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1.2
1.2.1 1.2x10° CFU + mL"™'
0.15 mlL; ; o
16 ~18 h o
1.2.2 Co=1% w =1% ( PMSF) ¢ =
0.9% o
100 C 5 min 4 C 12 000 r * min "'
90 min ( ) =80 C o
1.2.3 ( Radial Diffusion Assay RDA)
> : 10° CFU * mL™'
LB 48 ~50 C 10 mL 0.1 mL
o 2.5 mm
5L 37 C 18 ~24 h o
1.2.4 50 pL 0.5 pL 25¢g- L™
K 55 C 1h K o RDA K
1.2.5 LB 48 ~
50 C 20 mL 10° CFU * mL"™"' D31 200 pL
10g-L" 200 pL
Panyim ’ 1 mm ( acid-urea poly-acrylamide gel electrophore—
sis AUPAGE) 150V TEMED o
30 uL 150 V 1 he 2
G -250 ; 10 mmol « L™"  PBS 3
( 10 min) LB
37 C 3h 37 C 15~21h o
1.2.6 1.2.5 AU-PAGE
G -250
¢ =1% o 4 C
4°C 12000 r * min"" 10 min 3 500 Da 4 C
5000 r * min~' 1/10 -80 C o
Laemmli ’ SDS-PAGE( denaturing polyacrylamide gel electrophoresis) o .
w=15% w=3.9% 1 mm Tris — o
5 30 wL. 90 V 10 min
120 V o G -250 0,
2
2.1 16 ~18 h
D31. N ( 1)
8.5mm 7.0 mm 6.0 mm 6.0 mm o

K 1h
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7 14
( Hybrid striper) Streptococcus iniae Moronecidin ;
( Sparus aurata) hepcidin B
o (E. coioides) Epinecidin- . (E.
awoara)  Hepcidin (E. akaara)  piscidindike * 7" Epinecidin4
2 985.63 Da; piscidindike 3441.15 Da
3 476.11 Da; Hepcidin 2465.8 Da 77,
(E. trimaculatus) 41 KD
e " N 750
10 KD 10 KD.
5 :10.9 KD 10.0 KD 8.1 KD 7.2 KD 6.3 KD
10 KD o
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Study on the Antibacterial Head & Kidney Extract
of Epinephelus bleekeri Induced by Vibrio harveyi

CHEN Zhao WANG ShiHeng XIE Zhen-yu YU Wen-yuan ZHOU Yong-can
( Ocean College Hainan University Haikou 570228 China )

Abstract: The pathogenic Vibrio harveyi was intraperitoneal injected to Epinephelus bleekeri and after 18h the
crude extract was prepared from the head-kidney of E. bleekeri and the analysis results of the antibacterial activ—
ities of the crude head-kidney extract indicated that the crude head-kidney extract have good antibacterial effects
on both G* bacteria and G~ bacteria. Radial Diffusion Assay ( RDA) in Agarose Gels and Acid-urea Polyacryl—
amide Gel Electrophoresis ( AU-PAGE) methods were used to detect and screen the antibacterial materials  and
the data showed that the crude head—kidney extracts contain at least 5 kinds of antibacterial materials with good
antibacterial effects on Escherichia coli D31 and all the antibacterial materials were obtained after DNA gel ex—
traction from AU-PAGE gel whose molecular mass were approximately 10.9 KD 10.0 KD 8.1 KD 7.2 KD
and 6.3 KD respectively. Because the antibacterial materials could be destroyed and their molecular mass was
close to or lower than 10 KD they were preliminarily considered as antibacterial peptides.
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