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Artificial Insemination Method of Sevenband

Grouper Epinephelus septemfasciatus

Using Cryopreserved Sperm

Kadoo Miyaki, Toshiyuki Yamada, Naoki Nagano®,

Tkuo Takami, Kazushi Kadomura, Hayato Donai,

Yousuke Tsukiyama and Yasunori Kubota*?

To prevent infection from nervous necrosis virus (NNV), artificial insemination of sevenband
grouper Epinephelus septemfasciatus was attempted using the cryopreserved spermatozoa that
showed no presence of NNV through nested-polymerase chain reaction (PCR) test.

The sperm were collected with stripping method from 33 males , diluted with extender solution
(only 13% trehalose, dissolved in distilled water), packed in polyethylene tubes and preserved in liquid
nitrogen (—196°C) from 4 to 730 days between 2003 and 2005 the years. The motility of spermatozoa
was over 00% after the preservation period. Fertilized eggs were obtained from 23 luteinizing-
hormone-releasing-hormone-analog (LHRHa)-treated females in the same experimental years (2003-
2005). The ratios of fertilized eggs obtained were ranged from 25% to 98%.
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Table 1. Data of cryopreservation of spermatozoa in 2005, size of male fish, date of preserva-

tion and results of virus infection test

Date of sperm Fish. Tag Number I:z::] Standard Body Vol. ?f sperm Res(ulljto:!;jt;u(s +;33t
Cryopreservation Number o) length (mm) weight (kg) obtained (ml) egbiveE))
1 2531C 815 680 105 1.8 -
2 F2868 830 700 9.1 25 -
3 1277A 850 720 11.0 24 -
4 5322 835 710 104 34 -
5 70654 840 720 8.8 3.0 +
9-May 6 4470A 790 680 8.9 12 -
7 13D7F 815 680 9.8 22 +
8 05919 760 650 8.3 1.4 o
9 32F41 770 660 8.0 28 e
10 C526D 815 670 8.9 2.6 -
1 30700 800 690 8.3 40 -
2 1714D 720 615 6.7 20 -
3 54E0C 710 620 8.7 1.5 r
2-Jun 4 13D7F 830 720 10.0 15 +
5 C5322 815 690 105 6.0 -
6 1277A 860 700 109 24 -
7 B210% 720 620 6.7 2.1 -
8 2531C 840 720 10.7 2.2 -
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Table 2. Results of artificial fertilization using cryopreserved sevenband grouper sperm

Addition

Number

Doteof ofdiutod Prestarved Total Standard B.ody Fertilized of l;ltamb:erd BiEva
fertBizakion. spam ‘Eg"“ds [""gt)h lsngth w{‘l’:g'“ rate(%) obtained * ' °2 o rate(®
(ml) ays) (mm {mm) g eggs(10% eggs(10
25-May 15 365 T 58 7.3 68.2 19.4 13.2 68.0
27-May 15 730 64 54 5.2 90.0 319 181 56.7
) 60.5 50 43 49.1 46.3 39.6 85.5
13-May 17 i 67 56 73 55.4 1373 134.2 97.7
22 71 60 75 67.1 2152 212.3 98.7
12 66 54 53 91.9 35.6 35.2 989
15 69 59 5.2 400 82.9 80.7 973
10 60 57 5.6 67.0 6.0 6.0 100.0
18-May 20 § 88 76 135 94.0 1113 106.0 95.2
15 65 55.5 5.1 88.0 99.3 97.5 98.2
15 72 62 72 98.0 105.3 104.0 98.8
15 68 57.5 6.4 96.0 66.8 65.0 97.3
8-Jun 15 6 70 58 6.6 95.8 224 223 996
9-Jun 16 7 62 53 50 40.0 315 25.8 81.9
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