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Abstract: To perform whole genome scanning for complex trait analysis, we isolated and
characterized a total of 21 novel genomic-SSRs and EST-SSRs for yellow perch (Perca
flavescens), using the methods of construction of SSR-enrichment libraries and EST
database mining of a related species P. fluviatilis. Of 16 genomic-SSR primer pairs
examined, eight successfully amplified scorable products. The number of alleles at these
informative loci varied from 3 - 14 with an average of 8.5 alleles per locus. When tested
on wild perch from a population in Pennsylvania, observed and expected heterozygosities
ranged from 0.07 - 0.81 and from 0.37 - 0.95, respectively. Of 2,226 EST sequences
examined, only 110 (4.93%) contained microsatellites and for those, 13 markers were
tested, 12 of which exhibited polymorphism. Compared with genomic-SSRs, EST-SSRs
exhibited a lower level of genetic variability with the number of alleles of averaging only
2.6 alleles per locus. Cross-species utility indicated that three of the genomic-SSRs and
eight of the EST-SSRs successfully cross-amplified in a related species, the walleye
(Sander vitreus).
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1. Introduction

Yellow perch (Perca flavescens, Mitchell 1814), widely distributed in fresh waters of the USA and
Canada, is an important ecological and aquacultural species, especially in the Great Lakes Region and
the Midwestern states of the U.S. This species has been considered one of the most flavorful species
among all panfish and carries special advantages in exhibiting a mild taste and firm flesh with low fat
and phospholipid content [1]. Due to commercial and recreational overexploitation, harvests have
declined since the 1990s. To supply continued high market demand, breeding programs such as
O'GIFT (Ohio Genetic Improvement of Farmed-fish Traits) have been launched to improve growth
rate and disease resistance of yellow perch. Further investigation of these and other important
multigenic traits depends on the availability of molecular genetic markers and use of such markers in
efficient breeding programs (e.g. marker assisted selection).

Microsatellite analysis based on polymerase chain reaction (PCR) offers the finest resolution to date
for studying molecular variation in perch. Most of the microsatellite DNA markers are Type II markers,
which are developed from anonymous genomic sequences. Previously, Type Il markers were isolated
and characterized to perform the landscape genetic analysis [2] and to evaluate broodstock populations
of yellow perch [3]. Comparatively, Type I markers, which are associated with genes of known
functions, are more useful for comparative genome mapping [4]. Type I markers often serve as
anchorage points for genomic segments. Lack of Type I markers in yellow perch and many other
aquaculture species has hindered major progress in genomics and genetic studies in aquatic animals [4].
Although an amount of Type II microsatellite DNA markers were developed for yellow perch, the
number of markers is still insufficient for planned QTL analysis of traits such as growth or disease
resistance. To increase the numbers of independent simple sequence repeat (SSR) loci available for
genomic studies in Perca flavescens, we evaluated loci from several microsatellite-enriched libraries
and mined online cDNA databases as suggested by a number of researchers [5, 6, 7]. Of particular
interest was whether microsatellite markers developed from expressed sequence tag (EST) sequences
(i.e. Type I markers) of species related to P. flavescens would be sufficiently polymorphic [8].

In the present study, we report bioinformatic mining of the EST database of a related species,
European perch (Perca fluviatilis), from which we developed polymorphic EST microsatellites for
yellow perch. The rates of polymorphism recorded for these markers, both genomic and EST
microsatellites, were evaluated by genotyping 30 individuals sampled from a wild population.
Additionally, the cross utility of these markers was tested in a related species, the walleye
(Sander vitreus).

2. Experimental Section
2.1. EST database mining

To develop EST-SSRs for yellow perch, European perch EST sequences were obtained from
GenBank dbEST (http://www.ncbi.nlm.nih.gov/dbEST/index.html). All data were scanned using the
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software SSR Hunter version 1.3 (http://www.biosoft.net/dna/SSRHunter.htm) using search
parameters set to more than seven repetitions for di-nucleotide repeats, five for tri-, four for tetra-, and
three for penta-and hexanucleotide repeats.

2.2. Microsatellite-enriched library construction

Microsatellite-enriched libraries were conducted using the method described by Li et al. [3]. Briefly,
the genomic DNA isolated from fin tissue was digested with a restriction enzyme Sau3A at 37°C for 3
hours. The fragments with the size range of 0.5 — 2 kb were recovered from an agarose gel. A
synthesized adaptor SAUL (A: 5-GCGGTACCCGGGAAGCTTGG-3'" and B: 5'-
GATCCCAAGCTTCCCGGGTACCGC-3") was ligated to the fragments using T4 DNA ligase.
Microsatellite-containing fragments were selectively coupled to biotinylated repeat motifs [(CA),,
(GT)n, (AAC) 1, (GAAT)10, (ACAT)11, (AAAG);1, (GTA);s, and (AAT)s], captured, and washed.
Fragments containing microsatellites were ligated to a TOPO vector (Invitrogen) and transformed into
competent Escherichia coli cells. Positive clones were selected for PCR amplification using M13
universal primers and the PCR products were sequenced.

2.3. Sequence analysis and primer design

To exclude duplicates, all sequences, including genomic and EST sequences, were subjected to
BioEdit Sequence Alignment Editor Software for grouping clusters using multiple sequence alignment.
Microsatellites with the same flanking regions were considered as the same loci. The independent
sequences were submitted to the DNA Data Bank of Japan (DDBJ) for homology searches using
BLASTN (http://blast.ddbj.nig.ac.jp/top-e.html) against the vertebrate DNA databases to exclude loci
previously reported. Sequences with the longest perfect repeats and flanking regions were selected for
PCR primer design (Primer Premier version 5.0 software; http://www.PremierBiosoft.com/faq.html).
One primer of each primer pair was modified at the 5'-end with an MI13 universal tail (5'-
CAGTCGGGCGTCATCA-3'") as described by Boutin et al. [9].

2.4. DNA extraction, PCR amplification and genotyping

A total of 30 adult yellow perch were collected live from a wild population in Lake Wallenpaupack
in Pennsylvania, U.S. Individual fin-clips were stored immediately into 95% ethanol. For each
specimen, DNA was extracted from 50 mg of tissue according to the methods described by Waters et
al. [10]. Amplification of microsatellite loci was performed with three primers, the tailed primer, the
nontailed primer, and the M13 universal 5'-labelled (FAM, TET, or NED) primer that contained the
same sequence as the M13 universal tail. The PCR reaction mix contained approximately 50 ng of
genomic DNA, 3 pL of JumpStart RedMix (Sigma), 1.5 pmol of both nontailed and labelled primers,
0.1 pmol of the tailed primer, and 100 uM of spermidine in a total volume of 6 puL. The PCR
conditions were programmed as one cycle of denaturation at 95°C for 3 min, followed by 35 cycles of
30s at 95°C, 30s at locus-specific annealing temperature (Table 1), and 45s at 72°C, ending with a final
step at 72°C for 5 min. Amplification products were separated using an ABI 3130 Prism DNA genetic
analyzer and the genotyping results were analyzed using Genemap® 4.0 software.



21

Int. J. Mol. Sci. 2009, 10

LOVIOOVOIVILIIOLOL M ¢o1spsrd

— 82000 11560 SI8F0 ¥I ¥IT-691 (VL) ss VOLOOIOVYYVIOVYOVI-CIIN 4 SOTdA
| OJ1DLOLOLVLLLYILIIOIOEIN Y zo1Lpsrd

1T 10000 OILE'0 0L800 €  €€I-LTI (VD) ss LVOOIVOLOLLIOOODLD (i 1S6dA
VVVLVOIODLLYIOVVVVLIOLD ¥ [011p6d

— L£000°0  I€E8°0 ¥ILOO 6  LOPIEE *(LvOV) 0S| OVOVIOVOOVIVVOLLVOVOLL-SIN :d  (F6dA
LLLLOLDLOVOLLLYLOODID M 0o1zpsrd

— ¥808°0  965L°0 9SSS0 Il ILI-€TI (VVVD) s DOVVOVYVDODOVOVVYVOV-c[N 4 06dA
ODLOILVIOVOIVVLVVIOV-EIN A 660Lp514

— 000000 09290 8€TI'0 9 LTzlel  BU(VOIVDHVD)  SS VIOOOOOVOVLLLYOVOOLY (4 168dA
LODOVLLOOOVVLIVVOOOLD ¥ g60Lpsra

— L£600°0  1LE6'0  S8ISO  TI  LSEIEE "(LVOV) ss VVVVLLOLVOLIOVIOOD €I 198dA
. N(IDOD)VVOS(LOD) LODVIODDVOVVVOVVIOLOL-CIIN T ;60LpSId
TS SI9P'0  0L6Y'0 9Y8E0 €  ¥ITSST VVOS(LOD) ss VOVVDODOVVYIOVOVOVYY 4 (LA
LODLLODODLVVVOVIOVOV A 960LYSId

€zs TIE80 07980 LLOS'O OI 01Z-081 1(OLL) SS IOVOLOVVIVVVVVOVOOLI-SIN A €TdA

e
b__A_%:. m%:o enfeA-d  °H ‘H Vv (da)s steaday ‘1 (.€-,5) @2usnbas Jawiid wﬁww%ww._

"UOI0A1I0) TUOLIJUOY 1o)je JMH woly dmredop : ATeIqI] payDLIUQ-[[JeSOIdIUI WO PIALIOP

SYSS-O1ouds : L ‘gorod mojreh 10} padojesdp sYSS-1SH -, ‘(¥ = N) (SnaJyin Japues) 24d[[em oy Joy payrjduwre sso1do srowid :Armn
$s01D (,£-VOLVILDIDODODIIOVI-S) I8 €TIA [estoatun ¢TI ((AMH) wnliqimba S1oquioj—ApIeH 10 159} J0BXd I0J sonjeA-d
:an[eA-d A115034Z019)oY pa3oadxa P (A1IS0TAZ0IIAY PIAIISQO °H SI[J[[B JO JoquINU @y {(PIPN[OUL [IB) [BSIdATUN ¢ [A]) dFURI JZIS J[I[[
'S (Do) 2Imerodwo) Suresuue B) "(SUSISIAR|) BIIad) Yo1dd MO[[A 10f SYSS-1SH Pue SYSS-orwouds Jo uonezuaperey) ‘T a|qeL



22

LOOVIDLLVIOLIOVOVIOOVI M ¢geoc/dd

— L068°0  10L00 ¥ILOO 787087 (VL) 95 LOLLLYOLLOOOOVOVIVIV-E [N #£78dd
DOVIODLLIOVOLLVOVOVY A z¢o1e,dd
— 91000 10L0°0 00000 €87-18C (L) 95 SLOVOVAILIOLOOLYIOLYO-C [N 07ddd
DOVOLOIDLVOVVVLIVVVVVOLVVO A ;oc129A0
— 91000 10,00 00000 ceos ML) 9s LOOLLLIOOLLYOOVVIOLOL-CIN :d  4618dd
A IOLOLLOVLLOVOLOLVODODD M 111628
10S 00001  LSE00  LSE00 967-767  “(OLVL)  SS Y9OLLY LV IOLYIOLOV LIV LO-€ 1N S13dd
A JOVIOOIILOLVLIOLLOLVIOODL A ¢Q11L9A
10S 0LTL0  ISEI'0  6THI0 v9z-8sT (1) zs OV LVIVVOLIOVYVIVOOOV-CIN . #V184d
A DOVLVVVOVVILIDIIINDD ™ 5975/ Ad
IS 81000 80L0'0  LSE00 6vi-1€1  (1DD) S LIOLOODOODVVIOOLOOOL-CIN A #L14d
DLVVIDLVOVVIIDVIOLDLV ‘A crc86MA
— 00007  LSEO'0 LS00 €zcoce (voOl) 0§ OVAVIOOVOOOVOVAVOVLIO-CIN 4 #1184d
A DLVVOVOVLVOVIVVOVOVOVOOD A /0129A0
1:0s 0000'T  LSE0'0  LSE00 891-091  '(VVL) 95 AVIOVIVALLOLOVVAVYVLIOLO-CIN i (3084d
A DOOVOLOLLODDLLIOLOOIOL M 71¢1/9Ad
IS 81000  SHOI'0  LSE00 121-601  °OVVY)  0S ALYVIOLIVOODOVOOVOODI-C 1N L0Tdd
A DVOLODOVOVIOVIOILOVIV A ¢pel/9Ad
TiTs 0000'T  LSE0'0  LSE00 9LT-H91 L(OV) zs VVOVOLLYLOLLOOVOLOOOLL-S[A:d  #90ddd
A DDIOLVVVIILIDLVLVVILOV d  6£90€Ldd
o €:0s 6180 96£5°0  ¥ILSO S IODLVOVLVOVIODLVVVOVOD-EIN A ,£0d4d
m, TS L0680  10L00  ¥ILO0 89z-0sc  °'(OL) S DN LOVIDOTOTIOTITY T Lsela
Y DLOLVVIIOVVVIVVVVIIILD€IN:d  »10ddd
O e
M b__A_w:. m%:o anjen-d °*H °H (do) s sjeadeay  °L (.£-.5) @ouanbas Jawild mwﬁmwm%ww._
=
= Ju0) T 8|qel
[



Int. J. Mol. Sci. 2009, 10 23

2.5. Genetic data analysis

For a certain locus, the allele size range (S) was directly obtained from the Genemap® 4.0 software.
The number of alleles (A) and their frequency (F), the observed heterozygosity (H,) and the expected
heterozygosity (He) were calculated using the computer program POPGENE 32. The Markov chain
method [11] was used to estimate the probability of significant deviation from Hardy—Weinberg
equilibrium (HWE) and pairwise tests for linkage disequilibrium (LD) were performed using the
program GENEPOP online version (http://genepop.curtin.edu.au/) using the default parameters.
Significance criteria were adjusted for the number of simultaneous tests using Bonferroni
correction [12].

2.6. Cross utility

To determine the potential for cross utility, amplification of the identified markers was assessed in
one related species, the walleye (Sander vitreus). The same PCR conditions and genotyping methods
were used as described above except that annealing temperature was re-optimized at each locus.

3. Results and Discussion
3.1. Genomic-SSRs

A total of 16 sequences derived from the microsatellite-enriched libraries were selected for primer
design. The optimization results showed that eight primer pairs could successfully amplify target
fragments of the expected sizes. All eight loci exhibited polymorphism in the individuals tested. The
numbers of alleles varied from 3 - 14 with an average of 8.5 alleles per locus. The observed and
expected heterozygosities ranged from 0.07 to 0.81 and from 0.20 to 0.95, respectively (Table 1).
None of the loci showed significant linkage disequilibrium. After sequential Bonferroni correction for
multiple tests, five loci were found to depart significantly from Hardy—Weinberg equilibrium (HWE).
To exclude the impact of short allele dominance (large allele dropout), data were subject to analysis
with Micro-Checker [13]. No evidence for large allele drop-out was found for any of the loci. Further
tests indicated that heterozygote deficiency at these loci was responsible for the departure (Table 1).
Another possible explanation for the departure from HWE is the dramatic contemporary decline in
spawning populations, and consequent non-random mating and genetic bottlenecks [14, 15]. A final
possibility is subpopulation structure which cannot be ruled out without further analysis.

3.2. EST-SSRs

In the process of EST database mining, a total of 2,226 EST sequences were deposited in GenBank.
The mining results showed that 110 (4.93%) sequences contained microsatellites that conformed to our
mining criteria (Table 2). As found in other species, di-nucleotide repeats were the most abundant,
accounting for 73.64% of all repeats located. This ratio is much higher than has been reported for some
other aquatic species such as shrimp, bivalves [5, 6, 16], and other freshwater fish [7]. Surprisingly, the
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most abundant di-nucleotide repeat type was AG/CT, which is not consistent with reported findings for
other fish such as common carp Cyprinus carpio [7], pufferfish Fugu rubripes [17] and catfish
Ictalurus punctatus [18] where, in general, the AC/GT repeat type is the most abundant di-nucleotide
microsatellite. Similar to our findings, whole genome scanning has indicated that AG/CT is the most
abundant type in some aquatic animals such as scallop [19, 20]. Biased sampling, due primarily to the
small number of EST sequences examined in this study, may explain the current findings. To further
confirm or refine the observation for yellow perch, more sequences or whole genome scanning
are needed.

Twenty-three EST-derived sequences were chosen for PCR primer design. Among them, 13 primer
pairs (56.5%) amplified products of the expected size. The presence of long introns between primers in
genomic DNA, primer sequences spanning across introns and/or mutations, and indels (insertions or
deletions) in the primer annealing sites between the two perch species may explain the non-
amplification [5]. However, the success ratio we observed for EST-derived microsatellites is slightly
higher than those in other studies using the same strategy, such as development of Japanese sea urchin
(Strongylocentrotus intermedius) using the EST sequences of a related species of purple sea urchin (S.
purpuratus) [8].

Table 2. The fates of EST sequences of European perch (Perca fluviatilis) used for Type I
marker development for yellow perch (P. flavescens).

Total No. of ESTs 2226
\’

No. of EST-containing SSR 1\}/0

Duplicate 11 (4 clusters)
Non- Redundant 103
\’

Short flanking regions 84
Primer designed 2¢3

Unscorable loci 10
Markers obtained 13
\’

Polymorphic 12

Monomorphic 1

Although we selected relatively long microsatellite regions, the polymorphism assessment results
revealed low levels of genetic diversity at these loci. Two or three alleles were detected at most loci
and only one locus displayed 5 alleles in the individuals tested (Table 1). Similarly low genetic
diversity was also observed in terms of heterozygosity (Table 1). In previous studies where levels of
polymorphism have been compared between Type I and Type II microsatellite DNA markers in the
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same species, the level of polymorphism of Type I markers has usually been observed to be slightly
lower [20] but not nearly so dramatic as the differences we observed in polymorphism between EST-
SSRs and genomic-SSRs (Table 1). Evolutionary conservation and lower mutation rates within gene-
coding sequences is a possible explanation for our observation but does not account for the prior
published results. The practical implications are as described by Eujayl et al. [21], that a suite of more
mutationally-stable EST-SSRs could complement highly variable genomic-SSRs to reconstruct past
evolutionary events and to identify regions of genomes that are identical by descent. This would be of
particular utility in genomic, gene mapping, and QTL studies across species within Perca.

3.3. Cross utility

Of eight genomic-SSRs and 12 EST-SSRs, three (37.5%) and eight (66.7%) loci were successfully
cross-amplified in the walleye (Table 1), respectively. The cross utility results confirmed that Type I
microsatellite markers have higher success ratio than that of Type II microsatellites in the cross-species
amplifications among closely-related species. Although the walleye belongs to a different genus, the
high cross-amplification ratio was also observed at both genomic-SSR and EST-SSR loci.

4. Conclusions

In the present study, a total of 21 novel genomic-SSRs and EST-SSRs for yellow perch (Perca
flavescens) were developed using the methods of construction of SSR-enrichment libraries and EST
database mining of a related species. Compared with the genomic-SSRs, the EST-SSRs for yellow
perch displayed a relatively lower level of genetic variability not only in number of alleles but also in
heterozygosity. As described in other publications, mining EST databases provides an efficient and
low-cost approach to obtaining new microsatellite markers for species of interest. Furthermore, the
results also demonstrated the feasibility of microsatellite marker development by EST database mining
of a genetically related species in fish.
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