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1) BLULRFMA, LL0. 1 mol/L.pH 6.4 B rh
BAFME, R EWRKE, 570 nm YL Rk {4
N0.3~0.5;% ml BN 10 pl ReieE S, DABERE
EWRAERE BT ;37 CKE 30 min, TEKHE, Tl
570 nm MERU{E. BARK. U= /W—A)/A .
WRITR KA B U, B A, A B
BB 570 nm FIERE, A A4EERGTE 570 nm
R,
1.3 ®RkFERRRENTEES
1.3.1 @EYHE B2, 12] 3L E,
RECR TR M s R, SRtk a5l
BLRG 0.3 % 10° cfu/ml BEBW, 0.1 ml/ T
BEHIRFTEREBTR(ER 9 cm), i LR
EHEA(HR 6 mm), & TREH B4 5N 10
al{1.2 pg) 20 pl(2.4 pg) FIBOA K, [FESR 0 10
pl 20 pl TEEZESRAMTAIB, 4 CHE b,
28 CIEE AR, e B b AN B E
RIIME R,
1.3.2 REBREINAERNBRNIERE
(MIC) HEFRF, HEHHRE GG R
BA8.4.2.1 pg/ml 4 P AREEKRE, 8 1.6 ml
SR A EE 5 3 % 10% ofu/ml B2 B B & 200
pl, FEBT RN S HE R AR S (X B4, 28 CIHB
Fr. B ATB IR #5 (A 91 H 5 58 ATB Ex-
pression H ZI4H B 4 5 {0 B M B 1) 2 A E %
SR LB Hed i, R R IR, A&
LI E I A 30 o AT EFRFIM, 28 CHE
REFIR, WRAE G
1.4 MEERNEREHNTE

B2 CIERSEATEAB RS EARNARER
0.1 m SEEMNRERFERIVRES, THTBE
30 min, HEBRARETEMN BT R2RET#TR
G RO 1 A A S W 2R D 4 R A

F E MR S R A b R LR IR I R 153

ISR g

I N Taier 1060
A Yaer 2

1 (UMRR Antimicrobisd
paptides-10p | (1 Jsyg
§ PUMIRE At il ool a
pEpL ] de 20 L& Y gh

B AERIHAE RS %R
Fig. | Antibacterial effects of antimicrobial peptides to bacteria
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Table 1  Antibacterial effects on different content of Antimicrobial peptides

Hi 8 BR Antimicrobial peptides

B8 B 2/ mm Diameter of bacteriostasis ring

.E'\Eaﬁﬁﬂug'dic ) REE (Codie™D

ABHE mARSARE  WRLE

BOBBERE BRSHRHK

Content of wial protein Bactericidal titer E.coliK-12 A hydrophila V. metschniboui E . turdu A . sobrin
9 0 - - - -
1.2 48 14 11 9 8 10
2.4 96 19 17 14 12 15
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Fig.2 Growth curves of pathogenic bacteria at different antimicrobial peptides concentrations

A KBHE E Coi s BEKS BBE Aeromonas hydrophile s C. WISALE Vibrio merschnitovi; T BHREEERE Fduard-

sieffa rurda ; E. PE] ﬁﬁmm Aeromonas sobria .

2.2.2 BEREZ NEAKNFHRENTRER
RBE2AE2. B2 FRHERBMEERY, 4 pe/ml
(B 160 U/ml) IR E AN E K HAMEBR
8 pg/ml( B 320 U/ml) BRI AREE A H
PR, S B BKXT 4  E & K 49 30 min, A REISF
2.3 PEERHBMEENE

T R S R B, K SRR
WERHEAVRHOARF R, R AENREE; &
PR PE R, SR R PR RN B A
BRREEEREI).
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Table 2 Antibacterial action of antimicrobial peptides to
A . hydrophila at diffevent time
AR (pgml ™)
1 R/ mnin

Reactian time

Concentration of antimicrobial peptides

g 4 2 1 0
15 + + + + +
30 + + + + +
45 + + + + +
i) + + + + +
75 - + + + +
90 + + + +

i, + —HETEE RS o BB M2 The survival state of bacteria is

Lhe same as control;

- —HETEL Bacteria dead; + —MHEF R

53 The survival state of bacteria is poor,
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Fig.3 Ultrastructure observation of A. hydrophila
A EE B X 10 000) Normal bacteria: B. BRAI B (
20 000) Lytic reaction of bacteria
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Preparation of recombinant antimicrobial peptides and
its antibacterial effects on fish-pathogenic bacteria

JIANG Lan', BA! Jun-jie', DENG Guo-cheng', HUANG Zi-ran’
{1.Pcarl River Fisheries Research Institute, Chinese Academy of Fishery Sciences, Guangzhou 510380, China;

2. South China Agricultural University , Guangzhou 51064), China}

Abstract: The recombinant antimicrobial peptides was prepared by ferment in YEPD {30 T, pH 6.0~6.5) for
36 h and induced by methanol. After 72 h ferment, the activity of recombinant antimicrobial peptides expressed
by recombinent yeast in the medium can reach as high as 5 000 U/ml. By paper diffusion method and tube dilu-
ton method, the antibacterial effects of antimicrobial peprides on the fish-pathogenic bacteria Aeromonas hy-
drophila, Vibrio metschnikovi, Edwardsiella tarda and Aeromonas sobria are determined that the minimal in-
hibitory concentration (MIC) is 4 pg/ml and the minimal lethal dose ( MLD) is 8 pg/ml. The ultrastructure
ohservation under electron micrescopy shows that the bactericidal machinism of antimicrobial peptides is to make
the bacterial cell lytic, which leads to the becteria death.

Key words: gene rccombinational antimicrobial peptides; antibacterial effect; Aeromonas hydrophila ; Vibrio

metschnikovi ; Edwardsiella tarde s Aeromaonas sobria
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AL AT R 2 AR (B B) 2001 SE IR ) RS2 5 1 40K 2= B S ARHE AT L Am eI 4 B, BLE WK
17, PR AT A R S R 28 EE R BER B AR ERNSE,
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