organisms have capabilities specific 
to environmental conditions; therefore, population structure is re-
stricted by environmental gradients. Despite a number of population 
genetics studies that have been carried out previously (Chang et al., 
2017; Chen et al., 2015; Kojima et al., 2006; Ogoh & Ohmiya, 2005; 
Sasaki, 1985; Yamazaki et al., 2017), there are no empirical studies 
that explain population structure of marine organisms in the west-
ern Pacific in light of environmental factors, based on genome-wide 
variations.

The pearl oyster, Pinctada fucata, is a good model to understand 
genetic differentiation in the western Pacific because of its wide dis-
tribution. P. fucata is a marine bivalve commonly cultured for pearl 
production, mainly in Asian countries. Since this species is one of 
the most valuable aquaculture species, assessment of the genetic 
structure of natural populations should be highly beneficial for con-
servation of this resource. Pinctada species are typically found in 
the Indo-Pacific and western Atlantic tropical and subtropical areas 
(Cunha, Blanc, Bonhomme, & Arnaud-Haond, 2011), while P. fucata 
is distributed from low-latitude tropics to north temperate regions 
around Japan, representing the northern distributional limit of the 
genus. P. fucata spends 2–3 weeks in its pelagic larval stage during 
early development (Fujimura, Wada, & Iwaki, 1995). Then it settles 
on rocky substrates in coastal areas facing the open ocean. Its broad-
cast spawning strategy, as well as its broad distribution, explains its 
high-distance dispersal capability (Yu & Chu, 2006).

To date, the population structure of P. fucata in the west-
ern Pacific remains controversial. An early biogeographic study 
demonstrated that the P. fucata population in the Nansei area 
differs from that in the Japanese mainland in frequency of shell 
color morphs, shell shape, and allozyme variation (Wada, 1984). A 
DNA marker study using the inter-simple sequence repeat (ISSR) 
showed that one PCR fragment was frequently found in individu-
als from the Nansei Islands, China, Cambodia, and Myanmar, while 
it was absent from the Japanese mainland (Masaoka & Kobayashi, 
2006). Contrarily, no genetic marker was found to distinguish in-
dividuals from Japan, China, Vietnam, and Thailand using allozyme 
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loci (Atsumi, Komaru, & Okamoto, 2004). Molecular phylogenetic 
analyses using complete sequences of 18S and 28S ribosomal 
RNA and ITS regions did not show significant differentiation 
among Japanese, Chinese and Cambodian populations (Masaoka 
& Kobayashi, 2002, 2003, 2005). In addition, artificial fertilization 

experiments demonstrated that individuals from western Pacific 
countries produce normal veliger larvae, indicating that they are 
not isolated reproductively (Atsumi et al., 2004). In summary, 
population structure may be possible, but genetic analyses with 
more high-resolution molecular markers and more comprehensive 

F I G U R E  1   Map of sampling area and ocean currents. (a) Five sampling regions ranging from East to South-East Asia include Honshu, 
Shikoku, Kyushu, and marginal islands in Japan (JPN), the Nansei Islands (NAN), China (CHN), Cambodia (KHM), and Myanmar (MMR). A 
bold arrow indicates a major stream of the Kuroshio Current (KC). Dotted arrows indicate the South China Sea Current (ScsC), the Taiwan 
Current (TwC), and the Tsushima Current (TsC). (b) Detailed sampling locations in JPN and NAN regions. For more detailed information about 
sampling locations, see Table 1
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TA B L E  1   Sample localities

Locality ID Region Locality Latitude Longitude Number of samples

JPN_01 Hachijo Island, Japan Hachijo 33.08 139.76 7

JPN_02 Honshu, Japan Nishiizu 34.80 138.73 6

JPN_03 Honshu, Japan Shimizu 34.99 138.60 7

JPN_04 Honshu, Japan Anamizu 37.17 136.97 7

JPN_05 Honshu, Japan Tsuruga 35.73 136.06 5

JPN_06 Honshu, Japan Takahama 35.50 135.54 7

JPN_07 Honshu, Japan Shima 34.28 136.80 7

JPN_08 Honshu, Japan Kuki 34.00 136.28 7

JPN_09 Honshu, Japan Tanabe 33.70 135.34 8

JPN_10 Honshu, Japan Susami 33.53 135.48 7

JPN_11 Oki Island, Japan Oki 36.19 133.36 8

JPN_12 Honshu, Japan Shimonoseki 34.33 130.86 7

JPN_13 Shikoku, Japan Sukumo 32.89 132.66 8

JPN_14 Tsushima Island, Japan Tsushima 34.33 129.28 6

JPN_15 Kyushu, Japan Ohmura 32.88 129.93 8

JPN_16 Kyushu, Japan Nomozaki 32.58 129.75 7

JPN_17 Kamikoshiki Island, Japan Kamikoshiki 31.86 129.86 6

NAN_18 Nansei Islands, Japan Amami 28.18 129.26 8

NAN_19 Nansei Islands, Japan Zamami 26.20 127.29 4

NAN_20 Nansei Islands, Japan Ishigaki 24.44 124.12 8

NAN_21 Nansei Islands, Japan Iriomote 24.33 123.74 8

CHN Guangdong, China China NA NA 7

KHM Cambodia Cambodia NA NA 6

MMR Myanmar Myanmar NA NA 4
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sampling are necessary to resolve the population structure of 
P. fucata in the Indo-Pacific Ocean.

In this study, we first conducted restriction site-associated DNA 
(RAD) sequencing and retrieved genome-wide SNPs from P. fucata 
specimens throughout the Indo-Pacific region to resolve the popu-
lation structure. Next, in order to identify possible barriers that limit 
gene flow in the western Pacific, we tested correlations between 
genetic distance and various environmental factors, including SST, 
oxygen, salinity, phosphate, nitrate, and carbon dioxide concentra-
tions. Using outlier analysis, genomic loci and genes putatively under 
non-neutral evolution were investigated. Finally, we integrated the 
above results, Bayesian simulations, and admixture analysis to re-
construct the demographic history of P. fucata that formed extant 
populations after the LGP. The results presented here will provide 
a striking example of genetic differentiation of organisms with high 
dispersal ability in the open ocean.

2  | MATERIAL S AND METHODS

2.1 | Sample collection

We collected pearl oysters, Pinctada fucata, from five regions in East 
and South-East Asia (Figure 1a). Seventeen localities from Honshu, 
Shikoku, Kyushu, and adjacent islands in Japan (Japanese main-
land) are denoted as JPN, and four localities in the Nansei (Ryukyu) 
Archipelago are labeled as NAN (Figure 1b, Table 1). In order to mini-
mize the effect of artificial admixture in this study, oysters were col-
lected from wild shores or bays, where there were no pearl oyster 
farms. P. fucata specimens from China (CHN), Cambodia (KHM), and 
Myanmar (MMR) were also analyzed (Figure 1a, Table 1). In total, 178 
individuals were collected from 2000 to 2003. An adductor muscle 
of each individual was sampled and kept in a deep freezer.

2.2 | DNA extraction, library 
preparation, and sequencing

Genomic DNA was extracted from tissues using a Maxwell® RSC 
Blood DNA Kit (Promega) on a Maxwell® RSC Instrument (Promega), 
according to the manufacturer's standard protocol. Then, it was 
quantified using a NanoDrop™ 1,000 Spectrophotometer (Thermo 
Fisher Scientific).

For restriction site-associated DNA sequence (RAD-seq) library 
preparation, genomic DNA was digested with HinfI (NEB) and ligated 
to a paired-end sequencing adaptor with a set of 4–8 base barcodes 
(adapted from Chen et al. (2013)) using T4 ligase (NEB). After remov-
ing excess adapters by solid-phase reversible immobilization (SPRI) 
purification, libraries were amplified with 15 cycles of PCR using 
KAPA HiFi HotStart ReadyMix (KAPA). DNA concentration of the li-
brary was first estimated with a BioAnalyzer (Agilent), and then mea-
sured more precisely with small-scale sequencing using an Illumina 
MiSeq Nano kit (Illumina). Libraries were diluted to a normalized 

concentration before pooling for sequencing, and pooled geno-
typing by genome reducing and sequencing (GGRS) libraries were 
sequenced at production scale using Illumina HiSeq 2500 platform 
(Illumina).

2.3 | Data processing and genotyping

After sequencing, raw reads with restriction enzyme recogni-
tion sites and barcode sequences at both ends were retained with 
bcl2fastq software (Illumina). Reads were then demultiplexed using 
reaper and tally, parts of Kraken software tools (Davis, van Dongen, 
Abreu-Goodger, Bartonicek, & Enright, 2013), based on custom bar-
codes to give focused genomic sequence data derived from each 
individual. Then, adapters and sequences with low quality (aver-
age quality below 30 with a 3-base sliding window) were trimmed 
with Trimmomatic (version 0.36) (Bolger, Lohse, & Usadel, 2014). 
Processed reads were mapped to the P. fucata reference genome as-
sembly version 2.0 (Takeuchi et al., 2016) using BWA (version 0.7.15) 
(Li & Durbin, 2009). Individual genotypes were retrieved using 
BCFtools (version 1.6) mpileup option (Li, 2011). Variant calling was 
made if a locus had a sequencing coverage depth ≥ 15, and a global 
minor allele frequency (MAF) rate of at least 10%, reducing the im-
pact of sequencing errors. We removed SNP loci present in fewer 
than 60% of all individuals. If more than one SNP locus was found 
within a 150-bp window (equal to the read length of Illumina se-
quences), the locus closest to the 5' end of the window was kept for 
analysis. Then, we retained samples with more than 50% of all loci.

2.4 | Population structure analyses

We analyzed population structure using model-free approaches. 
Principal component analysis (PCA) was performed on all individu-
als using PLINK 1.9 (Chang et al., 2015). Pairwise genetic distance 
among localities was estimated with Weir and Cockerham's FST (Weir 
& Cockerham, 1984) and Nei's genetic distance (Nei, 1972) using 
StAMPP (Pembleton, Cogan, & Forster, 2013). A neighbor-joining 
tree was generated based on Nei's distance matrix in R with the nj 
function from ape (Paradis, Claude, & Strimmer, 2004). Cluster sup-
port of the tree was estimated using the "aboot" function in poppr 
(Kamvar, Tabima, & Grünwald, 2014) with 1,000 bootstrap replicates.

Population structure of P. fucata was further investigated with 
a model-based approach using a Bayesian clustering method imple-
mented in fastSTRUCTURE (Raj, Stephens, & Pritchard, 2014). We 
tested K = 2 to K = 10 clusters using the simple prior model. Then we 
chose the number of clusters (K = 4) that minimized marginal likeli-
hood using the "chooseK.py" script provided in the fastSTRUCTURE 
package. We also conducted discriminant analysis of principal com-
ponents (DAPC) in R using the adegenet library (Jombart, 2008). In 
order to determine to which cluster each specimen from the western 
Pacific belonged, samples from MMR were excluded and the number 
of clusters K = 3 was applied to the DAPC. The number of principal 
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components was chosen to optimize the α-score estimated by "op-
tim.a.score" module in adegenet.

2.5 | Investigation of outlier loci

We assumed that adaptation to local environments might have oc-
curred in P. fucata populations. In order to identify genomic loci 
exhibiting high genetic differentiation between populations puta-
tively due to selection, we performed three outlier analyses includ-
ing BayeScan (ver. 2.1) (Foll & Gaggiotti, 2008), PCAdapt (ver. 4.1.0) 
(Luu, Bazin, & Blum, 2017), and OutFLANK (ver. 0.2) (Whitlock & 
Lotterhos, 2015). We conducted these conceptually different ap-
proaches because cross-validation using various methods reduces 
error rates (Villemereuil, Frichot, Bazin, François, & Gaggiotti, 2014). 
The Bayesian program BayeScan was used to search for loci with 
extreme FST values that should be explained by selection (Foll & 
Gaggiotti, 2008). BayeScan was run under default parameters, ex-
cept for using a prior odds of 200, based on the size of our dataset. 
Principal component analysis was performed using PCAdapt. Then, a 
differentiation statistic, Mahalanobis distance, was estimated (Luu et 
al., 2017). The first principal component (K = 1) was used for estimat-
ing the test statistics. An R package q value (Storey, Bass, Dabney, 
& Robinson, 2019) was used to calculate q-values in PCAdapt. 
OutFLANK estimates a likelihood based on a trimmed distribution 
of FST to infer the neutral distribution of FST (Whitlock & Lotterhos, 
2015). Highest and lowest outlier trimming was set to 0.05 and the 
minimum heterozygosity required for inclusion was set to 0.1, as the 
default parameters. For each analysis, loci that satisfied a threshold 
of the false discovery rate (FDR) or q-value of 0.1 were retained. 
Finally, loci detected by all three methods were considered outliers.

Genomic regions around outlier loci were surveyed to find coding 
sequences that might be under selection. We searched gene models 
located within 1 kb of outlier loci in the P. fucata reference genome 
version 2.0 (Takeuchi et al., 2016). We used a 1-kb window for physi-
cal linkage between SNPs and gene models based on the observation 
that oysters show a low level of linkage disequilibrium (LD) (Gutierrez 
et al., 2017). Putative gene models that are subject to selection were 
searched with BLASTP against the UniProtKB database using an E-
value threshold <1e−5. UniProt IDs were retrieved from the BLASTP re-
sults and used for Gene Ontology annotation (Ashburner et al., 2000) 
using PANTHER (Mi, Muruganujan, Ebert, Huang, & Thomas, 2019).

2.6 | Assessment of isolation by 
environmental factors

We assumed that environmental gradients shape P. fucata popula-
tion structure in the western Pacific. To test this hypothesis, we 
implemented redundancy analyses (RDAs) using the vegan pack-
age in R (Oksanen et al., 2019). Ecological data, including sea sur-
face temperature (SST), oxygen concentration, salinity, phosphate, 
and nitrate, from 2005 to 2012, were downloaded from the NOAA 

World Ocean Database (Boyer et al., 2013). Data for carbon di-
oxide concentration from 2000 to 2018 were obtained from the 
Surface Ocean CO2 Atlas (SOCAT) (Bakker et al., 2016). Maps with 
the finest longitude/latitude grid resolution (0.25° for SST and sa-
linity, and 1° for oxygen, nitrate, phosphate, nitrate, and CO2) were 
used to retrieve ecological values at 22 sampling localities in the 
Japanese mainland and the Nansei Islands (JPN_1-17 and NAN_18-
22). Samples from China, Cambodia, and Myanmar were excluded 
from the analysis since precise sampling localities were unavail-
able. Seasonal ecological values (quarterly averages over 8 years) 
of each environmental factor except CO2 were calculated. For CO2 
concentration, an annual average over 19 years was used. These 
ecological values were scaled for further analyses. Geographic 
distances between localities were calculated using the Imap pack-
age in R (Wallace, 2012).

Since collinearity between variables can affect RDA (Dormann 
et al., 2013), correlation among variables, including environmental 
factors and geographic distance, was tested. First, we assessed 
correlation between geographic distance and annual mean differ-
ences in environmental factors among localities (Figure S2). We 
selected localities located along the Kuroshio Current (JPN_1, 2, 
3, 7, 8, 9, 10, 13, NAN_18, 19, 20, and 21) because direct distances 
between JPN localities in Pacific coast and in Japan Sea coast 
do not represent the distances that marine organisms actually 
migrate. Simple Mantel tests for distance and ecological factors 
were assessed using the R ecodist package (Goslee & Urban, 2007) 
and Pearson correlation with 1,000 permutations. Because dis-
tance and environmental factors other than CO2 are significantly 
correlated (see Figure S2 for detail), distance was omitted from 
RDA. Effect of isolation-by-distance was tested independently 
(see Note S1 for detail). Second, correlations between each pair 
of environmental factors were checked by estimating Pearson's 
correlation coefficient in R. Results showed that sea surface tem-
perature (SST) and oxygen concentration are strongly correlated 
throughout the year (Figure S3). It is reasonable to expect a neg-
ative correlation between SST and oxygen concentration because 
oxygen solubility in water increases at lower temperatures. Thus, 
we prepared two datasets: (a) without oxygen and (b) without 
SST in order to analyze SST and oxygen independently. In addi-
tion, because there were correlations between seasons for SST, 
oxygen, and salinity, we separated the datasets for each season. 
Consequently, we analyzed eight environmental datasets. For 
genotyping data, we prepared two datasets: (a) all SNPs and (b) 
non-neutral SNPs identified using outlier analyses in order to as-
sess which environmental factors are related to the SNPs under 
selection. We conducted analysis of variance (ANOVA) with 1,000 
permutations to assess the global significance of the model and 
to evaluate the influence of each environmental factor. To con-
trol FDR in the multiple testing, q-values were calculated using the 
Benjamini–Hochberg (BH) method (Benjamini & Hochberg, 1995).

Using RDA, we also investigated SNP loci putatively related to 
local adaptation, based on the method of Forester, Lasky, Wagner, 
and Urban (2018). We conducted RDAs with the all-SNP dataset for 
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eight environmental datasets as mentioned above. Two RDA axes 
were taken into account for SNP search because at most two en-
vironmental factors were significantly correlated with genetic vari-
ations in each dataset (see the Results section for detail). Loadings 
were calculated for each SNP locus, and loci that showed load-
ing ± 3SD from the mean loading of RDA axes were regarded as as-
sociated with local adaptation.

2.7 | Modeling scenario for establishment of 
population structure

In the western Pacific, northern and southern populations were 
identified (see Results). Next, we focused on how the two popula-
tions separated after the last glacial period (LGP). One premise is 
that P. fucata originally inhabited the southern region, and then 
northern population appeared afterward, because (a) the genus 
Pinctada is mainly distributed in tropical and subtropical areas at 
present (Cunha et al., 2011), showing that Pinctada is a warm-wa-
ter taxon, (b) fossils of P. fucata are absent during the LGP in Japan 
(Masuda & Noda, 1976) and their shells are found in middens cre-
ated about 6,000 years ago in the Japanese mainland (Yamamoto, 
1992), indicating that the northern population appeared after the 
LGP, and (c) the northward direction of the Kuroshio Current has 
been stable since the LGP (Gallagher et al., 2015), making it impos-
sible for pearl oyster larvae to have passively migrated from north 
to south. In order to understand how the two populations become 
established, we hypothesized two scenarios: expansion (scenario 1) 
and migration (scenario 2). In scenario 1, the ancestral population in 
the southern area expanded to reach the northern area. Then the 
southern and northern populations become divided, assuming that 
neither reduced its population size significantly during the separa-
tion. In scenario 2, the size of the southern population is consistent 
with that of the ancestral population, and a small number of indi-
viduals incidentally migrated and settled in the northern area. Unlike 
scenario 1, scenario 2 assumes that the present northern popula-
tion was derived from a limited number of founders, experiencing a 
founder effect.

We investigated these hypotheses using approximate Bayesian 
computation (ABC) analysis (Beaumont, 2010) implemented in 
DIYABC (Cornuet et al., 2014). ABC is a flexible method for drawing 
statistical inference about complex evolutionary scenarios based 
on genetic data. ABC compares summary statistics of observed 
and simulated data under evolutionary scenarios, and then infers 
parameters without explicit likelihood calculations (Beaumont, 
2010). We generated 1 million simulated datasets representing 
demographic scenarios. The simulated datasets were compared to 
empirical data to assess the likelihood of each scenario. Summary 
statistics were calculated for the proportion of zero values, the 
mean and variance of nonzero values, and the mean of the com-
plete distribution for each population. In addition, summary sta-
tistics for FST and Nei's distances between populations were used. 
The posterior probability of each scenario was calculated using a 

direct approach (Cornuet et al., 2008) using the 500 closest sim-
ulated datasets.

2.8 | Inference of population admixture

We inferred introgression of one population into the other using 
TreeMix version 1.13 (Pickrell & Pritchard, 2012). The maximum-
likelihood tree was constructed using an SNP window size of 100 
and the MMR population as an outgroup. The number of tested mi-
gration events varied from 1 to 5. The model fit was quantified by 
the covariance for each migration event. The plotting function in R 
was used to visualize the results.

3  | RESULTS

3.1 | Data processing

GGRS sequencing resulted in an average of 60,116,594 reads 
(8,712,692,726 bp) per individual. After quality filtering (Table S1), 
reads were mapped to the P. fucata reference genome version 2.0 
(Takeuchi et al., 2016) for variant calling. In total, 163 of the 178 
individuals examined and 36,203 bi-allelic loci satisfied the criteria 
for inclusion in further analyses. The proportion of missing values in 
the final dataset was 23.42%.

3.2 | Population structure

Principal component analysis (PCA) of all samples showed a distinct 
population structure of P. fucata in the region (Figures 2 and S1). 
The first two principal components explained 11.7% and 7.6% of the 
total variance, respectively. The population at MMR was clearly dis-
tinguishable from western Pacific populations in JPN, NAN, CHN, 
and KHM. The first PC axis separated western Pacific individuals 
into two major clusters. One is composed of individuals from JPN 
and another from NAN, CHN, and KHM. Hereafter we denote the 
JPN population as the “northern population” and the KHM + CHN 
+NAN population as the “southern population,” according to their 
geographic distribution. Individuals from JPN_17 (Kamikoshiki 
Island) were close to those of JPN in terms of PC1 while distinct 
from the others in PC2.

The population structure of P. fucata was also confirmed 
with pairwise values of FST and Nei's distance among popula-
tions (Figure 3a, Data S1). Northern populations are close to each 
other (Nei's distance = 0.04–0.06, FST = 0.00–0.005) except for 
the populations from Anamizu (JPN_04) and Kamikoshiki Island 
(JPN_17), which are distinguishable from all other JPN populations 
(Nei's distance = 0.05–0.05, FST = 0.1–0.02 for JPN_04; Nei's dis-
tance = 0.09–0.10, FST = 0.05–0.07 for JPN_17) with significant 
q-values (q = 0.00) for the FST. Genetic distances among southern 
populations (NAN_18–21, CHN, and KHM) showed relatively low 
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values (Nei's distance = 0.04–0.08, FST = 0.00–0.02). The MMR 
population is distant from other sites (Nei's distance = 0.10–0.16, 
FST = 0.09–0.19), demonstrating that the population in the Indian 
Ocean is distinct from that in the western Pacific. A neighbor-joining 
tree based on the Nei's distance (Figure 3b) demonstrated that the 
northern population (JPN) comprises a distinct cluster that is sep-
arated from the southern population (NAN, CHN, and KHM). The 
JPN_17 (Kamikoshiki Island) population was grouped with the north-
ern cluster with a high bootstrap support (100%), although it showed 
a long branch.

In order to explore detailed P. fucata population composition, 
populations were analyzed using fastSTRUCTURE (Raj et al., 2014) 
(Figure 4). With an optimal value of K = 3, each cluster was com-
posed of a population in the Indian Ocean (MMR), the southwestern 
Pacific (KHM, CHN, and NAN), and the northwestern Pacific (JPN), 
respectively (Figure 4a, upper panel). The JPN_17 subcluster in the 
northern population was identified when K = 4 (Figure 4a, lower 
panel). Geographic distributions of the three clusters are shown in 
Figure 4b. In addition, the result of DAPC confirmed the northern, 
southern, and Kamikoshiki populations (Figure S1b).

All of these cluster analyses demonstrated consistent popula-
tion structure: (a) The MMR population is clearly separated from the 
western Pacific population, (b) in the western Pacific, northern and 
southern populations are significantly differentiated, and (c) in JPN 
region, individuals of Kamikoshiki Island (JPN_17) are distinct from 
the rest of the northern population.

3.3 | Outlier analyses

The genomic scan demonstrated outlier loci that may be associ-
ated with adaptation to local environmental variables such as 

temperature and oxygen concentration. BayeScan, PCAdapt and 
OutFLANK analyses detected signatures of non-neutral selection 
at 72 (66 + 6), 289 (66 + 190+33), and 935 (6 + 66+190 + 673) loci, 
respectively (Figure 5a). In order to reduce false-positive outliers, 
66 loci supported by all three methods were regarded as outlier 
loci.

Assuming that genes physically close to these loci are under 
non-neutral selection, we identified 42 gene models located within 
1 kb of non-neutral loci in the reference genome. Among those, 35 
gene models were annotated based on results of a BLASTP search 
against the UniProt database (Table S3). GO annotation showed 
that 34 genes were classified into six categories of molecular func-
tion (Figure 5b). Catalytic activity (10 genes, 47.6%) and binding (4 
genes, 19.0%) occupied two-thirds of the class. The predominant 
category in biological process is cellular process (6 genes, 25.0%), 
followed by metabolic process (5 genes, 20.8%), localization (3 
genes, 12.6%) and biological regulation (3 genes, 12.5%). In the 
cellular component class, most genes were categorized as organ-
elle (7 genes, 35.0%).

3.4 | Isolation by environmental factors

Although northern and southern populations are distinct from each 
other in the western Pacific, there is no visible terrain boundary sep-
arating the populations. We next investigated environmental varia-
bles that may disrupt gene flow between the southern and northern 
populations.

To test the correlation between genetic variation and environmen-
tal variables, a series of RDA was performed (Figure 6, Table S4). When 
analyzing all SNP datasets (Figure 6a–h), genetic variation was signifi-
cantly associated with SST in spring, summer, and winter (Figure 6a,b, 
and d). Other factors including oxygen, salinity, phosphate, were signif-
icant in particular seasons. For non-neutral SNP datasets (Figure 6i–p), 
SST was the only environmental factor that was significantly related in 
all four seasons (Figure 6i–l). Oxygen concentration contributed to the 
differentiation of non-neutral loci in spring, summer, and autumn data-
sets (Figure 6m–o). In contrast, contributions of other factors, includ-
ing salinity, nitrate, phosphate, and CO2, were limited. The global RDA 
was explained more in non-neutral datasets (R2 = 7.1%–16.2%) than in 
the all-SNP dataset (R2 = 2.4%–5%).

Based on the RDA results, SNP loci possibly associated with ad-
aptation to local environments were investigated (Table S5). In total, 
1,049 unique loci were identified and 11 of them were mutually de-
tected by three outlier analyses, BayeScan, PCAdapt, and OutFLANK. 
We searched genomic regions near the 11 loci (≤1 kb) and found 4 gene 
models that may be related to adaptation (Table S3).

3.5 | Population history

Next, we addressed the demographic history of P. fucata that has 
shaped current population structure after the LGP in the western 

F I G U R E  2   Distinct population structure of Pinctada fucata in 
the Indo-Pacific area. Principal component analysis (PCA) of all 
samples. Each dot indicates one individual
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Pacific. Using DIYABC, we tested two hypotheses: expansion (sce-
nario 1) and migration (scenario 2) (Figure 7a). Prior scaled parame-
ters, including effective population sizes (N) and timing of population 
events (t) were set as shown in Table 2, with uniform distributions. 
Our results showed that the posterior probability (PP) and the confi-
dence interval (CI) of scenario 1 (PP = 0.974, CI = 0.8325–1.000) are 
significantly higher than those of scenario 2 (PP = 0.026, CI = 0.000–
0.1655; Figure 7b). In other words, no founder effect is evident in 
establishment of the northern population. This suggests that the 
ancestral population in the southwest Pacific expanded from the 
South to the Japanese mainland. Then, gene flow from the South to 
the North became restricted by environmental changes (discussed 
below), resulting in two distinct populations.

The TreeMix population graph revealed signs of genetic in-
trogression from the northern population (JPN) to the Nansei 
Archipelago (NAN) (Figure 8). The proportion of variance in re-
latedness between populations explained by the model reached 
95.9% with two migration events. Evidence of genetic introgression 

from north to south is congruent with result of fastSTRUCTURE 
analysis, showing that an average of 48.7% of the genome could 
be attributed to introgression in Amami (NAN_18) population 
(Figure 4b). By the present TreeMix analysis, it is not clear from 
which JPN locality pearl oysters were introduced to NAN popu-
lation, because genetic differentiation among the JPN population 
is low.

Finally, we reconstructed the possible demographic history 
of P. fucata by considering results of present population genetics 
(Figure 9). Because they are not able to survive in low-temperature 
seawater, P. fucata colonized the JPN region after the last glacial 
period (Masaoka & Kobayashi, 2005) (Figure 9a). Our Bayesian in-
ference results demonstrated that colonization resulted from ex-
pansion of the population, rather than incidental migration of small 
number of individuals. Based on the results, we hypothesized that 
the ancestral population was expanded (Figure 9b), and then the 
population became divided into northern and southern populations 
(Figure 9c).

F I G U R E  3   Genetic distances among 
populations. (a) Pairwise genetic distances 
(Nei's distance in upper left and FST in 
lower right) among sample localities. 
For all pairwise FST, q-values (FDR 
adjusted p-values) are show in the tiles. 
(b) Neighbor-joining tree based on Nei's 
distances. Bootstrap values are indicated 
at the nodes. Black circles indicate 100% 
bootstrap support
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4  | DISCUSSION

Population structure of marine invertebrates is determined by bio-
logical attributes such as pelagic larval duration and physiology, as 
well as by seascape features, including geographic setting and envi-
ronmental variables.

Terrain boundary is one of the apparent barriers that prevents 
gene flow among marine populations, resulting in vicariance and al-
lopatric differentiation. For example, the Central American Isthmus, 
which emerged in the late Pliocene (2.8 million years ago), sepa-
rated the Pacific and the Atlantic Oceans (Coates, McNeill, Aubry, 
Berggren, & Collins, 2005). Marine organisms diverged into genet-
ically distinct sister clades on both sides of the Isthmus (Lessios, 
2008). In the Indo-Pacific area, a large land mass, corresponding to 
the Sunda Shelf, was exposed by low sea level during glacial peri-
ods of the Pleistocene (Voris, 2000). The appearance of this land 
mass severed the genetic connection between Indian and Pacific 
marine populations with long-lived pelagic larvae, such as starfish 
and reef fish species (Benzie, 1999; Gaither et al., 2011). The pearl 
oyster population in MMR may also have been differentiated from 

the western Pacific population by this terrain boundary (Figures 2, 
3, and 4).

The pearl oyster population at Kamikoshiki Island (JPN_17) ex-
emplifies small-scale, but distinct allopatric differentiation by a geo-
graphic barrier. Pearl oysters inhabit a coastal lagoon called Lake 
Namako-ike on the shore of the island. The lake is completely isolated 
from the open sea by a coastal gravel bar with no tidal inlets. The geo-
logical barrier, established in mid-Holocene about 5,000–6,000 years 
ago (Aramaki, Yamaguchi, & Tanaka, 1976; Woodruff, Donnelly, & 
Okusu, 2009), genetically isolates the Kamikoshiki population from all 
others, resulting in unique genetic constitution (Figures 2, 3, and 4a).

Except for the population in Kamikoshiki Island, genetic diver-
gence among localities in the Japanese mainland is low (Figure 3a). 
One possible explanation is that the pearl oysters have been arti-
ficially delivered from one place to another for aquaculture pur-
pose, causing genetic homogenization in the JPN region. However, 
our sampling localities include islands (JPN_1, 11, and 14) more 
than 100 km from pearl farming areas (Figure 1b). To the best of 
our knowledge, there are no records of artificial transfers of pearl 
oysters in these areas; therefore, local pearl oyster populations of 

F I G U R E  4   Northern and southern 
populations of Pinctada fucata across 
the western Pacific are identified using 
STRUCTURE analysis. (a) Each vertical 
column represents individual and 
associated probabilities of assignments 
to genetic clusters (green, yellow, purple, 
and cyan). The Y-axis represents the 
probability that a given individual belongs 
to the cluster(s) indicated. (b) Geographic 
configuration of the associated probability 
of assignments (K = 3) for each locality. 
ID numbers for the JPN population are 
indicated in circles
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isolated islands cannot have been contaminated by human activi-
ties. Thus, the genetic uniformity of population in JPN localities is 
attributed to natural dispersal of the pearl oyster throughout the 
region by the Kuroshio and Tsushima Currents (Figure 1a), irrespec-
tive of artificial intervention. Genetic uniformity negates the possi-
bility of isolation-by-distance to explain the P. fucata population in 
the JPN region (Figure S4). Similarly, the southern population is dis-
tributed across a wide area ranging from the South China Sea (KHM 
and CHN) to the East China Sea (NAN). The wide distribution of the 
population is maintained by the long-lived pelagic larvae, together 
with steady ocean currents. Population uniformity from the Gulf of 
Thailand to the South China Sea was demonstrated in various marine 
animals such as the seahorses, Hippocampus kuda and H. trimaculatus 
(Lourie, Green, & Vincent, 2005), the acorn barnacle, Chthamalus ma-
layensis (Tsang et al., 2012), and the limpet, Cellana toreuma (Wang, 
Ganmanee, Shau-Hwai, Mujahid, & Dong, 2016). A genetic connec-
tion between the South China Sea and Nansei Islands populations is 
also evident from studies on the toothed top shell, Monodonta labio 
(Yamazaki et al., 2017). These studies support the idea that the South 
China Sea Current connects KHM and CHN, and that the Kuroshio 
and Taiwan Currents connect the South China Sea and the NAN area 
(Figure 1a), maintaining the southern population of P. fucata.

4.1 | Environmental barriers and adaptation to 
local conditions

As P. fucata shows potential to inhabit much of the coastal habitat 
of the western Pacific, it is speculated that southern and north-
ern populations could also be demographically connected by the 
Kuroshio Current. In fact, the presence of wild P. fucata population 
in the JPN region confirms that they can migrate from the NAN 
area to JPN via the Kuroshio Current, at least in the past. In the 
present ocean, however, the southern and northern populations 
are clearly differentiated (Figures 2, 3, and 4). In the absence of a 
geographic barrier, we hypothesize that existing population pat-
terns of P. fucata can be explained by their capacity to adapt to 
local environmental gradients.

As pearl oysters adopt a sessile adult lifestyle, dispersion occurs 
in the pelagic larval stage from fertilization to settlement, taking 
2–3 weeks. Maturation of gonads and spawning of P. fucata occurs 
throughout the year, with a small peak of activity in the winter in the 
Nansei area (Wada, Komaru, Ichimura, & Kurosaki, 1995). Therefore, 
the environmental barrier that limits dispersal of larvae from south 
to north should persist regardless of the season. Among the environ-
mental factors studied here, SST showed the strongest correlation 

F I G U R E  5   Detection of outlier loci in the Pinctada fucata 
genome. (a) The number of SNP loci identified by each software 
package. (b) GO functional annotation of gene models that are 
closely located at outlier SNP loci
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F I G U R E  6   RDA showing significant environmental factors related to genetic differentiation between northern and southern populations. 
(a–h) All-SNP dataset. (i–p) Non-neutral SNP dataset. Arrows represent environmental factors (SST, sea surface temperature; O, oxygen 
concentration; Sal, salinity; PO, phosphate concentration; NO, nitrate concentration; CO2, carbon dioxide concentration). Red arrows 
indicate significant variables (q < 0.05; Table S4). Circles indicate sampling localities of JPN (purple) and NAN (yellow) regions
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with the genetic distance between the southern and northern pop-
ulations (Figure 6), a correlation that is evident in all four seasons. 
The results indicate that the SST gradient is one of the major fac-
tors affecting the distribution of P. fucata populations in the western 
Pacific. In fact, seawater temperature directly affects metabolic and 
physiological activity of pearl oysters (Numaguchi, 1994; Yukihira, 
Lucas, & Klumpp, 2000). It is noteworthy that the optimum seawater 
temperature for P. fucata in China is significantly higher than that for 
individuals in Japan (Numaguchi & Tanaka, 1986; Wang, Zhu, Wang, 
Luo, & Liu, 2012). Furthermore, their growth is considerably affected 
by water temperature, especially in early life stages such as fertil-
ization, development, and settlement (Numaguchi & Tanaka, 1986; 
O’Connor & Lawler, 2004; Wang et al., 2012). Larvae originating 

from the Nansei area may be transported to north, but cannot sur-
vive and settle in the lower temperatures of the JPN area.

The northern and southern populations are considered to be 
adapted to environmental conditions differing in temperature and 
oxygen level. By comparing genome-wide SNPs of the two popula-
tions, our genome scan analyses, including BayeScan, PCAdapt, and 
OutFLANK, identified 66 outlier loci, which are the landmark of can-
didate genes for adaptation. In total, 42 protein-coding gene models 
were retrieved from the P. fucata reference genome and 35 genes 
were functionally annotated, based on sequence similarity to known 
genes in the public database.

Thermal tolerance is associated with physiological oxygen sup-
ply and demand. Oxygen deficiency is caused by increasing oxygen 
demand at high temperatures, and by decreased ventilation and 
circulation at low temperatures (Pörtner, 2001, 2002). Therefore, 
ectothermic marine organisms may modify functional properties 
and density of mitochondria to maximize ATP production efficiency 
at ambient temperature. In our outlier study, several genes with 
metabolic functions are identified. For instance, a gene encoding 
a subunit of succinate dehydrogenase (pfu_aug2.0_10.1_00001.
t1), located in the mitochondrial matrix, participates in the electron 
transport chain, as well as the TCA cycle (Hederstedt & Rutberg, 
1981; Yankovskaya et al., 2003). Inverted formin-2 or INF2 homo-
log (pfu_aug2.0_1964.1_15330.t1) is involved in mitochondrial fis-
sion (Korobova, Ramabhadran, & Higgs, 2013). Notably, this gene 
is detected not only by all 3 outlier approaches, but also by a geno-
type–environment association approach using RDA (Table S3). It is 
possible that gene expression level or activity of these proteins is 
optimized in response to environmental conditions.

Along with lower seawater temperatures, changes in mi-
tochondrial properties and higher concentrations of oxygen 
in the environment may cause increasing oxidative stress by 

F I G U R E  7   Population history scenarios of Pinctada fucata in 
the western Pacific tested using DIYABC. (a) In scenario 1, the 
ancestral population (NA) was increased at t2, and separated into 
two populations (NS and NN) without a reduction in the sum of 
the population size at t1. Total population size is stable during the 
subdivision, and no bottleneck event was occurred. In scenario 
2, the southern population (NS) size is stable, while the northern 
population (NN) originated from a small number of individuals from 
the ancestral population (NNA) derived from NS at t2, and expanded 
at t1. A bottleneck in the northern population is assumed in 
scenario 2. (b) Posterior probability and confidence interval of the 
scenarios estimated using DIYABC

Present
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Scenario 1 Scenario 2
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TA B L E  2   Prior parameters for DIYABC simulation

 
Prior 
distribution Condition

NS Size of the southern popu-
lation at present

[103, 107]  

NN Size of the northern popu-
lation at present

[103, 107]  

NA Size of the common ances-
tral population

[103, 107] NA < NS

NNA Size of the northern ances-
tral population

[10, 104] NNA < NN

t1, t2 Time point of population 
events

[102, 105] t1 ≦ t2

F I G U R E  8   Admixture from the northern population (JPN) to 
Amami Island is evident using TreeMix. The population tree was 
built assuming two migration events, using MMR as an outgroup. 
Arrows indicate inferred admixtures and are colored according to 
their weights
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cellular reactive oxygen species (ROS) (Abele & Puntarulo, 2004; 
Guderley, 2004; Viarengo, Canesi, Garcia Martinez, Peters, & 
Livingstone†, 1995). ROS strongly oxidize all cell components in-
cluding DNA, proteins, and lipids. The enzymatic defense system 
against cytotoxic effects of ROS includes superoxide dismutase, 
catalase, and glutathione peroxidase (Manduzio, Rocher, Durand, 
Galap, & Leboulenger, 2005). In the present study, however, we 
did not find any of these genes among adaptation-related candi-
dates. On the other hand, there is a gene involved in DNA repair, 
single-strand selective monofunctional uracil-DNA glycosylase 
(pfu_aug2.0_1138.1_28083.t1).

In summary, the present outlier analysis detected a number of 
genes that may be related to local adaptation. It should be noted that 
the gene candidate list includes gene models of unknown relevance 
and that some outliers could be false positives. Meanwhile, informa-
tion about outliers in the genome suggests potential candidates, the 
biological function of which should be analyzed in future studies. 
Experimental approaches such as RNA-seq to detect differentially 
expressed genes in different conditions, gene knockdown, or ge-
nome editing will be essential to identify genes related to adaptation.

4.2 | Reconstruction of population history

Extant populations are derived from ancestral populations that ex-
perienced environmental changes in the Pleistocene (Hewitt, 2000). 
Therefore, in order to understand how contemporary population 
structure was established, it is necessary to consider historical sea-
scape features.

Based on the present population genetics study discussed 
above, we reconstructed the demographic history of P. fucata 
(Figure 9). During the last glacial period, the SST around the 
Japanese mainland was 5–6°C lower than at present. The Kuroshio 
Current was thought to have turned westward at a lower latitude 
than today (Ujiié, Tanaka, & Ono, 1991; Ujiié, Ujiié, Taira, Nakamura, 
& Oguri, 2003), but see Lee et al. (2013) and Gallagher et al. (2015) 
for a review. During this period, the population may not have been 
able to inhabit the JPN area (Figure 9a). After the last glacial period, 
temperatures gradually increased and peaked ~6,000 years ago, 
2–3°C higher than at present in Japan (Schöne et al., 2004). SST 
warming enabled the P. fucata population to extend northward and 
to reach the Japanese mainland during this period (Figure 9b). As 
the SST gradually decreased to its present level, individuals able to 
tolerate lower water temperatures remained in the JPN area and 
formed the northern population (Figure 9c). Environmental gradi-
ents, especially SST, caused a genetic discontinuity between the 
modern northern and southern populations. Meanwhile, artificial 
fertilization experiments indicate that speciation has not occurred 
between the populations (Atsumi et al., 2004).

Population patterns along the Kuroshio Current in the western 
Pacific vary among organisms. In particular, diversity of coral spe-
cies diminishes drastically in the Japanese mainland compared to 

F I G U R E  9   Possible population history of Pinctada fucata in 
the western Pacific. (a) In the last glacial period, the distribution 
of P. fucata was restricted to the South, due to low SST. The light 
gray area indicates exposed land, assuming that the sea level was 
120 m below present. Note that this map is based on modern 
terrain height and that tectonic change is not considered. (b) The 
ancestral population expanded to the north, accompanied by 
increased SST. Tropical species such as hermatypic corals were also 
distributed to 35°N (dotted line). (c) As the SST gradually decreased 
to present levels, demographic flow from the South to the North 
became restricted by this environmental barrier. The northern 
population was retained, presumably due to adaptation to the local 
environment
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the Nansei Archipelago (Veron & Minchin, 1992). In other words, the 
Nansei area is the northern limit of distribution for many coral spe-
cies, irrespective of their pelagic larval duration. Marine shallow-wa-
ter species show common population structure, being divided into 
southern (Nansei Islands) and northern (Japanese mainland) popu-
lations (Chang et al., 2017; Ogoh & Ohmiya, 2005; Yamazaki et al., 
2017). In this study, we demonstrated the population structure of a 
marine bivalve species. Despite their long-dispersal potential, P. fu-
cata is genetically differentiated due to an environmental barrier 
in the western Pacific. Evidence from this study suggests that the 
present population distribution was shaped by past environmen-
tal changes and by the adaptive capability of the animal. This per-
spective can be generalized to explain varied population patterns of 
marine organisms that may have different thermal tolerances and 
evolutionary consequences. Fossil records indicate that 6,000 years 
ago, tropical fauna, including hermatypic corals and mollusk spe-
cies were distributed at higher latitudes (~35°N) (Hoshino, 1967; 
Matsushima, 1984; Yabe & Sugiyama, 1932) (Figure 9b). Some trop-
ical species retreated to the south as the SST decreased to present 
levels, while others colonized the JPN area to form northern popula-
tions, presumably due to tolerance of lower temperatures.

Our genome-wide analysis detected genetic introgression of 
the northern into the southern population (Figure 8). Gene flow, 
opposite the Kuroshio Current, might be due to artificial introduc-
tions. It is known that pearl oysters were brought from the Japanese 
mainland to Amami Island (NAN_18) and Okinawa Island (NAN_19) 
for aquaculture purposes in the past. Although pearl farming using 
P. fucata is not continuing at present, hybridization has occurred in 
these areas and genetic attributes have been retained in the NAN 
population.

In terms of conservation of P. fucata, an important aquaculture 
species for pearl farming, our results provide essential information 
about population structure. In order to conserve genetic diversity of 
the species, artificial admixture for pearl farming should be planned 
carefully based on natural population structure. In particular, animals 
from the southern population should not be introduced for pearl 
farming in the Japanese mainland, or vice versa, to avoid losing their 
genetic uniqueness. As the northern and southern populations may 
be adapted different environmental conditions, it is beneficial for 
sustainable pearl farming to conserve genetic diversity that might be 
able to overcome climatic changes in the future.

5  | CONCLUSIONS

Using genome-wide genotyping data, we determined the population 
structure of Pinctada fucata in the Indo-Pacific area. Population iso-
lation by geographic barriers is evident in the Indian Ocean (MMR) 
and a local lagoon in Kamikoshiki Island (JPN_17), whereas environ-
mental gradients can shape large-scale population differentiation in 
the western Pacific (northern and southern populations). Genomic 
loci that may be associated with adaptation to the local environment 
were identified. The present study highlights demographic history 

affected by environmental changes that explain the extant marine 
population in the western Pacific. In addition, the population struc-
ture demonstrated by the present study should provide essential in-
formation for genetic conservation of the pearl oyster.

ACKNOWLEDG EMENTS
This work was supported by grants from the Project to Advance 
Institutional Bio-oriented Technology Research, NARO (special pro-
ject on advanced research and development for next-generation 
technology), and by internal funds from the Okinawa Institute of 
Science and Technology (OIST). We thank Dr. Steven D. Aird for ed-
iting the article.

CONFLIC T OF INTERE S T
None declared.

DATA AVAIL ABILIT Y S TATEMENT
SNP dataset is available on DRYAD (https ://doi.org/10.5061/dryad.
qnk98 sfbv) (Takeuchi, 2019).

ORCID
Takeshi Takeuchi  https://orcid.org/0000-0002-9916-8801 

R E FE R E N C E S
Abele, D., & Puntarulo, S. (2004). Formation of reactive species and in-

duction of antioxidant defence systems in polar and temperate ma-
rine invertebrates and fish. Comparative Biochemistry and Physiology 
Part A: Molecular & Integrative Physiology, 138(4), 405–415. https ://
doi.org/10.1016/j.cbpb.2004.05.013

Aramaki, M., Yamaguchi, M., & Tanaka, Y. (1976). A geomorphological and 
hydrological study on lagoons on Kamikoshiki Island, Japan. Bulletin 
of the Association of Natural Science, Senshu University, 9, 1–80.

Ashburner, M., Ball, C. A., Blake, J. A., Botstein, D., Butler, H., Cherry, J. 
M., … Sherlock, G. (2000). Gene ontology: Tool for the unification of 
biology. Nature Genetics, 25, 25–29. https ://doi.org/10.1038/75556 

Atsumi, T., Komaru, A., & Okamoto, C. (2004). Genetic relationship 
among the Japanese pearl oyster Pinctada fucata martensii and other 
pearl oysters. Fish Genetics and Breeding Science, 33(2), 135–142.

Bakker, D. C. E., Pfeil, B., Landa, C. S., Metzl, N., O’Brien, K. M., Olsen, 
A., … Xu, S. (2016). A multi-decade record of high-quality FCO2 data 
in version 3 of the Surface Ocean CO2 Atlas (SOCAT). Earth System 
Science Data, 8(2), 383–413.

Beaumont, M. A. (2010). Approximate Bayesian computation in 
evolution and ecology. Annual Review of Ecology, Evolution, and 
Systematics, 41(1), 379–406. https ://doi.org/10.1146/annur ev-ecols 
ys-102209-144621

Benestan, L., Quinn, B. K., Maaroufi, H., Laporte, M., Clark, F. K., 
Greenwood, S. J., … Bernatchez, L. (2016). Seascape genomics pro-
vides evidence for thermal adaptation and current-mediated popula-
tion structure in American lobster (Homarus americanus). Molecular 
Ecology, 25(20), 5073–5092. https ://doi.org/10.1111/mec.13811 

Benjamini, Y., & Hochberg, Y. (1995). Controlling the false discovery rate: 
A practical and powerful approach to multiple testing. Journal of the 
Royal Statistical Society: Series B (Methodological), 57(1), 289–300. 
https ://doi.org/10.1111/j.2517-6161.1995.tb020 31.x

Benzie, J. A. H. (1999). Major genetic differences between crown-
of-thorns starfish (Acanthaster planci) populations in the Indian 
and Pacific oceans. Evolution, 53(6), 1782–1795. https ://doi.
org/10.1111/j.1558-5646.1999.tb045 62.x

https://doi.org/10.5061/dryad.qnk98sfbv
https://doi.org/10.5061/dryad.qnk98sfbv
https://orcid.org/0000-0002-9916-8801
https://orcid.org/0000-0002-9916-8801
https://doi.org/10.1016/j.cbpb.2004.05.013
https://doi.org/10.1016/j.cbpb.2004.05.013
https://doi.org/10.1038/75556
https://doi.org/10.1146/annurev-ecolsys-102209-144621
https://doi.org/10.1146/annurev-ecolsys-102209-144621
https://doi.org/10.1111/mec.13811
https://doi.org/10.1111/j.2517-6161.1995.tb02031.x
https://doi.org/10.1111/j.1558-5646.1999.tb04562.x
https://doi.org/10.1111/j.1558-5646.1999.tb04562.x


     |  851TAKEUCHI ET Al.

Bernatchez, S., Xuereb, A., Laporte, M., Benestan, L., Steeves, R., Laflamme, 
M., … Mallet, M. A. (2019). Seascape genomics of eastern oyster 
(Crassostrea virginica) along the Atlantic coast of Canada. Evolutionary 
Applications, 12(3), 587–609. https ://doi.org/10.1111/eva.12741 

Bolger, A. M., Lohse, M., & Usadel, B. (2014). Trimmomatic: A flexible 
trimmer for illumina sequence data. Bioinformatics, 30(15), 2114–
2120. https ://doi.org/10.1093/bioin forma tics/btu170

Boyer, T. P., Antonov, J. I., Baranova, O. K., Coleman, C., Garcia, H. E., 
Grodsky, A., Zweng, M. M. (2013). World Ocean Database 2013 (p. 
208). Silver Spring, MD: World Data Center for Oceanography.

Chang, C. C., Chow, C. C., Tellier, L. C., Vattikuti, S., Purcell, S. M., & Lee, J. 
J. (2015). Second-generation PLINK: Rising to the challenge of larger 
and richer datasets. GigaScience, 4(1), 7. https ://doi.org/10.1186/
s13742-015-0047-8

Chang, Y. W., Chan, J. S. M., Hayashi, R., Shuto, T., Tsang, L. M., Chu, 
K. H., & Chan, B. K. K. (2017). Genetic differentiation of the soft 
shore barnacle Fistulobalanus albicostatus (Cirripedia: Thoracica: 
Balanomorpha) in the West Pacific. Marine Ecology, 38(2), e12422. 
https ://doi.org/10.1111/maec.12422 

Chen, Q., Ma, Y., Yang, Y., Chen, Z., Liao, R., Xie, X., … Pan, Y. (2013). 
Genotyping by genome reducing and sequencing for outbred an-
imals. PLoS ONE, 8(7), e67500. https ://doi.org/10.1371/journ 
al.pone.0067500

Chen, W., Hong, W., Chen, S., Wang, Q., & Zhang, Q. (2015). Population 
genetic structure and demographic history of the mudskipper 
Boleophthalmus pectinirostris on the northwestern pacific coast. Environ 
Biol Fish, 98(3), 845–856. https ://doi.org/10.1007/s10641-014-0320-1

Coates, A. G., McNeill, D. F., Aubry, M.-P., Berggren, W. A., & Collins, 
L. S. (2005). An introduction to the geology of the Bocas Del Toro 
Archipelago, Panamá. Caribbean Journal of Science, 41, 374–391.

Cornuet, J.-M., Pudlo, P., Veyssier, J., Dehne-Garcia, A., Gautier, M., 
Leblois, R., … Estoup, A. (2014). DIYABC v2. 0: A software to make 
approximate Bayesian computation inferences about population 
history using single nucleotide polymorphism, DNA sequence and 
microsatellite data. Bioinformatics, 30(8), 1187–1189. https ://doi.
org/10.1093/bioin forma tics/btt763

Cornuet, J.-M., Santos, F., Beaumont, M. A., Robert, C. P., Marin, J.-M., 
Balding, D. J., … Estoup, A. (2008). Inferring population history with 
DIY ABC: A user-friendly approach to approximate Bayesian compu-
tation. Bioinformatics, 24(23), 2713–2719. https ://doi.org/10.1093/
bioin forma tics/btn514

Cunha, R., Blanc, F., Bonhomme, F., & Arnaud-Haond, S. (2011). 
Evolutionary patterns in pearl oysters of the genus Pinctada 
(Bivalvia: Pteriidae). Marine Biotechnology, 13(2), 181–192. https ://
doi.org/10.1007/s10126-010-9278-y

Davis, M. P., van Dongen, S., Abreu-Goodger, C., Bartonicek, N., & 
Enright, A. J. (2013). Kraken: A set of tools for quality control and 
analysis of high-throughput sequence data. Methods, 63(1), 41–49. 
https ://doi.org/10.1016/j.ymeth.2013.06.027

de Villemereuil, P., Frichot, É., Bazin, É., François, O., & Gaggiotti, O. E. 
(2014). Genome scan methods against more complex models: When 
and how much should we trust them? Molecular Ecology, 23(8), 2006–
2019. https ://doi.org/10.1111/mec.12705 

Dormann, C. F., Elith, J., Bacher, S., Buchmann, C., Carl, G., Carré, G., … 
Lautenbach, S. (2013). Collinearity: A review of methods to deal with 
it and a simulation study evaluating their performance. Ecography, 
36(1), 27–46. https ://doi.org/10.1111/j.1600-0587.2012.07348.x

Foll, M., & Gaggiotti, O. (2008). A genome-scan method to identify se-
lected loci appropriate for both dominant and codominant mark-
ers: A Bayesian perspective. Genetics, 180(2), 977–993. https ://doi.
org/10.1534/genet ics.108.092221

Forester, B. R., Lasky, J. R., Wagner, H. H., & Urban, D. L. (2018). 
Comparing methods for detecting multilocus adaptation with multi-
variate genotype–Environment associations. Molecular Ecology, 27(9), 
2215–2233. https ://doi.org/10.1111/mec.14584 

Fujimura, T., Wada, K., & Iwaki, T. (1995). Development and morphol-
ogy of the pearl oyster larvae, Pinctada fucata. Venus: The Japanese 
Journal of Malacology, 54(1), 25–48. https://doi.org/10.18941/
venusjjm.54.1_25.

Gaither, M. R., Bowen, B. W., Bordenave, T.-R., Rocha, L. A., Newman, 
S. J., Gomez, J. A., … Craig, M. T. (2011). Phylogeography of the reef 
fish Cephalopholis argus (Epinephelidae) indicates Pleistocene iso-
lation across the indo-pacific barrier with contemporary overlap 
in the coral triangle. BMC Evolutionary Biology, 11, 189. https ://doi.
org/10.1186/1471-2148-11-189

Gallagher, S. J., Kitamura, A., Iryu, Y., Itaki, T., Koizumi, I., & Hoiles, P. W. 
(2015). The Pliocene to recent history of the Kuroshio and Tsushima 
currents: A multi-proxy approach. Progress in Earth and Planetary 
Science, 2(1), 17. https ://doi.org/10.1186/s40645-015-0045-6

Goslee, S. C., & Urban, D. L. (2007). The ecodist package for dissimilar-
ity-based analysis of ecological data. Journal of Statistical Software, 
22(1), 1–19. https ://doi.org/10.18637/ jss.v022.i07

Guderley, H. (2004). Metabolic responses to low temperature in fish 
muscle. Biological Reviews, 79(2), 409–427. https ://doi.org/10.1017/
S1464 79310 3006328

Guo, B., Li, Z., & Merilä, J. (2016). Population genomic evidence for 
adaptive differentiation in the Baltic Sea herring. Molecular Ecology, 
25(12), 2833–2852. https ://doi.org/10.1111/mec.13657 

Gutierrez, A. P., Turner, F., Gharbi, K., Talbot, R., Lowe, N. R., Peñaloza, 
C., … Houston, R. D. (2017). Development of a medium density 
combined-species SNP array for Pacific and European oysters 
(Crassostrea gigas and Ostrea edulis). G3. (Bethesda), 7(7), 2209–2218. 
https ://doi.org/10.1534/g3.117.041780

Hederstedt, L., & Rutberg, L. (1981). Succinate dehydrogenase–a com-
parative review. Microbiological Reviews, 45(4), 542–555.

Hewitt, G. (2000). The genetic legacy of the Quaternary ice ages. Nature, 
405(6789), 907–913. https ://doi.org/10.1038/35016000

Hoshino, M. (1967). Radiocarbon age of Numa coral bed. Earth Science, 
21, 38–39.

Jombart, T. (2008). adegenet: A R package for the multivariate analysis 
of genetic markers. Bioinformatics, 24(11), 1403–1405. https ://doi.
org/10.1093/bioin forma tics/btn129

Kamvar, Z. N., Tabima, J. F., & Grünwald, N. J. (2014). Poppr: An R package 
for genetic analysis of populations with clonal, partially clonal, and/or 
sexual reproduction. PeerJ, 2, e281. https ://doi.org/10.7717/peerj.281

Kojima, S., Kamimura, S., Iijima, A., Kimura, T., Kurozumi, T., & Furota, 
T. (2006). Molecular phylogeny and population structure of tideland 
snails in the genus Cerithidea around Japan. Marine Biology, 149(3), 
525–535. https ://doi.org/10.1007/s00227-005-0183-2

Korobova, F., Ramabhadran, V., & Higgs, H. N. (2013). An actin-depen-
dent step in mitochondrial fission mediated by the ER-associated 
formin INF2. Science, 339(6118), 464–467. https ://doi.org/10.1126/
scien ce.1228360

Lee, K. E., Lee, H. J., Park, J.-H., Chang, Y.-P., Ikehara, K., Itaki, T., & Kwon, 
H. K. (2013). Stability of the Kuroshio path with respect to glacial sea 
level lowering. Geophysical Research Letters, 40(2), 392–396. https ://
doi.org/10.1002/grl.50102 

Lessios, H. (2008). The Great American Schism: Divergence of marine 
organisms after the rise of the Central American Isthmus. Annual 
Review of Ecology, Evolution, and Systematics, 39(1), 63–91. https ://
doi.org/10.1146/annur ev.ecols ys.38.091206.095815

Li, H. (2011). A statistical framework for SNP calling, mutation discovery, 
association mapping and population genetical parameter estimation 
from sequencing data. Bioinformatics, 27(21), 2987–2993. https ://
doi.org/10.1093/bioin forma tics/btr509

Li, H., & Durbin, R. (2009). Fast and accurate short read alignment with 
Burrows-Wheeler transform. Bioinformatics, 25(14), 1754–1760. 
https ://doi.org/10.1093/bioin forma tics/btp324

Lourie, S. A., Green, D. M., & Vincent, A. C. J. (2005). Dispersal, habitat 
differences, and comparative phylogeography of Southeast Asian 

https://doi.org/10.1111/eva.12741
https://doi.org/10.1093/bioinformatics/btu170
https://doi.org/10.1186/s13742-015-0047-8
https://doi.org/10.1186/s13742-015-0047-8
https://doi.org/10.1111/maec.12422
https://doi.org/10.1371/journal.pone.0067500
https://doi.org/10.1371/journal.pone.0067500
https://doi.org/10.1007/s10641-014-0320-1
https://doi.org/10.1093/bioinformatics/btt763
https://doi.org/10.1093/bioinformatics/btt763
https://doi.org/10.1093/bioinformatics/btn514
https://doi.org/10.1093/bioinformatics/btn514
https://doi.org/10.1007/s10126-010-9278-y
https://doi.org/10.1007/s10126-010-9278-y
https://doi.org/10.1016/j.ymeth.2013.06.027
https://doi.org/10.1111/mec.12705
https://doi.org/10.1111/j.1600-0587.2012.07348.x
https://doi.org/10.1534/genetics.108.092221
https://doi.org/10.1534/genetics.108.092221
https://doi.org/10.1111/mec.14584
https://doi.org/10.1186/1471-2148-11-189
https://doi.org/10.1186/1471-2148-11-189
https://doi.org/10.1186/s40645-015-0045-6
https://doi.org/10.18637/jss.v022.i07
https://doi.org/10.1017/S1464793103006328
https://doi.org/10.1017/S1464793103006328
https://doi.org/10.1111/mec.13657
https://doi.org/10.1534/g3.117.041780
https://doi.org/10.1038/35016000
https://doi.org/10.1093/bioinformatics/btn129
https://doi.org/10.1093/bioinformatics/btn129
https://doi.org/10.7717/peerj.281
https://doi.org/10.1007/s00227-005-0183-2
https://doi.org/10.1126/science.1228360
https://doi.org/10.1126/science.1228360
https://doi.org/10.1002/grl.50102
https://doi.org/10.1002/grl.50102
https://doi.org/10.1146/annurev.ecolsys.38.091206.095815
https://doi.org/10.1146/annurev.ecolsys.38.091206.095815
https://doi.org/10.1093/bioinformatics/btr509
https://doi.org/10.1093/bioinformatics/btr509
https://doi.org/10.1093/bioinformatics/btp324


852  |     TAKEUCHI ET Al.

seahorses (Syngnathidae: Hippocampus). Molecular Ecology, 14(4), 
1073–1094. https ://doi.org/10.1111/j.1365-294X.2005.02464.x

Luu, K., Bazin, E., & Blum, M. G. B. (2017). pcadapt: An R package to 
perform genome scans for selection based on principal compo-
nent analysis. Molecular Ecology Resources, 17(1), 67–77. https ://doi.
org/10.1111/1755-0998.12592 

Manduzio, H., Rocher, B., Durand, F., Galap, C., & Leboulenger, F. (2005). 
The point about oxidative stress in molluscs. Invertebrate Survival 
Journal, 2(2), 91–104.

Masaoka, T., & Kobayashi, T. (2002). Phylogenetic relationships in pearl 
oysters (genus Pinctada) based on nuclear rRNA sequences. DNA 
Polymorphism, 10, 100–104.

Masaoka, T., & Kobayashi, T. (2003). Estimation of phylogenetic relation-
ships in Pearl oysters (Genus: Pinctada) based on 28S rRNA and ITS 
sequences. DNA Polymorphism, 11, 76–81.

Masaoka, T., & Kobayashi, T. (2005). Estimation of phylogenetic relation-
ships in Pearl Oysters (Mollusks: Bivalvia: Pinctada) used for pearl 
production based on rRNA genes sequence. DNA Polymorphism, 13, 
151–162.

Masaoka, T., & Kobayashi, T. (2006). Identification of Pinctada fucata and 
P. martensii using Inter-Simple Sequence Repeats technique. DNA 
Polymorphism, 14, 193–200.

Masuda, K., & Noda, H. (1976).Check List and Bibliography of the Tertiary 
and Quaternary Mollusca of Japan, 1950–1974.

Matsushima, Y. (1984). Shallow-water molluscan assemblage of post-gla-
cial in Japan—time and spatial changes associated with environmen-
tal changes. Bulletin Kanagawa Prefectural Museum of Natural Science, 
57, 37–109.

Mi, H., Muruganujan, A., Ebert, D., Huang, X., & Thomas, P. D. (2019). 
PANTHER version 14: More genomes, a new PANTHER GO-slim 
and improvements in enrichment analysis tools. Nucleic Acids 
Research, 47(D1), D419–D426. https ://doi.org/10.1093/nar/
gky1038

Nei, M. (1972). Genetic distance between populations. The American 
Naturalist, 106(949), 283–292. https ://doi.org/10.1086/282771

Numaguchi, K. (1994). Effect of water temperature on the filtration rate 
of Japanese pearl oyster, Pinctada Fucata Martensii. Suisan Zoshoku, 
42(1), 1–6. https ://doi.org/10.11233/ aquac ultur esci1 953.42.1.

Numaguchi, K., & Tanaka, Y. (1986). Effects of temperature on mortality 
and growth of the spat of the pearl oyster, Pinctada fucata martensii. 
Bulletin of National Research Institute of Aquaculture, 9, 35–39.

O’Connor, W. A., & Lawler, N. F. (2004). Salinity and temperature toler-
ance of embryos and juveniles of the pearl oyster, Pinctada Imbricata 
Röding. Aquaculture, 229(1), 493–506. https ://doi.org/10.1016/
S0044-8486(03)00400-9

Ogoh, K., & Ohmiya, Y. (2005). Biogeography of luminous marine os-
tracod driven irreversibly by the Japan current. Molecular Biology 
and Evolution, 22(7), 1543–1545. https ://doi.org/10.1093/molbe v/
msi155

Oksanen, J., Blanchet, F. G., Friendly, M., Kindt, R., Legendre, P., McGlinn, 
D., …Wagner, H. (2019). Vegan: community ecology package (Version, 
2.5-5).

Palumbi, S. R. (1994). Genetic divergence, reproductive isolation, and 
marine speciation. Annual Review of Ecology and Systematics, 25(1), 
547–572. https ://doi.org/10.1146/annur ev.es.25.110194.002555

Paradis, E., Claude, J., & Strimmer, K. (2004). APE: Analyses of phyloge-
netics and evolution in R language. Bioinformatics, 20(2), 289–290. 
https ://doi.org/10.1093/bioin forma tics/btg412

Pembleton, L. W., Cogan, N. O. I., & Forster, J. W. (2013). StAMPP: An 
R package for calculation of genetic differentiation and structure of 
mixed-ploidy level populations. Molecular Ecology Resources, 13(5), 
946–952. https ://doi.org/10.1111/1755-0998.12129 

Pickrell, J. K., & Pritchard, J. K. (2012). Inference of population splits and 
mixtures from genome-wide allele frequency data. PLOS Genetics, 
8(11), e1002967. https ://doi.org/10.1371/journ al.pgen.1002967

Pörtner, H. (2001). Climate change and temperature-dependent bio-
geography: Oxygen limitation of thermal tolerance in animals. 
Naturwissenschaften, 88(4), 137–146. https ://doi.org/10.1007/s0011 
40100216

Pörtner, H. O. (2002). Climate variations and the physiological basis of 
temperature dependent biogeography: Systemic to molecular hier-
archy of thermal tolerance in animals. Comparative Biochemistry and 
Physiology Part A: Molecular & Integrative Physiology, 132(4), 739–761. 
https ://doi.org/10.1016/S1095-6433(02)00045-4

Raj, A., Stephens, M., & Pritchard, J. K. (2014). fastSTRUCTURE: 
Variational inference of population structure in large SNP data 
sets. Genetics, 197(2), 573–589. https ://doi.org/10.1534/genet 
ics.114.164350

Sandoval-Castillo, J., Robinson, N. A., Hart, A. M., Strain, L. W. S., & 
Beheregaray, L. B. (2018). Seascape genomics reveals adaptive di-
vergence in a connected and commercially important mollusc, the 
greenlip abalone (Haliotis laevigata), along a longitudinal environ-
mental gradient. Molecular Ecology, 27(7), 1603–1620. https ://doi.
org/10.1111/mec.14526 

Sasaki, R. (1985). Assessment and appearance of planktonic larvae 
of Haliotis (Nordotis) discus hannai around Kesennuma Bay. The 
Aquaculture, 32, 199–206.

Schöne, B. R., Oschmann, W., Tanabe, K., Dettman, D., Fiebig, J., Houk, 
S. D., & Kanie, Y. (2004). Holocene seasonal environmental trends at 
Tokyo Bay, Japan, reconstructed from bivalve mollusk shells—impli-
cations for changes in the East Asian monsoon and latitudinal shifts 
of the Polar Front. Quaternary Science Reviews, 23(9), 1137–1150. 
https ://doi.org/10.1016/j.quasc irev.2003.10.013

Shanks, A. L. (2009). Pelagic larval duration and dispersal distance 
revisited. The Biological Bulletin, 216(3), 373–385. https ://doi.
org/10.1086/BBLv2 16n3p373

Shanks, A. L., Grantham, B. A., & Carr, M. H. (2003). Propagule disper-
sal distance and the size and spacing of marine reserves. Ecological 
Applications, 13(sp1), 159–169. https ://doi.org/10.1890/1051-0761(2
003)013[0159:PDDAT S]2.0.CO;2

Storey, J., Bass, A., Dabney, A., & Robinson, D. (2019).Qvalue: Q-value 
estimation for false discovery rate control (Version R package ver-
sion 2.14.1).

Sylvester, E. V. A., Beiko, R. G., Bentzen, P., Paterson, I., Horne, J. B., 
Watson, B., … Bradbury, I. R. (2018). Environmental extremes drive 
population structure at the northern range limit of Atlantic salmon in 
North America. Molecular Ecology, 27(20), 4026–4040. https ://doi.
org/10.1111/mec.14849 

Takeuchi, T. (2019). Divergent northern and southern populations and 
demographic history of the pearl oyster in the western Pacific re-
vealed with genomic SNPs; Dryad; https ://doi.org/10.5061/dryad.
qnk98 sfbv.

Takeuchi, T., Koyanagi, R., Gyoja, F., Kanda, M., Hisata, K., Fujie, 
M., … Kawashima, T. (2016). Bivalve-specific gene expansion in 
the pearl oyster genome: Implications of adaptation to a sessile 
lifexmlstyle. Zoological Letters, 2(1), 3. https ://doi.org/10.1186/
s40851-016-0039-2

Thomas, L., Kennington, W. J., Stat, M., Wilkinson, S. P., Kool, J. T., & 
Kendrick, G. A. (2015). Isolation by resistance across a complex coral 
reef seascape. Proceedings of the Royal Society B: Biological Sciences, 
282(1812), 20151217. https ://doi.org/10.1098/rspb.2015.1217

Tsang, L. M., Wu, T. H., Shih, H.-T., Williams, G. A., Chu, K. H., & Chan, 
B. K. (2012). Genetic and morphological differentiation of the Indo-
West Pacific Intertidal barnacle Chthamalus malayensis. Integrative 
and Comparative Biology, 52(3), 388–409. https ://doi.org/10.1093/
icb/ics044

Ujiié, H., Tanaka, Y., & Ono, T. (1991). Late Quarternary paleoceano-
graphic record from the middle Ryukyu Trench slope, northwest 
Pacific. Marine Micropaleontology, 18(1), 115–128. https ://doi.
org/10.1016/0377-8398(91)90008-T

https://doi.org/10.1111/j.1365-294X.2005.02464.x
https://doi.org/10.1111/1755-0998.12592
https://doi.org/10.1111/1755-0998.12592
https://doi.org/10.1093/nar/gky1038
https://doi.org/10.1093/nar/gky1038
https://doi.org/10.1086/282771
https://doi.org/10.11233/aquaculturesci1953.42.1
https://doi.org/10.1016/S0044-8486(03)00400-9
https://doi.org/10.1016/S0044-8486(03)00400-9
https://doi.org/10.1093/molbev/msi155
https://doi.org/10.1093/molbev/msi155
https://doi.org/10.1146/annurev.es.25.110194.002555
https://doi.org/10.1093/bioinformatics/btg412
https://doi.org/10.1111/1755-0998.12129
https://doi.org/10.1371/journal.pgen.1002967
https://doi.org/10.1007/s001140100216
https://doi.org/10.1007/s001140100216
https://doi.org/10.1016/S1095-6433(02)00045-4
https://doi.org/10.1534/genetics.114.164350
https://doi.org/10.1534/genetics.114.164350
https://doi.org/10.1111/mec.14526
https://doi.org/10.1111/mec.14526
https://doi.org/10.1016/j.quascirev.2003.10.013
https://doi.org/10.1086/BBLv216n3p373
https://doi.org/10.1086/BBLv216n3p373
https://doi.org/10.1890/1051-0761(2003)013%5B0159:PDDATS%5D2.0.CO;2
https://doi.org/10.1890/1051-0761(2003)013%5B0159:PDDATS%5D2.0.CO;2
https://doi.org/10.1111/mec.14849
https://doi.org/10.1111/mec.14849
https://doi.org/10.5061/dryad.qnk98sfbv
https://doi.org/10.5061/dryad.qnk98sfbv
https://doi.org/10.1186/s40851-016-0039-2
https://doi.org/10.1186/s40851-016-0039-2
https://doi.org/10.1098/rspb.2015.1217
https://doi.org/10.1093/icb/ics044
https://doi.org/10.1093/icb/ics044
https://doi.org/10.1016/0377-8398(91)90008-T
https://doi.org/10.1016/0377-8398(91)90008-T


     |  853TAKEUCHI ET Al.

Ujiié, Y., Ujiié, H., Taira, A., Nakamura, T., & Oguri, K. (2003). Spatial and 
temporal variability of surface water in the Kuroshio source region, 
Pacific Ocean, over the past 21,000 years: Evidence from planktonic 
foraminifera. Marine Micropaleontology, 49(4), 335–364. https ://doi.
org/10.1016/S0377-8398(03)00062-8

Veron, J. E. N., & Minchin, P. R. (1992). Correlations between sea surface 
temperature, circulation patterns and the distribution of hermatypic 
corals of Japan. Continental Shelf Research, 12(7), 835–857. https ://
doi.org/10.1016/0278-4343(92)90047-N

Viarengo, A., Canesi, L., Garcia Martinez, P., Peters, L. D., & Livingstone†, 
D. R. (1995). Pro-oxidant processes and antioxidant defence systems 
in the tissues of the Antarctic scallop (Adamussium colbecki) com-
pared with the Mediterranean scallop (Pecten jacobaeus). Comparative 
Biochemistry and Physiology Part B: Biochemistry and Molecular Biology, 
111(1), 119–126. https ://doi.org/10.1016/0305-0491(94)00228-M

Voris, H. K. (2000). Maps of Pleistocene sea levels in 
Southeast Asia: Shorelines, river systems and time dura-
tions. Journal of Biogeography, 27(5), 1153–1167. https ://doi.
org/10.1046/j.1365-2699.2000.00489.x

Wada, K. T. (1984). Breeding study of the pearl oyster, Pinctada fucata. 
Bulletin of National Research Institute of Aquaculture, 6, 79–157.

Wada, K. T., Komaru, A., Ichimura, Y., & Kurosaki, H. (1995). Spawning 
peak occurs during winter in the Japanese subtropical population of 
the pearl oyster, Pinctada fucata fucata (Gould, 1850). Aquaculture, 
133(3), 207–214. https ://doi.org/10.1016/0044-8486(95)00011-P

Wallace, J. R. (2012). Imap: Interactive Mapping (Version, 1.32).
Wang, H., Zhu, X., Wang, Y., Luo, M., & Liu, Z. (2012). Determination of 

optimum temperature and salinity for fertilization and hatching in the 
Chinese pearl oyster Pinctada martensii (Dunker). Aquaculture, 358–
359, 292–297. https ://doi.org/10.1016/j.aquac ulture.2012.04.050

Wang, J., Ganmanee, M., Shau-Hwai, A. T., Mujahid, A., & Dong, Y.-W. 
(2016). Pleistocene events and present environmental factors have 
shaped the phylogeography of the intertidal limpet Cellana tore-
uma (Reeve, 1855) (Gastropoda: Nacellidae) in Southeast Asia and 
China. The Journal of Molluscan Studies, 82(3), 378–390. https ://doi.
org/10.1093/mollu s/eyv071

Ward, R. D., Woodwark, M., & Skibinski, D. O. F. (1994). A compari-
son of genetic diversity levels in marine, freshwater, and anadro-
mous fishes. Journal of Fish Biology, 44(2), 213–232. https ://doi.
org/10.1111/j.1095-8649.1994.tb012 00.x

Weir, B. S., & Cockerham, C. C. (1984). Estimating F-statistics for the 
analysis of population structure. Evolution, 38(6), 1358–1370. https 
://doi.org/10.1111/j.1558-5646.1984.tb056 57.x

Whitlock, M. C., & Lotterhos, K. E. (2015). Reliable detection of loci 
responsible for local adaptation: Inference of a null model through 
trimming the distribution of FST. The American Naturalist, 186(S1), 
S24–S36. https ://doi.org/10.1086/682949

Woodruff, J. D., Donnelly, J. P., & Okusu, A. (2009). Exploring typhoon 
variability over the mid-to-late Holocene: Evidence of extreme 
coastal flooding from Kamikoshiki, Japan. Quaternary Science 

Reviews, 28(17), 1774–1785. https ://doi.org/10.1016/j.quasc 
irev.2009.02.005

Xuereb, A., Benestan, L., Normandeau, É., Daigle, R. M., Curtis, J. M. R., 
Bernatchez, L., & Fortin, M.-J. (2018). Asymmetric oceanographic 
processes mediate connectivity and population genetic structure, 
as revealed by RADseq, in a highly dispersive marine invertebrate 
(Parastichopus californicus). Molecular Ecology, 27(10), 2347–2364. 
https ://doi.org/10.1111/mec.14589 

Yabe, H., & Sugiyama, T. (1932). A study of Recent and semifossil corals 
of Japan. The Science Reports of the Tôhoku University, Series 2, 14, 
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