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ABSTRACT
Genomic vulnerability is a measure of how much evolutionary change is required for a population to maintain optimal genotype-
environment associations under projected climates. Aquatic species, and in particular migratory ectotherms, are largely under-
represented in studies of genomic vulnerability. Such species might be well equipped for tracking suitable habitat and spreading 
diversity that could promote adaptation to future climates. We characterised range-wide genomic diversity and genomic vulner-
ability in the migratory and fisheries-important golden perch (Macquaria ambigua) from Australia's expansive Murray–Darling 
Basin (MDB). The MDB has a steep hydroclimatic gradient and is one of the world's most variable regions in terms of climate 
and streamflow. Golden perch are threatened by fragmentation and obstruction of waterways, alteration of flow regimes, and 
a progressively hotter and drying climate. We gathered a genomic dataset of 1049 individuals from 186 MDB localities. Despite 
high range-wide gene flow, golden perch in the warmer, northern catchments had higher predicted vulnerability than those in 
the cooler, southern catchments. A new cross-validation approach showed that these predictions were insensitive to the exclusion 
of individual catchments. The results raise concern for populations at warm range edges, which may already be close to their 
thermal limits. However, a population with functional variants beneficial for climate adaptation found in the most arid and hy-
drologically variable catchment was predicted to be less vulnerable. Native fish management plans, such as captive breeding and 
stocking, should consider spatial variation in genomic vulnerability to improve conservation outcomes under climate change, 
even for dispersive species with high connectivity.
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1   |   Introduction

Anthropogenic climate change is placing unprecedented pres-
sure on biodiversity across the planet (Scheffers et  al.  2016; 
Wiens  2016). Increases in global temperature and changes in 
precipitation are forcing species to rapidly navigate new condi-
tions that are often beyond their physiological or ecological toler-
ance (Román-Palacios and Wiens 2020). Species can potentially 
adjust to climate change via three main non-mutually exclusive 
mechanisms: dispersal to remain within suitable habitat, phe-
notypic plasticity, and genetic adaptation (Aitken et  al.  2008). 
However, the ability of a species to realise these responses de-
pends on multiple factors, including habitat connectivity, life 
history, ecological traits, and levels of standing genomic varia-
tion (Garcia et al. 2014; Jarić et al. 2019; Moritz and Agudo 2013).

Highly mobile species have several characteristics that might 
reduce their vulnerability to climate change compared to those 
with more limited dispersal abilities. They are often able to track 
their niche spatially in response to climatic variation and usu-
ally show strong gene flow between populations that can result 
in large effective population sizes and high genetic diversity 
(Schloss, Nuñez, and Lawler 2012; Shelley et al. 2022). Although 
high levels of gene flow have traditionally been thought to hin-
der local adaptation, there is now ample evidence that these evo-
lutionary processes often occur simultaneously (Beheregaray 
and Sunnucks  2001; Nosil  2012; Tigano and Friesen  2016). 
Therefore, it is important to recognise that spatially segregated 
populations of even the most dispersive species can at times be 
adaptively divergent and show different resilience to climate 
change (Bay et al. 2018).

Intraspecific variation in climate-related traits, such as thermal 
or drought tolerance, can arise when populations adapt to their 
local environment across a climatic gradient (Exposito-Alonso 
et al. 2019). Populations at the extreme edge of a species' thermal 
niche are generally subject to stronger selection than those in the 
core environmental range (Angert, Bontrager, and Ågren 2020). 
While range-edge populations can incur costs such as re-
duced population sizes and increased genetic load (Bontrager 
et al. 2021), divergent adaptive traits may also arise that are well 
suited to projected climate changes (Lesica and Allendorf 1995; 
Sandoval-Castillo et  al.  2020). Populations currently adapted 
to warmer conditions might be resilient to climate change if 
they are able to expand their range into previously cooler areas 
(Razgour et al. 2019). At the same time, warm range-edge popu-
lations might be more likely to experience novel climates or those 
beyond their thermal limits in the future and could have higher 
in  situ vulnerability to climate change. Understanding which 
populations will be most threatened under future climates is key 
for informing management plans (e.g., assisted migration) and 
prioritising limited conservation resources (Rellstab, Dauphin, 
and Exposito-Alonso 2021).

Genomic vulnerability (also known as genomic offset) is be-
coming a popular tool to evaluate the relative sensitivities of 
intraspecific populations to climate change (Bay et  al.  2018; 
Fitzpatrick and Keller 2015). This evaluation first requires ge-
nomic sampling of multiple populations throughout a species' 
range and using genotype-environment associations (GEAs) to 
detect statistical relationships between allele frequencies and 

current climate conditions. Predictive models are then used 
to extrapolate or interpolate this relationship to determine the 
degree of allele frequency change required for a population to 
maintain current GEAs under projected climates (Capblancq 
et  al.  2020; Rellstab, Dauphin, and Exposito-Alonso  2021). 
Populations with higher genomic vulnerability are assumed to 
require larger shifts in allele frequencies (and may even lack cer-
tain adaptive variants) to maintain fitness under climate change 
(Fitzpatrick et al. 2021; Hoffmann, Weeks, and Sgrò 2021). To 
date, most genomic vulnerability research has focused on ter-
restrial organisms, and particularly on long-lived tree species 
(Borrell et  al.  2020; Dauphin et  al.  2021; Gougherty, Keller, 
and Fitzpatrick 2021; Gugger et al. 2018). Although a growing 
number of studies have examined the genomic vulnerability of 
aquatic taxa (Andrews et  al.  2022; Brauer et  al.  2023; Nielsen 
et al. 2021; Tigano et al. 2023), there remains a considerable gap 
in our knowledge for freshwater species, especially for migra-
tory animals with high gene flow. Freshwater species are par-
ticularly vulnerable to climate change since their movement is 
confined to waterbodies, which are often highly fragmented 
within the terrestrial landscape and impacted by anthropogenic 
modifications (Brauer and Beheregaray 2020; Davis et al. 2013). 
Additionally, for ectothermic aquatic organisms, increases in 
water temperature are expected to have a large impact on their 
physiological and developmental functions, and Darwinian fit-
ness (Crozier and Hutchings 2014).

The golden perch (Macquaria ambigua) is a medium–large-
sized (usually 35–50 cm), long-lived (up to 26 years), and highly 
dispersive freshwater fish from central and eastern Australia, 
including one of Australia's most ecologically and socioeco-
nomically important river systems, the Murray–Darling Basin 
(MDB) (Lintermans 2023). Historical climate change is thought 
to have played a major role in golden perch evolution, with arid-
ification during the Pleistocene suggested to have driven iso-
lation and lineage divergence across drainage divides (Booth 
et al.  2022). Golden perch in the MDB are genetically distinct 
from those in the adjacent Fitzroy, Lake Eyre, and Bulloo-
Bancannia drainage basins (Beheregaray et  al.  2017; Booth 
et al. 2022; Faulks, Gilligan, and Beheregaray 2010a, 2010b), al-
though there is evidence of admixture between these lineages 
(Beheregaray et al. 2017; Booth et al. 2022; Faulks, Gilligan, and 
Beheregaray  2010a, 2010b). While greater genetic diversity in 
admixed populations can reduce genomic vulnerability to cli-
mate change (Brauer et al. 2023), introgression could introduce 
maladapted alleles that cause declines in population fitness 
(Muhlfeld et al. 2009; Todesco et al. 2016), and the management 
implications of inter-lineage hybridisation for golden perch re-
main unclear.

In the MDB, golden perch generally prefer warmer lowland 
habitats but occupy a range of hydroclimatic conditions, 
from ephemeral arid waterholes to temperate rivers (Attard 
et al. 2018; Lintermans 2023). The species is capable of large-
scale movements across different life history stages (Koehn 
et  al.  2020), with conventional tagging and otolith chemis-
try showing that adults and juveniles can disperse over ex-
tensive distances (100–1000 km) and multiple catchments in 
association with high river flows (Reynolds  1983; Zampatti 
et al. 2018). This highly dispersive nature maintains high ge-
netic connectivity, even among contrasting local environments 
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and geographically distant catchments, as revealed by anal-
yses of mitochondrial DNA, microsatellite, and single nu-
cleotide polymorphism (SNP) markers (Attard et  al.  2018; 
Beheregaray et al. 2017; Booth et al. 2022; Faulks, Gilligan, and 
Beheregaray 2010a, 2010b). Spawning of golden perch often oc-
curs following long-distance migrations, which are stimulated 
by increases in temperature and river flows during spring to 
summer (Ebner, Scholz, and Gawne  2009; King et  al.  2016; 
Koster et al. 2017; Reynolds 1983; Thiem et al. 2022). Genetic 
diversity in golden perch is positively correlated with spring-
time flow, presumably because greater habitat connectivity 
facilitates movement of both juveniles and adults across the 
riverscape (e.g., Stuart and Sharpe 2020; Zampatti et al. 2018), 
leading to higher effective population sizes for reproduction 
(Faulks, Gilligan, and Beheregaray 2010b). Variation in flow 
and mean annual temperature have also been linked to adap-
tive divergence among populations inhabiting climatically de-
fined eco-regions (Attard et al. 2018).

Golden perch have experienced population declines at-
tributed to anthropogenic exploitation, habitat degradation, 
barriers to movement, flow alteration, and climate change 
(Cadwallader  1978; Koehn et  al.  2020). Since European colo-
nisation, the MDB has been heavily modified for consumptive 
water use and currently provides potable water for more than 
3.6 million people and supports ~40% of Australia's agricul-
ture (Murray–Darling Basin Authority 2021). The construction 
of barriers such as dams and weirs, alongside unsustainable 
water extraction, has dramatically changed the natural flow 
regime and connectivity of the river system (Mallen-Cooper 
and Zampatti  2018; Walker  2006). These habitat changes are 
recognised as substantial threats to golden perch recruitment 
(Lintermans 2023; Stuart and Sharpe 2020). Climate change has 
further reduced large flow events that facilitate spawning, re-
cruitment, and dispersal (Whetton and Chiew 2021). Increases 
in the frequency, intensity, and duration of droughts in the MDB 
(Falster et  al.  2024; Whetton and Chiew  2021) have already 
impacted the species, with millions of fish, including golden 
perch, dying during hypoxic events over recent years (King, 
Tonkin, and Lieshcke 2012; Mallen-Cooper and Zampatti 2020; 
Sheldon et al.  2022). Conservation of golden perch is of broad 
socioeconomic interest, as it is a culturally important species 
for Indigenous Australians and a popular target for recreational 
fishing (and commercial fishing in the Lower Lakes in South 
Australia) (Balme  1995; Hunt and Jones  2018). Throughout 
much of the MDB, golden perch populations are supplemented 
by extensive stocking from hatcheries (Attard et  al.  2022b). 
Ongoing management of the species would benefit from knowl-
edge of its vulnerability to climate change.

Predicting patterns of climate-mediated evolution and vulner-
ability in migratory animals is a complex task (Bay et al. 2018). 
In this study, we used a SNP dataset to evaluate range-wide 
genomic vulnerability to climate change for a migratory fresh-
water species across a highly environmentally heterogeneous 
river basin. We first assessed population structure and genetic 
diversity, then used GEAs to identify loci putatively involved 
in climate adaptation. We then used gradient forest modelling 
to predict future mismatches in GEAs and identify the most 
climate-vulnerable golden perch populations in the MDB. Given 
the high dispersal capacity of golden perch (Koster et al. 2017; 

Stuart and Sharpe  2020; Thiem et  al.  2022), even geographi-
cally distant populations should be expected to exhibit similar 
levels of standing genomic variation, adaptive variation, and 
genomic vulnerability to climate change. However, strong se-
lection in response to environmental heterogeneity, particularly 
at range margins, is expected to generate spatial patterns of 
adaptive diversity and divergence, even in the presence of gene 
flow (reviewed in Tigano and Friesen (2016)). Considering the 
steep hydroclimatic gradient and complex patterns of landscape 
connectivity found across the MDB (details in Section 2.1 and 
Figure 1b,c), we predicted spatial variation in genomic vulnera-
bility for golden perch, with populations already living closer to 
their environmental range limits showing higher vulnerability 
to projected climates. Our study represents the first assessment 
of genomic vulnerability to climate change in a migratory fresh-
water fish. It adds to our understanding of how environmen-
tal heterogeneity influences adaptive capacity and highlights 
the role of gene flow in shaping adaptive divergence. It also 
provides an exemplar that illustrates the value of integrating 
evolutionarily-based approaches to improve the management of 
threatened fisheries resources over modified landscapes.

2   |   Methods

2.1   |   Sampling and Genomic Data

The MDB is an expansive river system that covers 1.06 million 
km2 of southeastern Australia (Leblanc et  al.  2012). It is one 
of the most variable regions in the world in terms of climate 
and streamflow, both spatially and temporally (McMahon 
et al. 2007). Conditions vary from subtropical in the north to semi-
arid in the west and temperate in the south (Chiew et al. 2008). 
Average annual rainfall ranges from > 1500 mm in the south-
east to < 300 mm in the west (Chiew et al. 2008). In the north, 
precipitation is dominated by summer rainfall, whereas in the 
south, rainfall occurs mostly during winter (Chiew et al. 2008). 
This regional variation in climate is expected to drive patterns 
of adaptive genetic diversity in aquatic species distributed across 
the MDB (Attard et al. 2018; Harrisson et al. 2017) and is likely 
important in determining the vulnerability of populations to cli-
mate change.

A total of 1138 golden perch were sampled from ~186 locations 
in the MDB between 2007 and 2021 (Figure 1). This sampling 
covered 18 out of 22 catchments of the MDB, capturing the 
range of climatic conditions experienced by golden perch. We 
also included 52 golden perch from adjacent drainage basins 
(Bulloo-Bancannia, n = 15; Fitzroy, n = 13; Lake Eyre, n = 24) to 
assess the potential for introgression between lineages, as previ-
ously reported in other studies (Attard et al. 2022b; Beheregaray 
et  al.  2017). To reduce the risk of sampling stocked individu-
als, we avoided samples from dams and impoundments, where 
recruitment is almost completely reliant on stocking (Forbes 
et  al.  2016). Based on results from the ongoing government 
program FishGen, < 4% of the samples used in our study might 
represent stocked individuals (i.e., had parentage assigned to 
broodstock fish), which have been found across multiple MDB 
catchments (Brauer et  al., unpublished). Golden perch were 
caught using a variety of methods, including electrofishing 
and netting. Caudal fin clips were taken and preserved in 100% 
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ethanol at −20°C, or collected using a commercially available 
tissue sampling unit (Allflex). DNA was extracted from most 
samples using a modified salting out protocol (Sunnucks and 
Hales 1996). Extract quality and quantity were assessed using 
a NanoDrop 1000 spectrophotometer (Thermo Scientific), gel 
electrophoresis, and a Qubit fluorometer (Thermo Scientific). 
For the remaining samples, DNA was extracted by Diversity 
Arrays Technology (DArT) Pty Ltd. DNA was then sent to (or 
remained at) DArT Pty Ltd. for reduced-representation sequenc-
ing (DArTseq) and SNP calling (Jaccoud et al. 2001). For SNP 
calling, the sequenced data was aligned to a publicly available 
M. ambigua reference genome (Dudchenko et  al.  2017, 2018; 
Pavlova et al. 2022).

2.2   |   Bioinformatics

Bioinformatics and data analyses were performed using R 
Statistical Software v.4.3.1 (R Core Team  2023). We filtered 
the raw SNP catalogue using the package “dartR” (Gruber 
et  al.  2018), removing loci with > 20% missing data and a 

minor allele frequency < 1%. We also excluded individuals with 
> 50% missing data. To minimise bias in population structure 
analyses, we used the package “related” (Pew et al. 2015) to 
exclude closely related individuals, retaining those with the 
least missing data (Wang  2002). We removed one sample 
from each pair with a relatedness value (r) > ~0.5, to exclude 
first-order relatives. This was done separately for each major 
drainage basin (MDB, Bulloo-Bancannia, Fitzroy, and Lake 
Eyre) to produce four unique datasets. After removing closely 
related individuals, we combined data from all basins and re-
peated the missing data filtering to obtain an additional data-
set for fastStructure.

2.3   |   Population Structure

Population structure was assessed using the Bayesian clus-
tering algorithm of fastStructure v.1.0 (Raj, Stephens, and 
Pritchard 2014). We tested for K = 1–10, with ten replicates per 
K value. The best K value was determined using the Evanno, 
Regnaut, and Goudet  (2005) method, implemented in the 

FIGURE 1    |    (a) Map of golden perch sampling sites throughout the Murray–Darling Basin (MDB) in eastern Australia. The 186 sites are coloured 
based on which catchment they are from (i.e., grouped locations for genomic vulnerability analyses). Circles represent sampling locations, and 
matching-coloured triangles represent the weighted average sampling location within each catchment (i.e., the locations for which environmental 
variables were extracted). (b) Annual mean temperature gradient in the MDB and (c) annual precipitation gradient in the MDB (data sourced from 
World​Clim.​org). [Colour figure can be viewed at wileyonlinelibrary.com]
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CLUMPAK online server (Kopelman et al. 2015). We used the 
package “pophelper” (Francis  2017) to visualise the fastStruc-
ture results. We ran fastStructure using our whole dataset (in-
cluding individuals from all four drainage basins), then repeated 
the analysis with only the MDB individuals for finer scale struc-
ture. We also conducted a principal component analysis (PCA) 
using the package “vegan” (Oksanen et al. 2022) to visualise dis-
tinct genetic clusters in the MDB. For PCA, missing genotypes 
(1.9% of the data matrix) were imputed using the most common 
genotype for each locus.

2.4   |   Genetic Diversity

For subsequent analyses, we focused only on the MDB. Since 
population structure was low in this basin (see Section  3), in-
dividuals were grouped by river catchment. Samples from the 
Lower Lakes, a region of terminal lakes that contrasts to the riv-
erine environment elsewhere, were separated from the broader 
Lower Murray catchment due to previous evidence of neutral 
and adaptive divergence in this region (Attard et al. 2018). This 
regional grouping was done to maximise the range of genotype-
environment relationships captured and to ensure predictions 
of genomic vulnerability can be easily translated into spatially 
relevant management actions. Based on the filtered SNP dataset 
for the MDB, measures of genetic diversity (observed heterozy-
gosity (Ho), expected heterozygosity (He), mean allelic richness 
(AR), and inbreeding (Fis)) were assessed for each catchment 
using the package “hierfstat” (Goudet and Jombart  2022). We 
used a Wilcoxon signed-rank test from the package “stats” (R 
Core Team  2023) to look for significant differences between 
catchments. We also calculated pairwise FST based on Weir and 
Cockerham (1984) using dartR, with significance tested using 
100 bootstraps, and global FST using hierfstat. Genetic diversity 
(He, Ho, FST) was additionally assessed for a subset of candidate 
adaptive loci identified by redundancy analysis (see Section 3).

2.5   |   Genotype-Environment Association Analysis

We downloaded 19 bioclimatic variables from the WorldClim 
database (Fick and Hijmans  2017) at 2.5 arc-min resolution. 
These are biologically relevant variables derived from monthly 
temperature and precipitation values. Although terrestrial-
based, such macro-scale variables are considered relevant in-
dicators of local riverine conditions (Frederico, De Marco, and 
Zuanon 2014) and thus appropriate for studies of teleosts (e.g., 
Brauer, Hammer, and Beheregaray (2016)). We obtained present-
day variables, which reflect average conditions for the years 
1970–2000, and variables predicted by the CNRM-CM6-1 model 
(Voldoire et  al.  2019) for three future time points: 2050 (aver-
aged over 2041–2060), 2070 (2061–2080), and 2090 (2081–2100). 
To define climatic conditions for each catchment, we used an R 
script to extract variables at a location representing the weighted 
average of all sampling locations per catchment (Figure 1).

To test for signatures of adaptive diversity in golden perch, we 
used redundancy analysis (RDA) to identify loci associated with 
environmental variables. Compared to other GEA analyses, 
RDA has a lower false-positive and higher true-positive detec-
tion rate of adaptive loci (Forester et al. 2018). The predictors in 

our RDA were the above-mentioned bioclimatic variables, and 
catchment level allele frequencies were the response variables. 
Prior to RDA, variance inflation factor (VIF) analysis was used 
to reduce the effect of collinearity between bioclimatic variables 
by removing predictors with a VIF greater than 10. To account 
for confounding effects of neutral population structure, a matrix 
of population covariance (omega matrix) was produced using 
the program BayPass v.2.3 (Gautier 2015). The RDA was then 
conditioned on synthetic coordinates that were created from the 
omega matrix using non-metric multidimensional scaling im-
plemented in the package “MASS” (Venables and Ripley 2002). 
Missing genotypes were imputed using population-specific 
genotype frequencies based on population structure estimated 
using the “smnf” function in the package “LEA” (Frichot and 
François 2015). The significance of the RDA was assessed using 
the “anova.cca” function of vegan, with 1000 permutations. 
Candidate adaptive loci were identified as those with scores 
more than three standard deviations from the mean locus scores 
for each significant RDA axis.

2.6   |   Genomic Vulnerability to Climate Change

Genomic vulnerability is an estimate of the amount of ge-
nomic change a population will require to maintain current 
GEAs under projected climate scenarios. We used gradient 
forest analysis (Fitzpatrick and Keller 2015) to assess genomic 
vulnerability in golden perch from 18 catchments (including 
the Lower Lakes region as a separate catchment) of the MDB. 
Specifically, we used the “gradientForest” package (Ellis, 
Smith, and Pitcher  2012), following the method of Fitzpatrick 
and Keller  (2015). Gradient forest uses a machine-learning al-
gorithm to predict the turnover of genomic variation as a func-
tion of the environment (Ellis, Smith, and Pitcher 2012). Based 
on their cumulative importance to the model, environmental 
variables are transformed into “genetic importance” values, and 
genomic vulnerability is calculated as the Euclidean distance 
between current and future predicted genetic importance values 
(Fitzpatrick and Keller 2015).

We ran gradient forest using the candidate loci identified by RDA 
and the same bioclimatic variables used in the RDA. Genomic 
vulnerability was estimated for three future time points (2050, 
2070, and 2090). For each of these time points, we tested four 
Shared Socioeconomic Pathways (SSPs), which represent differ-
ent climate change scenarios that depend on how the world will 
progress in matters such as population growth, economics, tech-
nology, and policy (Schoeman et al. 2023). We included SSP126 
(best-case scenario), SSP245 (business-as-usual), SSP370 (inter-
mediate scenario), and SSP585 (worst-case scenario) for a total 
of 12 different models. We also ran gradient forest on a subset 
of MDB individuals after removing 178 golden perch that had 
introgression from adjacent drainage basins (see below).

To evaluate the sensitivity of the gradient forest model to the 
exclusion of individual catchments, we used a Leave-One-
Population-Out (LOPO) cross-validation approach. Models 
were iteratively fitted by holding out a single catchment from 
the training data to test the prediction of environmental vari-
ables for the excluded catchment. We assessed sensitivity by 
comparing R2, Root Mean Square Error (RMSE), and variable 
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importance estimates for each LOPO model to the full model 
and estimated 95% confidence intervals using 1000 iterations. 
We further examined the distribution of environmental variable 
predictions for each LOPO model, the full model, and all LOPO 
models combined.

3   |   Results

3.1   |   Sampling and Genomic Data

DArTseq returned a raw catalogue of 19,871 SNPs for 1190 
golden perch (1138 fish from MDB and 52 fish from adjacent 
drainage basins). For the MDB subset, after filtering, we re-
tained high-quality data for 1049 individuals at 5978 SNPs. This 
subset was used for the main analyses of the study. Further de-
tails of bioinformatic filtering are found in Table S1.

3.2   |   Population Structure and Genetic Diversity

When all four drainage basins were included in the fastStruc-
ture analysis, the optimal Delta K by Evanno, Regnaut, and 
Goudet  (2005) was three, with clusters separating individuals 
from the MDB, Fitzroy Basin, and Lake Eyre Basin (Figure S3). 
Golden perch from Bulloo-Bancannia Basin showed interme-
diate admixture between the MDB and Lake Eyre Basin. We 
found that 178 individuals from the MDB had introgression 
from the Lake Eyre and Fitzroy basins (i.e., had < 99% MDB an-
cestry, with maximum hybrid ancestries of 51.4% for Fitzroy and 
19% for Lake Eyre). Only one MDB individual was consistent 
with being an F1 hybrid with the Fitzroy lineage, with others ap-
pearing to be later generation backcrosses. For the analysis only 
using MDB individuals, fastStructure revealed three main clus-
ters. The main metapopulation cluster includes individuals sam-
pled from all catchments except Paroo (PAR), the second cluster 
distinguishes Paroo, and the third cluster includes individuals 
mainly from the northern MDB (particularly the Condamine 

River)—a pattern likely driven by introgression with the Fitzroy 
Basin lineage (Figure 2).

Levels of genetic diversity based on all 5978 SNPs were 
similar (i.e., no significant differences detected by the 
Wilcoxonsigned-rank test) across all catchments in the MDB 
(Table  1). Expected heterozygosity (He) ranged from 0.142 
to 0.183, observed heterozygosity (Ho) ranged from 0.134 to 
0.198, allelic richness (AR) ranged from 1.321 to 1.432, and 
FIS ranged from −0.101 to 0.107 (Table 1). Global FST was low 
(0.011), with the highest pairwise FST being 0.05 (Figure S1). 
The most strongly differentiated were the Paroo (PAR), Lower 
Lakes (LL), and Moonie (MOO) catchments (Figures  S1 and 
S2). Heterozygosity (He and Ho) was higher for the candidate 
adaptive SNPs compared to the full SNP dataset, but values 
were still not significantly different between catchments 
(Table 1).

3.3   |   Genotype-Environment Association Analysis

The VIF analysis removed 13 out of 19 bioclimatic variables 
that inflated model variance. The retained bioclimatic vari-
ables used for RDA were mean diurnal range (bio02), isother-
mality (bio03), minimum temperature of the coldest month 
(bio06), mean temperature of the driest quarter (bio09), pre-
cipitation of the driest month (bio14), and precipitation sea-
sonality (bio15). Overall, the results of the RDA provided 
evidence for a subtle but significant (full model p = 0.035) sig-
nal of environmentally constrained genomic variation. The 
first RDA axis was marginally significant (p = 0.089), and 
permutation tests revealed isothermality as the only signifi-
cant bioclimatic variable (p = 0.032). A total of 119 candidate 
adaptive SNPs were identified (being more than three stan-
dard deviations from the first RDA axis). A strong signal of 
adaptive divergence was evident for the Paroo (PAR) catch-
ment (Figure 3), which was mainly influenced by isothermal-
ity and precipitation seasonality. This suggests that fish in this 

FIGURE 2    |    fastStructure results for 1049 golden perch in the Murray–Darling Basin based on 5978 SNPs. Results are shown for K = 3, the most 
likely number of clusters determined by the Evanno, Regnaut, and Goudet (2005) Delta K method. Catchment codes are listed in Table 1. The depicted 
yellow-colour ancestries indicate admixture between the lineage from the MDB and a lineage from an adjacent drainage basin (see Figure S3 and 
Attard et al. 2022a for additional details). [Colour figure can be viewed at wileyonlinelibrary.com]
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catchment may be under strong selection for the extremely 
variable temperature and precipitation regimes that charac-
terise this arid region. Notable GEAs were also detected for 
the Lower Lakes (LL) region (temperature-related variables) 
and the Macquarie (MAC) catchment (mean diurnal range, 
minimum temperature of the coldest month, and precipitation 
of the driest month) (Figure 3 and Figure S8).

3.4   |   Genomic Vulnerability to Climate Change

Gradient forest analysis was performed using the 119 candidate 
loci and the same bioclimatic variables as the RDA. The vari-
able with the greatest accuracy and R2 weighted importance 
for adaptive turnover was the minimum temperature of the 
coldest month (Figure 4). Our genomic vulnerability analysis 
indicates that golden perch in the most northern MDB catch-
ments (Warrego (WAR), Condamine (CON), Moonie (MOO), 
Border Rivers (BOR), and Gwydir (GWY)) will experience 
the greatest genotype-environment mismatch in the coming 
decades (Figure  5). This pattern holds true across all future 
time points and SSPs assessed, with the highest genomic vul-
nerability generally seen in the Warrego catchment (Figure 5). 
Golden perch in the southern MDB generally have lower ge-
nomic vulnerability than those in the north, with the exception 

of the Lower Murray (LMU) and Lower Darling (LDA) catch-
ments showing high vulnerability in the milder scenarios (i.e., 
SSP126–245, and all scenarios in 2050, Figure 5). As expected, 
the magnitude of genomic vulnerability is shown to increase 
with time and with more severe climate shifts (Figure  S5). 
Results presented in Figure 5 are based on the analysis that 
included individuals with partial admixture to the Lake Eyre 
and Fitzroy basin lineages. Removal of these individuals from 
the dataset had no clear effect on the genomic vulnerability 
estimates (Figures S6 and S7).

The Leave-One-Population-Out (LOPO) cross-validation analy-
ses revealed that the environmental variable density distribution 
curves were similar for all models. All three measures of model 
performance (R2, RMSE, and variable importance) suggested 
that the basin-wide gradient forest model was relatively insensi-
tive to the exclusion of individual catchments with no evidence 
for substantial bias associated with any single catchment or en-
vironmental variable (Figure 6 and Figures S11, S12).

4   |   Discussion

Our results indicate that although golden perch maintain high 
levels of range-wide gene flow, the capacity for populations to 

TABLE 1    |    Genetic diversity statistics for golden perch from 18 catchments in the Murray–Darling Basin based on all filtered 5978 SNPs and 119 
candidate adaptive SNPs.

Locality code Catchment

All SNPs
Candidate 

adaptive SNPs

n He Ho Fis AR He Ho

BDA Barwon–Darling 56 0.175 0.189 −0.031 1.402 0.386 0.418

BOR Border Rivers 41 0.171 0.178 −0.012 1.397 0.368 0.380

CAM Campaspe 8 0.183 0.177 0.023 1.432 0.374 0.361

CON Condamine 362 0.172 0.156 0.107 1.403 0.361 0.319

GOU Goulburn–Broken 36 0.154 0.148 0.033 1.352 0.356 0.317

GWY Gwydir 35 0.169 0.188 −0.066 1.385 0.370 0.408

LAC Lachlan 18 0.151 0.138 0.073 1.344 0.357 0.318

LDA Lower Darling 37 0.158 0.151 0.033 1.364 0.355 0.325

LL Lower Lakes 30 0.153 0.144 0.064 1.347 0.342 0.315

LMU Lower Murray 108 0.159 0.161 0.011 1.365 0.365 0.361

LOD Loddon 33 0.153 0.147 0.038 1.350 0.354 0.332

MAC Macquarie 10 0.156 0.150 0.024 1.358 0.349 0.324

MMU Mid Murray 79 0.155 0.151 0.025 1.355 0.359 0.337

MOO Moonie 13 0.172 0.187 −0.046 1.390 0.343 0.402

MUB Murrumbidgee 24 0.170 0.198 −0.101 1.386 0.381 0.455

PAR Paroo 37 0.142 0.134 0.049 1.321 0.396 0.375

WAR Warrego 101 0.162 0.154 0.054 1.374 0.375 0.344

WIM Wimmera 21 0.157 0.147 0.058 1.362 0.349 0.319

Abbreviations: AR, allelic richness; FIS, inbreeding coefficient; He, expected heterozygosity; Ho, observed heterozygosity.
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adapt to future climate varies spatially throughout its range. 
Most golden perch populations living at the warm range edge 
will require greater evolutionary changes than those in cooler 
regions to cope with projected climate shifts. However, a rela-
tively isolated and adaptively divergent population in the most 
arid region, which is already exposed to extreme temperatures 
and highly variable hydrological regimes, could harbour unique 
diversity that is pre-adapted to future conditions. These find-
ings have implications for the conservation of migratory aquatic 
species in fragmented habitats in the face of climate change.

4.1   |   A Well-Connected Metapopulation With 
Divergent Peripheral Populations

Consistent with previous genetic and genomic studies (Attard 
et  al.  2018; Beheregaray et  al.  2017; Faulks, Gilligan, and 
Beheregaray  2010a, 2010b), our results indicate that golden 
perch in the MDB exist as a well-connected metapopulation 
with low population structure (e.g., global FST is only 0.011). 
High levels of population connectivity are due to the migratory 
and dispersive characteristics of the species (Koster et al. 2017; 
Stuart and Sharpe  2020; Thiem et  al.  2022), which has long-
distance movements reported across all life history categories 
(Koehn et al. 2020).

We detected the strongest population differentiation in the 
Paroo catchment (Figures S1 and S4), in the northwest and most 
arid region of the MDB. This catchment predominantly exists 

as a mosaic of ephemeral waterholes, lakes, and wetlands, only 
connected to the broader MDB (Darling River) during rare, 
intense floods. The Moonie catchment in the northeast also 
showed moderate differentiation (Figure  S1). This catchment 
is also intermittent, and for long periods of the year aquatic or-
ganisms are restricted to isolated waterholes (Nixon, Hutchison, 
and Norris  2022). Golden perch in the Moonie catchment ex-
hibit strong philopatry, moving during periods of high flow 
then returning to a familiar refugial waterhole to survive drier 
times (Marshall et al. 2016). In Australian dryland rivers, many 
aquatic species are adapted to “boom-bust” population cycles 
to deal with the high variability in climate (Huey et al. 2011). 
Populations will increase (boom) during times of high flow, 
when waterbodies are well connected and food resources are 
abundant, and then decline (bust) as habitat quality reduces 
during dry phases (Balcombe and Arthington 2009). For exam-
ple, small subpopulations of desert rainbowfish (Melanotaenia 
splendida tatei) in central Australia are thought to face strong 
natural selection during periods of isolation but are able to 
maintain genetic diversity through gene flow during floods 
(Attard et  al.  2022a). We also observed moderate differentia-
tion (Figure S1) of golden perch from the Lower Lakes region 
(i.e., Lakes Albert and Alexandrina; two large, connected fresh-
water lakes at the terminus of the MDB). This is likely due to 
local recruitment in the Lower Lakes occurring alongside gene 
flow from the Murray River (Attard et al. 2018; Ferguson and 
Ye  2016). Although golden perch are capable of large-scale 
movements, they can also exhibit strong site fidelity (Zampatti 
et  al.  2018). Interestingly, all the above examples relate to 

FIGURE 3    |    Redundancy analysis (RDA), testing for genotype-environment associations in golden perch from the Murray-Darling Basin, 
Australia. Results are based on catchment level allele frequencies at 5978 SNPs. The RDA was constrained on a population covariance matrix 
created using BayPass. Catchment codes are listed in Table  1. Golden perch photo credit: Gunther Schmida. [Colour figure can be viewed at 
wileyonlinelibrary.com]
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peripherally located populations found in regions with divergent 
hydrological and climatic conditions. This suggests that local 
environmental conditions, perhaps acting in combination with 
behavioural, reproductive, and spatial-demographic factors (e.g., 
Beheregaray and Sunnucks 2001), might be influencing popula-
tion divergence in peripheral populations of golden perch.

4.2   |   Environmental Drivers of Adaptive Diversity

The strongest signals of adaptive divergence were detected 
in the hydroclimatically distinct Paroo, Lower Lakes, and 
Macquarie catchments (Figure  3). The strongest predictors 
of adaptive allele turnover in our gradient forest model were 
the minimum temperature of the coldest month (bio06) and 
precipitation of the driest month (bio14) (Figure  4). These 
environmental proxies for adaptive diversity are consistent 
with a global meta-analysis of estimated selection gradients 
(Siepielski et  al.  2017) that showed that local and regional 
variation in climate regime, and in particular precipitation, 
best explained patterns of selection. Adaptive divergence as-
sociated with temperature and precipitation-related variables 
has been found for other fish species in the MDB (Brauer, 
Hammer, and Beheregaray 2016; Brauer et al. 2018; Harrisson 
et al. 2017).

Using data from a different reduced-representation sequenc-
ing method (ddRAD) and a smaller sample (173 fish), Attard 
et al. (2018) found that golden perch from the Lower Lakes were 

divergent at candidate loci associated with tissue repair, which 
may be an adaptive response to drought (Attard et  al.  2018). 
The Lower Lakes were severely impacted by the Millennium 
Drought, which caused water shortages in much of southeast-
ern Australia between 1997 and 2010. Thus, golden perch in the 
Lower Lakes may harbour critical standing genomic variation 
that supports persistence through environmentally challenging 
times (Attard et al. 2018). Variation in streamflow is also known 
to be a driving force of adaptive divergence in golden perch 
(Attard et  al.  2018). Although we could not directly include 
streamflow variables in our climate projections, reductions in 
streamflow due to climate change are expected to have a nega-
tive impact on golden perch.

4.3   |   Spatial Patterns of Genomic Vulnerability

Peripheral populations at geographic or environmental range 
edges are often simultaneously under strong divergent selection 
and subject to unique demographic processes related to gene 
flow and population size (Angert, Bontrager, and Ågren 2020). 
This can reduce diversity at climate-related genes, which 
could limit their ability to adapt to climate change (Dauphin 
et  al.  2020; Smith et  al.  2020). Populations at warm range 
edges can be particularly vulnerable to climate change since 
they might already live closer to their upper thermal limit, but 
at the same time, these populations potentially hold adaptive 
diversity that could help other populations adapt to warming 
conditions (Vranken et al. 2021; Wood et al. 2021). We found 

FIGURE 4    |    (a) Accuracy importance and (b) R2 weighted importance of environmental variables in the gradient forest model based on 119 
candidate adaptive loci for golden perch from the Murray–Darling Basin, Australia.
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that golden perch in most of the northern MDB catchments, 
which are currently exposed to higher annual mean tempera-
tures than those in the south, were predicted to have the high-
est genomic vulnerability. It is possible that the climate in these 

locations will rapidly shift beyond the conditions currently 
tolerable for golden perch. Species distribution models have 
similarly predicted that, compared to the rest of the MDB, the 
northern catchments will face the greatest losses of fish species 

FIGURE 5    |    Genomic vulnerability to climate change for golden perch throughout the Murray–Darling Basin, Australia. Estimated using a 
gradient forest model based on 119 candidate adaptive loci. Warmer colours (yellow) represent areas of higher genomic vulnerability, where genotype-
environment associations are predicted to undergo larger changes in the future. Estimated for three future time points (2050, 2070, and 2090) and 
four Shared Socioeconomic Pathways (SSP126, SSP245, SSP370, and SSP585). [Colour figure can be viewed at wileyonlinelibrary.com]

 1365294x, 2024, 23, D
ow

nloaded from
 https://onlinelibrary.w

iley.com
/doi/10.1111/m

ec.17570 by Flinders U
niversity, W

iley O
nline L

ibrary on [15/12/2024]. See the T
erm

s and C
onditions (https://onlinelibrary.w

iley.com
/term

s-and-conditions) on W
iley O

nline L
ibrary for rules of use; O

A
 articles are governed by the applicable C

reative C
om

m
ons L

icense

https://onlinelibrary.wiley.com/


11 of 17

richness under future climates (de Oliveira et al. 2019). The cli-
mate shifting beyond optimal conditions in these catchments 
could have far-reaching impacts for the broader golden perch 
metapopulation since the northern tributaries are important 
spawning regions (Stuart and Sharpe 2020).

In contrast to other northern catchments, we found that golden 
perch in the Paroo catchment have relatively low genomic vul-
nerability. These results are not due to the possibility that the 
Paroo might experience fewer climatic changes in the future 

compared to other catchments. Substantial changes are predicted 
for the Paroo (as for the other northern catchments, Figure S9), 
including future increases in the minimum temperature of 
the coldest month (Figure S10), which was the most important 
variable in the gradient forest model. The Paroo catchment ex-
periences the most arid and hydrologically variable climate 
in the MDB, and golden perch there have likely evolved traits 
that enable persistence through long periods of drought (Attard 
et al. 2018; Balcombe et al. 2006). Although the finding of low 
genomic vulnerability here may seem at odds with the thermal 

FIGURE 6    |    Sensitivity of the full gradient forest model to the exclusion of individual catchments based on a Leave-One-Population-Out (LOPO) 
cross-validation approach, assessed by (a) difference in R2 values between the LOPO model and the full model. Positive R2 suggests improved model 
fit, while negative R2 suggests decreased model fit when the population is excluded. RMSE (Root Mean Square Error; red points) shows the mean 
difference in RMSE between the LOPO model and full model predictions (the environmental variables). Importance (blue points) represents the 
mean (across all environmental variables) absolute difference in variable importance between each LOPO model and the full model. (b) Density 
distributions of the environmental variables for each LOPO model, the full model and all LOPO models combined. [Colour figure can be viewed at 
wileyonlinelibrary.com]

(a)

(b)
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limits hypothesis, the Paroo is largely isolated from the rest of 
the MDB. Gene flow can either facilitate or limit adaptation of 
range-edge populations depending on how the local migration-
drift equilibrium mediates natural selection (Angert, Bontrager, 
and Ågren 2020). On one hand, the combination of low connec-
tivity and extremely challenging environmental conditions in 
the Paroo suggests that strong selection should promote local ad-
aptation. While relatively small population sizes potentially limit 
the efficiency of selection, metapopulation dynamics associated 
with boom-bust climatic cycles in this arid region likely counter-
act the effects of drift to some degree (sensu Attard et al. 2022a). 
On the other hand, high genomic vulnerability estimates for 
the northern Warrego, Condamine, Moonie, Border Rivers, and 
Gwydir catchments may reflect the influence of maladapted 
gene flow from more temperate regions of the MDB. In this case, 
despite strong local selection for hotter conditions, high con-
nectivity to the wider MDB could result in genetic swamping of 
locally adapted alleles (Kirkpatrick and Barton 1997). This sug-
gests golden perch from the Paroo may be an important source of 
unique adaptive variation for the species in the MDB and should 
be considered of high conservation value.

We found 178 MDB individuals with partial ancestry to golden 
perch lineages from either the Fitzroy Basin or the Lake Eyre 
Basin. These were mainly sampled in the Condamine catch-
ment, which borders the Fitzroy at the northern range edge. 
Gene flow out of the Fitzroy and Lake Eyre basins could indicate 
natural connectivity between drainage basins. Contemporary 
or historical connectivity between Lake Eyre Basin and the 
MDB has been detected in several other fish species (Attard 
et al. 2022a; Hughes and Hillyer 2006; Unmack et al. 2023), al-
though observed connectivity between the Fitzroy Basin and the 
MDB is more rare (Thacker et al. 2007). There is also a strong 
possibility that these patterns are a sign of human-mediated 
movement. Although stocking of golden perch across drainage 
divides is currently prohibited, this likely occurred historically 
and could still be happening illegally or accidentally (Attard 
et al. 2022b). Given that golden perch from the MDB, Fitzroy, 
and Lake Eyre basins are genetically divergent to the point of 
being considered cryptic species (Beheregaray et al. 2017; Booth 
et  al.  2022; Faulks, Gilligan, and Beheregaray  2010a, 2010b; 
Musyl and Keenan  1992), there is concern that introgression 
could be maladaptive. In some cases, introgression between 
closely related species has been thought to facilitate climate ad-
aptation (Brauer et al. 2023; Turbek et al. 2023). For example, 
hybrid populations between a warm-adapted and several cold-
adapted rainbowfishes (Melanotaenia) had lower genomic vul-
nerability to projected climates compared to pure populations of 
the cold-adapted species (Brauer et al. 2023). Our genomic vul-
nerability results here do not reveal any negative impacts of the 
introgression; however, further investigation is needed to fully 
understand the potential evolutionary consequences of intro-
gression for golden perch climate change adaptation.

4.4   |   Considerations for Genomic Vulnerability 
Interpretation

Although genomic vulnerability models are becoming increas-
ingly popular and convenient to predict climatic responses 
and inform decision-making for non-model species, they have 

several limitations and often require validation (Bernatchez 
et al. 2024). An underlying assumption of these models is that 
present-day populations are optimally adapted to their local 
environments (Capblancq et  al.  2020; Hoffmann, Weeks, and 
Sgrò 2021; Rellstab, Dauphin, and Exposito-Alonso 2021). In re-
ality, genotype-environment associations are not static through 
time, and populations can be maladapted to current conditions 
due to processes such as drift, gene flow, or evolutionary lags 
in response to recent environmental changes (Brady et al. 2019). 
These inconsistencies cause potential problems in the interpre-
tation of genomic vulnerability and in understanding how the 
results relate to population fitness (Lotterhos 2024).

Another caveat of genomic vulnerability pertains to extrapolat-
ing optimal allele frequencies to climates not currently observed 
in the study area (Capblancq et  al.  2020; Hoffmann, Weeks, 
and Sgrò  2021; Rellstab, Dauphin, and Exposito-Alonso  2021). 
Projecting onto novel climates creates uncertainty in genomic 
vulnerability estimates, since it is unknown how selective pres-
sures will act on genomic variation in those conditions (Capblancq 
et al. 2020). Novel climates are expected to become widespread 
in the future, including in many parts of the MDB. DeSaix 
et  al.  (2022) estimated genomic vulnerability of the Brown-
capped Rosy-Finch (Leucosticte australis) in North America. 
They highlighted that much of the bird's breeding range will ex-
perience novel climates in the coming decades and cautioned the 
interpretation of genomic vulnerability in these areas.

Predictions of genomic vulnerability can be assessed and val-
idated using carefully designed experiments (e.g., common 
gardens, reciprocal transplants) (Lotterhos  2024) or long-
term monitoring data and integrative functional approaches 
(Bernatchez et al. 2024). Lower vulnerability was predicted for the 
Paroo, the most arid catchment and the one shown as indicative 
of future climate scenarios expected in the remainder of the basin 
(Balcombe et al. 2011). The Paroo golden perch population is often 
found in refuge waterholes, requiring adaptations for storing fat 
to survive during periods of drought and low productivity in this 
extreme environment (Leigh et al. 2010). Consistent with vulner-
ability predictions, Attard et al. (2018) found that this is the most 
adaptively divergent population due to allele frequency differences 
in genes with functions related to temperature stress and fat stor-
age, including the metabolism of hepatic lipase, bile salt-activated 
lipase, and neutral cholesterol ester hydrolase 1.

4.5   |   Implications for Conservation Management

Genomic vulnerability assessments have the potential to guide 
conservation practices under climate change (Hoffmann, Weeks, 
and Sgrò 2021; Rellstab, Dauphin, and Exposito-Alonso 2021). By 
identifying populations that either possess or lack alleles import-
ant for future climate adaptation, this tool could aid in determin-
ing source and recipient populations for assisted gene flow (Borrell 
et al. 2020). Even for species with naturally high gene flow, such 
as golden perch, human-mediated movement of pre-adapted indi-
viduals into more vulnerable populations could be important in 
facilitating rapid adaptation (Aitken and Whitlock 2013). Golden 
perch are actively managed for recreational fisheries through ex-
tensive stocking programs (Hunt and Jones  2018). The govern-
ment program FishGen is currently using genomic data from 
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broodstock to minimise inbreeding and maintain genetic diver-
sity in golden perch hatcheries (Brauer and Beheregaray  2023). 
The next stages of the FishGen plan are to integrate knowledge 
of adaptive diversity into stocking practices to improve the resil-
ience of populations under climate change. In this context, we 
recommend that broodstock could be sourced from the adaptively 
divergent Paroo catchment, with targeted stocking of this lineage 
into catchments that show high genomic vulnerability. To weigh 
the risks of targeted stocking against those of maladaptation 
under novel climates (Aitken and Whitlock 2013), we recommend 
studies that experimentally compare thermal tolerance and adap-
tive plasticity (Sandoval-Castillo et al. 2020) in combination with 
estimates of vulnerability based on whole genome data (Tigano 
et al. 2023). The latter can characterise both adaptive SNPs and 
structural variants, which can play a major role in facilitating 
local adaptation (Dorant et  al.  2020; Wellenreuther et  al.  2019) 
and could be important for rapid evolution under climate change 
(Layton and Bradbury, 2021).

More broadly, conservation efforts that seek to reinstate or 
preserve riverscape connectivity throughout the MDB will be 
important for maintaining high levels of gene flow and genetic 
diversity within the golden perch metapopulation. There are 
currently over 10,000 barriers to fish movement (including dams 
and weirs) throughout the MDB (Baumgartner et al. 2014). The 
development of fishways that enable fish to traverse these obsta-
cles is important for allowing unrestricted migration of golden 
perch. Several fishways have already been built along large 
portions of the Murray River, but fewer have been constructed 
along the Darling River (Barrett and Mallen-Cooper  2006). 
Furthermore, mitigating the hydraulic impacts of weir pools 
will also assist in the downstream dispersal of early life stages 
(Mallen-Cooper and Zampatti  2020). Efforts of reconnecting 
golden perch habitat in concert with ecological restoration 
of waterways would be analogous to implementing human-
assisted gene flow for increasing standing genomic variation 
and adaptive potential (Whiteley et al. 2015). Prioritising a well-
connected riverscape through the provision of flows and fish-
ways and establishing climate-ready broodstock populations for 
stocking programs could aid in reducing the genomic vulnera-
bility of golden perch populations.

Freshwater species are highly threatened by the combination of 
human impacts and climate change. Understanding how vul-
nerability to these threatening processes varies across a species 
range is vitally important for planning effective and efficient 
conservation actions. For highly mobile species, it is often as-
sumed that little variation exists in adaptive capacity and ge-
nomic vulnerability to climate change at the population level. 
Spatial variation in connectivity, particularly in peripheral, 
range-edge populations, can however result in divergent evolu-
tionary responses to common selective pressures. This is criti-
cally important information for guiding proactive conservation 
measures such as captive breeding, stocking, and translocations 
that many species now require.
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