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5 DNA -, PCR (AMOVA) Mega5.0
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25 uL PCR : DNA 1 puL( 30ng),
2.5 uL 10xbuffer, 0.5 uL dNTP(2.5 mmol/L), 2 #XR

1 puL(10 mmol/L), Tag polymerase (TaKaRa) 2.1 BsEEAr gﬁ?f—ﬁ‘} FE M A
0.5 uL(2.5 U/pL), PCR -

: 95°C 5 min; 94°C 30 s, 50~56°C 1 min, 72°C >6 13
2 min, 35 ; 72°C 10 min  PCR 1.2% > )
, EB GAS7001B > 2 issr24
issr25 13 ISSR
4~9 R 100~2 000 bp;
1.3 #EoH 81 , 57,
ISSR R PPB 70.37%( 1)
HI1~12 M P13~24 M 725~36 M X37~48 M T49~60
2 issr24  issr25
Fig. 2 Amplification results of primers issr24 and issr25
A B. issr24  issr25 s M  DL2000 DNA Marker, HI~12 P13~24 Z25~36 X37~48  T49~60 HK

PT ZJ] XM TW 12
A and B. the amplification results of primers issr24 and issr25, respectively; M. DL2000 DNA marker; H1-12, P13-24, Z25-36, X37-48, and
T49-60. the electrophoretic bands of 12 samples from HK, PT, ZJ, XM, and TW populations, respectively
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1.5802; PT  TW , 38.27% 0.2026 0.1733  0.1447, Gst
1.3827; HK Ne H I , Nm  2.9550,
1.3717 0.2155  0.3193; TW , (AMOVA)
1.2269 0.1353  0.203 2, HK ZJ : Fst 0.1338,
PT XM TW 13.38% ,
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F1 FYWHEISSR HMFAASIIRES SN
Tab.1 Primers used for ISSR analysis of Chiloscyllium plagiosum and their polymorphism

/'C PPB/%

issr9 (CT);TAG 52 7 5 71.4
issr12 (CT)sGA 54 4 3 75.0
issr13 (CT)A 54 6 2 333
issr21 AGGTC(CAG), 56 6 6 100

issr24 (GA)sYT 52 9 9 100

issr25 (AG)sYA 52 8 7 87.5
issr27 (AG)sC 54 6 5 83.3
issr29 (AC),CG 50 5 2 40.0
issr31 (GT),CA 52 6 5 83.3
isst35 (AC),GGG 54 5 2 40.0
issr39 (GT),TG 52 6 3 50.0
issrd6 (GT),CG 50 7 5 71.4
issrs1 (AC),AT 52 6 3 50.0

81 57 70.37

K2 FURVMERFERSHUESH

Tab. 2 Genetic diversity indices of Chiloscyllium plagiosum populations

PPB/% Na Ne H 1
HK 34 58.02 1.5802 1.3717 0.2155 0.3193
PT 33 38.27 1.3827 1.2413 0.1411 0.2096
VA 36 58.02 1.5802 1.3402 0.2030 0.3049
XM 28 44.44 1.4444 1.2969 0.1716 0.2529
W 32 38.27 1.3827 1.2269 0.1353 0.2032

F3 SANEYUWMMERES FHEDN
Tab.3 AMOVA analysis among five populations of Chiloscyllium plagiosum

4 112.629 0.72534 13.38
157 737.192 4.69549 86.62
161 849.821 5.42083
0.0097 0.0767, UPGMA . PT XM
zJ T™W . 0.0767, PT , T™W , zJ
XM . 0.0097( 4) HK ( 3

R4 FLMME S MEKEEREIRECI AL L) Nei's BIEEEB I ALT)

Tab. 4 Genetic identity (above diagonal) and Nei’s genetic distances (below diagonal) among five populations of Chilo-

scyllium plagiosum

HK PT Z] XM ™
HK — 0.9448 0.9886 0.9517 0.9334
PT 0.0567 — 0.9390 0.9903 0.9791
VA 0.0114 0.0629 — 0.9532 0.9262
XM 0.0495 0.0097 0.0479 — 0.9852
™ 0.0690 0.0211 0.0767 0.0149 —
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Fig. 3 UPGMA dendrogram among five populations of Chi-
loscyllium plagiosum
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Genetic structure analysis of five populations of Chiloscyllium
plagiosum using inter-simple sequence repeat molecular markers
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Abstract: Inter-simple sequence repeat (ISSR) is a molecular marker of microsatellite. In this study, the genetic
diversity and the genetic relationship of five native populations of the whitespotted bamboo shark Chiloscyllium
plagiosum sampled from Xiamen (XM) and Pingtan (PT) in Fujian, Zhanjiang (ZJ) in Guangdong, Haikou (HK) in
Hainan, and Taiwan (TW) were analyzed using the ISSR technique. A total of 13 polymorphic primers were selected
from 56 ISSR primers. Using PCR amplification, 81 loci with great reproducibility, including 57 polymorphic loci,
were acquired, indicating 70.37% of polymorphic loci. The percentage of polymorphic loci, the Shannon diversity
indices, and the Nei’s gene diversity values of the five populations were 38.27%-58.02%, 0.1353—-0.2155, and 0.2032—
0.3193, respectively. The UPGMA tree constructed using the MEGAS.0 software showed that PT and XM populations
clustered together initially and then clustered with TW population and finally joined to the branch clustered by ZJ and

HK populations, which resulted in the gene exchange pattern correlating to the geographical distance.
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