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Construction of microsatellite library and sequences analysis
of the swimming crab ( Portunus trituberculatus)
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Abstract: Microsatellite sequences were isolated from swimming crab ( Portunus trituberculatus) by using the
magnetic bead hybridization enrichment method. Total genomic DNA was extracted and digested with
restriction enzyme Sau3 Al. Fragments in range of 200 — 1 000 bp were agarose—gel purified and ligated with
special adaptors, and the combinations was hybridized with biotin-abelled microsatellite probe ( CA) ;, and
( GA) ,,. By using the high binding affinity of biotin to streptavidin-coated magnetic beads, single-stranded

DNA containing the selected microsatellite sequences were captured. The targeted DNA was used as the
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template to conduct PCR amplification using the adaptor as primers. The fragments were inserted into PMD18-
T vector, and thansformed into DH5a competent cell. Of the 60 positive clones for sequencing, 42
microsatellite repeat were acquired ( GenBank accession number: HQ283153-HQ283194) . Except the CA/
GT and GA/CT, the microsatellite sequences also had repeat motif of GAGT. The 42 microsatellite sequences
could be categorized into 31 perfect type ( 73. 8% ) , 9 imperfect type (21.4% ), and 2 compound type
(4.8%) .

was same as other eukaryote. 39 microsatellite sequences (92.9% ) had at least 10 times of repeats numbers.

The percentage of perfect type was much higher than the imperfect type in swimming crab, which

27 microsatellite containing sequences had 10 — 19 times of repeats numbers, and 12 microsatellite had more
than 20 times of repeats numbers. The present study might provide a set of useful molecular markers for future
studies on genetic diversity evaluation, population genetic structure identification and resources conservation of

the swimming crab.
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P =R TR F 4 DNA HL kK 3
Fig. 1 Genomic DNA of swimming crab by 1.0%
agarose gel electrophoresis

M. D12000 DNA Marker; 1 —4. =9 7 FEF 20 DNA BEAS .
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10 x PCR Buffer 2.5 uL ,Taq f# 0.5 U, PCR Jx
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Fig.2 Richness SSR segments using magnetic beads
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1.6 ZAREH ML

¥ bR PCR =) H 4 5 PMDI8T # Ik
( Takara) FEATH#E4E, [F B F T 800k B & %54 N
XTHE . 16 C#EH: 3 h A2y, AT ERK 2 8 h, B[] i
T AR N $E R AR . RIS ) e A )
T2 A K W FF 7 DHS o ( RAR A AL B2 A R 2
A LR 37 CHEIRKEFE 1 h J5 3% A B
IPTGX-Gal\Amp( 0. 1mg/mL) () LB 4% I|-,37 °C
P S URL

http://www.cnki.net



6 1] X1

LA SR TR B TR SO R T

555 #1 731

1.7 B o A 0 30 A 4

PRI sE B £ LB A4 B 97 2 b ik 5 1 7
B U 2.0 L AR, BL oligoA FITCAEH)
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Fig.3 Positive clone detection by PCR method
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Tab. 1
from enriched library in Portunus trituberculatus

Characterization of microsatellite clones
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A3 B 0 i A A 5 A4 Primer Premier
5.0 Bitgl ¥, ¥y 80 i T3 Y 5 AN 58 4 i
et BB R E Sy TM: 55 ~68 C; GC %
#:30% ~60%; GI¥ K JE: 18 ~ 25 bp; ¥4 ¥
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