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ABSTRACT In this study, three genomic DNA extraction methods including phenol-chloro-
form extraction, boiling lysis and reagent kit methods were compared in terms of extraction effi-
ciency » DNA quantity, as well as the results of White Spot Syndrome Virus (WSSV) detection.
The DNA extraction efficiency of three methods, was 101. 5, 372. 6 and 21. 5 ng/ul, respective-
ly. The ratios of ODy4,/OD,g, were in the range of 1. 979~2. 175 (mean 2. 070), 1. 699~1. 932
(mean 1.796) and 1. 784~2.075 (mean 1. 951), respectively. The positive rate of WSSV by
OIE (Office International Des Epizooties) nested-PCR was 60% (DNA from phenol-chloroform
extraction method), 50% (DNA from boiling lysis method) and 70% (DNA from kit method) ,
while it was 100% by quantitative PCR (all DNA from three methods). The DNA copy number
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of WSSV detected by quantitative PCR ranged from 916. 0 to 2. 23X 10°, 63. 3 to 1. 78 X10° and
479.7 to 2. 70 X 10° copies/ul, respectively. The results would provide some reference for
standardizing the detection of WSSV,
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national Des Epizooties, OIE) £ ill WSSV () J5 ik, 51 9 ¥ 51 &t PCR W AR & W FE 7 5 HR Lo %5 (1996),
OIE 58 1 918 WSSV R M H A Bl 144 1 bp, 585 4K 941 bp. R 190 B 08 5k e i Tk 460 B Y
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3 7 R EL DNA A9 5% BE H B (ODyso / ODougo ) 28 3l 2 s TS0l 5 R 1. 979 ~2. 175 CE¥{H 2. 070) i
RGN 1. 784~2. 075 CFHMH 1. 951) (A WIE N 1. 699~1. 932CF- 3414 1. 796) . L MAHKFEAK S .3 Fh
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Table 1 The WSSV detection result by OIE nested-PCR of three DNA extraction methods

\ S fey St 3 S e S 3
FeA i S0k Ak WO 25 B i SRk AL e
. Phenol-chloroform Boiling lysis . Phenol-chloroform Boiling lysis ]
Sample . Kit method Sample . Kit method
extraction method method extraction method method
1 11 + + +
2 — — — 12 + + +
3 — — — 13 + + +
4 — — + 14 + + +
5 + 15 + + +
6 — — + 16 + + +
7 — — — 17 + + +
8 18 + + +
9 + — + 19 + + +
10 — — + 20 + + +
P 4 60% 50% 70%
Positive rate

T FROR I R B

Note: + : positive result, — ; negative result
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KM TagMan SEiFE & PCR XF 3 M5 vk S8 UR) DNA JEAT 5 75 40 00« 7 A7 B b A 00 205 2L 2 5 BE P L 9 25
TR -5 916. 0~2 231 725. 0 Copies/pl DNA Wik 63. 3~1 781 849. 8 Copies/pul DNA 5
&k 479.7~2 698 509. 3 Copies/pl DNAHK 2) . 5L 58 (14 -5 005 5 A HCEE 200 kA 0 45 51 vh L BREE i 10
L1012 Ah, FEA R o B 2 B (X0 T M- S0 5 00 & P L BRAE A 9.10,13.15, 16,20 Ab HoARRE i B
BT B-E 0k . K2 DMRHEAKR .3 FhJr &SI DNA Ji 28 % 522 5 2 3% (P<<0. 05),
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Table 2 Comparison of WSSV copy number of 3 methods detected by quantitative PCR

BN A A e P S A EL S S P = A L i A A e P i A L S S P = A L
MRS AR AWEREER g o v o MO B AWEREER g e e ot
N WSSV copies of WSSV copies . i N WSSV copies of WSSV copies e i
FEA . WSSV copies FEA o WSSV copies
. phenol-chloroform of boiling . . phenol-chloroform of boiling )
Sample . ) of kit method Sample . . of kit method
extraction method lysis method .. extraction method lysis method ..
L. O (Copies/pul DNA) .. L (Copies/ul DNA)
(Copies/ul DNA) (Copies/pl DNA) (Copies/pul DNA) (Copies/ul DNA)
1 1831.5 100. 9 903. 1 11 50 439.5 82 964. 3 32 741.6
2 2 003.1 63.3 1121.4 12 264 068.5 287 520. 9 12 2861. 1
3 1713.8 87.4 903. 2 13 621 210.0 483 334. 4 735 089. 8
4 2042.3 389. 4 1465.4 14 949 585.0 615 926. 9 743 911.0
5 3 480.5 357.8 767. 4 15 1902 485.0 1131 048.7 2698 509. 3
6 1404.3 629. 6 1310.9 16 1685 335.0 1192 416.2 1732 418.9
7 1129.3 619.4 550. 3 17 2231725.0 1584 787.5 1454 052.1
8 916. 0 154.5 479.7 18 2213 210.0 1 646 108. 6 1419 402.9
9 4 184.3 2 240.6 6 110.0 19 1972 325.0 1653 338.1 1506 551.3
10 2161.5 3 896.6 4293.3 20 2 204 500. 0 1781 849.8 2 405 896. 2
3 itig
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5% DNA 4l s KT 2. 0, 435 DNA [ OD.g, /ODyg f—E7E 1. 8~2. 0 Z [a], KT 2. 0 JiH] DNA #
A RNA T4 /NF 1.8 BB DNA i (R 2 A &2 . 0S8 26 B L 350 & 42 B DNA & fe
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