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Abstract

Pacific lamprey (Entosphenus tridentatus) is a culturally important and imperiled anadromous fish with a parasitic ocean phase.
Biological uncertainties challenge restoration efforts and life-history research is needed to explain observed trait variation and
inform management actions. Using two new whole genome assemblies and genotypes from 7,716 single nucleotide polymorphism
(SNP) loci in 518 individuals from across the species range, we identified four large regions of high genomic divergence (on
chromosomes 01, 02, 04, and 22). We genotyped a subset of 302 broadly distributed SNPs in 2,145 individuals for genotype-
by-phenotype trait associations for adult body size, sexual maturity, migration distance and timing, adult swimming ability,
and larval growth. Body size traits were strongly associated with SNPs on chromosomes 02 and 04. Moderate associations
also implicated SNPs on chromosome 01 as being associated with variation in female maturity. Using genotypic frequencies of
candidate SNPs for female maturity and body size, we extrapolated a heterogeneous spatiotemporal distribution of these traits
based on independent datasets of larval and adult collections. These maturity and body size results guide future studies to
validate these predicted phenotypic distributions across the geographic range and elucidate factors driving regional optimization
of these traits for fitness.

Introduction

Highly dispersive species like Pacific lamprey (Entosphenus tridentatus ) present an evolutionary conundrum
for adaptation. Adaptation is facilitated when particular combinations of gene variants that confer optimal
fitness in an environment can be passed on to the next generation. However, high rates of gene flow can
impede inheritance of these optimal combinations of gene variants via the action of recombination. Yet
there is evidence from Pacific lamprey and other dispersive species that local adaptation may occur despite
these high rates of gene flow. For example, Pacific lamprey body size is correlated with upstream migration
distance in the Columbia River (Keefer et al . 2009; Hess et al. 2014) and traits in other dispersive species
appear to be optimized for specific environments within their broader range (Asaduzzaman et al. 2019,
Miller et al. 2019, Phairet al. 2019).
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Genomic architecture appears to be one factor that can influence local adaptation in highly dispersive species.
In general, the closer two genes occur in the genome the smaller the chance for recombination events that may
separate an optimal combination of variants (Yeaman and Whitlock 2011). Inversions resist recombination
between inverted haplotypes and can effectively lock an optimal combination of variants together over longer
distances within the inverted segment (sometimes referred to as a supergene); the fitness conferred by these
inversions can help maintain them as a polymorphism in a population through both forces of balancing and
divergent selection (Wellenreuther and Bernatchez 2018, Faria et al. 2019). In Pacific lamprey, if there are
particular phenotypes that have a polygenic basis and confer differential fitness across environments, we
might expect to identify long polymorphic intervals of DNA sequence.

Several traits in Pacific lamprey have been found to have a genetic basis. These include body size, repro-
ductive migration-timing (Hesset al. 2014, 2015), and advanced maturity of females at onset of freshwater
migration (i.e. ocean-maturing versus river-maturing ecotypes, Parker et al. 2019). There also appears
to be evidence for statistical linkage of multiple loci that show high divergence in the species’ range (Hess
et al. 2013). One thing that is unclear is whether range-wide divergence that has been observed can be
explained by phenotype-by-genotype associations reported thus far. Phenotypic traits are often interrelated,
which can obscure the true target of selection (Powell and MacGregor 2011). Testing a large variety of
phenotypic trait associations with genotypes at different sites in the species’ range can help to disentangle
these correlations and help elucidate the true target of selection. Once phenotype-by-genotype associations
are confirmed across geographic sites, these relationships can be exploited to extrapolate a phenotype across
large geographic areas in which only genotypes have been measured. This genetic tool then becomes a
powerful predictor and can generate hypothesis testing frameworks to guide future studies aimed to validate
these predicted phenotypic distributions across the range and elucidate factors driving regional optimization
of these traits.

In this study we addressed four major objectives: 1) Divergence mapping : Test whether previously observed
genomic divergence across the species’ range is either concentrated or diffusely organized in the genome, 2)
Association testing : Test phenotypic trait associations with genotypes across geographic sites to identify
robust phenotype-by-genotype relationships, 3) Association mapping : Test whether phenotypic-by-genotype
associations mapped to the genome can explain genomic divergence across the species’ range, 4)Extrapolation
of spatiotemporal phenotypic distributions : Use candidate SNP genotypic distributions across time and space
to characterize the ecological niche of life history traits. Our findings supported a high concentration of
genomic divergence to regions within four chromosomes, referred to as genomic islands. Two of these four
genomic islands showed robust correlation with maturity and body-size traits and could be used to predict
their spatiotemporal distributions across the species’ range.

Methods

Divergence mapping

Two new Pacific lamprey genome assemblies were constructed using the whole genome sequence from the
milt and blood from a male (representing the gametic and somatic genomes; Genbank Assession #: PR-
JNA613923) and the blood of a female (Genbank Assession #:XXXXX), and using a high density linkage
map (Smith et al. 2018) to validate and extend higher order scaffolding of chromosomes (Supplemental
Materials).

For characterization of SNP densities and F STstatistics, we used a set of 7,716 unique SNP loci from
previously published RAD-seq datasets (Hess et al. 2013; Smith et al.2018), which passed a set of population
genetic quality control filters (Supplemental Materials). This set of 7,716 unique SNPs was a combination
of overlapping groups of SNPs from a previous dataset (Hesset al. 2013; SNPs N = 8,772) and a de novo
linkage mapping dataset (Smith et al. 2018; SNPs N = 7,977). BOWTIE2 (Langmead and Salzberg 2012)
was used to align these two datasets to the male reference assembly to define homologous loci. For the 7,716
total SNPs passing the QC filters, 4,046 loci were unique to Hess et al.2013, 1,418 loci were unique to Smith
et al. 2018, and 2,252 SNPs were shared across datasets. Marker positions based on BOWTIE2 alignments
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were compared between Pacific lamprey male and female genomes and the Pacific lamprey male and sea
lamprey male gametic genome (GenBank assembly accession: GCA_002833325.1) to characterize synteny.

Using these 7,716 SNPs genotyped for the same individuals from Hess et al. (2013; i.e., 16 collections
with >20 individuals which totaled 482 individuals; Table S1), LOSITAN (Antao et al. 2008) was run using
parameter settings of 50,000 simulations, confidence interval of 0.99, false discovery rate set to 0.1, subsample
size of 20, simulated F ST of 0.019 and an attemptedF ST of 0.021. We considered loci candidates for positive
selection above a probability level of 0.995, and neutral loci were defined as falling between the 10th and
90th quantiles of theF ST distribution. Any remaining SNPs were conservatively considered undetermined
(neither candidates nor neutral).

Genes located within adaptive regions were identified using published sea lamprey gene annotations that
were found in the homologous regions corresponding to the following Pacific lamprey male genome positions
1) chromosome 01 positions: 8939466. . . 14772759 (sea lamprey scaf_00003: 6777250. . . 13554086), 2) chro-
mosome 02 positions: 3351206. . . 18794404 (sea lamprey scaf_00006:1198871-13859281), 3) chromosome 04
positions: 6408032. . . 19202839 (sea lamprey scaf_00005: 2591251. . . 16864119), and 4) chromosome 22 po-
sitions: 617460. . . 11364740) (sea lamprey scaf_00012: 1160196. . . 12993068). We used the website Enrichr
(https://amp.pharm.mssm.edu/Enrichr/) (Kuleshov et al. 2016) to gain insights into the potential function
of these genes via both the manifested phenotypes in mammals (i.e., MGI Mammalian Phenotype Level 4
2019) and in fishes (FishEnrichr; Phenotype AutoRIF Predicted Z score).

Association testing

Genotyping-in-thousands by sequencing (GT-seq, Campbell et al.2015) was employed to genotype 308 genetic
markers for the association testing analyses. The GT-seq 308 loci were a subset of markers developed from
the paired end consensus reads from the Hess et al. (2013) RAD-seq dataset. The selection of loci and steps
in development are described in detail in Supplemental Materials. Locus selection began with a group of 457
total SNP loci considered in round 1, which included 120 that had been already designed for TaqMan assays
(Hess et al.2015). Final optimization left 308 loci that worked best in GT-seq genotyping. For all samples
used below in the association testing we filtered out individuals missing >10% of genotypes at the 308 loci.
Excluding the four species diagnostic loci and two duplicated loci provided 302 unique loci for association
tests.

There were six samples, five comprised of adults (JDD, S_BON, T_BON, WFA, and WFA) and one com-
prised of larvae (GAR), with which we performed association testing (Table S1). Adult samples were from
the following three locations: males (WFA, N=136) and females (WFA, N=133) from Willamette Falls col-
lected in 2016 (Willamette River, Oregon City, OR; 205.6 Rkm upstream from the Columbia River mouth),
two samples (S_BON, N=295 and T_BON, N=883) from Bonneville Dam in 2014 (235.1 Rkm upstream
from the Columbia River mouth), and one sample (JDD, N=656) from John Day Dam in 2014 and 2015
(346.9 Rkm upstream from the Columbia River mouth). The following five adult traits were measured on
all adult samples: ordinal “day” of collection (timing of migration to the sample point), girth (mm), total
“length” (mm), weight (g), and distance between dorsal fins (“interdorsal”, mm). Interdorsal measurements
have been suggested to serve as an indicator of maturation status in Pacific lamprey because the distance
tends to decrease with maturation (Clemens et al. 2009). We measured an additional migration trait for
three adult samples (S_BON, T_BON, and JDD) via a combination of passive integrated transponder (PIT)
and radio tagging of individual fish and observing their furthest upstream detection from the release location
(“Rkm”). Further, since the males and females collected at Willamette Falls (WFA and WFA) were being
harvested, we were able to measure gonad weight as a proxy for maturity in those samples. Finally, a subset
of the adult sample from Bonneville Dam (S_BON) was used in a swim trial experiment within a flume
(Kirket al. 2016), in which the following three swimming behavioral traits were measured: “approached”
experiment, passed challenge (“pass”), and passed challenge without fallback (“passrep”). Details of these
swimming performance experiments can be found in Kirk et al. (2016) and Supplemental Materials.

A single group of larvae were artificially propagated using adults captured at Bonneville Dam. These larvae
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were reared in a common garden experiment to generate early larval growth (“GAR”) rate data (N=337). All
larvae were spawned in the spring of 2015 and allowed to rear from 30 to 163 days after hatching. Growth
rate was measured as length / time (“growth”), and also corrected growth rate [“growth rate_b”; (length –
4 mm) / time] to correct for length at hatch (~4 mm).

Intercorrelation among all measured traits in these six samples (i.e. JDD, S_BON, T_BON, WFA, WFA,
and GAR) was examined (based on Pearson’s r ) to avoid excessive redundancy of predictor variables (|r |
> 0.95), and P -values were calculated (SAS Institute, Inc. 2000). We performed univariate analyses using a
general linear model (GLM) and a mixed linear model (MLM) with TASSEL v. 5.1.0 (Bradbury et al. 2007).
The GLM is a fixed effects linear model that is used in TASSEL to identify significant associations between
phenotypes and genotypes. TASSEL takes population structure into account by using genetic principal
coordinate axes as covariates in the model. The MLM is similar to GLM but includes both fixed effects (e.g.
population structure, and genetic marker) and random effects (i.e., relationships among individuals) and can
thus account for both population structure and kinship to reduce false positive associations (Yu et al. 2006).
Details on the covariates and ways in which loci were used taking population structure and relatedness into
account in the GLM and MLM tests are provided in the Supplemental Materials. To account for multiple
tests, only those associations with P -values less than the critical value as determined using the false discovery
rate procedure described by Benjamini and Hochberg (1995) were considered significant. The Benjamini and
Hochberg (1995) false discovery rate approach has more power to detect significant differences than sequential
Bonferroni correction (Narum 2006). Critical values were calculated using the function p.adjust within the
R package stats (RDC Team 2019).

Association mapping

The 308 SNP loci on the GT-seq panel were aligned to reference genomes using BOWTIE2. There were 306
that were assigned to a single location on the Pacific lamprey male genome (99.4%), covering 70 different
chromosomes with an average of 4.4 loci per chromosome (range 1 – 22). Marker locations were based on
the alignments of marker sequences to the Pacific lamprey male and female genomes, homologous scaffolds
of the sea lamprey genome, and positions on the previously published Pacific lamprey linkage map (Smith
et al. 2018).

Adjusted P -values from the association testing described above were log transformed (-LOG10) and plotted
by consensus genome position on the Pacific lamprey male genome. We tested correlation of association
tests -LOG10(P) with F ST from the rangewide divergence to understand whether trait associations may
explain the high divergence observed at the rangewide scale for the subset of markers shared between datasets.
Among the 308 SNPs, there were 230 neutral SNPs, 41 adaptive markers SNPs, and a set of 31 “intermediate”
SNPs that did not fit definitions of putatively neutral and putatively adaptive (divergence mapping). Finally,
four loci were species diagnostic (Hess et al. 2015), and 2 loci were duplicated. Therefore, there were 302
unique markers available for these association analyses. These markers included 38 SNPs that were mostly
adaptive loci that were categorized into the following 4 groups of statistically linked loci: A (N=10), B
(N=13), C (N=7), and D (N=8, Hess et al.2013).

Extrapolation of spatiotemporal phenotypic distributions

We characterized candidate SNP genotypic distributions across time and space to better understand the eco-
logical niche of life history traits. These spatiotemporal distributions were characterized using the candidate
SNPs with the most robust associations with body size (chromosome 02) and sexual maturity (chromosome
01). Distributions of representative SNPs of the other adaptive chromosomes (Chromosomes 04 and 22) were
also characterized (Fig. S1, S2).

We used two independent datasets to characterize spatial and temporal distributions of genetic variation
(Table S1). These datasets were independent of each other and separate from the association testing samples,
and they were optimally suited for these characterizations. For the spatial dataset, we primarily used
collections of larvae and juveniles (95% of dataset of N=3,435) but included some adult collections that
were distributed widely across the species’ range. Larvae and juveniles were the ideal life stage to represent
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genotypic distributions of individuals that successfully spawned at discrete locations throughout the range.
Adult collections were used to fill in portions of the range where larval samples were not available. Genotyping
was partially conducted with a TaqMan assay panel (Hesset al. 2015), which overlapped the GT-seq panel
by 85 SNPs they had in common. COLONY v. 2.0.6.5 (Jones and Wang 2010) was used to reconstruct
full-sibling families (Wang 2004) using the 85 shared SNPs on each of the 70 collections. We analyzed all
collections together as one using the following parameter settings: polygamous mating for males and females
without inbreeding, full-likelihood, medium length of run, no allele updating, and no sibship priors. Only 1
collection out of the 7 adult collections had full siblings (N=13, Stamp River, B.C.) which were maintained
to accurately represent this small spawning segment. We excluded duplicate genotypes, 797 full siblings,
and collections with fewer than 5 individuals, resulting in a final set of 57 collections consisting of a total
of 2,581 individuals each representing a unique family (Table S2). This dataset was then used to calculate
allele frequencies across collections for the representative candidate SNPs Etr_464 and Etr_5713 within the
adaptive regions on chromosomes 01 and 02, respectively.

For the temporal dataset, we used individuals collected from two successive spawning runs at Willamette Falls
(2014 – 2015; N of 868 and 581, respectively) over which it was possible to randomly sample the majority of
the annual adult migration of Pacific lamprey (typically Feb – August) in weekly strata. A daily abundance
estimate (Whitlocket al. 2019) was used to expand candidate SNP allelic proportions in the weekly strata.
One biological complexity was that a portion of the adults encountered before May probably overwintered
and experienced shrinkage in body size due to advanced maturation (Beamish 1980). Therefore, in addition
to characterizing allele frequencies of candidate SNPs Etr_464 and Etr_5713, we categorized fish by body
length to provide insight into the transition between overwintered fish and newly-arrived migrants.

Results

Divergence mapping

Outlier analyses identified 311 (4.0%) SNPs as candidates for positive selection (out of a total of 7,716 SNPs;
P > 0.995). LOSITAN was also used to identify neutral loci, which we defined using a conservative threshold
range of probabilities between 0.10 and 0.90. There were 350 (4.5%) and 4 (< 0.1%) SNPs below and above
this range, respectively (i.e. candidates for balancing and positive selection, respectively), and 7,051 neutral
loci (91.4% of 7716 loci) that fell within these probability levels.

A total of 7385 out of 7716 loci (95.7%) and 7366 out of 7716 loci (95.4%) aligned to the Pacific Lamprey
female and male genome assemblies, respectively, and 4916 out of 7716 loci (63.7%) aligned to the male
gametic sea lamprey genome. The alignment to the Pacific lamprey male genome was used to order the
loci by scaffold position, and in cases in which only alignments to the other assemblies were available we
interpolated values to estimate relative positions. Manhattan plot was used to visualize the distribution of the
outlier SNPs in both the Pacific lamprey and sea lamprey male genome assemblies (Fig. 1), and alignments
were generated between Pacific lamprey male and female genomes (Fig. S3). These results illustrated that
65% of the outlier loci are localized to each of the following four chromosomes:01, 02, 04, and 22; which share
homology with sea lamprey chromosomes 03, 06, 05, and 12, respectively (Fig. 1). The patterns of synteny
within these four chromosomes indicated large regions of inversions that overlapped with concentrations of
outlier SNPs (e.g., chromosomes 01 and 02, Fig. S3) and may be polymorphic within Pacific lamprey given
the differences between male and female genome assemblies. The same inversion patterns on chromosomes
01 and 02 were present between species (male assemblies, Fig. S3).

Association testing

Examination of the intercorrelation of predictor variables indicated that many of the morphological variables
related to body size attributes were highly correlated, however, none had a significant correlation above 0.95
(Table S3 – S8), and therefore all were retained for association analysis. Significant intercorrelations among
traits were consistent across samples and using these correlations we categorized traits into the following four
main groups: 1) body size, 2) female sexual maturity, 3) larval growth, and 4) swimming ability. The “Body
size” category included the body metrics of length, weight, girth, and interdorsal, which were all significantly

5



P
os

te
d

on
A

ut
ho

re
a

2
A

pr
20

20
|C

C
B

Y
4.

0
|h

tt
ps

:/
/d

oi
.o

rg
/1

0.
22

54
1/

au
.1

58
58

42
19

.9
40

23
02

9
|T

hi
s

a
pr

ep
ri

nt
an

d
ha

s
no

t
be

en
pe

er
re

vi
ew

ed
.

D
at

a
m

ay
be

pr
el

im
in

ar
y.

positively correlated across datasets (Table S3 – S8). This trait category also included migration distance
which was positively correlated with increasing body size metrics, and migration timing which was negatively
correlated with these body size metrics. The male gonad mass was intended to serve as a proxy for male
sexual maturity, but it also was significantly positively correlated with other body size metrics. However,
the female gonad metric was not correlated with the other body size metrics and was potentially an accurate
proxy for “female sexual maturity”. The “larval growth” category was populated by the only two measures of
growth in the common garden experiment. The “swimming ability” category contained the three metrics of
swimming performance which were all significantly positively correlated, and included migration day, which
was positively correlated.

We examined the relative strength of associations of the total 302 SNPs with the traits within each of the four
trait categories (Table S9), but were primarily interested in associations of SNPs on the four chromosomes
chr01, chr02, chr04 and chr22, where evidence for range-wide adaptive divergence was concentrated.

Body size traits

Highly significant associations (adjusted P < 0.001) were observed for body size traits and SNPs on the
four adaptive regions across datasets (WFA, WFA, T_BON, S_BON, and JDD; Table 1). The strongest
associations between SNPs and body size traits (-LOG(10P) > 30) were with length (Fig. 2), weight, and
girth and SNPs on chromosome 02 for the T_BON dataset; however, the S_BON and JDD datasets also
showed significant associations for the same SNPs and traits (-LOG(10P) > 2). This result was similar to the
findings of Hess et al. (2014) where they show that a SNP (Etr_5317), herein mapped to chromosome 02,
had strongest association to body size traits at Bonneville Dam. In contrast, the WFA and WFA datasets
had fewer total significant associations with body size traits across the four adaptive linkage groups. The
WFA and WFA datasets significant associations to body size traits were concentrated on chromosome 02 and
chromosome 04, and of these two linkage groups, chromosome 04 appeared to have the strongest associations
with body size traits, and primarily with length and weight. For WFA, similar to the length and weight
traits, male gonad size was also associated with chromosome 04 and chromosome 02 SNPs, which likely owes
to the high intercorrelation observed among these traits. Overall, the results support strong association
of SNPs with body size traits, primarily length and weight, compared to other intercorrelated traits (e.g.,
migration timing and migration distance). The chromosome that showed the highest association with body
size was chromosome 02 at the BON and JDD sites. This chromosome 02 association with body size was
consistent among sites both within and outside the Columbia River basin (Parkeret al. 2019).

The genotypes in the chromosome 02 adaptive region (SNP Etr_5317) in the T_BON sample were also
predictive of average lengths, such that the average size of homozygotes for large body size alleles “AA”,
heterozygotes “AC”, and homozygotes for small body size alleles “CC” were 677 mm, 627 mm, and 592 mm,
respectively (Fig. 3b). Although the average body sizes differed across sites and sexes (WFA were larger
on average than WFA), the trends were consistent (Fig. 3b). Further, similar genotype and average length
associations have been detected in Pacific lamprey collected from the Klamath River (634 mm, 602 mm, and
557 mm for the AA, AC, and CC genotypes at Etr_5317, respectively; Parker et al. 2019).

Female sexual maturity

Female gonad size was significantly associated with chromosome 01 and none of the other three adaptive
regions in the WFA collection (Table 1, Fig. 2). This finding is concordant with Parker et al. (2019) who
also resolved a significant association between female gonad size and chromosome 01. The average gonad
sizes associated with genotypes at candidate SNP Etr_464 (chromosome 01) were 25 g, 20g, and 18g for
the AA, AC, and CC genotypes, respectively (Fig. 3a). While gonad mass was less in the Klamath River
collection, categorizations by genotype were consistent (average egg mass of 13 g, 7 g, and 6 g for the AA,
AC, and CC genotypes at Etr_464, respectively; Parker et al. 2019).

Swimming ability and Larval Growth rate

No significant associations were observed on the four adaptive linkage groups or any of the other chromosomes
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for the short-term swimming performance trials or the larval growth rates (Table 1).

Genotypic prediction of phenotypic traits and potential gene-interaction effects

In most of the trait associations, the representative candidate SNPs chosen on the four adaptive chromo-
somes (Etr_464, Etr_5317, Etr_1806, and Etr_4281 on chromosomes 01, 02, 04, and 22, respectively)
represented above average genotype-by-phenotype associations of all 34 of the significant SNPs on these four
chromosomes. In many cases, these four SNPs lie at the extreme end of the range of observed P values
(Table S9).

Parker et al. (2019) found evidence for epistatic interactions that involved loci on chromosomes 01 and 04
(referred to previously as linkage groups D and B, respectively), which were found to represent the model
with highest predictive ability for the female maturity trait (or ocean- and river-maturing ecotypes). We
used single SNP locus representatives for each chromosome and conducted gene interaction tests for the
maturity and body-size candidate loci following Parker et al. (2019, Supplemental Materials). For both
traits, the model with highest support was a single locus model such that Etr_464 (chromosome 01) and
Etr_5713 (chromosome 02) were the loci with highest predictive ability for the female maturity and adult
total length traits, respectively (Table S10).

Overlap of genomic divergence and association mapping

The range-wide F ST values that were mapped to the male Pacific lamprey genome were plotted by genomic
position with the subset of SNPs used in the association testing for the two traits with consistent strong
associations (i.e. adult total body length as measured at Bonneville Dam “T_BON” and female gonad size
as measured at Willamette Falls “WFA”; Fig. 2a,b). For chromosomes 01 and 02, the adjusted -LOG10(P)
values from the association tests were highly correlated with the genomic divergence as measured byF ST
for the female gonad size and adult body size traits, respectively (Fig. 2a,b). We quantified the overlap of
genomic divergence and trait association by regressing range-wideF ST and the adjusted -LOG10(P) values
for the 302 SNPs in the GT-seq panel. These 302 SNPs show positive linear trends for both traits, but the
linear trends with highest slope and R2 were observed for SNPs on chromosomes 01 and 02 for the gonad size
and body length traits, respectively (Fig. S4). These results suggest that the high geographic divergence
exhibited by SNPs on chromosomes 01 and 02 may be related to selection on the traits with which these
same SNPs are highly associated.

Functions enriched within adaptive genomic regions

The mammalian phenotype terms showed some significant tests for enrichment based on the overlap of
annotated genes from the four chromosome regions (Table S11). The top three terms with lowest P-value
from our list of 98 candidate genes on chromosome 01 (which is associated with maturity) were abnormal
social investigation, abnormal blood urea nitrogen level, and induced hyperactivity. The three top terms
output for our list of 260 genes on chromosome 02 (which is associated with body size traits) were short
tibia, decreased brown fat cell lipid droplet size, and Purkinje cell degeneration. The phenotypes in fishes
did not show significant Fisher’s exact tests for enrichment of terms, although for chromosome 01, the
top three ranked phenotypic terms (based on combined score, Chen et al. 2013) may be relevant to the
associations we observed in this study. These terms were reproductive behavior, response to absence of light,
and entrainment of circadian clock by photoperiod (Table S12).

Extrapolation of spatial and temporal distribution of phenotypic traits based on candidate SNPs

One general pattern observed consistently across candidate SNPs (e.g. Etr_464 on chromosome 01 and
Etr_5713 on chromosome 02) was a divergence between coastal and interior collections (Fig. 4). This
pattern was most evident within the Columbia River basin, where both candidate SNPs increased in one
allelic variant with increasing distance from the river mouth (Fig. S5). The most dramatic increase was
with the frequency of the allelic variant of Etr_5713 associated with large adult body-size (“A” allele) from
~10% at the river mouth to near fixation (~98%) upstream of river kilometer 644. A more moderate increase
was observed for the allelic variation of Etr_464 associated with small gonad size (40% to 95% shift in “C”
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allele from the river mouth to river kilometer 644). Similar clines were observed within the Willamette River
subbasin of the Columbia River (Fig. S5), such that strong linear trends were observed with a change in
frequencies 53% to 77% (Etr_464, R2=0.42) and 22% to 61% (Etr_5713, R2=0.87) over the span of 180
river kilometers. We classified all collections of the spatial dataset into putative “Mature” and “Premature”
forms based on the whether the Etr_464 mature allele frequency was [?]50% or <50%, respectively (Table
6S). We also classified all collections of the spatial dataset into putative “Small” and “Large” body-size forms
based on the whether the Etr_5713 large body-size allele frequency was <50% or [?]50%, respectively (Table
6S).

Intra-annual temporal heterogeneity was observed at Willamette Falls among the adult Pacific lamprey
returning in run years 2014 and 2015. The abundance of the AA genotype of Etr_464 (chromosome 01)
associated with large gonad size arrived earlier than the CC genotype associated with small gonad size
(Fig. 5a,b). When the abundance of each run year was divided into equal halves, we estimated that the
AA genotype decreased by 3X and 2X between the first and second halves of the run in 2014 and 2015,
respectively (Fig. 5a,b).

For the genotypes at Etr_5317 (chromosome 02) associated with adult body-size we did not observe con-
sistent intra-annual trends across years (Fig S6). Genotype proportions at Etr_5317 were similar for both
halves of the runs in 2014 and 2015. However, when we paired phenotypic body-size with the genotypes
at Etr_5317, we observed a relatively large and consistent trend of a decrease in proportions of AA and
AC genotypes that exhibited phenotypic small body-sizes across the runs in 2014 and 2015 (Fig. 5c,d). We
estimated that the AA and AC genotypes with phenotypic small body-size decreased by >2.5X between the
first and second halves of the run (Fig. 5a,b). On the basis of multiyear observations of migration patterns,
we infer that this category of AA and AC Etr_5317 genotype with phenotypic small body-size is a proxy
for fish that exhibit advanced maturity. Association testing conducted on pre-mature adults with genotypes
AC and AA at Etr_5317 (e.g. at Bonneville Dam) demonstrated strong association with intermediate to
large adult body-size, respectively. However, Willamette Falls samples contained mixtures of fish in varying
states of maturity. Since these fish tend to shrink in body size as they reach maturity, these AC and AA
genotypes can also be found at Willamette Falls in adults with relatively small-body size (i.e., total length in
the lower 50% of the length distribution). Our proxy for fish with advanced maturity (AA and AC Etr_5317
genotype with phenotypic small body-size) made it possible to demonstrate that these fish arrive shortly
before spawning as compared to premature fish that spend several months in freshwater prior to spawning
(Fig. 5c,d).

Discussion

Phenotypic trait associations explain existence of genomic islands of divergence on chromosomes

Trait associations with adult body-size metrics and female gonad size (a proxy for maturity) appear to
explain the presence of high levels of genomic divergence on two of the four major adaptive chromosomes
in Pacific lamprey (i.e., chromosomes 01 and 02). Genotype-phenotype association testing across multiple
data sets from the Columbia and Klamath River basins consistently had strong association of body size
with chromosome 02. Using samples from the Klamath River in California, Parker et al . (2019) associated
the maturity trait (“ocean” and “river-maturing” ecotypes) with markers we have now mapped on chromo-
some 01. In this study, the association has been extended geographically to include Willamette Falls, in
Oregon City, OR. We have evidence, particularly on chromosome 01, that the divergent alleles on these
chromosomes are tightly linked across extensive genomic regions because they are captured within inversions
that are polymorphic in the species. This concentrated genomic architecture could be key to the landscape
genetics and apparent local adaptation for this highly dispersive and near panmictic species. The genotype-
by-phenotype associations of candidate markers were exploited for their predictive ability to extrapolate
putative distributions of the phenotypes across the species’ range. These predicted phenotypic distributions
provide insight into how these traits may be heterogeneously distributed in space: ocean-mature and small-
bodied lamprey appear concentrated in coastal streams, whereas stream-mature and large-bodied lamprey
are concentrated in interior streams. These phenotypes also appear temporally heterogeneous based on their
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arrival at Willamette Falls where stream-mature fish return to freshwater long before spawning in contrast
to ocean-mature fish that arrive shortly before spawning. This predicted heterogeneity of the spatiotemporal
distribution of maturity and body size traits provides a basis for understanding what combinations of traits
may be optimally suited for particular freshwater habitats across the species’ range.

Genetic architecture of Pacific lamprey body forms

The genetic architecture underlying these traits related to body size and maturity is highly concentrated.
However, this result is somewhat expected given the high degree of gene flow exhibited in Pacific lamprey
(Spice et al . 2012). When natural selection is strongly acting on a particular trait in the face of high
gene-flow, the genes involved in the trait tend to become highly concentrated and physically linked within
the genome. Concentrated genetic architecture (i.e., few quantitative trait loci, QTL, of large effect) has
been predicted to evolve under a set of conditions that include, among other factors, higher rates of gene
flow between diverging populations compared to conditions leading to more diffuse genetic architecture (i.e.,
many QTL of small effect, Yeaman and Whitlock 2011). We have previously found that the adaptive genetic
markers were statistically linked (i.e. exhibited linkage disequilibrium within populations) and that allowed
categorization of these markers into four groups of linked loci (groups A, B, C, and D; Hess et al. 2013). Now
we can confirm that groups previously characterized as A, B, C, and D loci (Hess et al. 2015; Parker et al.
2019) localize to chromosomes 02, 04, 22, and 01, respectively, out of a total of 83 chromosomes characterized.
Further, we observed that several of these chromosomes have one or more inversion alleles that distinguish
the species from a non-inverted state (based on sea lamprey), and appear polymorphic within the species
(based on alignments between male and female Pacific lamprey genome assemblies). These inversions appear
to coincide with the adaptive SNPs identified asF ST outliers, particularly for the cases of chromosome 01
and 04, which suggests that polymorphic inversions may play an important role in the adaptation of Pacific
lamprey to local environments. Since recombination is highly reduced, the fitness conferred by these inverted
haplotypes can help maintain them as a polymorphism in a population through both forces of balancing and
divergent selection (Wellenreuther and Bernatchez 2018; Faria et al. 2019; Pearse et al. 2019).

Targets of selection

Although the phenotypes that we measured and observed in association with candidate SNPs cannot be
concluded to be the causal variants that are the actual targets of selection, we can use the genotype-by-
phenotype associations to guide future research aimed to identify these targets. Further, we can also narrow
down some traits and life stages that do not appear relevant to any observed adaptive variation. For example,
the adaptive genetic variation had no predictive ability for the short-term swimming ability of migration-
phase adult lamprey at Bonneville Dam or the growth differences among young-of-year larvae. These two
cases of failure to reject a null hypothesis help narrow down the search for a mechanism that manifests in
large body size adults that tend to travel further upstream to spawn (a trait highly associated with genes
on chromosome 2). These genes apparently do not confer adult swimming endurances, at least for the short
timeframe that could be tested in swim trials at Bonneville Dam. Further, these adult body size differences
do not translate to faster growth in young of year larvae. However, these adult body size differences could
be influenced by differential growth at older life stages; prey selection, length of time in the ocean, or ocean
distribution likely affect growth (Clemens et al. 2019). It will require further investigation of multiple
life stages in both freshwater and the ocean to understand Pacific lamprey life history strategies. For the
maturity trait, gene ontology could suggest other traits to examine as potential targets of selection including
circadian rhythm.

Trait comparisons with other anadromous fishes

Despite strong differences in philopatry and population genetic structure, there are similarities between the
Pacific lamprey ecotypes and those of steelhead trout (anadromous Oncorhynchus mykiss ) and Chinook
salmon (O. tshwaytscha ), as were described by Parkeret al. (2019). In this study, we observed even
greater similarities with steelhead of these ecotypes in the Willamette River than were apparent in the
Klamath River Pacific lamprey. Notably, like steelhead (Hess et al. 2016), the Pacific lamprey ocean- and

9



P
os

te
d

on
A

ut
ho

re
a

2
A

pr
20

20
|C

C
B

Y
4.

0
|h

tt
ps

:/
/d

oi
.o

rg
/1

0.
22

54
1/

au
.1

58
58

42
19

.9
40

23
02

9
|T

hi
s

a
pr

ep
ri

nt
an

d
ha

s
no

t
be

en
pe

er
re

vi
ew

ed
.

D
at

a
m

ay
be

pr
el

im
in

ar
y.

river-maturing ecotypes exhibit seasonal separation where premature fish return to freshwater long before
spawning in contrast to mature fish that arrive shortly before spawning. Also similar to steelhead (Micheletti
et al. 2018), the Pacific lamprey ocean-maturing form is only distributed in coastal regions and the river-
maturing ecotype is distributed further inland. However, it is unknown whether inland migrating Pacific
lamprey exhibit both early and late arrival to spawning grounds as observed for inland migrating steelhead
(Micheletti et al. 2018) and Chinook salmon (Narum et al. 2018). Finally, although we found no evidence
that the homologous genes were conserved with salmonids, Pacific lamprey ecotypes were associated with
a single locus of major effect as shown in steelhead (Hess et al. 2016; Micheletti et al. 2018) and Chinook
salmon (Prince et al. 2017; Narum et al. 2018).

The adult body size trait that was associated with chromosome 02 genes in Pacific lamprey may share
similarities with the age-at-maturity trait described in Pacific salmon (McKinney et al. 2019), steelhead
(Copeland et al. 2017), and Atlantic salmon (Salmo salar , Barson et al. 2015). In salmonids, the number
of consecutive years spent in the ocean before returning to freshwater as a mature adult is highly correlated
to body size (e.g., Chinook salmon, Lewiset al. 2015). It has also been shown that larger, older Chinook
and Sockeye salmon (O. nerka ) tend to arrive earlier at Bonneville Dam compared to the smaller 1-ocean-
age adults (Anderson and Beer 2009). Similarly, larger Pacific lamprey arrive earlier at Bonneville Dam
than the smaller bodied forms (Keefer et al. 2009, 2013), which may be related to life history decisions
in seasonal environments. The primary growth of Pacific lamprey occurs during the ocean phase of the
lamprey’s parasitic life cycle and so bigger lamprey may also be older in ocean age. There is not yet an
accurate way to measure the total age or ocean age of lampreys since they lack bony structures, but this
hypothesis could be tested once an aging method is developed (e.g., statolith microstructure). Collectively,
the convergence of traits in salmonids and lamprey suggest strong tradeoffs between allocation of resources
in capital breeding fishes, whereby long distance migration constrains maturation schedules and in at least
some cases (e.g., lamprey) body size.

Hypothesis testing framework

Pacific lamprey genetic traits and their associated phenotypes appear to be inherited independently and
may occur in combinations that manifest as different life history strategies to fit unique ecological niches
throughout the species’ range. For example, in the Willamette River basin there is relatively high diversity of
traits and nearly equal portions of genetic variants associated with alternate forms of small and large-bodied
adults and ocean- versus river-maturing ecotypes. The following multiple strategies appear to be represented:
1) stream-maturing small- and large-bodied fish that have overwintered below the Falls, 2) ocean-maturing
small- and large-bodied fish that arrive shortly before spawning above the Falls, and 3) stream-maturing
small- and large-bodied fish that arrive after June and ascend the Falls. The fact that there are four
separate chromosomes with important adaptive genes (some with undetermined trait associations) provides
for the possibility that various combinations of adaptive variants at these four chromosomes could underpin
a multitude of life history strategies. Patterns in the occurrence of the two phenotypic traits we emphasized
in this study suggest that Pacific lamprey life history traits may exhibit differential fitness across the range.
For example, extrapolation predicts a predominance of large-bodied, stream-maturing forms in northern
B.C. and the interior Columbia River, small-bodied ocean- and stream-maturing forms in Puget Sound,
intermediate-bodied ocean- and stream-maturing forms in the lower Columbia, and large-bodied ocean-
and stream-maturing forms in the southern coastal range. This provides a hypothesis testing framework
to examine the incidence likelihoods of life history traits across the range, and understand factors driving
optimization of these traits.
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Figures

Figure 1. Manhattan plot of the Pacific lamprey SNPs aligned to the (a) Pacific lamprey
male gametic (N=7,366; 95.5% of total loci) and the (b) sea lamprey (N=4,916; 63.7% of
total loci) genome .F ST values were generated in LOSITAN using 7,716 SNPs and the 16 collections
with >20 individuals (N=518 individuals). The critical F ST value of 0.07 is indicated by the dashed line
(SNPs above this line were considered outliers P > 0.995). SNPs are shown by alternating odd (black) and
even (gray) linkage groups. The asterisks indicate the synteny between Pacific lamprey and sea lamprey for
concentrations of outlier loci.
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Figure 2. Manhattan plots of SNP positions on the male Pacific lamprey gametic genome of a)
chromosome 1 and b) chromosome 2.F ST values among range-wide collections generated in LOSITAN
are indicated on the primary y-axis (gray). The criticalF ST value of 0.07 is indicated by the gray dashed line
(SNPs above this line were considered outliers P > 0.995). The -LOG10(P) values from association testing
are indicated on the secondary y-axis (black), and show values from a) testing gonad size in females for the
WFA sample and b) testing adult body size for the T_BON sample. The critical value of 1.3 -LOG10(P)
indicates the adjusted P -values using the Benjamini and Hochberg (1995) false discovery rate for alpha =
0.05.
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Figure 3. Average gonad weight (a) and average total body length (b) for genotypes at the
representative candidate SNPs on chr01 and chr02, respectively . For each point, the sample size
and standard error bars are shown. Dataset abbreviations as in Table 1.

Figure 4. Interpolated candidate gene distribution map for prediction of maturity (Etr_464,
left) and body size (Etr_5317, right) phenotypic trait distributions. Allele proportions are color
coded from low to high proportions of the C allele for Etr_464 and the A allele for Etr_5317 which are
associated with premature (“stream-mature”) female gonad and large adult body size, respectively.
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Figure 5. Temporal distributions of candidate SNPs for characterizing phenotypes of the adult
Pacific lamprey migration at Willamette Falls.The timing of AA versus CC genotypes at Etr_464
demonstrates relative migration of the “mature” and “premature” ecotype for both a)2014 and b)2015 runs.
The line charts (a – b) indicate the relative abundance of genotypes at Etr_464 across statistical weeks
and the pies indicate the relative proportions of those genotypes for first and second halves of the run. The
migration timing of the AA and AC genotypes at Etr_5713 of fish that were phenotypically small-bodied
“ShortAA/AC” versus phenotypically large-bodied “LongAA/AC” was relatively early and late, respectively,
for both c)2014 and d)2015 runs. Late stages of maturation causes body size shrinkage (Clemenset al .
2009) and so even genotypes associated with large and intermediate body size (i.e. genotypes AA and AC at
Etr_5317) can exhibit relatively short body lengths in the lower 50% distribution of length (“ShortAA/AC”)
when they mature. The line charts (c – d) indicate relative abundance of the “Short” and “Long” phenotypes
of the Etr_5317 genotypes and the pies indicate the relative proportions of those phenotype-genotype groups
for the first and second halves of the run

Table 1. The number of significant association tests on four evolutionarily important chromosomes for traits
and datasets analyzed in this study.

Chromosome 1 Chromosome 1 Chromosome 1 Chromosome 1 Chromosome 1 Chromosome 2 Chromosome 2 Chromosome 2 Chromosome 2 Chromosome 2 Chromosome 4 Chromosome 4 Chromosome 4 Chromosome 4 Chromosome 4

Category Trait Dataset N P_N Avg. Range Etr_464 N P_N Avg. Range Etr_5317 N P_N Avg. Range Etr_1806 Etr_1806
Body size Length JDD 13 0 0.3 12 5 3.0 2.0 – 3.7 3.0 22 4 1.4 1.4 – 1.4 0.3 0.3

S_BON 13 0 1.0 12 8 6.7 2.3 – 13.1 7.0 22 7 2.1 1.5 – 2.3 1.5 1.5
T_BON 13 9 6.6 6.4 – 6.8 6.6 12 8 29.4 15.5 – 35.2 31.2 22 12 10.0 1.4 – 15.5 15.5 15.5
WFA 13 0 0.1 12 1 1.5 1.5 – 1.5 0.8 22 8 2.2 2 – 2.7 2.7 2.7
WFA 13 0 0.4 12 0 1.0 22 9 1.7 1.4 – 2.2 2.2 2.2

Weight JDD 13 0 0.1 12 5 2.4 1.9 – 3.0 2.6 22 0 0.4 0.4
S_BON 13 0 0.7 12 8 7.3 1.9 – 12.0 8.2 22 7 2.1 1.7 – 2.4 1.7 1.7
T_BON 13 9 5.9 5.7 – 6.2 6.0 12 8 31.9 17.0 – 38.5 34.1 22 12 8.5 1.4 – 13.6 13.6 13.6
WFA 13 0 0.5 12 7 2.1 1.9 – 2.5 1.9 22 10 2.8 1.5 – 5.2 5.2 5.2
WFA 13 0 0.1 12 4 1.4 1.3 – 1.4 1.3 22 3 1.9 1.8 – 2 2.0 2.0

Girth JDD 13 0 0.2 12 5 2.4 1.9 – 3.0 2.4 22 0 0.3 0.3
S_BON 13 0 0.4 12 7 6.6 5.0 – 10.0 6.3 22 5 1.6 1.5 – 1.6 1.2 1.2
T_BON 13 9 4.4 4.0 – 4.5 4.5 12 8 29.2 15.1 – 34.9 30.2 22 11 6.6 1.4 – 9.4 7.9 7.9
WFA 13 0 0.1 12 0 0.4 22 0 0.8 0.8
WFA 13 0 0.0 12 0 0.3 22 0 0.3 0.3

Dorsal JDD 13 0 0.3 12 0 0.3 22 0 0.1 0.1
S_BON 13 9 1.5 1.4 – 1.6 1.5 12 8 3.1 2.4 – 3.8 3.8 22 0 0.0 0.0
T_BON 13 9 4.1 3.9 – 4.3 4.2 12 8 5.4 3.5 – 6.5 5.1 22 10 3.5 1.7 – 4.1 3.5 3.5
WFA 13 0 0.2 12 7 2.1 1.8 – 2.6 1.8 22 4 1.8 1.3 – 2.1 2.1 2.1
WFA 13 0 0.5 12 0 0.6 22 0 0.7 0.7

Day JDD 13 0 0.0 12 0 0.1 22 0 0.0 0.0
S_BON 13 0 0.1 12 0 0.7 22 0 0.0 0.0
T_BON 13 9 1.8 1.4 – 2.2 1.7 12 0 0.0 22 0 0.1 0.1
WFA 13 0 0.0 12 0 0.1 22 0 0.1 0.1
WFA 13 0 0.0 12 0 0.0 22 0 0.0 0.0

Rkm JDD 13 0 0.0 12 0 0.1 22 0 0.1 0.1
S_BON 13 0 1.3 12 0 0.9 22 0 0.6 0.6
T_BON 13 9 5.1 4.8 – 5.3 5.1 12 7 4.4 3.3 – 5.0 4.4 22 5 1.4 1.4 – 1.6 0.7 0.7

Gonad WFA 13 0 0.0 12 0 0.7 22 0 1.0 1.0
Larval Growth Growth GAR 13 0 0.0 12 0 0.0 22 0 0.0 0.0

Growth_b GAR 13 0 0.0 12 0 0.0 22 0 0.0 0.0
Maturity Gonad WFA 13 8 1.8 1.6 – 1.9 1.9 12 0 0.1 22 0 0.0 0.0
Swimming Approach S_BON 13 0 0.1 12 0 0.0 22 0 0.0 0.0
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Chromosome 1 Chromosome 1 Chromosome 1 Chromosome 1 Chromosome 1 Chromosome 2 Chromosome 2 Chromosome 2 Chromosome 2 Chromosome 2 Chromosome 4 Chromosome 4 Chromosome 4 Chromosome 4 Chromosome 4

Pass S_BON 13 0 0.0 12 0 0.0 22 0 0.0 0.0
Passrep S_BON 13 0 0.0 12 0 0.1 22 0 0.0 0.0

Note: P-values were adjusted for multiple testing using the Benjamini and Hochberg (1995) false discovery
rate and then transformed with -Log10(P). The -Log10(P) values were shaded light to dark to indicate
critical values of 1.3, 2.0, and 3.0 corresponding to alpha levels of 0.050, 0.010, and 0.001, respectively.
Included in this table are the total number of loci (N) genotyped on each chromosome, the number of loci
with significant adjusted P-values (P N), and the “average” and “range” of -Log10(P) values across loci with
significant adjusted P-values. A more detailed Table is available in the Supplemental Materials.

Figure S1. Interpolated candidate gene distribution map for the candidate SNP Etr_1806 on
chromosome 04. Allele proportions are color coded from low to high proportions of the A allele for Etr_-
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1806 which was associated with large adult body size in the Columbia River. Despite relatively high numbers
of large adults in the Klamath River, the alternative allele G was found in higher frequencies in California,
which made association with body size inconsistent for this locus and could indicate an unmeasured trait is
the true target of selection.

Figure S2. Interpolated candidate gene distribution map for the candidate SNP Etr_4281
on chromosome 22. Allele proportions are color coded from low to high proportions of the A allele for
Etr_4281 which was associated with large adult body size in the Columbia River. Body size associations
with this locus were weak or inconsistent in other parts of the range. Further, the alternative alleles A and
T were found to be fixed between Skeena and Fraser Rivers, B.C. and may indicate an unmeasured trait
that is divergent between these river basins.
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Figure S3. Comparison of Pacific lamprey male and female genome assemblies and Sea Lam-
prey genome assembly positions (bp) of the total (blue) and outlier (orange) SNPs surveyed
across rangewide Pacific lamprey collections on the following four pairs of homologous chro-
mosomes that represent islands of divergence: a) Etr01 versus Pma Scaffold_00003, b) Etr02
versus Pma Scaffold_00006, c) Etr04 versus Pma Scaffold_00005, and d) Etr22 versus Pma
Scaffold_00012 .
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Figure S4. Correlation of rangewide FST and the adjusted -LOG10(P) from association testing
with a) female gonad size and b) adult body length.The female maturity and body length traits
showed strongest relationship with chr01 and chr02, respectively. The critical value of 1.3 -LOG10(P)
indicates the adjusted P -values using the Benjamini and Hochberg (1995) false discovery rate for alpha =
0.05

Figure S5. Candidate SNP allele frequencies by river mile location of collections of Pacific
lamprey distributed throughout the range (blue) and within the Willamette River basin (or-
ange). The candidate SNP Etr_464 represents the adaptive region on chromosome 1 that is associated
with female maturity and the allele associated with small gonad size is plotted (left). The candidate SNP
Etr_5713 represents the adaptive region on chromosome 2 that is associated with adult body size and the
allele associated with large body size is plotted (right).

[CHART][CHART][CHART][CHART]

Figure S6. Temporal distributions of candidate SNP Etr_5317 using the adult Pacific lamprey
migration at Willamette Falls. The timing of AA, AC, and CC genotypes at Etr_5317 for both a)2014
and b)2015 runs. The pies indicate the relative proportions of those genotypes for first and second halves
of the run. The migration timing of the AA and CC genotypes are generally associated with large versus
small body sizes among premature adults migrants. However, late stages of maturation causes body size
shrinkage (Clemens et al . 2009) and so even genotypes associated with large and intermediate body size (i.e.
genotypes AA and AC at Etr_5317) can exhibit relatively short body lengths in the lower 50% distribution
of length when they mature. Genotypes at Etr_5317 did not show consistent trends in the first and second
halves of the runs in 2014 and 2015, however when body size phenotypes and Etr_5317 genotypes were
considered together there were consistent patterns (see Figure 5).

Table S1. Summary of datasets analyzed in this study

Dataset Description Life stage Collection Year(s) Latitude Longitude N Loci Traits Objective

Range-wide F ST 16 N>20 collections (Hess et al. 2013) Adult/ Larvae 1995 – 2011 16 sites 16 sites 482 7716 none Identify Range-wide F ST outliers
JDD John Day Dam Adult 2014 – 2015 45.714800 -120.693700 656 302 1,2,3 Association testing
S_BON Bonneville Dam Flume Experiment Adult 2014 45.644300 -121.940600 295 302 1,2,3,6 Association testing
T_BON Bonneville Dam Adult Fish Facility Adult 2014 45.644300 -121.940600 883 302 1,2,3 Association testing
WFA Willamette Falls Harvest Adult 2016 45.351100 -122.619300 133 302 1,2,5 Association testing
WFA Willamette Falls Harvest Adult 2016 45.351100 -122.619300 136 302 1,2,5 Association testing
GAR Common garden experiment Larvae 2015 45.669007 -118.620700 337 302 4 Association testing
WFA2014 Willamette Falls fish ladder Adult 2014 45.351100 -122.619300 868 302 1 Temporal distribution of genes
WFA2015 Willamette Falls fish ladder Adult 2015 45.351100 -122.619300 581 302 1 Temporal distribution of genes
Larval/juvenile Range-wide Primarily larvae and juveniles from unique families (Table S2) Larvae 2011 – 2015 57 sites 57 sites 2616 85 none Spatial distribution of genes

Note: The measured traits were categorized into the following groups: 1)Body size- Length, weight, girth,
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and interdorsal distance; 2)migration timing (day of arrival); 3)migration distance (distance in river kilometer
traveled upstream from collection site); 4)growth following hatch; 5)maturity (measured by gonad weight);
6) swimming performance.

Table S2. Summary information on the spatial dataset used to extrapolate phenotypes using candidate SNP
allele frequencies.

01 02 04 22 Col. R. Extrapolated phenotypic Extrapolated phenotypic

Etr_464 Etr_5317 Etr_1806 Etr_4281 River category category
# Name N Siblings duplicate Total Lat Long mature large large large mile Maturity Size
1 Nass 26 26 54.9780 -129.8890 0.00 0.81 1.00 0.83 - PREMATURE LARGE
2 Skeena 11 11 54.3000 -126.6300 0.00 1.00 1.00 0.77 - PREMATURE LARGE
3 Frasier/Thompson 10 10 52.2680 -121.9880 0.00 1.00 0.85 0.00 - PREMATURE LARGE
4 Stamp 30 13* 30 49.3310 -124.9162 0.42 0.30 0.10 0.00 - PREMATURE SMALL
5 Deep 65 2 1 68 48.1729 -124.0263 0.59 0.15 0.28 0.26 - MATURE SMALL
6 Twin 10 10 48.1657 -123.9470 0.80 0.10 0.20 0.20 - MATURE SMALL
7 Hood Canal 7 7 47.7398 -123.0347 0.57 0.14 0.64 0.07 - MATURE SMALL
8 EllsworthCr 8 16 24 46.4111 -123.8868 0.43 0.00 0.31 0.19 - PREMATURE SMALL
9 Klaskanine 23 18 41 46.0520 -123.7258 0.59 0.15 0.33 0.28 27.4 MATURE SMALL
10 Elochoman 35 1 36 46.2207 -123.3427 0.54 0.13 0.41 0.27 37.2 MATURE SMALL
11 Clatskanie 35 35 46.0489 -123.1201 0.44 0.13 0.44 0.30 57.8 PREMATURE SMALL
12 NFScappoose 29 8 37 45.7973 -122.9247 0.47 0.22 0.53 0.48 93.4 PREMATURE SMALL
13 LockwoodCr 22 8 30 45.8551 -122.6369 0.61 0.34 0.36 0.34 93.4 MATURE SMALL
14 EFLewisLP 45 45 45.8227 -122.5346 0.26 0.42 0.66 0.60 98.0 PREMATURE SMALL
15 LewisRockCr 13 29 42 45.7754 -122.3382 0.27 0.27 0.69 0.62 117.3 PREMATURE SMALL
16 UpperEFLewis 29 8 37 45.8143 -122.3113 0.29 0.31 0.47 0.33 116.1 PREMATURE SMALL
17 CedarCr 36 36 45.9312 -122.5253 0.26 0.28 0.65 0.44 104.1 PREMATURE SMALL
18 UpperCedarCr 26 14 40 45.9068 -122.3817 0.37 0.44 0.42 0.33 114.9 PREMATURE SMALL
19 DeepCreek 20 3 23 45.3926 -122.4071 0.55 0.30 0.43 0.25 136.6 MATURE SMALL
21 ClearCreek 24 24 45.2856 -122.4080 0.35 0.43 0.52 0.31 140.1 PREMATURE SMALL
24 Clackamas 34 4 38 45.1670 -122.1695 0.22 0.34 0.56 0.31 150.0 PREMATURE SMALL
29 Tualitin 29 2 31 45.5367 -123.1544 0.41 0.57 0.74 0.47 136.0 PREMATURE LARGE
32 Willamette 12 12 45.3809 -122.6207 0.58 0.50 0.46 0.54 121.0 MATURE LARGE
34 Butte 25 25 45.0859 -122.7327 0.42 0.24 0.52 0.50 160.2 PREMATURE SMALL
36 Abiqua 25 25 45.0334 -122.7730 0.52 0.20 0.64 0.48 181.9 MATURE SMALL
38 Willamina 29 6 35 45.1299 -123.4914 0.59 0.32 0.53 0.38 211.3 MATURE SMALL
40 Mill 15 9 24 45.0242 -123.4333 0.57 0.37 0.33 0.40 210.2 MATURE SMALL
42 Luckiamute 59 338 397 44.7419 -123.3467 0.31 0.46 0.79 0.49 214.1 PREMATURE SMALL
45 Thomas 30 30 44.7161 -122.6799 0.39 0.53 0.70 0.42 236.3 PREMATURE LARGE
48 Crabtree 34 34 44.6401 -122.8092 0.38 0.49 0.75 0.50 229.4 PREMATURE SMALL
49 MarysRiver 35 35 44.5321 -123.3704 0.37 0.49 0.63 0.41 237.0 PREMATURE SMALL
50 Calapooia 26 5 31 44.3899 -122.9890 0.27 0.54 0.56 0.60 254.3 PREMATURE LARGE
51 Mohawk 31 1 32 44.0926 -122.9577 0.23 0.61 0.71 0.53 283.1 PREMATURE LARGE
52 SalmonCr 30 11 41 45.7379 -122.5578 0.37 0.30 0.57 0.45 100.0 PREMATURE SMALL
53 Washougal 35 35 45.6178 -122.2591 0.46 0.43 0.57 0.46 126.6 PREMATURE SMALL
54 SalmonR 36 1 37 45.3066 -121.9435 0.14 0.57 0.64 0.39 154.0 PREMATURE LARGE
55 Wind 28 28 45.7133 -121.7952 0.27 0.50 0.80 0.52 150.9 PREMATURE LARGE
57 Hood 77 2 79 45.6942 -121.5130 0.23 0.55 0.75 0.62 165.4 PREMATURE LARGE
62 Klickitat 171 8 179 45.7791 -121.2140 0.25 0.72 0.82 0.72 176.6 PREMATURE LARGE
65 MillCr 38 2 40 45.5935 -121.2099 0.36 0.63 0.84 0.81 187.0 PREMATURE LARGE
66 8_15Confluence 56 34 90 45.6061 -121.0867 0.33 0.80 0.86 0.71 190.7 PREMATURE LARGE
67 FifteenmileCr 67 8 75 45.4845 -121.0730 0.23 0.83 0.91 0.74 210.0 PREMATURE LARGE
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01 02 04 22 Col. R. Extrapolated phenotypic Extrapolated phenotypic

71 EightmileCr 56 65 121 45.4765 -121.2101 0.13 0.88 0.87 0.79 203.0 PREMATURE LARGE
73 Deschutes 96 96 45.4191 -120.9918 0.20 0.86 0.91 0.74 231.0 PREMATURE LARGE
75 WarmSprings 35 5 40 44.8623 -121.0754 0.21 0.87 0.96 0.64 284.5 PREMATURE LARGE
76 ShitikeCr 39 1 40 44.7688 -121.2680 0.08 0.88 0.96 0.87 299.0 PREMATURE LARGE
77 NFJohnDay 31 4 35 45.0118 -118.8780 0.05 0.98 0.98 0.73 397.0 PREMATURE LARGE
78 Yakima 28 39 1 68 46.3304 -120.0448 0.13 0.98 1.00 0.82 359.5 PREMATURE LARGE
81 Wenatchee 110 27 137 47.5443 -120.5502 0.07 0.96 0.99 0.86 471.2 PREMATURE LARGE
82 Entiat 37 3 40 47.7445 -120.3584 0.05 1.00 1.00 0.78 484.5 PREMATURE LARGE
85 Methow 34 22 56 48.4021 -120.1056 0.03 0.96 0.99 0.87 546.2 PREMATURE LARGE
87 Snake 451 39 2 492 46.6616 -117.4329 0.04 1.00 0.99 0.89 431.6 PREMATURE LARGE
89 MFSalmonR 127 54 181 45.0823 -114.7282 0.02 0.99 0.99 0.88 717.7 PREMATURE LARGE
91 Siletz 37 37 44.7197 -123.9167 0.78 0.34 0.32 0.15 - MATURE SMALL
92 Coquille 10 10 42.9500 -124.1100 0.83 0.60 0.20 0.20 - MATURE LARGE
93 Rogue 30 30 42.4300 -124.4066 0.67 0.75 0.12 0.07 - MATURE LARGE
94 Klamath 34 34 41.5470 -124.0840 0.50 0.76 0.18 0.06 - MATURE LARGE

2581 797 4 3382

Note: The number of individuals removed due to full sibship are indicated and only 1 adult collection (*)
was found to have full siblings, all of which were maintained in the dataset. The “Maturity” extrapolated
phenotypic category is based on whether a collection had < or [?] 50% of the mature allele at Etr_464,
i.e. “PREMATURE” or “MATURE”, respectively. The “Size” extrapolated phenotypic category is based
on whether a collection had < or [?] 50% of the large body-size allele at Etr_5713, i.e. “SMALL” or
“LARGE”, respectively. The other candidate SNP loci (Etr_1806 and Etr_4281) reflect the frequency of the
allele associated with large body-size in association tests at Bonneville Dam. However, these loci were not
consistently associated with body-size traits at other sites in which association testing was conducted and
therefore should be treated as adaptive markers with undetermined traits associations.

Table S3-S8. Pearson r correlations among traits measured for the following six datasets used for association
testing: JDD, S_BON, T_BON, WFA, WFA, and GAR.

Table S3 JDD Body size Body size Body size Body size Larval Growth Larval Growth Maturity Migration timing Migration Distance Swimming Swimming Swimming

Category Trait Length Weight Girth Dorsal Growth Growth_b Gonad Day Rkm Approach Pass Passrep
Body size Length - <0.0001 <0.0001 <0.0001 <0.0001 0.0663

Weight 0.8843 - <0.0001 <0.0001 <0.0001 0.0038
Girth 0.7488 0.8382 - 0.5940 0.0055 0.0632
Dorsal 0.2573 0.3228 -0.0209 - <0.0001 0.0195

Larval Growth Growth -
Growth_b -

Maturity Gonad -
Migration timing Day -0.2629 -0.2805 -0.1083 -0.2186 - 0.0769
Migration Distance Rkm 0.0719 0.1147 0.0727 0.0913 0.0692 -
Swimming Approach -

Pass -
Passrep -

Table S4 S_BON Body size Body size Body size Body size Larval Growth Larval Growth Maturity Migration timing Migration Distance Swimming Swimming Swimming
Category Trait Length Weight Girth Dorsal Growth Growth_b Gonad Day Rkm Approach Pass Passrep
Body size Length - <0.0001 <0.0001 <0.0001 0.4116 <0.0001 0.1846 0.4796 0.8544

Weight 0.8971 - <0.0001 <0.0001 0.2001 <0.0001 0.0848 0.2642 0.6538
Girth 0.8070 0.9328 - <0.0001 0.7553 <0.0001 0.1293 0.3522 0.7277
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Table S3 JDD Body size Body size Body size Body size Larval Growth Larval Growth Maturity Migration timing Migration Distance Swimming Swimming Swimming

Dorsal 0.5146 0.4251 0.3957 - 0.9199 0.0008 0.5012 0.3061 0.1004
Larval Growth Growth -

Growth_b -
Maturity Gonad -
Migration timing Day -0.0480 -0.0748 -0.0183 0.0059 - 0.0272 <0.0001 <0.0001 <0.0001
Migration Distance Rkm 0.2657 0.2707 0.2890 0.1951 0.1286 - 0.1274 0.141 0.2843
Swimming Approach -0.0779 -0.101 -0.0891 -0.0395 0.2378 0.0894 - <0.0001 <0.0001

Pass -0.0415 -0.0656 -0.0547 0.061 0.2526 0.0864 0.9146 - <0.0001
Passrep 0.0108 -0.0264 -0.0205 0.0963 0.2202 0.0629 0.7818 0.8548 -

Table S5 T_BON Body size Body size Body size Body size Larval Growth Larval Growth Maturity Migration timing Migration Distance Swimming Swimming Swimming
Category Trait Length Weight Girth Dorsal Growth Growth_b Gonad Day Rkm Approach Pass Passrep
Body size Length - <0.0001 <0.0001 <0.0001 <0.0001 <0.0001

Weight 0.8865 - <0.0001 <0.0001 <0.0001 <0.0001
Girth 0.7783 0.9344 - <0.0001 <0.0001 <0.0001
Dorsal 0.5268 0.4582 0.4161 - <0.0001 <0.0001

Larval Growth Growth -
Growth_b -

Maturity Gonad -
Migration timing Day -0.2496 -0.2720 -0.2681 -0.2976 - 0.0006
Migration Distance Rkm 0.2720 0.2607 0.2687 0.2079 -0.1147 -
Swimming Approach -

Pass -
Passrep -

Table S6 WFA Body size Body size Body size Body size Larval Growth Larval Growth Maturity Migration timing Migration Distance Swimming Swimming Swimming
Category Trait Length Weight Girth Dorsal Growth Growth_b Gonad Day Rkm Approach Pass Passrep
Body size Length - <0.0001 <0.0001 <0.0001 0.0747 0.0030

Weight 0.9074 - <0.0001 <0.0001 0.9662 <0.0001
Girth 0.6458 0.7670 - <0.0001 0.4800 <0.0001
Dorsal 0.6773 0.6635 0.5441 - 0.5583 0.0002

Larval Growth Growth -
Growth_b -

Maturity Gonad -0.1563 -0.0037 0.0618 -0.0512 - 0.0782
Migration timing Day -0.2616 -0.3579 -0.7903 -0.3183 -0.1533 -
Migration Distance Rkm -
Swimming Approach -

Pass -
Passrep -

Table S7 WFA Body size Body size Body size Body size Larval Growth Larval Growth Maturity Migration timing Migration Distance Swimming Swimming Swimming
Category Trait Length Weight Girth Dorsal Growth Growth_b Gonad Day Rkm Approach Pass Passrep
Body size Length - <0.0001 <0.0001 <0.0001 <0.0001 <0.0001

Weight 0.8911 - <0.0001 <0.0001 <0.0001 <0.0001
Girth 0.7342 0.8091 - <0.0001 <0.0001 <0.0001
Dorsal 0.6628 0.6762 0.6199 - <0.0001 <0.0001

Larval Growth Growth -
Growth_b -

Maturity Gonad 0.6942 0.8082 0.6686 0.5866 - <0.0001
Migration timing Day -0.3689 -0.4171 -0.7939 -0.4517 -0.3803 -
Migration Distance Rkm -
Swimming Approach -

Pass -
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Table S3 JDD Body size Body size Body size Body size Larval Growth Larval Growth Maturity Migration timing Migration Distance Swimming Swimming Swimming

Passrep -
Table S8 GAR Body size Body size Body size Body size Larval Growth Larval Growth Maturity Migration timing Migration Distance Swimming Swimming Swimming
Category Trait Length Weight Girth Dorsal Growth Growth_b Gonad Day Rkm Approach Pass Passrep
Body size Length -

Weight -
Girth -
Dorsal -

Larval Growth Growth - <0.0001
Growth_b 0.5817 -

Maturity Gonad -
Migration timing Day -
Migration Distance Rkm -
Swimming Approach -

Pass -
Passrep -

Note: Only the correlations for the group of traits measured for each dataset are provided in each table. P-
values and Pearson’s r values are shown in the upper and lower triangles, respectively. B-Y FDR corrections
for multiple testing at the alpha level 0.05 are indicated by bolded p-values (Narum 2006). See Supplemental
Materials methods for association testing for details on traits and datasets.

Table S9a. The number and values of significant association tests on four evolutionarily important chromo-
somes and their representative candidate SNPs for traits and datasets analyzed in this study.

Chromosome 1 Chromosome 1 Chromosome 1 Chromosome 1 Chromosome 1 Chromosome 2 Chromosome 2 Chromosome 2 Chromosome 2 Chromosome 2 Chromosome 4 Chromosome 4 Chromosome 4 Chromosome 4 Chromosome 4

Category Trait Dataset N P_N Avg. Range Etr_464 N P_N Avg. Range Etr_5317 N P_N Avg. Range Etr_1806 Etr_1806
Body size Length JDD 13 0 0.3 12 5 3.0 2.0 – 3.7 3.0 22 4 1.4 1.4 – 1.4 0.3 0.3

S_BON 13 0 1.0 12 8 6.7 2.3 – 13.1 7.0 22 7 2.1 1.5 – 2.3 1.5 1.5
T_BON 13 9 6.6 6.4 – 6.8 6.6 12 8 29.4 15.5 – 35.2 31.2 22 12 10.0 1.4 – 15.5 15.5 15.5
WFA 13 0 0.1 12 1 1.5 1.5 – 1.5 0.8 22 8 2.2 2 – 2.7 2.7 2.7
WFA 13 0 0.4 12 0 1.0 22 9 1.7 1.4 – 2.2 2.2 2.2

Weight JDD 13 0 0.1 12 5 2.4 1.9 – 3.0 2.6 22 0 0.4 0.4
S_BON 13 0 0.7 12 8 7.3 1.9 – 12.0 8.2 22 7 2.1 1.7 – 2.4 1.7 1.7
T_BON 13 9 5.9 5.7 – 6.2 6.0 12 8 31.9 17.0 – 38.5 34.1 22 12 8.5 1.4 – 13.6 13.6 13.6
WFA 13 0 0.5 12 7 2.1 1.9 – 2.5 1.9 22 10 2.8 1.5 – 5.2 5.2 5.2
WFA 13 0 0.1 12 4 1.4 1.3 – 1.4 1.3 22 3 1.9 1.8 – 2 2.0 2.0

Girth JDD 13 0 0.2 12 5 2.4 1.9 – 3.0 2.4 22 0 0.3 0.3
S_BON 13 0 0.4 12 7 6.6 5.0 – 10.0 6.3 22 5 1.6 1.5 – 1.6 1.2 1.2
T_BON 13 9 4.4 4.0 – 4.5 4.5 12 8 29.2 15.1 – 34.9 30.2 22 11 6.6 1.4 – 9.4 7.9 7.9
WFA 13 0 0.1 12 0 0.4 22 0 0.8 0.8
WFA 13 0 0.0 12 0 0.3 22 0 0.3 0.3

Dorsal JDD 13 0 0.3 12 0 0.3 22 0 0.1 0.1
S_BON 13 9 1.5 1.4 – 1.6 1.5 12 8 3.1 2.4 – 3.8 3.8 22 0 0.0 0.0
T_BON 13 9 4.1 3.9 – 4.3 4.2 12 8 5.4 3.5 – 6.5 5.1 22 10 3.5 1.7 – 4.1 3.5 3.5
WFA 13 0 0.2 12 7 2.1 1.8 – 2.6 1.8 22 4 1.8 1.3 – 2.1 2.1 2.1
WFA 13 0 0.5 12 0 0.6 22 0 0.7 0.7

Day JDD 13 0 0.0 12 0 0.1 22 0 0.0 0.0
S_BON 13 0 0.1 12 0 0.7 22 0 0.0 0.0
T_BON 13 9 1.8 1.4 – 2.2 1.7 12 0 0.0 22 0 0.1 0.1
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Chromosome 1 Chromosome 1 Chromosome 1 Chromosome 1 Chromosome 1 Chromosome 2 Chromosome 2 Chromosome 2 Chromosome 2 Chromosome 2 Chromosome 4 Chromosome 4 Chromosome 4 Chromosome 4 Chromosome 4

WFA 13 0 0.0 12 0 0.1 22 0 0.1 0.1
WFA 13 0 0.0 12 0 0.0 22 0 0.0 0.0

Rkm JDD 13 0 0.0 12 0 0.1 22 0 0.1 0.1
S_BON 13 0 1.3 12 0 0.9 22 0 0.6 0.6
T_BON 13 9 5.1 4.8 – 5.3 5.1 12 7 4.4 3.3 – 5.0 4.4 22 5 1.4 1.4 – 1.6 0.7 0.7

Gonad WFA 13 0 0.0 12 0 0.7 22 0 1.0 1.0
Larval Growth Growth GAR 13 0 0.0 12 0 0.0 22 0 0.0 0.0

Growth_b GAR 13 0 0.0 12 0 0.0 22 0 0.0 0.0
Maturity Gonad WFA 13 8 1.8 1.6 – 1.9 1.9 12 0 0.1 22 0 0.0 0.0
Swimming Approach S_BON 13 0 0.1 12 0 0.0 22 0 0.0 0.0

Pass S_BON 13 0 0.0 12 0 0.0 22 0 0.0 0.0
Passrep S_BON 13 0 0.0 12 0 0.1 22 0 0.0 0.0

Note: P-values were adjusted for multiple testing using the Benjamini and Hochberg (1995) false discovery
rate and then transformed with -Log10(P). The -Log10(P) values were shaded light to dark to indicate
critical values of 1.3, 2.0, and 3.0 corresponding to alpha levels of 0.050, 0.010, and 0.001, respectively.
Included in this table are the total number of loci (N) genotyped on each chromosome, the number of loci
with significant adjusted P-values (P N), and the “average” and “range” of -Log10(P) values across loci with
significant adjusted P-values. The adjusted -Log10(P) values for representative candidate SNPs Etr_464,
Etr_5317, and Etr_1806 are provided for chromosomes 1, 2, and 4, respectively.

Table S9b. The number and values of significant association tests on four evolutionarily important chromo-
somes and their representative candidate SNPs for traits and datasets analyzed in this study.

Chromosome 22 Chromosome 22 Chromosome 22 Chromosome 22 Chromosome 22 Other Chromosomes Other Chromosomes Other Chromosomes Other Chromosomes

Category Trait Dataset N P_N Avg. Range Etr_4281 N P_N Avg. Range Sign. Chromosomes
Body size Length JDD 7 2 2.3 1.9 – 2.6 2.6 250 0

S_BON 7 5 4.4 2.1 – 5.3 5.3 250 0
T_BON 7 5 6.6 5.4 – 8.2 8.1 250 3 1.4 1.4 – 1.5 14,14,28
WFA 7 0 0.4 250 0
WFA 7 0 0.6 250 0

Weight JDD 7 0 1.1 250 0
S_BON 7 3 1.6 1.4 – 1.7 1.7 250 1 1.4 1.4 – 1.4 53
T_BON 7 4 2.3 1.5 – 2.8 2.5 250 2 1.4 1.3 – 1.4 14,14
WFA 7 0 1.3 250 0
WFA 7 0 0.1 250 0

Girth JDD 7 0 0.4 250 0
S_BON 7 4 1.9 1.4 – 2.3 2.3 250 3 1.5 1.3 – 1.7 8,23,53
T_BON 7 4 2.1 1.6 – 2.8 1.8 250 1 1.6 1.6 – 1.6 35
WFA 7 0 0.3 250 0
WFA 7 0 0.0 250 0

Dorsal JDD 7 0 0.1 250 0
S_BON 7 0 0.6 250 1 1.4 1.4 – 1.4 64
T_BON 7 0 0.8 250 1 1.9 1.9 – 1.9 53
WFA 7 0 0.3 250 0
WFA 7 0 0.3 250 0

Day JDD 7 0 0.2 250 0
S_BON 7 0 0.0 250 0
T_BON 7 0 0.1 250 2 1.5 1.4 – 1.6 48,51
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Chromosome 22 Chromosome 22 Chromosome 22 Chromosome 22 Chromosome 22 Other Chromosomes Other Chromosomes Other Chromosomes Other Chromosomes

WFA 7 0 0.0 250 0
WFA 7 0 0.0 250 0

Rkm JDD 7 0 0.0 250 0
S_BON 7 0 0.6 250 0
T_BON 7 1 1.5 1.5 – 1.5 1.1 250 1 1.6 1.6 – 1.6 6

Gonad WFA 7 0 0.0 250 0
Larval Growth Growth GAR 7 0 0.0 250 0

Growth_b GAR 7 0 0.0 250 0
Maturity Gonad WFA 7 0 0.1 250 0
Swimming Approach S_BON 7 0 0.0 250 0

Pass S_BON 7 0 0.0 250 0
Passrep S_BON 7 0 0.0 250 0

Note: P-values were adjusted for multiple testing using the Benjamini and Hochberg (1995) false discovery
rate and then transformed with -Log10(P). The -Log10(P) values were shaded light to dark to indicate
critical values of 1.3, 2.0, and 3.0 corresponding to alpha levels of 0.050, 0.010, and 0.001, respectively.
Included in this table are the total number of loci (N) genotyped on each chromosome, the number of loci
with significant adjusted P-values (P N), and the “average” and “range” of -Log10(P) values across loci with
significant adjusted P-values. The adjusted -Log10(P) values for representative candidate SNP Etr_4281 are
provided for chromosomes 22. Any chromosome with significant adjusted P-values not on the four “major”
adaptive chromosomes 1, 2, 4, and 22 are listed as “other” chromosomes.

Table S10. Generalized Multifactor Dimensionality Reduction for egg mass and total length, including the
number of loci, SNPs in the model, cross-validation consistency, and testing balanced accuracy.

WFA Egg

Number of Loci Model Testing Balanced Accuracy ++ Cross-Validation Consistency+
1 Etr_464 6/10
2 Etr_464, Etr_190 4/10
3 Etr_4142, Etr_6389, Etr_8909 3/10
4 Etr_464, Etr_2517, Etr_4142, Etr_6389 2/10
WFA Total Length
Number of Loci Model Testing Balanced Accuracy Cross Validation Consistency
1 Etr_1806 0.7649 10/10
2 Etr_1806, Etr_951 6/10
3 Etr_1806, Etr_464, Etr_6369 1/10
4 Etr_1806, Etr_1210, Etr_485, Etr_6369 3/10
T_Bon Total Length
Number of Loci Model Testing Balanced Accuracy Cross Validation Consistency
1 Etr_5317 0.6650 10/10
2 Etr_5317, Etr_1806 0.7191 10/10
3 Etr_5317, Etr_1806, Etr_4281 0.7271 10/10
4 Etr_5317, Etr_1806, Etr_4281, Etr_1104 3/10

+ Cross-validation consistency is defined as the number of times the same model is identified in all 10 training
data sets.

++ Testing balanced accuracy is ((TP/(TP+FN)) + (TN/(TN+FP))/2, where TP = True Positive, FP =
False Positive, TN = True Negative, and FN = False Negative. Note, testing balanced accuracy is biased
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unless the same locus model was identified in all 10 training data sets. Thus testing balanced is reported
only when cross-validation consistency was 10/10.

Functions enriched within adaptive genomic regions

Table S11. Pacific lamprey male genome chromosome adaptive region annotations based on
Enrichr results for the MGI Mammalian Phenotype Level 4 2019.

Genomic interval Gene list Term Overlap P-value Adjusted P-value Odds Ratio Combined Score Genes

Chr1: 8,939,400-14,772,759 N=98 MP:0001360 abnormal social investigation 5/102 1.39E-04 0.73 10.11 89.77 TSC2;DLGAP1;OPRM1;DLGAP2;GRIA4
Aig1;ANXA11;ARHGAP6;ARPC1A;AXIN1;CAD;ccg-8;CEP112;CNGA3;COG7;crf2;Ctgf;Cyfip2;DCHS1;DDX1;DDX47;Dhrsx;DLGAP1;DLGAP2;Dlgap3;Dnajc5;ds;ELP3;Fam195a;FAM84B;Fgf23;FGG;Ficd;Foxj1;FOXK1;Frs2;FTSJ1;GAB1;GABRA1;GCM2;GEMIN5;GID8;Gm525;gpr146;GRIA4;GUF1;HABP2;Hivep3;Ik;infB;L3MBTL1;L3mbtl4;LRRC10B;MAK;MAL;MAL2;Map2k6;MARCKS;MATN2;MECR;Mep1a;METRN;MPI;Mrc1;MRC1;Myo18a;NDEL1;nfxl1;NIPA2;Nploc4;NUDT1;Oprm1;PARN;PBK;PINX1;PKIA;Pllp;pomc;POMP;Ptprb;racA;RP1;Rpa2;Rps21;RPSA;RtcA;slc25a38;Slc30a2;Sox9;STIM1;Syngr3;Tec;tmem150b;TMEM33;TNFRSF6B;Trib2;Trim55;TSC2;Tstd3;TTC32;UBALD1;VNN2;WBP11 Aig1;ANXA11;ARHGAP6;ARPC1A;AXIN1;CAD;ccg-8;CEP112;CNGA3;COG7;crf2;Ctgf;Cyfip2;DCHS1;DDX1;DDX47;Dhrsx;DLGAP1;DLGAP2;Dlgap3;Dnajc5;ds;ELP3;Fam195a;FAM84B;Fgf23;FGG;Ficd;Foxj1;FOXK1;Frs2;FTSJ1;GAB1;GABRA1;GCM2;GEMIN5;GID8;Gm525;gpr146;GRIA4;GUF1;HABP2;Hivep3;Ik;infB;L3MBTL1;L3mbtl4;LRRC10B;MAK;MAL;MAL2;Map2k6;MARCKS;MATN2;MECR;Mep1a;METRN;MPI;Mrc1;MRC1;Myo18a;NDEL1;nfxl1;NIPA2;Nploc4;NUDT1;Oprm1;PARN;PBK;PINX1;PKIA;Pllp;pomc;POMP;Ptprb;racA;RP1;Rpa2;Rps21;RPSA;RtcA;slc25a38;Slc30a2;Sox9;STIM1;Syngr3;Tec;tmem150b;TMEM33;TNFRSF6B;Trib2;Trim55;TSC2;Tstd3;TTC32;UBALD1;VNN2;WBP11 MP:0005265 abnormal blood urea nitrogen level 2/5 2.31E-04 0.61 82.47 690.71 MEP1A;FGF23

MP:0008911 induced hyperactivity 3/30 4.08E-04 0.72 20.62 160.90 OPRM1;DLGAP2;GRIA4
MP:0002912 abnormal excitatory postsynaptic potential 4/91 1.01E-03 1.00 9.06 62.55 OPRM1;DLGAP3;TRIB2;GRIA4
MP:0002905 decreased circulating parathyroid hormone level 2/10 1.02E-03 1.00 41.24 283.98 GCM2;FGF23
MP:0002803 abnormal operant conditioning behavior 2/11 1.24E-03 1.00 37.49 250.76 POMC;OPRM1
MP:0011090 perinatal lethality, incomplete penetrance 6/256 1.55E-03 1.00 4.83 31.26 GCM2;POMC;GABRA1;MARCKS;STIM1;DS
MP:0009748 abnormal behavioral response to addictive substance 2/13 1.75E-03 1.00 31.72 201.30 POMC;OPRM1
MP:0002578 impaired ability to fire action potentials 2/13 1.75E-03 1.00 31.72 201.30 OPRM1;GRIA4
MP:0004811 abnormal neuron physiology 4/107 1.83E-03 0.96 7.71 48.58 POMC;STIM1;DLGAP2;GRIA4

Chr2: 3,351,200-18,794,405 N=260 MP:0002764 short tibia 9/204 8.52E-04 1.00 3.66 25.88 COMP;RNF115;ADAMTSL5;AGL;DYM;IQGAP1;CCDC33;TRPM6;FBN1
Abca1;ABCD3;ABHD17B;acer1;ACO1;Adal;ADAMTS17;Adamts7;ADAMTS7;Adamtsl1;ADAMTSL5;ADPGK;Aen;AGL;AGP9;AK6;AKAP13;Alg6;ANKDD1A;ANP32B;Anxa2;AP1M1;Apba1;APBA1;aph1b;Aqp3;AQP3;Armc6;Atpaf1;Bnc2;Bo17;C15orf61;CA9;cactin;CARTPT;Ccdc171;Ccdc33;CCDC33;Ccdc87;CCNB2;Cdc20;CDKN2A;CEP131;cep152;CERS1;chrna3;CHRNA7;CHRNB3;Chsy3;Cib2;Cilp;CLPX;CNGB1;coa7;col-2;COL4A3BP;Comp;coro2b;CPAMD8;CRHBP;crtc3;CSK;ctdspl2b;cth-2;Dab1;Dapk2;DCAF15;DENND4A;DHPS;DMBX1;DNAH6;Dnmt3b;DOT1L;DUOX1;DUOXA1;Dym;Ebi3;EBI3;Eftud1;EIF3J;ENC1;Fam189a1;FAM189A1;FAM32A;Fam63b;FANCI;Fbn1;Fbn2;FDPS;FDX1L;Fgf10;flad1;FRMD3;Galk2;Galt;GATAD2A;GCNT3;Gon4l;HCN4;Hdc;HDC;HERC1;HEXB;IGDCC3;IGDCC4;Igf1r;IL16;infB;INSR;IQCH;IQGAP1;ISL2;ISLR;Itga11;KEAP1;KIAA1024;KIAA2026;Kif23;KLHL7;kti12;lamtor2;leo1;LINGO1;Lipc;Loxhd1;LOXHD1;lpar1-a;Lrrc49;Lrrc71;LSM6;MAN2A1;Map1a;MAP2K2;Map2k5;MAP2K5;MBD2;mccb;Mccc2;MCCC2;med8-a;mef2a;MEF2A;Megf11;MEGF6;MIEN1;MLLT3;Mrps27;MRPS30;mybB;MYO1E;MYO9A;Myo9b;NDUFA13;NDUFB6;NFIL3;NFIX;Nim1k;NIM1K;NMRK2;NOX5;Npr1;NPR1;NTRK2;OAZ1;OCLN;Ostf1;paqr5b;PARP16;PARP6;PC6;Pcsk5;PDZD2;Peak1;PGP;PLIN3;Plk3;POC5;PODNL1;POLG;POLR3C;POLR3GL;Polrmt;POLRMT;PTPRD;Rab11b;Rai14;Rasef;rbm8a;RBPMS;RIT2;RNASEH2A;Rnf111;Rnf115;RORB;RPL4;Rprd2;Rspo4;RUSC2;S1pr1;scamp5-b;Sema4c;Senp8;SERINC5;setdb1b;SH3GL3;SHE;SHF;SKOR2;SLC24A2;SLC27A6;SLC39A1;Slc5a9;SMAD3;Smad6;Smg5;SMG5;smu1;Sncaip;Spg11;SPICE1;SPPL2B;SRSF3;SSR2;STAP1;Stard5;STRA6;Sugp1;Sv2c;SV2C;Syt11;Szt2;SZT2;TARS;Thsd4;THSD4;TJP2;TLE1;Tle3;Tle4;Tln2;Tmc3;tmem2;tmem205;tmem56-b;Tp53bp1;TPM1;Tpm3;TRAPPC5;Trpm6;TSPAN3;UACA;UBE2Q2;UBL7;USP24;VPS45;Vwa9;VWA9;WDR63;WDR83;Zfand5 Abca1;ABCD3;ABHD17B;acer1;ACO1;Adal;ADAMTS17;Adamts7;ADAMTS7;Adamtsl1;ADAMTSL5;ADPGK;Aen;AGL;AGP9;AK6;AKAP13;Alg6;ANKDD1A;ANP32B;Anxa2;AP1M1;Apba1;APBA1;aph1b;Aqp3;AQP3;Armc6;Atpaf1;Bnc2;Bo17;C15orf61;CA9;cactin;CARTPT;Ccdc171;Ccdc33;CCDC33;Ccdc87;CCNB2;Cdc20;CDKN2A;CEP131;cep152;CERS1;chrna3;CHRNA7;CHRNB3;Chsy3;Cib2;Cilp;CLPX;CNGB1;coa7;col-2;COL4A3BP;Comp;coro2b;CPAMD8;CRHBP;crtc3;CSK;ctdspl2b;cth-2;Dab1;Dapk2;DCAF15;DENND4A;DHPS;DMBX1;DNAH6;Dnmt3b;DOT1L;DUOX1;DUOXA1;Dym;Ebi3;EBI3;Eftud1;EIF3J;ENC1;Fam189a1;FAM189A1;FAM32A;Fam63b;FANCI;Fbn1;Fbn2;FDPS;FDX1L;Fgf10;flad1;FRMD3;Galk2;Galt;GATAD2A;GCNT3;Gon4l;HCN4;Hdc;HDC;HERC1;HEXB;IGDCC3;IGDCC4;Igf1r;IL16;infB;INSR;IQCH;IQGAP1;ISL2;ISLR;Itga11;KEAP1;KIAA1024;KIAA2026;Kif23;KLHL7;kti12;lamtor2;leo1;LINGO1;Lipc;Loxhd1;LOXHD1;lpar1-a;Lrrc49;Lrrc71;LSM6;MAN2A1;Map1a;MAP2K2;Map2k5;MAP2K5;MBD2;mccb;Mccc2;MCCC2;med8-a;mef2a;MEF2A;Megf11;MEGF6;MIEN1;MLLT3;Mrps27;MRPS30;mybB;MYO1E;MYO9A;Myo9b;NDUFA13;NDUFB6;NFIL3;NFIX;Nim1k;NIM1K;NMRK2;NOX5;Npr1;NPR1;NTRK2;OAZ1;OCLN;Ostf1;paqr5b;PARP16;PARP6;PC6;Pcsk5;PDZD2;Peak1;PGP;PLIN3;Plk3;POC5;PODNL1;POLG;POLR3C;POLR3GL;Polrmt;POLRMT;PTPRD;Rab11b;Rai14;Rasef;rbm8a;RBPMS;RIT2;RNASEH2A;Rnf111;Rnf115;RORB;RPL4;Rprd2;Rspo4;RUSC2;S1pr1;scamp5-b;Sema4c;Senp8;SERINC5;setdb1b;SH3GL3;SHE;SHF;SKOR2;SLC24A2;SLC27A6;SLC39A1;Slc5a9;SMAD3;Smad6;Smg5;SMG5;smu1;Sncaip;Spg11;SPICE1;SPPL2B;SRSF3;SSR2;STAP1;Stard5;STRA6;Sugp1;Sv2c;SV2C;Syt11;Szt2;SZT2;TARS;Thsd4;THSD4;TJP2;TLE1;Tle3;Tle4;Tln2;Tmc3;tmem2;tmem205;tmem56-b;Tp53bp1;TPM1;Tpm3;TRAPPC5;Trpm6;TSPAN3;UACA;UBE2Q2;UBL7;USP24;VPS45;Vwa9;VWA9;WDR63;WDR83;Zfand5 MP:0009125 decreased brown fat cell lipid droplet size 3/17 1.04E-03 1.00 14.64 100.63 ACER1;CRTC3;PLIN3

MP:0000876 Purkinje cell degeneration 5/69 1.46E-03 1.00 6.01 39.25 HERC1;HEXB;MAP1A;SPG11;CERS1
MP:0005566 decreased blood urea nitrogen level 5/70 1.56E-03 1.00 5.93 38.31 SMAD3;HERC1;ENC1;DNMT3B;WDR83
MP:0005449 abnormal food intake 5/72 1.77E-03 1.00 5.76 36.52 DMBX1;CRHBP;SKOR2;ITGA11;CARTPT
MP:0010711 persistent hyperplastic primary vitreous 2/6 2.10E-03 1.00 27.66 170.55 CDKN2A;STRA6
MP:0011372 decreased renal tubule apoptosis 2/6 2.10E-03 1.00 27.66 170.55 SMAD3;WDR83
MP:0010937 increased total lung capacity 2/6 2.10E-03 1.00 27.66 170.55 ADAMTS7;FBN1
MP:0006084 abnormal circulating phospholipid level 2/6 2.10E-03 1.00 27.66 170.55 ABCA1;LIPC
MP:0002729 abnormal inner ear canal morphology 2/7 2.92E-03 1.00 23.71 138.40 NFIX;FGF10

Chr4: 6,408,000-19,202,840 N=221 MP:0001406 abnormal gait 16/448 2.48E-05 0.13 3.37 35.73 NGFR;PHYH;UBE3C;DNAH5;NAB2;SLC4A10;TWIST1;INHBB;TRAK1;BTD;SPAST;GBX1;FRRS1L;GLB1;CLDN19;DMD
ABCB1;Abcb1a;ABI1;ACLY;ACTR3;ADCY1;Agap1;AGAP1;AGR3;AHR;AK7;AKAP9;Ambp;AMPH;ANKAR;ANKH;APBB1IP;ARHGAP39;ASB18;ASIC1;ASIC2;B4galnt1;B4galnt2;BAG1;BAMBI;Blvra;BMPR2;btd;Bzw2;calcrl;CCDC108;CCDC132;cck;CDK2;CHPF2;Clasp1;CLASP2;Cldn19;Cntnap2;Col18a1;Col2a1;Col6a1;COL6A2;Col6a4;coq10b;CREB1;CREM;CRTAP;CRYBA2;Crygn;CTNNB1;CYP51A1;DAZAP2;dbr1-a;DCLK1;DCLK3;dirc2;DMD;Dnah5;DNAH5;Dnah8;Dpp10;DPP10;DPP6;DTHD1;Dusp3;elp2;Epb41l5;ercc3;Faim2;Fam126b;fam188a;FASTK;FBXL20;Fbxl7;FH7;FKBP9;FN1;Frrs1l;Fzd7;g6pc3;GABBR2;Gal3st1;GAL3ST1;galnt11;GALNT12;Gbx1;gcg2;Gdf11;Glb1;Gli3;GLRA2;Gls;gmppab;GULP1;HEXIM1;HTR5A;IGFBP5;INHBB;Inpp1;INSIG2;Invadolysin;itga5;Itgav;ITGB1;Itgb5;KCNH8;KIF13B;Kif28p;KIF28P;KLF6;KLHL18;Kmt2c;KMT2C;KRIT1;LMBR1;lmbr1l;lrrc3b;Lss;MALSU1;MAP3K19;MASTL;MFSD6;Mkx;MLX;MNX1;MOB4;Mpp6;MPP7;Mras;MRC2;Mrpl32;Myg1;MYO10;Myo1b;Nab1;NAB2;NAGLU;Ndufb3;Nfx1;NGFR;nt5c3;Nxpe2;NXPE3;OSBPL6;OXNAD1;paxip1;PAXIP1;PCNT;PFKP;PGAP1;PHYH;plcd4;Plekhm1;Plekhm3;Pou6f1;PPP1R9A;Prkag2;psma2;Psmc3ip;Psmd3;pyy;QNR-71;R3HDM2;RAB5C;Rala;raraa;RARB;RBM33;Rbm45;RBMS3;RECK;Rheb;rundc3b;SEMA5B;SETD1A;SF3B1;Sh3bp4;shha;si:dkey-18l1.1;Slc15a2;Slc23a3;SLC35F5;SLC4A10;Slc4a2;Snf8;SPAST;Ssfa2;St14;STAC;Stat3;STAT5B;STK17A;Svil;SVIL;SYNE1;Tanc1;tarbp2;TBC1D5;TBR1;tfcp2;TFPI2;Thsd7a;TLK2;Tmem245;TMEM245;TRAK1;trim71;TUBG1;TWIST1;UBE2E3;ube2z;Ube3c;ULK4;Upp1;USP37;WDR86;XRCC5;Zgrf1;ZNF385B;Zranb3 ABCB1;Abcb1a;ABI1;ACLY;ACTR3;ADCY1;Agap1;AGAP1;AGR3;AHR;AK7;AKAP9;Ambp;AMPH;ANKAR;ANKH;APBB1IP;ARHGAP39;ASB18;ASIC1;ASIC2;B4galnt1;B4galnt2;BAG1;BAMBI;Blvra;BMPR2;btd;Bzw2;calcrl;CCDC108;CCDC132;cck;CDK2;CHPF2;Clasp1;CLASP2;Cldn19;Cntnap2;Col18a1;Col2a1;Col6a1;COL6A2;Col6a4;coq10b;CREB1;CREM;CRTAP;CRYBA2;Crygn;CTNNB1;CYP51A1;DAZAP2;dbr1-a;DCLK1;DCLK3;dirc2;DMD;Dnah5;DNAH5;Dnah8;Dpp10;DPP10;DPP6;DTHD1;Dusp3;elp2;Epb41l5;ercc3;Faim2;Fam126b;fam188a;FASTK;FBXL20;Fbxl7;FH7;FKBP9;FN1;Frrs1l;Fzd7;g6pc3;GABBR2;Gal3st1;GAL3ST1;galnt11;GALNT12;Gbx1;gcg2;Gdf11;Glb1;Gli3;GLRA2;Gls;gmppab;GULP1;HEXIM1;HTR5A;IGFBP5;INHBB;Inpp1;INSIG2;Invadolysin;itga5;Itgav;ITGB1;Itgb5;KCNH8;KIF13B;Kif28p;KIF28P;KLF6;KLHL18;Kmt2c;KMT2C;KRIT1;LMBR1;lmbr1l;lrrc3b;Lss;MALSU1;MAP3K19;MASTL;MFSD6;Mkx;MLX;MNX1;MOB4;Mpp6;MPP7;Mras;MRC2;Mrpl32;Myg1;MYO10;Myo1b;Nab1;NAB2;NAGLU;Ndufb3;Nfx1;NGFR;nt5c3;Nxpe2;NXPE3;OSBPL6;OXNAD1;paxip1;PAXIP1;PCNT;PFKP;PGAP1;PHYH;plcd4;Plekhm1;Plekhm3;Pou6f1;PPP1R9A;Prkag2;psma2;Psmc3ip;Psmd3;pyy;QNR-71;R3HDM2;RAB5C;Rala;raraa;RARB;RBM33;Rbm45;RBMS3;RECK;Rheb;rundc3b;SEMA5B;SETD1A;SF3B1;Sh3bp4;shha;si:dkey-18l1.1;Slc15a2;Slc23a3;SLC35F5;SLC4A10;Slc4a2;Snf8;SPAST;Ssfa2;St14;STAC;Stat3;STAT5B;STK17A;Svil;SVIL;SYNE1;Tanc1;tarbp2;TBC1D5;TBR1;tfcp2;TFPI2;Thsd7a;TLK2;Tmem245;TMEM245;TRAK1;trim71;TUBG1;TWIST1;UBE2E3;ube2z;Ube3c;ULK4;Upp1;USP37;WDR86;XRCC5;Zgrf1;ZNF385B;Zranb3 MP:0000820 abnormal choroid plexus morphology 5/38 4.82E-05 0.13 12.41 123.39 ITGB1;COL18A1;ULK4;SLC4A10;GLI3

MP:0000432 abnormal head morphology 5/58 3.71E-04 0.65 8.13 64.25 ITGB1;COL2A1;DNAH5;AKAP9;CTNNB1
MP:0000439 enlarged cranium 3/14 3.92E-04 0.52 20.22 158.57 COL18A1;DNAH5;GLI3
MP:0001850 increased susceptibility to otitis media 4/33 3.95E-04 0.42 11.44 89.62 NAGLU;DNAH5;ULK4;CTNNB1
MP:0009657 failure of chorioallantoic fusion 5/60 4.34E-04 0.38 7.86 60.87 ITGB1;EPB41L5;PAXIP1;ABI1;FN1
MP:0001289 persistence of hyaloid vascular system 5/60 4.34E-04 0.33 7.86 60.87 COL18A1;MYO10;TBC1D5;RARB;AGAP1
MP:0001325 abnormal retina morphology 8/168 4.36E-04 0.29 4.49 34.76 EPB41L5;COL18A1;NAGLU;ITGB5;MYO10;XRCC5;RARB;GLI3
MP:0003229 abnormal vitelline vasculature morphology 7/129 4.57E-04 0.27 5.12 39.37 KLF6;PAXIP1;ABI1;FN1;KRIT1;ITGAV;ITGA5
MP:0005221 abnormal rostral-caudal axis patterning 5/64 5.86E-04 0.31 7.37 54.85 EPB41L5;GDF11;BMPR2;CTNNB1;ITGA5

Chr22: 617,450-11,364,750 N=144 MP:0004737 absent distortion product otoacoustic emissions 4/35 9.36E-05 0.49 16.68 154.78 CASP3;KCNMA1;PCDH15;CDH23
73;Aak1;AAK1;ABCG2;Abcg3;ACSL6;Adam12;AKR1;ANO2;ANTXR1;Antxr2;ANXA7;ARHGAP24;ATOH7;Bicc1;bmp1;BMP3;CAMK2D;camk2d1;CASP3;CASP7;CBR1;Ccdc110;CCKAR;Cdh23;CDHR1;CDS2;CHST3;CISD1;COL13A1;COX5B;cxcl12;DCTN4;ddx46;Ddx46;Dna2;Dnajc12;DOK7;Drgx;Egf;egl-4;EIF4E;Elovl6;ERCC6;FAM13A;FAM213A;FBXL15;FNIP2;Fras1;FRAS1;Fstl5;GBF1;Gfpt1;GIN1;Gucy2g;Helt;Helz2;Herc4;Ipmk;IRF2;KCNA10;KCNMA1;Kibra;Kif26b;KLHL2;Lin54;LIPM;LRIT2;Lrrc18;MAPK10;1-Mar;mcu;micu1;MSS11;Mttp;Mypn;NCOA4;Nolc1;NPY1R;Nrap;NRAP;NRG1;NTSR1;NUDCD3;NUDT2;OIT3;Palld;PALLD;Pcdh15;PCNA;Pdlim1;Pdlim3;PHYHIP;PIK3AP1;pitx2;Piwil2;PKD2L1;Pla2g12b;Ppard;PPM1K;PPP3CA;Ppp3cb;PRKG1;PRSS12;PTPN13;ptr-2;PURA;pxf-1;Qrfpr;RAPGEF2;Rassf4;RNLS;RRH;Slc23a1;Slc4a4;SLC4A4;Sorbs2;SPBC1711.05;Spon2;STAMBP;STOX1;STOX2;T01B11.2;TACR3;TCF7L2;Tectb;THUMPD2;TIMM23B;TM9SF3;TNIP3;TRAPPC11;TSPAN15;TSPAN5;unc5b;Unc5b;UNC5C;VDAC2;VPS26A;VTI1A;WDFY3;wdr91;zcchc7;Zfp90;Znf503 73;Aak1;AAK1;ABCG2;Abcg3;ACSL6;Adam12;AKR1;ANO2;ANTXR1;Antxr2;ANXA7;ARHGAP24;ATOH7;Bicc1;bmp1;BMP3;CAMK2D;camk2d1;CASP3;CASP7;CBR1;Ccdc110;CCKAR;Cdh23;CDHR1;CDS2;CHST3;CISD1;COL13A1;COX5B;cxcl12;DCTN4;ddx46;Ddx46;Dna2;Dnajc12;DOK7;Drgx;Egf;egl-4;EIF4E;Elovl6;ERCC6;FAM13A;FAM213A;FBXL15;FNIP2;Fras1;FRAS1;Fstl5;GBF1;Gfpt1;GIN1;Gucy2g;Helt;Helz2;Herc4;Ipmk;IRF2;KCNA10;KCNMA1;Kibra;Kif26b;KLHL2;Lin54;LIPM;LRIT2;Lrrc18;MAPK10;1-Mar;mcu;micu1;MSS11;Mttp;Mypn;NCOA4;Nolc1;NPY1R;Nrap;NRAP;NRG1;NTSR1;NUDCD3;NUDT2;OIT3;Palld;PALLD;Pcdh15;PCNA;Pdlim1;Pdlim3;PHYHIP;PIK3AP1;pitx2;Piwil2;PKD2L1;Pla2g12b;Ppard;PPM1K;PPP3CA;Ppp3cb;PRKG1;PRSS12;PTPN13;ptr-2;PURA;pxf-1;Qrfpr;RAPGEF2;Rassf4;RNLS;RRH;Slc23a1;Slc4a4;SLC4A4;Sorbs2;SPBC1711.05;Spon2;STAMBP;STOX1;STOX2;T01B11.2;TACR3;TCF7L2;Tectb;THUMPD2;TIMM23B;TM9SF3;TNIP3;TRAPPC11;TSPAN15;TSPAN5;unc5b;Unc5b;UNC5C;VDAC2;VPS26A;VTI1A;WDFY3;wdr91;zcchc7;Zfp90;Znf503 MP:0004736 abnormal distortion product otoacoustic emission 4/41 1.75E-04 0.46 14.24 123.19 TECTB;KCNMA1;CDH23;ERCC6

MP:0004404 cochlear outer hair cell degeneration 5/79 2.10E-04 0.37 9.24 78.23 CASP3;KCNMA1;PCDH15;CDH23;ERCC6
MP:0004813 absent linear vestibular evoked potential 3/20 3.29E-04 0.43 21.90 175.60 PCDH15;CDH23;KCNA10
MP:0000477 abnormal intestine morphology 5/88 3.48E-04 0.37 8.29 66.05 TCF7L2;BMP1;PITX2;SLC4A4;PRKG1
MP:0006092 abnormal olfactory sensory neuron morphology 3/22 4.40E-04 0.39 19.91 153.85 CCKAR;CASP3;NPY1R
MP:0004398 cochlear inner hair cell degeneration 4/54 5.11E-04 0.38 10.81 81.96 CASP3;PCDH15;CDH23;ERCC6
MP:0004848 abnormal liver size 2/6 6.86E-04 0.45 48.66 354.47 HELZ2;COX5B
MP:0030961 abnormal outer hair cell kinocilium location or orientation 2/6 6.86E-04 0.40 48.66 354.47 CDH23;PCDH15
MP:0009343 dilated gallbladder 2/7 9.56E-04 0.50 41.71 289.98 CCKAR;BICC1

Note: Genomic intervals that bound the F SToutlier loci on four chromsomes were used to compile a list
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of genes from the corresponding homologous regions in the sea lamprey genome. For each chromosome’s
genomic interval, the annotated genes are listed and were used to generate the functional “terms” based
on the Enrichr human phenotypes “MGI Mammalian Phenotype Level 4 2019” and Fisher’s exact tests for
enrichment. The table includes “overlap” of each term with the input gene list, “P-value” from Fisher’s
exact test, “Adjusted P-value” using the Benjamini-Hochberg method for correction for multiple hypotheses
testing, “Odds ratio” deviation from expected rank, “Combined Score” is combination of p-value and odds
ratio, and “Genes” that were identified as enriched for a particular term. The top ten terms are listed and
sorted by lowest to highest “P-value”.

Table S12. Pacific lamprey male genome chromosome adaptive region annotations based on
FishEnrichr results for the Phenotype AutoRIF Predicted Z-score.

Genomic region Gene list Term Term Overlap P-value Adjusted P-value Z-score Combined Score Genes

Chr1: 8,939,400-14,772,759 N=98 reproductive_behavior reproductive_behavior 1/200 0.63 0.63 -4.12 1.92 gpr146
Aig1;ANXA11;ARHGAP6;ARPC1A;AXIN1;CAD;ccg-8;CEP112;CNGA3;COG7;crf2;Ctgf;Cyfip2;DCHS1;DDX1;DDX47;Dhrsx;DLGAP1;DLGAP2;Dlgap3;Dnajc5;ds;ELP3;Fam195a;FAM84B;Fgf23;FGG;Ficd;Foxj1;FOXK1;Frs2;FTSJ1;GAB1;GABRA1;GCM2;GEMIN5;GID8;Gm525;gpr146;GRIA4;GUF1;HABP2;Hivep3;Ik;infB;L3MBTL1;L3mbtl4;LRRC10B;MAK;MAL;MAL2;Map2k6;MARCKS;MATN2;MECR;Mep1a;METRN;MPI;Mrc1;MRC1;Myo18a;NDEL1;nfxl1;NIPA2;Nploc4;NUDT1;Oprm1;PARN;PBK;PINX1;PKIA;Pllp;pomc;POMP;Ptprb;racA;RP1;Rpa2;Rps21;RPSA;RtcA;slc25a38;Slc30a2;Sox9;STIM1;Syngr3;Tec;tmem150b;TMEM33;TNFRSF6B;Trib2;Trim55;TSC2;Tstd3;TTC32;UBALD1;VNN2;WBP11 Aig1;ANXA11;ARHGAP6;ARPC1A;AXIN1;CAD;ccg-8;CEP112;CNGA3;COG7;crf2;Ctgf;Cyfip2;DCHS1;DDX1;DDX47;Dhrsx;DLGAP1;DLGAP2;Dlgap3;Dnajc5;ds;ELP3;Fam195a;FAM84B;Fgf23;FGG;Ficd;Foxj1;FOXK1;Frs2;FTSJ1;GAB1;GABRA1;GCM2;GEMIN5;GID8;Gm525;gpr146;GRIA4;GUF1;HABP2;Hivep3;Ik;infB;L3MBTL1;L3mbtl4;LRRC10B;MAK;MAL;MAL2;Map2k6;MARCKS;MATN2;MECR;Mep1a;METRN;MPI;Mrc1;MRC1;Myo18a;NDEL1;nfxl1;NIPA2;Nploc4;NUDT1;Oprm1;PARN;PBK;PINX1;PKIA;Pllp;pomc;POMP;Ptprb;racA;RP1;Rpa2;Rps21;RPSA;RtcA;slc25a38;Slc30a2;Sox9;STIM1;Syngr3;Tec;tmem150b;TMEM33;TNFRSF6B;Trib2;Trim55;TSC2;Tstd3;TTC32;UBALD1;VNN2;WBP11 Aig1;ANXA11;ARHGAP6;ARPC1A;AXIN1;CAD;ccg-8;CEP112;CNGA3;COG7;crf2;Ctgf;Cyfip2;DCHS1;DDX1;DDX47;Dhrsx;DLGAP1;DLGAP2;Dlgap3;Dnajc5;ds;ELP3;Fam195a;FAM84B;Fgf23;FGG;Ficd;Foxj1;FOXK1;Frs2;FTSJ1;GAB1;GABRA1;GCM2;GEMIN5;GID8;Gm525;gpr146;GRIA4;GUF1;HABP2;Hivep3;Ik;infB;L3MBTL1;L3mbtl4;LRRC10B;MAK;MAL;MAL2;Map2k6;MARCKS;MATN2;MECR;Mep1a;METRN;MPI;Mrc1;MRC1;Myo18a;NDEL1;nfxl1;NIPA2;Nploc4;NUDT1;Oprm1;PARN;PBK;PINX1;PKIA;Pllp;pomc;POMP;Ptprb;racA;RP1;Rpa2;Rps21;RPSA;RtcA;slc25a38;Slc30a2;Sox9;STIM1;Syngr3;Tec;tmem150b;TMEM33;TNFRSF6B;Trib2;Trim55;TSC2;Tstd3;TTC32;UBALD1;VNN2;WBP11 response_to_absence_of_light 1/200 0.63 0.63 -4.05 1.89 gpr146

entrainment_of_circadian_clock_by_photoperiod 1/200 0.63 0.63 -3.82 1.78 gpr146
regulation_of_circadian_rhythm 1/200 0.63 0.63 -3.46 1.61 gpr146
glomerular_basement_membrane 1/200 0.63 0.63 -3.42 1.60 gpr146
forebrain_neural_rod 1/200 0.63 0.63 -3.39 1.58 gpr146
regulation_of_hippo_signaling 1/200 0.63 0.63 -3.25 1.51 gpr146
circadian_behavior 1/200 0.63 0.63 -3.15 1.47 gpr146
glomerular_capillary 1/200 0.63 0.63 -2.95 1.37 gpr146
visual_behavior 1/200 0.63 0.63 -2.94 1.37 gpr146

Chr2: 3,351,200-18,794,405 N=260 cranial_nerve_IV cranial_nerve_IV 2/200 0.74 0.93 -1.68 0.51 cactin;rbm8a
Abca1;ABCD3;ABHD17B;acer1;ACO1;Adal;ADAMTS17;Adamts7;ADAMTS7;Adamtsl1;ADAMTSL5;ADPGK;Aen;AGL;AGP9;AK6;AKAP13;Alg6;ANKDD1A;ANP32B;Anxa2;AP1M1;Apba1;APBA1;aph1b;Aqp3;AQP3;Armc6;Atpaf1;Bnc2;Bo17;C15orf61;CA9;cactin;CARTPT;Ccdc171;Ccdc33;CCDC33;Ccdc87;CCNB2;Cdc20;CDKN2A;CEP131;cep152;CERS1;chrna3;CHRNA7;CHRNB3;Chsy3;Cib2;Cilp;CLPX;CNGB1;coa7;col-2;COL4A3BP;Comp;coro2b;CPAMD8;CRHBP;crtc3;CSK;ctdspl2b;cth-2;Dab1;Dapk2;DCAF15;DENND4A;DHPS;DMBX1;DNAH6;Dnmt3b;DOT1L;DUOX1;DUOXA1;Dym;Ebi3;EBI3;Eftud1;EIF3J;ENC1;Fam189a1;FAM189A1;FAM32A;Fam63b;FANCI;Fbn1;Fbn2;FDPS;FDX1L;Fgf10;flad1;FRMD3;Galk2;Galt;GATAD2A;GCNT3;Gon4l;HCN4;Hdc;HDC;HERC1;HEXB;IGDCC3;IGDCC4;Igf1r;IL16;infB;INSR;IQCH;IQGAP1;ISL2;ISLR;Itga11;KEAP1;KIAA1024;KIAA2026;Kif23;KLHL7;kti12;lamtor2;leo1;LINGO1;Lipc;Loxhd1;LOXHD1;lpar1-a;Lrrc49;Lrrc71;LSM6;MAN2A1;Map1a;MAP2K2;Map2k5;MAP2K5;MBD2;mccb;Mccc2;MCCC2;med8-a;mef2a;MEF2A;Megf11;MEGF6;MIEN1;MLLT3;Mrps27;MRPS30;mybB;MYO1E;MYO9A;Myo9b;NDUFA13;NDUFB6;NFIL3;NFIX;Nim1k;NIM1K;NMRK2;NOX5;Npr1;NPR1;NTRK2;OAZ1;OCLN;Ostf1;paqr5b;PARP16;PARP6;PC6;Pcsk5;PDZD2;Peak1;PGP;PLIN3;Plk3;POC5;PODNL1;POLG;POLR3C;POLR3GL;Polrmt;POLRMT;PTPRD;Rab11b;Rai14;Rasef;rbm8a;RBPMS;RIT2;RNASEH2A;Rnf111;Rnf115;RORB;RPL4;Rprd2;Rspo4;RUSC2;S1pr1;scamp5-b;Sema4c;Senp8;SERINC5;setdb1b;SH3GL3;SHE;SHF;SKOR2;SLC24A2;SLC27A6;SLC39A1;Slc5a9;SMAD3;Smad6;Smg5;SMG5;smu1;Sncaip;Spg11;SPICE1;SPPL2B;SRSF3;SSR2;STAP1;Stard5;STRA6;Sugp1;Sv2c;SV2C;Syt11;Szt2;SZT2;TARS;Thsd4;THSD4;TJP2;TLE1;Tle3;Tle4;Tln2;Tmc3;tmem2;tmem205;tmem56-b;Tp53bp1;TPM1;Tpm3;TRAPPC5;Trpm6;TSPAN3;UACA;UBE2Q2;UBL7;USP24;VPS45;Vwa9;VWA9;WDR63;WDR83;Zfand5 Abca1;ABCD3;ABHD17B;acer1;ACO1;Adal;ADAMTS17;Adamts7;ADAMTS7;Adamtsl1;ADAMTSL5;ADPGK;Aen;AGL;AGP9;AK6;AKAP13;Alg6;ANKDD1A;ANP32B;Anxa2;AP1M1;Apba1;APBA1;aph1b;Aqp3;AQP3;Armc6;Atpaf1;Bnc2;Bo17;C15orf61;CA9;cactin;CARTPT;Ccdc171;Ccdc33;CCDC33;Ccdc87;CCNB2;Cdc20;CDKN2A;CEP131;cep152;CERS1;chrna3;CHRNA7;CHRNB3;Chsy3;Cib2;Cilp;CLPX;CNGB1;coa7;col-2;COL4A3BP;Comp;coro2b;CPAMD8;CRHBP;crtc3;CSK;ctdspl2b;cth-2;Dab1;Dapk2;DCAF15;DENND4A;DHPS;DMBX1;DNAH6;Dnmt3b;DOT1L;DUOX1;DUOXA1;Dym;Ebi3;EBI3;Eftud1;EIF3J;ENC1;Fam189a1;FAM189A1;FAM32A;Fam63b;FANCI;Fbn1;Fbn2;FDPS;FDX1L;Fgf10;flad1;FRMD3;Galk2;Galt;GATAD2A;GCNT3;Gon4l;HCN4;Hdc;HDC;HERC1;HEXB;IGDCC3;IGDCC4;Igf1r;IL16;infB;INSR;IQCH;IQGAP1;ISL2;ISLR;Itga11;KEAP1;KIAA1024;KIAA2026;Kif23;KLHL7;kti12;lamtor2;leo1;LINGO1;Lipc;Loxhd1;LOXHD1;lpar1-a;Lrrc49;Lrrc71;LSM6;MAN2A1;Map1a;MAP2K2;Map2k5;MAP2K5;MBD2;mccb;Mccc2;MCCC2;med8-a;mef2a;MEF2A;Megf11;MEGF6;MIEN1;MLLT3;Mrps27;MRPS30;mybB;MYO1E;MYO9A;Myo9b;NDUFA13;NDUFB6;NFIL3;NFIX;Nim1k;NIM1K;NMRK2;NOX5;Npr1;NPR1;NTRK2;OAZ1;OCLN;Ostf1;paqr5b;PARP16;PARP6;PC6;Pcsk5;PDZD2;Peak1;PGP;PLIN3;Plk3;POC5;PODNL1;POLG;POLR3C;POLR3GL;Polrmt;POLRMT;PTPRD;Rab11b;Rai14;Rasef;rbm8a;RBPMS;RIT2;RNASEH2A;Rnf111;Rnf115;RORB;RPL4;Rprd2;Rspo4;RUSC2;S1pr1;scamp5-b;Sema4c;Senp8;SERINC5;setdb1b;SH3GL3;SHE;SHF;SKOR2;SLC24A2;SLC27A6;SLC39A1;Slc5a9;SMAD3;Smad6;Smg5;SMG5;smu1;Sncaip;Spg11;SPICE1;SPPL2B;SRSF3;SSR2;STAP1;Stard5;STRA6;Sugp1;Sv2c;SV2C;Syt11;Szt2;SZT2;TARS;Thsd4;THSD4;TJP2;TLE1;Tle3;Tle4;Tln2;Tmc3;tmem2;tmem205;tmem56-b;Tp53bp1;TPM1;Tpm3;TRAPPC5;Trpm6;TSPAN3;UACA;UBE2Q2;UBL7;USP24;VPS45;Vwa9;VWA9;WDR63;WDR83;Zfand5 Abca1;ABCD3;ABHD17B;acer1;ACO1;Adal;ADAMTS17;Adamts7;ADAMTS7;Adamtsl1;ADAMTSL5;ADPGK;Aen;AGL;AGP9;AK6;AKAP13;Alg6;ANKDD1A;ANP32B;Anxa2;AP1M1;Apba1;APBA1;aph1b;Aqp3;AQP3;Armc6;Atpaf1;Bnc2;Bo17;C15orf61;CA9;cactin;CARTPT;Ccdc171;Ccdc33;CCDC33;Ccdc87;CCNB2;Cdc20;CDKN2A;CEP131;cep152;CERS1;chrna3;CHRNA7;CHRNB3;Chsy3;Cib2;Cilp;CLPX;CNGB1;coa7;col-2;COL4A3BP;Comp;coro2b;CPAMD8;CRHBP;crtc3;CSK;ctdspl2b;cth-2;Dab1;Dapk2;DCAF15;DENND4A;DHPS;DMBX1;DNAH6;Dnmt3b;DOT1L;DUOX1;DUOXA1;Dym;Ebi3;EBI3;Eftud1;EIF3J;ENC1;Fam189a1;FAM189A1;FAM32A;Fam63b;FANCI;Fbn1;Fbn2;FDPS;FDX1L;Fgf10;flad1;FRMD3;Galk2;Galt;GATAD2A;GCNT3;Gon4l;HCN4;Hdc;HDC;HERC1;HEXB;IGDCC3;IGDCC4;Igf1r;IL16;infB;INSR;IQCH;IQGAP1;ISL2;ISLR;Itga11;KEAP1;KIAA1024;KIAA2026;Kif23;KLHL7;kti12;lamtor2;leo1;LINGO1;Lipc;Loxhd1;LOXHD1;lpar1-a;Lrrc49;Lrrc71;LSM6;MAN2A1;Map1a;MAP2K2;Map2k5;MAP2K5;MBD2;mccb;Mccc2;MCCC2;med8-a;mef2a;MEF2A;Megf11;MEGF6;MIEN1;MLLT3;Mrps27;MRPS30;mybB;MYO1E;MYO9A;Myo9b;NDUFA13;NDUFB6;NFIL3;NFIX;Nim1k;NIM1K;NMRK2;NOX5;Npr1;NPR1;NTRK2;OAZ1;OCLN;Ostf1;paqr5b;PARP16;PARP6;PC6;Pcsk5;PDZD2;Peak1;PGP;PLIN3;Plk3;POC5;PODNL1;POLG;POLR3C;POLR3GL;Polrmt;POLRMT;PTPRD;Rab11b;Rai14;Rasef;rbm8a;RBPMS;RIT2;RNASEH2A;Rnf111;Rnf115;RORB;RPL4;Rprd2;Rspo4;RUSC2;S1pr1;scamp5-b;Sema4c;Senp8;SERINC5;setdb1b;SH3GL3;SHE;SHF;SKOR2;SLC24A2;SLC27A6;SLC39A1;Slc5a9;SMAD3;Smad6;Smg5;SMG5;smu1;Sncaip;Spg11;SPICE1;SPPL2B;SRSF3;SSR2;STAP1;Stard5;STRA6;Sugp1;Sv2c;SV2C;Syt11;Szt2;SZT2;TARS;Thsd4;THSD4;TJP2;TLE1;Tle3;Tle4;Tln2;Tmc3;tmem2;tmem205;tmem56-b;Tp53bp1;TPM1;Tpm3;TRAPPC5;Trpm6;TSPAN3;UACA;UBE2Q2;UBL7;USP24;VPS45;Vwa9;VWA9;WDR63;WDR83;Zfand5 regulation_of_transcription_by_RNA_polymerase_II 2/200 0.74 0.93 -1.55 0.48 cactin;rbm8a

rRNA_catabolic_process 2/200 0.74 0.93 -1.48 0.45 cactin;rbm8a
oral_cavity 2/200 0.74 0.93 -1.35 0.41 cactin;rbm8a
oncogene-induced_cell_senescence 2/200 0.74 0.93 -1.23 0.38 cactin;rbm8a
neuromast_regeneration 2/200 0.74 0.93 -1.22 0.37 cactin;rbm8a
positive_regulation_of_transcription_by_RNA_polymerase_II 2/200 0.74 0.93 -1.18 0.36 cactin;rbm8a
cell_projection_organization 1/200 0.93 0.93 -3.88 0.29 chrna3
reticular_formation 1/199 0.93 0.93 -3.42 0.26 chrna3
lipid_phosphatase_activity 1/200 0.93 0.93 -2.78 0.21 paqr5b

Chr4: 6,408,000-19,202,840 N=221 embryonic_hindlimb_morphogenesis embryonic_hindlimb_morphogenesis 2/200 0.65 0.89 -2.69 1.15 itga5;coq10b
ABCB1;Abcb1a;ABI1;ACLY;ACTR3;ADCY1;Agap1;AGAP1;AGR3;AHR;AK7;AKAP9;Ambp;AMPH;ANKAR;ANKH;APBB1IP;ARHGAP39;ASB18;ASIC1;ASIC2;B4galnt1;B4galnt2;BAG1;BAMBI;Blvra;BMPR2;btd;Bzw2;calcrl;CCDC108;CCDC132;cck;CDK2;CHPF2;Clasp1;CLASP2;Cldn19;Cntnap2;Col18a1;Col2a1;Col6a1;COL6A2;Col6a4;coq10b;CREB1;CREM;CRTAP;CRYBA2;Crygn;CTNNB1;CYP51A1;DAZAP2;dbr1-a;DCLK1;DCLK3;dirc2;DMD;Dnah5;DNAH5;Dnah8;Dpp10;DPP10;DPP6;DTHD1;Dusp3;elp2;Epb41l5;ercc3;Faim2;Fam126b;fam188a;FASTK;FBXL20;Fbxl7;FH7;FKBP9;FN1;Frrs1l;Fzd7;g6pc3;GABBR2;Gal3st1;GAL3ST1;galnt11;GALNT12;Gbx1;gcg2;Gdf11;Glb1;Gli3;GLRA2;Gls;gmppab;GULP1;HEXIM1;HTR5A;IGFBP5;INHBB;Inpp1;INSIG2;Invadolysin;itga5;Itgav;ITGB1;Itgb5;KCNH8;KIF13B;Kif28p;KIF28P;KLF6;KLHL18;Kmt2c;KMT2C;KRIT1;LMBR1;lmbr1l;lrrc3b;Lss;MALSU1;MAP3K19;MASTL;MFSD6;Mkx;MLX;MNX1;MOB4;Mpp6;MPP7;Mras;MRC2;Mrpl32;Myg1;MYO10;Myo1b;Nab1;NAB2;NAGLU;Ndufb3;Nfx1;NGFR;nt5c3;Nxpe2;NXPE3;OSBPL6;OXNAD1;paxip1;PAXIP1;PCNT;PFKP;PGAP1;PHYH;plcd4;Plekhm1;Plekhm3;Pou6f1;PPP1R9A;Prkag2;psma2;Psmc3ip;Psmd3;pyy;QNR-71;R3HDM2;RAB5C;Rala;raraa;RARB;RBM33;Rbm45;RBMS3;RECK;Rheb;rundc3b;SEMA5B;SETD1A;SF3B1;Sh3bp4;shha;si:dkey-18l1.1;Slc15a2;Slc23a3;SLC35F5;SLC4A10;Slc4a2;Snf8;SPAST;Ssfa2;St14;STAC;Stat3;STAT5B;STK17A;Svil;SVIL;SYNE1;Tanc1;tarbp2;TBC1D5;TBR1;tfcp2;TFPI2;Thsd7a;TLK2;Tmem245;TMEM245;TRAK1;trim71;TUBG1;TWIST1;UBE2E3;ube2z;Ube3c;ULK4;Upp1;USP37;WDR86;XRCC5;Zgrf1;ZNF385B;Zranb3 ABCB1;Abcb1a;ABI1;ACLY;ACTR3;ADCY1;Agap1;AGAP1;AGR3;AHR;AK7;AKAP9;Ambp;AMPH;ANKAR;ANKH;APBB1IP;ARHGAP39;ASB18;ASIC1;ASIC2;B4galnt1;B4galnt2;BAG1;BAMBI;Blvra;BMPR2;btd;Bzw2;calcrl;CCDC108;CCDC132;cck;CDK2;CHPF2;Clasp1;CLASP2;Cldn19;Cntnap2;Col18a1;Col2a1;Col6a1;COL6A2;Col6a4;coq10b;CREB1;CREM;CRTAP;CRYBA2;Crygn;CTNNB1;CYP51A1;DAZAP2;dbr1-a;DCLK1;DCLK3;dirc2;DMD;Dnah5;DNAH5;Dnah8;Dpp10;DPP10;DPP6;DTHD1;Dusp3;elp2;Epb41l5;ercc3;Faim2;Fam126b;fam188a;FASTK;FBXL20;Fbxl7;FH7;FKBP9;FN1;Frrs1l;Fzd7;g6pc3;GABBR2;Gal3st1;GAL3ST1;galnt11;GALNT12;Gbx1;gcg2;Gdf11;Glb1;Gli3;GLRA2;Gls;gmppab;GULP1;HEXIM1;HTR5A;IGFBP5;INHBB;Inpp1;INSIG2;Invadolysin;itga5;Itgav;ITGB1;Itgb5;KCNH8;KIF13B;Kif28p;KIF28P;KLF6;KLHL18;Kmt2c;KMT2C;KRIT1;LMBR1;lmbr1l;lrrc3b;Lss;MALSU1;MAP3K19;MASTL;MFSD6;Mkx;MLX;MNX1;MOB4;Mpp6;MPP7;Mras;MRC2;Mrpl32;Myg1;MYO10;Myo1b;Nab1;NAB2;NAGLU;Ndufb3;Nfx1;NGFR;nt5c3;Nxpe2;NXPE3;OSBPL6;OXNAD1;paxip1;PAXIP1;PCNT;PFKP;PGAP1;PHYH;plcd4;Plekhm1;Plekhm3;Pou6f1;PPP1R9A;Prkag2;psma2;Psmc3ip;Psmd3;pyy;QNR-71;R3HDM2;RAB5C;Rala;raraa;RARB;RBM33;Rbm45;RBMS3;RECK;Rheb;rundc3b;SEMA5B;SETD1A;SF3B1;Sh3bp4;shha;si:dkey-18l1.1;Slc15a2;Slc23a3;SLC35F5;SLC4A10;Slc4a2;Snf8;SPAST;Ssfa2;St14;STAC;Stat3;STAT5B;STK17A;Svil;SVIL;SYNE1;Tanc1;tarbp2;TBC1D5;TBR1;tfcp2;TFPI2;Thsd7a;TLK2;Tmem245;TMEM245;TRAK1;trim71;TUBG1;TWIST1;UBE2E3;ube2z;Ube3c;ULK4;Upp1;USP37;WDR86;XRCC5;Zgrf1;ZNF385B;Zranb3 ABCB1;Abcb1a;ABI1;ACLY;ACTR3;ADCY1;Agap1;AGAP1;AGR3;AHR;AK7;AKAP9;Ambp;AMPH;ANKAR;ANKH;APBB1IP;ARHGAP39;ASB18;ASIC1;ASIC2;B4galnt1;B4galnt2;BAG1;BAMBI;Blvra;BMPR2;btd;Bzw2;calcrl;CCDC108;CCDC132;cck;CDK2;CHPF2;Clasp1;CLASP2;Cldn19;Cntnap2;Col18a1;Col2a1;Col6a1;COL6A2;Col6a4;coq10b;CREB1;CREM;CRTAP;CRYBA2;Crygn;CTNNB1;CYP51A1;DAZAP2;dbr1-a;DCLK1;DCLK3;dirc2;DMD;Dnah5;DNAH5;Dnah8;Dpp10;DPP10;DPP6;DTHD1;Dusp3;elp2;Epb41l5;ercc3;Faim2;Fam126b;fam188a;FASTK;FBXL20;Fbxl7;FH7;FKBP9;FN1;Frrs1l;Fzd7;g6pc3;GABBR2;Gal3st1;GAL3ST1;galnt11;GALNT12;Gbx1;gcg2;Gdf11;Glb1;Gli3;GLRA2;Gls;gmppab;GULP1;HEXIM1;HTR5A;IGFBP5;INHBB;Inpp1;INSIG2;Invadolysin;itga5;Itgav;ITGB1;Itgb5;KCNH8;KIF13B;Kif28p;KIF28P;KLF6;KLHL18;Kmt2c;KMT2C;KRIT1;LMBR1;lmbr1l;lrrc3b;Lss;MALSU1;MAP3K19;MASTL;MFSD6;Mkx;MLX;MNX1;MOB4;Mpp6;MPP7;Mras;MRC2;Mrpl32;Myg1;MYO10;Myo1b;Nab1;NAB2;NAGLU;Ndufb3;Nfx1;NGFR;nt5c3;Nxpe2;NXPE3;OSBPL6;OXNAD1;paxip1;PAXIP1;PCNT;PFKP;PGAP1;PHYH;plcd4;Plekhm1;Plekhm3;Pou6f1;PPP1R9A;Prkag2;psma2;Psmc3ip;Psmd3;pyy;QNR-71;R3HDM2;RAB5C;Rala;raraa;RARB;RBM33;Rbm45;RBMS3;RECK;Rheb;rundc3b;SEMA5B;SETD1A;SF3B1;Sh3bp4;shha;si:dkey-18l1.1;Slc15a2;Slc23a3;SLC35F5;SLC4A10;Slc4a2;Snf8;SPAST;Ssfa2;St14;STAC;Stat3;STAT5B;STK17A;Svil;SVIL;SYNE1;Tanc1;tarbp2;TBC1D5;TBR1;tfcp2;TFPI2;Thsd7a;TLK2;Tmem245;TMEM245;TRAK1;trim71;TUBG1;TWIST1;UBE2E3;ube2z;Ube3c;ULK4;Upp1;USP37;WDR86;XRCC5;Zgrf1;ZNF385B;Zranb3 regulation_of_cellular_response_to_stress 2/200 0.65 0.89 -2.12 0.91 itga5;coq10b

animal_organ_morphogenesis 2/200 0.65 0.89 -2.01 0.86 raraa;itga5
trigeminal_sensory_neuron 2/200 0.65 0.89 -2.00 0.86 raraa;psma2
adenohypophysis_morphogenesis 2/200 0.65 0.89 -1.90 0.82 raraa;psma2
chordate_embryonic_development 2/200 0.65 0.89 -1.90 0.81 raraa;itga5
cell_morphogenesis 2/200 0.65 0.89 -1.88 0.81 raraa;itga5
limb_joint_morphogenesis 2/200 0.65 0.89 -1.79 0.77 raraa;shha
axial_fin_skeleton 2/200 0.65 0.89 -1.79 0.77 trim71;shha
apoptotic_process_involved_in_heart_morphogenesis 2/200 0.65 0.89 -1.77 0.76 trim71;itga5

Chr22: 617,450-11,364,750 N=144 integument_ionocyte integument_ionocyte 1/200 0.77 0.77 -3.44 0.92 micu1
73;Aak1;AAK1;ABCG2;Abcg3;ACSL6;Adam12;AKR1;ANO2;ANTXR1;Antxr2;ANXA7;ARHGAP24;ATOH7;Bicc1;bmp1;BMP3;CAMK2D;camk2d1;CASP3;CASP7;CBR1;Ccdc110;CCKAR;Cdh23;CDHR1;CDS2;CHST3;CISD1;COL13A1;COX5B;cxcl12;DCTN4;ddx46;Ddx46;Dna2;Dnajc12;DOK7;Drgx;Egf;egl-4;EIF4E;Elovl6;ERCC6;FAM13A;FAM213A;FBXL15;FNIP2;Fras1;FRAS1;Fstl5;GBF1;Gfpt1;GIN1;Gucy2g;Helt;Helz2;Herc4;Ipmk;IRF2;KCNA10;KCNMA1;Kibra;Kif26b;KLHL2;Lin54;LIPM;LRIT2;Lrrc18;MAPK10;1-Mar;mcu;micu1;MSS11;Mttp;Mypn;NCOA4;Nolc1;NPY1R;Nrap;NRAP;NRG1;NTSR1;NUDCD3;NUDT2;OIT3;Palld;PALLD;Pcdh15;PCNA;Pdlim1;Pdlim3;PHYHIP;PIK3AP1;pitx2;Piwil2;PKD2L1;Pla2g12b;Ppard;PPM1K;PPP3CA;Ppp3cb;PRKG1;PRSS12;PTPN13;ptr-2;PURA;pxf-1;Qrfpr;RAPGEF2;Rassf4;RNLS;RRH;Slc23a1;Slc4a4;SLC4A4;Sorbs2;SPBC1711.05;Spon2;STAMBP;STOX1;STOX2;T01B11.2;TACR3;TCF7L2;Tectb;THUMPD2;TIMM23B;TM9SF3;TNIP3;TRAPPC11;TSPAN15;TSPAN5;unc5b;Unc5b;UNC5C;VDAC2;VPS26A;VTI1A;WDFY3;wdr91;zcchc7;Zfp90;Znf503 73;Aak1;AAK1;ABCG2;Abcg3;ACSL6;Adam12;AKR1;ANO2;ANTXR1;Antxr2;ANXA7;ARHGAP24;ATOH7;Bicc1;bmp1;BMP3;CAMK2D;camk2d1;CASP3;CASP7;CBR1;Ccdc110;CCKAR;Cdh23;CDHR1;CDS2;CHST3;CISD1;COL13A1;COX5B;cxcl12;DCTN4;ddx46;Ddx46;Dna2;Dnajc12;DOK7;Drgx;Egf;egl-4;EIF4E;Elovl6;ERCC6;FAM13A;FAM213A;FBXL15;FNIP2;Fras1;FRAS1;Fstl5;GBF1;Gfpt1;GIN1;Gucy2g;Helt;Helz2;Herc4;Ipmk;IRF2;KCNA10;KCNMA1;Kibra;Kif26b;KLHL2;Lin54;LIPM;LRIT2;Lrrc18;MAPK10;1-Mar;mcu;micu1;MSS11;Mttp;Mypn;NCOA4;Nolc1;NPY1R;Nrap;NRAP;NRG1;NTSR1;NUDCD3;NUDT2;OIT3;Palld;PALLD;Pcdh15;PCNA;Pdlim1;Pdlim3;PHYHIP;PIK3AP1;pitx2;Piwil2;PKD2L1;Pla2g12b;Ppard;PPM1K;PPP3CA;Ppp3cb;PRKG1;PRSS12;PTPN13;ptr-2;PURA;pxf-1;Qrfpr;RAPGEF2;Rassf4;RNLS;RRH;Slc23a1;Slc4a4;SLC4A4;Sorbs2;SPBC1711.05;Spon2;STAMBP;STOX1;STOX2;T01B11.2;TACR3;TCF7L2;Tectb;THUMPD2;TIMM23B;TM9SF3;TNIP3;TRAPPC11;TSPAN15;TSPAN5;unc5b;Unc5b;UNC5C;VDAC2;VPS26A;VTI1A;WDFY3;wdr91;zcchc7;Zfp90;Znf503 73;Aak1;AAK1;ABCG2;Abcg3;ACSL6;Adam12;AKR1;ANO2;ANTXR1;Antxr2;ANXA7;ARHGAP24;ATOH7;Bicc1;bmp1;BMP3;CAMK2D;camk2d1;CASP3;CASP7;CBR1;Ccdc110;CCKAR;Cdh23;CDHR1;CDS2;CHST3;CISD1;COL13A1;COX5B;cxcl12;DCTN4;ddx46;Ddx46;Dna2;Dnajc12;DOK7;Drgx;Egf;egl-4;EIF4E;Elovl6;ERCC6;FAM13A;FAM213A;FBXL15;FNIP2;Fras1;FRAS1;Fstl5;GBF1;Gfpt1;GIN1;Gucy2g;Helt;Helz2;Herc4;Ipmk;IRF2;KCNA10;KCNMA1;Kibra;Kif26b;KLHL2;Lin54;LIPM;LRIT2;Lrrc18;MAPK10;1-Mar;mcu;micu1;MSS11;Mttp;Mypn;NCOA4;Nolc1;NPY1R;Nrap;NRAP;NRG1;NTSR1;NUDCD3;NUDT2;OIT3;Palld;PALLD;Pcdh15;PCNA;Pdlim1;Pdlim3;PHYHIP;PIK3AP1;pitx2;Piwil2;PKD2L1;Pla2g12b;Ppard;PPM1K;PPP3CA;Ppp3cb;PRKG1;PRSS12;PTPN13;ptr-2;PURA;pxf-1;Qrfpr;RAPGEF2;Rassf4;RNLS;RRH;Slc23a1;Slc4a4;SLC4A4;Sorbs2;SPBC1711.05;Spon2;STAMBP;STOX1;STOX2;T01B11.2;TACR3;TCF7L2;Tectb;THUMPD2;TIMM23B;TM9SF3;TNIP3;TRAPPC11;TSPAN15;TSPAN5;unc5b;Unc5b;UNC5C;VDAC2;VPS26A;VTI1A;WDFY3;wdr91;zcchc7;Zfp90;Znf503 cellular_response_to_oxidative_stress 1/200 0.77 0.77 -3.32 0.89 micu1

cellular_response_to_osmotic_stress 1/200 0.77 0.77 -3.19 0.85 micu1
regulation_of_transcription_elongation_from_RNA_polymerase_II_promoter 1/200 0.77 0.77 -3.09 0.82 unc5b
sodium_channel_activity 1/200 0.77 0.77 -2.74 0.73 micu1
response_to_muscle_activity 1/200 0.77 0.77 -2.72 0.72 micu1
cloaca 1/200 0.77 0.77 -2.63 0.70 unc5b
voltage-gated_channel_activity 1/200 0.77 0.77 -2.61 0.70 micu1
chemoattractant_activity 1/200 0.77 0.77 -2.61 0.70 micu1
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Genomic region Gene list Term Term Overlap P-value Adjusted P-value Z-score Combined Score Genes

endocytosis 1/200 0.77 0.77 -2.50 0.67 micu1

Note: Genomic intervals that bound the F SToutlier loci on four chromsomes were used to compile a list
of genes from the corresponding homologous regions in the sea lamprey genome. For each chromosome’s
genomic interval, the annotated genes are listed and were used to generate the functional “terms” based on
the FishEnrichr phenotypes “FishEnrichr Phenotype AutoRIF Predicted Z-score” and Fisher’s exact tests
for enrichment. The table includes “overlap” of each term with the input gene list, “P-value” from Fisher’s
exact test, “Adjusted P-value” using the Benjamini-Hochberg method for correction for multiple hypotheses
testing, “Z-score” deviation from expected rank, “Combined Score” is combination of p-value and the z-score,
and “Genes” from the enrichment tests that were identified as enriched for a particular term. The top ten
terms are listed and sorted by lowest to highest “Z-score”.

Supplemental Materials

Divergence mapping

Two new Pacific lamprey genome assemblies were constructed using the whole genome sequence from the milt
and blood from a male (representing the gametic and somatic genomes) and the blood of a female, and using a
high density linkage map (Smith et al. 2018) to validate and extend higher order scaffolding of chromosomes.
High molecular weight DNA was extracted from these tissues by Amplicon Express (Pullman, WA, USA),
and 10X sequencing was performed on an Illumina Nova-seq (University of Illinois Urbana-Champaign). NT-
10X Genomics linked-reads from male milt and blood were first deduplicated with hts_SuperDeduper tool,
that is part of HTStream pipeline (https://ibest.github.io/HTStream/), and combined together providing
54X effective read coverage and estimated mean molecule size of 57Kb. De novo assembly was performed
by Supernova assembler v2.1 (Weisenfeld et al . 2017) and then ALLMAPS (Tanget al . 2015) was used
for further scaffolding based on linkage map, placing 63% of assembled sequence to the 83 linkage groups.
These steps resulted in the assembly of the Pacific lamprey male genome of 974 Mb in size with a scaffold
N50 of 7.8 Mb and longest scaffold reaching 21Mb.

Linked-reads sequenced from female blood had longer mean molecule size (87Kb) and effective coverage of
42X. They were also assembled with Supernova v2.1 and then 69% of the assembled sequence was placed to
the linkage groups by running ALLMAPS. These steps generated an assembly of the Pacific lamprey female
genome that is 997 Mb in size with longest scaffold of 22 Mb and a scaffold N50 of 10 Mb.

For characterization of SNP densities and F STstatistics, we used a set of 7,716 unique SNP loci from
previously published RAD-seq datasets (Hess et al. 2013; Smith et al.2018), which passed the following a set
of population genetic QC filters. The 518 individuals distributed among 21 samples and across the species’
range (described in Table 1, Hess et al. 2013) had no more than 20% missing genotypes, and SNP loci had
>1% minor allele frequency averaged across the subset of 16 samples with N > 20; and SNP loci had <3
Hardy-Weinberg deviations within 5 aggregated samples (following methods to minimize potential Wahlund
effects by pooling individuals into the following five test populations as described in Hess et al. (2013)). This
set of 7,716 SNPs was a combination of a group of SNPs from a previous dataset (Hesset al. 2013; SNPs N
= 8,772 of which 6,295 passed these population genetic QC filters) and a group of SNPs discovered de novo
for a linkage mapping dataset (Smith et al. 2018; SNPs N = 7,977 of which 3,670 passed these population
genetic QC filters. BOWTIE2 (Langmead and Salzberg 2012) was used to align datasets of 8,772 (Hesset al.
2013) and 7,977 SNPs (Smith et al. 2018) to the male reference assembly to define homologous loci. For the
7,716 total SNPs passing the QC filters, 4,046 loci were unique to Hess et al. 2013, 1,418 loci were unique
to Smith et al. 2018, and 2,252 SNPs were shared across datasets. Marker positions based on BOWTIE2
alignments were compared between Pacific lamprey male and female genomes and the Pacific lamprey male
and sea lamprey male gametic genome (GenBank assembly accession: GCA_002833325.1) to characterize
synteny.
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The program minimap2.1 with parameters (–cs=long -cx asm20) was used for alignment between the Pacific
lamprey male and Sea lamprey genomes. The function maf-convert (from LAST (Kie lbasa et al. 2011) was
used to generate a chain file, that was used by CrossMap (Zhao et al. 2013) to lift over gene annotations
from Sea lamprey to the Pacific lamprey male genome assembly.

Association testing

Genotyping-in-thousands by sequencing panel optimization:

Genotyping-in-thousands by sequencing (GT-seq, Campbell et al. 2015) was employed to genotype 308
genetic markers for the association testing analyses. The GT-seq 308 loci were a subset of markers developed
from the paired end consensus reads from the Hess et al. (2013) RAD-seq dataset. The selection of loci
and steps in development began with a group of 457 total SNP loci considered in round 1, which included
120 that had been already designed for TaqMan assays (Hess et al. 2015). We chose 337 SNPs that had
not been designed previously, and we ensured that all SNP sites were located at base pair position 30 or
higher to accommodate the assay primer site in flanking DNA. We established the following set of guidelines
for choosing SNPs: 1) Pass QC filters for Rangewide dataset, 2) only align to 1 locus in Bowtie to itself
test, 3) Overlapped with loci in the linkage map (Smith et al. 2018), 4) High concordance in alignments
to the sea lamprey genome across overlapping markers in the Hess et al. (2013) and Smith et al. (2018)
datasets, 5) Previously developed as Tagman 96 assays + some species ID loci, 6) Spaced 5cM or greater
apart on a linkage group, 7) Mostly neutral and high MAF for parentage power. 8) Adaptive SNPs chosen
to be equally representative across four groups of statistically linked loci. A PERL script was run to screen
out loci that appeared to have too many heterozygotes and were likely duplicated regions. There were 401
loci that passed this filter. Although we already had 120 primers designed from previous work, we had to
construct consensus sequence for the rest using paired-end sequence data from Hess et al. (2013) and were
successful developing 266 primer pairs for the loci. A PERL script was used to identify 28 primer interactions
which were resolved by dropping 26 primer pairs. This filter resulted in a remaining set of 360 loci (240 new
+ 120 original primer pairs). Final optimization left 308 markers that worked best in GT-seq genotyping.
For all samples used in the association testing we filtered out individuals missing >10% of genotypes at the
308 loci. Excluding the four species diagnostic loci and two loci that were duplicates, provided 302 unique
loci for association tests.

Details on the covariates and ways in which loci were used taking population structure and relatedness into
account in the GLM and MLM tests:

Equations for the GLM and MLM are described in the TASSEL manual (Bradbury et al. 2007). A kinship
matrix using the ‘scaled IBS’ method (Endelman et al. 2012) based on 76 vetted neutral SNPs (the neutral
SNPs that overlap the 85 neutral SNPs characterized by Hesset al. 2015) was generated in TASSEL to
represent cryptic familial relationships. The MLM was implemented using default options, i.e. ‘P3D’ (Zhang
et al. 2010) parameter option and the ‘optimum compression’ option. The GLM effectively represents a
‘maximum compression’ option, and thus provides contrast to the MLM. Permutation tests (1000) were used
to calculate P -values to determine significant associations of SNPs with traits. The association tests using a
GLM were performed with covariates of population structure. For population structure, the first 3 Principal
Coordinate (PC) axes of the 76 neutral SNPs were used. Datasets were also analyzed using an MLM, and
the kinship matrix was included as an additional covariate. In all datasets except for GAR, the GLM was
a better fit to the data based on the fact that most of the neutral loci aligned closer to the 1:1 line on the
Q-Q plot; therefore, reported P-values were generated exclusively from the GLM.

Phenotypic traits measured for association testing

1. Willamette (“WFA”) Falls 2016 adult Pacific lamprey were split into separate analyses for a group of
males (N=136) and females (N=133) collected as part of the tribal harvest. The following six traits
were measured: ordinal “day” of arrival, girth, total “length”, weight, “gonad” weight, and distance
between dorsal fins (“dorsal”). Willamette Falls is 205.6 Rkm upstream from the Columbia River
mouth.
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2. Total (“T_BON”) sample of Bonneville Dam adult Pacific lamprey in 2014 was measured with six
traits: Ordinal day, length, weight, dorsal, girth, and upstream migration distant (“Rkm”) (N=883).
Bonneville Dam is 235.1 Rkm upstream of the Columbia River mouth.

3. Swimming (“S_BON”) trials of Bonneville Dam adult Pacific lamprey were a subset (N=295) of the fish
included in the T_BON sample, and included 3 swimming behavioral trait categories, in addition to the
6 traits: Ordinal day, length, weight, dorsal, girth, and upstream migration distant (“Rkm”). Swimming
trial traits were measured from previous work (Kirk et al. 2016), and included 3 swimming behavioral
trait categories: approached experiment (“approached”), passed challenge (“pass”), and passed challenge
without fallback (“passrep”). The “approached” category refers to those that approached vs . did not
approach the flume, which was a possible indicator of motivation. The “passed” category refers to
those that approached and passed the swimming challenge compared to those that approached and did
not pass the challenge, which was the major descriptor of performance and success (Kirk et al. 2016).
Finally, the “passrep” category refers to a subset of fish that approached and passed the challenge,
and unlike others that passed the challenge, they did not fall back downstream of the challenge. In
summary, “approach” indicates motivation, “pass” indicates motivation + performance and “passreq”
indicates motivation, performance and perseverance.

4. Sample of John Day Dam (“JDD”) adult Pacific lamprey with 6 traits: Ordinal day, length, weight,
dorsal, girth, and upstream migration distant (“Rkm”) (N=656). Year and Translocation status were
used as covariates. John Day Dam is 346.9 Rkm upstream of the Columbia River mouth. Most of the
fish were translocated upstream to Ice Harbor Dam (N = 571, 537.7 Rkm) in both years (2014, 2015),
and a portion (N=85) were released at John Day Dam in 2014.

5. Common garden experiment using artificial propagation of larval Pacific lamprey with early larval
growth (“GAR”) rate data (N=334). Traits of growth rate were calculated as: (length / time), and a
corrected growth rate (“growth rate_b”) was calculated as: [(length - 4mm) / time] to correct for length
at hatch (~4 mm). The MLM that used a kinship matrix as a covariate was a better fit to the data
as compared to the GLM, and so the P-values generated by the MLM were used for all downstream
analysis.

Potential gene-interaction effects

To identify potential gene-gene interactions across the four primary adaptive chromosomes related to body
size and maturity we conducted Generalized Multifactor Dimensionality Reduction (GMDR). Analyses were
conducted for maturity using adult females from the WFA (N=133) data set and for total length using the
WFA and T_BON (N=883) data sets. We used the software GMDR version 0.9 (Lou et al. 2007; Chen
2011) to conduct an exhaustive search for all possible one to four locus models. The best model was defined
as the model with the maximal cross-validation consistency. For additional details on GMDR and analysis
methods see Parker et al. (2019).

Results

The gene-interaction analysis using GMDR for egg mass in the WFA collection identified Etr_464 (chro-
mosome 1) as the best single-locus model (Table S10). However, this model was only identified in 6 of the
10 training data sets, indicating limited support. Additionally, cross-validation accuracy for higher order
models (two-locus 4/10; three-locus 3/10; four-locus 2/10) indicated the lack of support for gene combina-
tions associated with egg mass. This result contrasts with Parker et al. (2019) who found evidence for a
two-locus interaction model including chromosomes 1 and 4 for egg mass in Klamath River collections of
Pacific lamprey. The discrepancy may be explained by the differences in collections of Pacific lamprey that
have recently initiated their freshwater migration (Parker et al. 2019) versus collection of individuals further
upstream (herein). The latter data set likely contains a mixture of current year and hold-over individuals
whereas the former contained only current year migrants.

For total length, the GMDR produced different results depending upon the data set (Table S10). The
gene-interaction analysis for WFA collection produced support for a single-locus model including Etr_-
1806 (Chromosome 4) with cross-validation accuracy (10/10) and testing balance accuracy (77%). Higher
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order models with more loci were not supported. In contrast, for T_BON the model with maximal cross-
validation accuracy (10/10) and highest testing balance accuracy (73%) was a three-locus interaction model
(Table S10). The testing balance accuracy for the one-locus model (Etr_5317/Chromosome 2) was 67%. A
5% increase in testing balanced accuracy was realized in a two-locus interaction model (72%) that included
Etr_5317/Chromosome 2 and Etr_1806/Chromosome 4. However, only a 1% increase was observed in the
three-locus interaction model (73%), which included Etr_5317/Chromosome 2, Etr_1806/Chromosome 4,
and Etr_4281/Chromosome 22. Models involving four loci had considerably lower cross validation accuracy
(3/10) indicating lack of support. Under the best three-locus model, if Etr_5317 = AA and Etr_1806 =
AA and Etr_4281 = AA, or if Etr_5317 = AA and Etr_1806 = AA and Etr_4281 = AT then individuals
are classified as large body size whereas all other genotype combinations are classified as small body size.
Classifying T_BON individuals using these methods produces a mean total length for large body size of 681
mm and for small body size of 632 mm. The analysis of Parker et al. (2019) also suggested support for a
two-locus interaction model for total length involving chromosomes 2 and 4.

References

Chen, G. B., Xu, Y., Xu, H. M., Li, M. D., Zhu, J., & Lou, X. Y. (2011). Practical and theoretical
considerations in study design for detecting gene-gene interactions using MDR and GMDR approaches.
PLoS ONE, 6, e16981.

Kielbasa SM, Wan R, Sato K, Horton P, Frith MC. Adaptive seeds tame genomic sequence comparison.
Genome Res. 2011; 21:487–93.

Lou, X-Y., Chen, G.B., Yan, L., Ma, J. Z., Zhu, J., Elston, R. C., & Li, M.D. (2007). A generalized
combinatorial approach for detecting gene-by-gene and gene-by-environment interactions with application
to nicotine dependence. The American Journal of Human Genetics , 80, 1125-1137.

Tang H, Zhang X, Miao C, Zhang J, Ming R, Schnable J, Schnable P, Lyons E, Lu J. (2015) ALLMAPS:
robust scaffold ordering based on multiple maps. Genome Biology 16(1):3

Weisenfeld, N. I., Kumar, V., Shah, P., Church, D. M., & Jaffe, D. B. (2017). Direct determination of diploid
genome sequences. Genome research, 27(5), 757-767.

Zhao, H., Sun, Z., Wang, J., Huang, H., Kocher, J.-P., & Wang, L. (2013) CrossMap: a versatile tool for
coordinate conversion between genome assemblies. Bioinformatics (Oxford, England), btt730.

33


