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i, PUARME BIRS A , HRE bt G 20 A2V i 1o v A4 i A

B WO X S, TR B 4B7
FEANLEAR M3 Tg HIL 5 R0 g SRR ik 1: 80 G
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Mrk1:128,

F1 FilEIg58#RMiFE Ig B fETIE R B A ELER
Tab.1 ELISA titers of eight different monoclonal antibodies (McAbs) to the mucus Ig of European eel

v -
137 1g PA4T QM1

(MeAb of serum Ig) 4B7 7E2 9D7 3D11 9B11 9D12 12G8
FAFTT e (McAD’ s isotype) IgG,, IgG,, IgM 1eM IgG,, 1eG, G, IgG,,
FEE g R4 (Mucus Tg titer ) 1:40 1:80 1:160 1:80 1:160 1:40 1:40 0

200.0 —— KR 7140
= 180.0 - Concentration of albumen | 120
o~ 8 .
L £ l600F —— ELISA % 1100
EZ 00 ELISA titer & =
¥= 1200r 180 & E
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Fig. 1
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R 1 %) R A AT 35 250 ng/mL, AL, 3% FH A po i
15 1E A Western-blotting [ 60 & 1, AT $i& 55 52 W 11
R,

Affinity chromatography and antigenic activity curve of European eel mucus Ig

2.4 TR RE M T BB BBk F1Western-blotting

SN ATl ) BRI B8 6 5 1 S5y 3052 4%, H
H B S T2 R 68 kD, EE STk 26 kD, {HER
HEAL A FITEAR G B P P8 R s 6t g 1 HLAE
LR I 52 B i B 4, 3 AT e AN ) AR B
XoF G €, 7 vk B BURR BE AN TR G At PT RE TG (i
R, 3T S O R AR . fEERE LA 1
HOrFEN 81 kD AR A TR BE T ik A 1 5%
18 kD HyEE 4 (K 2565 4 271,
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P2 IR 1 TR0 SDS-PAGE MU ST
1. U bRAEER 115 2. R EOHL A B T 3. LR R4 128
B 4. ML Tes 540 1LA LTI

Fig. 2 SDS-PAGE analysis of heavy and light chains of

European eel mucus Ig stained with silver
1.Prestained protein standard; 2.Ammonium sulfate precipitated mucus Ig;

3. Unabsorbed run through mucus Ig; 4. Eluted mucus Ig; 5. Eluted serum Ig

Western-blotting 73 HT45 5 32 B, th T Bl 2
1o B SO AR BN T, S bt % g I Vi AL RE
PURIZNEE 1 Y E B A H: 17 81 kD A1 84 kD R (7
(I35 3 %), T HL, ZEFH A 1o S5 T 5t hE W35
T TRENE AN (A, HIETUIE 255 4
Zah 18 kD ALY A7

513 RIS 1o 45F9 R Western-blotting 4347
L. GRS AR Tg; 2. AR RS BRI A s 3. SRFIZlfkm
Rl Ig; 4. TR ARRAE; 5. AlALRY Y Ig

Fig.3 Western-blotting analysis of the structure and

the antigenicity of European eel mucus Ig
1. Ammonium sulfate precipitated mucus Ig; 2. Unabsorbed run through mucus

Ig; 3. Eluted mucus lg; 4. Prestained protein standard; 5. Eluted serum Ig

2.5  JFTMAEER S TRk FlWestern-blotting

FERZ Al i RN 65 26 152 1o 72 AR PR EIA
5 BRI L TR R B AR B 1, S IR (B4
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K4 WMBERER 1g AR PEARIL I PAGE Al
Western-blotting 7347 €] 1%
L SRR B Lg; 2. AEALIYILIE 1g; 3. K- FARIERR T 4 2RA140
AR T (4 G BB P 5. i b I 375 T P Gy ENLR T i
Fig4 Analysis of European eel mucus Ig by non-denatured and
non-reduced PAGE and Western-blotting
1. Eluted mucus Tg; 2.Eluted serum Ig; 3.High molecular protein stand; 4. Eluted

mucus Ig by Western-blotting; 5. Eluted serum Ig by Western-blotting

2.6 TMEIEIRR &4 TEERL ARk FlWestern-blotting
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KIS IRUHBE SRR 1o B ZEVEAR IR I PAGE Al
Western-blotting 7347 €] 1%

L AEARAY I ;2. KO TARMER A ; 3. TUARIERL 5 4. 2EANZULR)
B Tgs 5. R FNAUAL B 1o Y S P ENIAL XT3 ; 6. £UAL L5 1 B S Bl
IR

Fig.5 Analysis of European eel mucus Ig by denatured and non-

reduced PAGE and Western-blotting

1. Eluted serum Ig; 2. High molecular protein stand; 3. Prestained protein
standard; 4. Eluted mucus Ig; 5.Eluted mucus Ig by Western-blotting; 6.

Eluted serum Ig by Western-blotting
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Purification and structure analysis of skin mucus immunoglobulin in
Anguilla anguilla

LIN Juan-juan"?, YANG Jin-xian', CHEN Qiang', LIU Xiao-dong', YU Fu-song', LIN Tian-long'

(1. Bio-technology Institute, Fujian Academy of Agricultural Sciences, Fuzhou 350003, China; 2.Environment and Life Science
Department, Putian College, Putian 351100, China)

Abstract: The purification of mucus immunoglobulin (Ig) of European eel (Anguilla anguilla) was carried out by
affinity chromatography. The structure and the antigenicity of eel’s mucus Ig were analyzed by electrophoresis and
Western-blotting. The results showed that after separating by the affinity column, the amount of eluted protein of mucus
Ig was showed by a sharp curve on plotting paper. They were distributed in the second to the sixth collected tubes. And
the protein curve was highly correlated with the antigenic activity curve when analyzed by ELISA. The electrophoresis
proved that under reduced and denatured conditions, the molecular weight of the heavy chain and the light chains of
the mucus Ig were 68 kD and 26 kD. And there was a protein band of 18 kD; under non-reduced and non-denatured
conditions, the mucus Ig appeared as a 350 kD protein band, the result indicated that the nature mucus Ig could be
presented as a dimer; Under denatured and non-reduced conditions, the mucus Ig showed three protein bands, with the
molecular weight 350 kD, 138 kD and 135 kD. The results demonstrated that the mucus Ig had come apart into smaller
polymers under the reaction of the SDS. Western blotting revealed that the rabbit antiserum could recognize various
polymers, heavy chain,81 kD and 84 kD two protein bands of the mucus Ig, which showed the antigen specialty of
mucus Ig. In combination with the above results, the difference indeed existed in the structures and antigenicity between
eel’s mucus Ig and serum Ig, which could lay a foundation for further research in to whether the mucosal immune
system is independent of systematic immune system in European eel. [Journal of Fishery Sciences of China,2009,16(3):
404-410]
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