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Abstract: In this study, twelve polymorphic microsatellite loci were screened to evaluate the genetic
diversity of five yellow drum (Nibea albiflora) populations in the Zhoushan Sea region of the East
China Sea, including one wild population (WP), one artificially propagated population (common
population, CP), and three breeding populations (parent population, F4; all-female population, AF;
and neo-male population, NeoG). The results of genetic diversity analyses showed that all five yellow
drum populations had relatively high genetic diversity, with the highest in WP and the lowest in
NeoG. Genetic structure analyses showed that the level of genetic differentiation among populations
was low, with that between CP and F4 being the largest, whereas that between CP and WP was
the smallest. Mutation—drift equilibrium analysis showed that the five populations likely did not
experience a recent bottleneck. Our results suggest the CP population was the most suitable for
large-scale release for stock enhancement, and precautionary measures shall be taken for the AF
population before it is used for cage culture to avoid potential genetic concerns of the wild population.
Nevertheless, further genetic diversity monitoring is needed to evaluate genetic effects and avoid the
negative impact of excessive genetic differentiation between breeding and wild populations.

Keywords: Nibea albiflora; genetic diversity; microsatellite markers

Key Contribution: Genetic differentiation between the wild and most artificially propagated pop-
ulations is significant, indicating that only the CP common population of cultured fish is suitable
for large-scale release and the that all-female population is suitable for cage culture in the Zhoushan
Sea region.

1. Introduction

Genetic diversity is essential for selective breeding and a prerequisite for preserva-
tion of germplasm resources [1,2]. In particular, effectively avoiding the loss of genetic
diversity in subsequent generations remains challenging [3]. In the process of sustainable
development of the aquaculture industry, the neglect of the importance of genetic diversity
or improper breeding practices often cause germplasm degradation, ultimately leading to
a slower growth rate and larger growth differences between individuals, which limits the
sustainable development of aquaculture [4]. Therefore, the detection of population genetic
diversity and structure has become an important aspect of germplasm resource protection
and improvement of cultured stocks.

DNA-based molecular marker techniques, such as randomly amplified polymorphic
DNA, amplified fragment length polymorphisms, single nucleotide polymorphisms, and
microsatellites, have proven to be powerful tools for detecting genetic diversity. Microsatel-
lites, also known as simple sequence repeats (SSR), are a PCR-based molecular marker
technology. Its advantages, such as a large number of polymorphic loci, large amount of
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information, and easy detection, make it widely used in studying the genetic diversity of
biological populations [5]; it has been applied in the fields of genome mapping, population
genetics, ecology, and evolution [6], including population genetic studies of fishery species
such as Oplegnathus fasciatus, Scomber japonicus, and Galaxias maculatus [7-9].

The yellow drum (Nibea albiflora), which belongs to the Family Sciaenidae of Order
Perciformes, is a eurythermic fish naturally distributed in the coastal waters of China,
Japan, and the Republic of Korea [10]. It is an important fish species for capture fisheries
and aquaculture in East Asia [11]. According to the latest edition of the ‘China Fisheries
Statistical Yearbook’, the yearly landing of yellow drum reached 66,000 tons in 2022 [12]. In
recent years, owing to overfishing, marine pollution, and climate change, wild yellow drum
resources have decreased sharply. Nevertheless, artificial propagation and cage culture of
yellow drum have been carried out for many years [13,14], and batches of hatchery-reared
fish have been released into the sea for stock enhancement, especially along the Zhoushan
Sea region of the East China Sea. Meanwhile, a monosex culture of yellow drum has been
confirmed to provide yielded economic advantages to the industry due to the superior
growth of females relative to that of males [15,16]. Thus, gynogenesis and exogenous
hormone application have been used to breed fast-growing gynogenetic and neomale
strains, respectively [17,18]; all-female seedlings have been obtained via hybridization
of the F4 and NeoG populations [19]. On one hand, years of artificial propagation and
cultivation of this fish may cause an increase in inbreeding and germplasm degradation
in cultured populations. On another, releasing hatchery-reared populations may impact
the genetic structure of wild populations. Therefore, there is an urgent need to quantify
population diversity and provide a basis for subsequent research on yellow drums. In this
study, we used fluorescently SSR labelled to study the genetic diversity and population
genetic structure of this species, including cultured and wild populations, to monitor the
current status of germplasm resources of yellow drums in Zhoushan Sea area. The findings
of this research will be valuable for conservation of yellow drum genetic resources and
advancement of the aquaculture industry.

2. Materials and Methods
2.1. Sample Collection and DNA Extraction

Originally, 284 wild yellow drums (weighing > 300 g) were captured from coastal
waters along the Zhoushan Sea region of the East China Sea and subsequently domesticated
at the experimental field station of the Zhejiang Institute of Marine Fisheries, from which
210 individuals were selected as an original bloodstock. In this study, the genetic diversity
of five different yellow drum populations was analyzed, including the F4 population (F4)
which was the fourth filial generation of selectively bred stock developed by the Zhejiang
Marine and Fisheries Research Institute; the neo-male population (NeoG) was obtained
via sex reversal of the meiotic gynogenetic offspring of F3 stock [17], the wild population
(WP) collected from the coastal waters along the Zhoushan Sea region of the East China Sea
(the same region where the original bloodstock was captured), the all-female population
bred by NeoG and F4 (AF) [18], and the common population (CP) cultured by a local
breeding company in Xiangshan City, Zhejiang Province, which was artificially propagated
by that company with original bloodstock captured from Zhoushan Sea region, serving as
a control against the WP population. For each population, the caudal fins of 30 individuals
were collected and stored in ethanol, and the samples were then stored at —20 °C until
further processing. Genomic DNA was extracted from each sample using the phenol-
chloroform method. DNA integrity was verified using 1% agarose gel electrophoresis, and
the quality and concentration were measured using a NanoDrop 2000 spectrophotometer
(ThermoFisher, Waltham, MA, USA).

2.2. Microsatellite Analysis

The twelve pairs of SSR primers that were used were previously developed by Xing
et al. and Xu et al. [20,21]. The primers were synthesized by Sangon Biotech Co., Ltd.
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(Shanghai, China), and the 5" end of the forward primer was labeled with FAM or HEX
fluorophore. The amplification volume was 20 uL, including 10 pL of 2x Taq Master Mix
(L/N 7E691R2, Vazyme, Nanjing, China), 1 uL of each upstream and downstream primer
(10 umol/L), 1 puL of genomic DNA (50 ng/uL), and 7 uL of sterile water to adjust the
final volume. Initial denaturation was at 94 °C for 5 min, followed by 35 cycles at 94 °C
for 30 s, 55 °C-60 °C for 30 s, and 72 °C for 30 s, and a final extension at 72 °C for 1 min.
The PCR-amplified products were visualized using 1% agarose gel electrophoresis and
subsequently forwarded to Sangon Biotech Co., Ltd. for capillary electrophoretic detection.
The fluorescently labelled PCR products of the 12 microsatellites were analyzed on an
ABI3730xL DNA Analyzer (Applied Biosystems, Foster City, CA, USA) using GeneMapper
3.5 software, and the size of the PCR products was determined according to the LIZ-500
size standard.

2.3. Statistical Analysis

Microsatellite typing results were statistically analyzed using GeneMarker v.3.0.0
software (SoftGenetics, State College, PA, USA) [22]. The number of alleles (Na), expected
heterozygosity (He), observed heterozygosity (Ho), Shannon-Wiener index (I), Nei’s genetic
distance, and principal component analysis (PCoA) were conducted using GenAlEx v.6.503
software [23]. The polymorphism information content (PIC) of each SSR locus was calcu-
lated using Cervus v.3.0.7 software [24]. The phylogenetic tree of the above genetic distance
was reconstructed via the Neighbor-Joining method using MEGA v.5.0 software [25]. Ar-
lequin v.3.5 software [26] was used to calculate the genetic differentiation coefficient (Fst)
between paired populations, and the partition of variation was quantified using an analysis
of molecular variance (AMOVA).

The Structure v2.3.4 software [27] was used to perform genetic clustering analysis on
the five populations to determine the optimal K value. The optimal number of clusters
was estimated using the delta K (AK) statistical method [28] and calculated using the
Structure Harvest online tool [29]. Using the genotype frequency of each locus, the Sign test
and Wilcoxon sign-rank test implemented Bottleneck v1.2.02 software [30] to test whether
the mutation—drift equilibrium deviated from the mutation—drift equilibrium under the
assumptions of three mutation models (IAM, TPM, and SMM).

3. Results
3.1. Polymorphism of Different SSR Loci

All 12 loci showed high levels of polymorphisms. The main parameters for each SSR
locus are shown in Table 1. Each locus showed different degrees of polymorphism. A total
of 106 alleles were observed in the 12 SSR loci. Na ranged from 5 (Nibea10) to 13 (Nibea08),
with an average of 8.850. Ne ranged from 2.726 to 7.627, with an average of 4.999. Ho
and He values of these loci ranged from 0.460 to 0.907 (average 0.663) and 0.560 to 0.781
(average 0.706), respectively. I ranged from 1.136 to 1.953, with an average of 1.597, of
which Nibea08 had the highest, and Nibeal0 had the lowest value. Fst ranged from 0.128
to 0.266, with an average of 0.182, of which Niall28 had the highest and Nibea07 the lowest.
The PIC of 12 microsatellite loci ranged from 0.509 to 0.758, with an average of 0.664, which
were highly polymorphic loci (PIC > 0.50), of which Niall28 was the highest and Nibea03
was the lowest.

Table 1. Genetic diversity indices for 12 microsatellite loci of yellow drum.

Locus Na Ne 1 Hp He PIC Fst
Nibea0O1 8.200 4.056 1.580 0.793 0.724 0.682 0.174
Nibea02 11.200 6.822 1.908 0.747 0.769 0.745 0.150
Nibea03 6.000 3.739 1.167 0.480 0.560 0.509 0.219
Nibea04 9.800 4.982 1.745 0.620 0.762 0.725 0.133
Nibea05 6.400 3.437 1.352 0.460 0.660 0.613 0.178
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Locus Na Ne I Hp He PIC Fst
Nibea06 10.200 6.277 1.846 0.787 0.772 0.736 0.146
Nibea07 8.800 4.876 1.555 0.527 0.658 0.630 0.266
Nibea08 13.000 7.627 1.953 0.500 0.769 0.737 0.183
Nibea09 10.200 5.949 1.810 0.907 0.772 0.735 0.149
Nibeal0 5.000 2.726 1.136 0.547 0.617 0.544 0.213
Nibeall 5.600 2.969 1.189 0.713 0.622 0.560 0.249

Niall28 11.800 6.524 1.924 0.873 0.781 0.758 0.128

Mean 8.850 4.999 1.597 0.663 0.706 0.664 0.182

Na, average number of alleles; Ne, number of effective alleles; I, Shannon’s information index; Ho, observed
heterozygosity; He, expected heterozygosity; PIC, polymorphic information content; Fst, genetic differentiation index.

3.2. Genetic Diversity of the Yellow Drum Populations

The variation ranges of average genetic diversity parameters for the five yellow drum
populations are shown in Table 2. Na and Ne were 4.250-14.083 (average 8.850) and 2.402-8.235
(average 4.999), respectively, with the highest in the WP population and the lowest in the
NeoG population. Ho and He were 0.569-0.750 (average 0.663) and 0.518-0.838 (average 0.706),
respectively, with the highest in the WP population and lowest in the NeoG population.
The PIC results also showed that the WP population (0.7404) was the highest and the NeoG
population (0.3826) was the lowest. According to the genetic diversity parameters, every
yellow drum population showed relatively high genetic diversity, and the order of genetic
diversity within each population was as follows: WP > F4 > CP > AF > NeoG.

Table 2. Statistics for genetic diversity in five yellow drum populations.

Population Na Ne Ho He PIC
F4 11.833 6.960 0.742 0.809 0.7292
NeoG 4.250 2.402 0.569 0.518 0.3826
AF 5.583 2.922 0.581 0.618 0.5110
CP 8.500 4.474 0.672 0.746 0.6431
WP 14.083 8.235 0.750 0.838 0.7404
Mean 8.850 4.999 0.663 0.706 0.6010

3.3. Analysis of Genetic Structure and Differentiation among Populations

The results of AMOVA showed that the level of genetic differences among populations
was low (Fst = 0.0194, p < 0.01); 32.20% of the variation came from within population
differences, 1.39% from among population differences, and 66.40% within individual
differences (Table 3). The results of the genetic distance analysis showed that the genetic
distance between populations ranged from 0.0060 to 0.1790; the distance between the CP
and F4 populations was the largest (0.1790), while the distance between the CP and WP
populations was the smallest (0.0060). Fst analysis showed that the genetic differentiation
index between populations was moderate to high (0.058-0.182). Among them, the CP
and F4 populations had the largest genetic differentiation (0.182) and the CP and WP
populations had the smallest (0.058), which was consistent with the results of the genetic
distance analysis (Table 4).

Table 3. AMOVA results of five yellow drum populations.

Source of Variation Sum of Squares Variance Components Percentage of Variation Fixation Index Fst
Among population 51.377 0.08351 Va 1.39
Within population 1135.833 1.92833 Vb 32.20
within individuals 596.500 3.97677 Ve 66.40
Total 1783.710 5.98851 100 Fst =0.01940 **

Note: ** indicates extremely significant, p < 0.01.
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Table 4. Genetic differentiation index (Fst, above diagonal) and genetic distance (below diagonal)
among the yellow drum populations.

Population F4 NeoG AF CP WP
F4 0.144 0.109 0.182 0.137
NeoG 0.1223 0.067 0.150 0.108
AF 0.1002 0.0610 0.158 0.117
CP 0.1790 0.1362 0.1454 0.058
WP 0.1064 0.0941 0.1005 0.0060

A Neighbor-Joining (N]) tree was constructed based on the genetic distance among
populations. The five populations were clustered into two branches, of which CP and WP
were one branch; in the other branch, AF and NeoG were first clustered into one branch,
and F4 was clustered into one branch (Figure 1). The Structure analysis tested K from 1
to 6. The optimal K value was determined to be 4 according to the maximum AK value
(Figure 2a). According to the optimal K value, the five yellow drum populations could
be divided into four clusters: cluster I contained the F4 population, cluster II contained
the NeoG and AF populations, cluster III contained the CP population, and cluster IV
contained the WP population (Figure 2b). The results of PCoA also reached a similar
conclusion, in which three principal components explained 83.14% of the total molecular
variation (Figure 3). The results of PCoA also showed that the WP and CP populations were
clustered together and genetically distinct from the other three populations (F4, NeoG, AF).

NeoG

AF

F4

Cp

WP

—
0.01

Figure 1. The phylogenetic tree of five yellow drum populations reconstructed via the Neighbor-

Joining method.

3.4. Analysis of Potential Genetic Bottleneck Effects

Mutation—drift equilibrium analysis was performed via a bottleneck effect evaluation
for the five yellow drum populations; the results are shown in Table 5. Under the IAM
hypothesis, the sign test showed that the CP population deviated from the mutation—drift
equilibrium and exhibited significant heterozygous excess. The Wilcoxon sign-rank test
showed that all populations deviated from the mutation—drift equilibrium except for the
NeoG population. Under the TPM hypothesis, the sign test and Wilcoxon sign-rank test
showed that all populations conformed to mutation—drift equilibrium. Under the SMM
hypothesis, the sign test showed that the NeoG population conformed to mutation—drift
balance, and the Wilcoxon sign-rank test showed that the CP population deviated from the
mutation—drift balance.
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Figure 2. (a) Graph of the variation in Delta K with the value of K. (b) The genetic structuring of
yellow drum populations according to the optimum value of K (K = 4). Different colours indicate
different genetic clusters, and each individual is shown as a vertical line divided into segments
representing the estimated membership proportion in the four ancestral genetic clusters. F4, parent
population; Neo G, neo-male population; AF, all-female population; CP, common population; WP,
wild population.

Principal Coordinates (PCoA)

‘WPOCP

¢ AF

¢ F4

Coord. 2(30.8%)

NeoG

Coord. 1(31%)
Figure 3. Principal coordinates analysis (PCoA) of five yellow drum populations.

Table 5. Mutation—drift equilibrium analysis for five yellow drum populations.

Sign Test Wilcoxon Sign-Rank
Pop IAM TPM SMM IAM TPM SMM
Hd/He p Hd/He p Hd/He p p p P

F4 2/10 0.821 5/7 0.577 9/3 0.017* 0.001 ** 0.380 0.052

NeoG 3/9 0.119 4/8 0.352 8/4 0.071 0.052 0.677 0.151

AF 3/9 0.177 5/7 0.591 9/3 0.015* 0.008 ** 1.000 0.077
CP 1/11 0.020 * 6/6 0.341 10/2 0.003 ** 0.001 ** 0.791 0.002 **

WP 2/10 0.089 5/7 0.541 8/4 0.059 0.003 * 0.909 0.109

Note: Hd/He represents the ratio of heterozygous deletions to heterozygous excess sites; * indicates a significant
deviation from equilibrium (p < 0.05); and ** indicates a significant deviation from equilibrium (p < 0.01).
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4. Discussion

Detection of genetic diversity plays an important role in germplasm identification.
It is now generally recognized that the level of genetic diversity detected is positively
correlated with the viability and evolutionary potential of a species or population [30]. It is
particularly important to detect genetic diversity during selective breeding. Microsatellites
are reliable molecular tools for detecting genetic diversity and have been widely used to
assess the level of genetic diversity and population structure, which is of great significance
for the conservation of germplasm resources and the development of breeding strategies.

The reliability of microsatellite markers is closely related to PIC, which is often used
as an indicator of polymorphism [31,32]. In this study, the microsatellite loci used showed
moderate-to-high levels of polymorphism (average PIC value = 0.664). The five populations
of yellow drum showed high levels of polymorphism (overall average PIC = 0.6010).
The genetic diversity of the WP population was higher than that of the four cultured
populations, which was consistent with the results observed in other fish studies [33].
The reason for this phenomenon may be the limited number of parents in the breeding
population during artificial reproduction, heightened inbreeding opportunities, and the
specific environment [34]. Among the four cultured populations, the genetic diversity of
the F4 population (PIC = 0.7292) was the highest and closer to the genetic diversity of
the WP population (PIC = 0.7404). This may be due to the high number and diversity of
individuals in the breeding population, such that the diversity of F4 was maintained at a
high level.

As an important parameter reflecting the genetic diversity of a population, the magni-
tude of genetic heterozygosity reflects the degree of population genetic diversity, and pop-
ulations with high heterozygosity are more likely to adapt to environmental changes [35].
In this study, the overall He of the five populations was 0.706, which was higher than
the Ho of 0.663, showing loss of heterozygosity. This phenomenon may be caused by
random genetic drift, especially when the population size is small, and loss of rare alleles.
Our study results showed significant loss of heterozygosity through bottlenecks, which
supports the hypothesis that genetic drift affected population genetic structure. Therefore,
during artificial reproduction and breeding, as many parents as possible should be used to
avoid inbreeding [36]. Compared with the NeoG population, the Na, PIC, Ho, and He in
the AF population were higher than those in the NeoG population because the parents of
the gynogenetic population were only a few fish, and the neomales were induced by the
sex reversal of the gynogenetic population; the female fish in the F4 population with high
diversity was introduced as the parent in the production of the all-females, thus improving
the diversity of the AF population. Studies have shown that gynogenesis can increase
the genetic homozygosity of large yellow croakers, resulting in higher genetic diversity
in the AF population than in the NeoG population [37]. Since the AF population was
bred for monosex culture due to the superior growth of female yellow drum, its medium
level of genetic diversity suggested that precautionary measures such as sterilization of the
AF population shall be taken before cage culture in the Zhoushan Sea region because its
possible escape from the cage would have an impact on the genetic structure of the wild
population in the future.

The genetic differentiation index (Fst) reflects the degree of genetic differentiation
between populations. An Fst of 0~0.05 is regarded as a small genetic differentiation among
populations, while an Fst of 0.05~0.15 is regarded as moderate and an Fst > 0.15 is regarded
as high [38,39]. In this study, the Fst among the yellow drum populations was 0.058-0.182,
which was within the range of moderate to high. Significant genetic differentiation was
observed between cultured populations and between cultured populations and WPs. How-
ever, the results of the AMOVA analysis showed that the genetic variation mainly came
from the genetic diversity within individuals (66.40%), whereas the genetic variation among
populations was small (1.39%), indicating that the level of genetic variation within yellow
drum individuals was high. In the previous study, the genetic variation of Nibea albiflora
in four different geographical locations was compared and analyzed; AMOVA results
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showed that the genetic variation within populations was significantly greater than that
between populations, which was consistent with the results of this study. However, the
Fst values (0.001~0.056) between the four wild populations in that study were lower than
the Fst values of the five different populations in this study [40,41]. This may be because
the populations sampled in the previous study were wild populations, and the sources
of the five populations in this study were more diverse, including wild, artificially prop-
agated, and breeding populations; with the passage of more generations, more random
genetic drift has occurred. This may be because, when the basic population is initially
established, the gynogenetic individuals maintained a strain genetic relationship with the
parent generation [42,43]. Population differentiation is primarily influenced by selection,
genetic drift, gene flow, and their interrelationships. This result suggests that we may have
greater genetic differentiation from WPs because of the reduction in genetic diversity in the
current fish breeding process.

The genetic distance between the CP and WP populations was the closest (Da = 0.0060),
and the genetic distance between the CP and F4 population was the farthest (Da = 0.1790),
indicating that the genetic relationship between the CP and WP population was close,
and the genetic difference between the CP and F4 population was large. In previous
studies, researchers have also observed a similar phenomenon; that is, there are significant
differences between wild populations and cultured populations, and the genetic distance
between the two is far. The reason for this phenomenon can be attributed to the long-
term domestication process of the breeding population. This process led to a moderate
genetic differentiation between cultured and wild populations [44,45]. The results of the NJ
phylogenetic tree, PcoA, and population genetic structure analysis showed that F4, NeoG,
and AF were genetically similar, which was also in line with the theoretical results because
the parents of the AF population were the F4 and NeoG populations, and theoretically,
there should be a closer genetic relationship. There may be many reasons for this, such as
limited and accidental sampling numbers and reproductive pressure caused by artificial
propagation.

In the present study, the evaluation results of the mutation—drift balance test for
the five yellow drum populations under the three mutation models (IAM, TPM, and
SMM) were different. Because existing studies suggest that microsatellite data are more
consistent with the TPM model, the Wilcoxon signed-rank test is more efficient than the
sign test [30]. Under the TPM hypothesis, the results of the sign-rank test showed that the
five populations did not deviate from the mutation—drift equilibrium, which was consistent
with the conclusion that genetic diversity was high. Therefore, these five groups probably
did not experience a bottleneck in the recent past.

5. Conclusions

The genetic diversity of five yellow drum populations (F4, NeoG, AF, CP, and WP)
was analyzed using microsatellite markers. The genetic diversity of the five yellow drum
populations was relatively high and there was significant genetic differentiation among the
populations. The CP and WP populations were similar, which indicated that these partic-
ular artificially propagated fish were suitable for large-scale release along the Zhoushan
Sea region for stock enhancement. Under the pressure of artificial directional breeding,
there was a medium level of genetic differentiation between the AF and WP populations,
indicating that the genetic structure of the AF population had changed. However, owing
to the short generation intervals and breeding programs, this differentiation is significant
and already at a medium level, indicating that, while the AF population is used for cage
culture in Zhoushan Sea region due to its superior growth, precautionary measures such
as sterilization of the AF population should be taken to avoid potential genetic concerns
of the wild population. From the perspective of development and utilization, considering
the emphasis on resource conservation, additional genetic analyses will be required to
obtain necessary information to comprehend the ongoing genetic issues in aquaculture and
fisheries management.
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