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(1. / 570228;
2. VTI 570228)
: ( Monopterus albus) MAA-
skino 67 x 10° Schiff” s N -
GHVKW, ( MAA-serum) MAA-serum
ELISA MAA-skin 1: 10 000. Western blot
MAA-skin MAA-serum
© Q959.53 DA
( Monopterus albus) o

68 x10° 73 x10°

( human serum albumin HSA) 585 67 x

10° . HSA 3 o - .
5-7
1
1.1 DEAE-Sephadex A-50  Sephadex G-75 ( superfine) Amersham-Pharmacia ( Sweden) , Bo-
vine serum albumin ( BSA) 3 3’ -diaminobenzidine ( DAB) O-Phenylenediamine di—
hydrochloride ( OPD) trypsin L-Benzoyld.-argininepNA ( BApNA)  Sigma
(USA) o Santa Cruz Biotechnology ( USA) .
o BioRad BSA o
1.2 (MAA-skin) 50 mmol « L' Tris( pH
7.8 0.1 mol * L™'NaCl 5 mmol * L.”' EDTA) 4 °C 12 000 g 20 min o
(pH7.2) 30 min 8 000 g 20 min
o 5 min 8 000 g 20 min 5 mL ddH,0

50 mmol * L™ Tris(pH7.8 5 mmol * L ™' EDTA) 4 C 24 h, 50 mmol * L ™" Tris
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pH 7.8 5 mmol * L.™" EDTA DEAE-Sephadex A-50 (2.6 em x50
cm) 400 -400 mL 0 —0.8 mol * L' NaCl
5 mL, ddH,0 4 °C 5000 ¢ 10 min 50 mmol ¢
L~ Tris (pH 7.8 5 mmol * L' EDTA 0.1 mol * L.™' NaCl) Sephadex G5
(2.6 cm x 100 cm) 3 mL o -70 C o
1.3 MAA-skin N- Edman MAA-skin N -

( Applied Biosystems pulsed liquid-phase sequencer model 492C) .

1.4 MAA-skin 50 mmol * L.™"' Tris pH 7.8 1 mmol « L™ CaCl,
25 C MAA-skin trypsin o
MAA-skin (0.05 ~5 p mol * L™") 30 nmol * L' trypsin =~ 25 °C 15 min 0.3
mmol * ™' BApNA o 2 min 410 nm p-nitroaniline o
1.5 0.5ml  ¢=40% 200 mmol * L' NaOH 0.6 mmol * L ™" K;Fe( CN)
0.5ml(7.5 wmol * L™")  MAA-skin  MAA-serum 350 ~700 nm o
1.5 mg ( Na,S,0,) o
1.6 ELISA 2 mg * L' MAA-skin MAA-serum
BSA 0.05 mol * L™ Na,CO, — NaHCO, ( pHI. 6) 96
3 x8 100 pL 4 C o w=0.05%  Tween20  PBS( PBS-T) 5 5 min.
200 L. w=5% PBS-T 37 C 1h o
MAA-serum 1:100 10 1:10° 100 nL
3 37 C 1h 3 100 pL 1:100
o PBS-T 5 5 min, 100 pL 1:10 000
37 C 1 h PBS-T 5 5 min. 100 L. w=0.03% H,0,
- 0.4 g+ L' OPD( ) 5 ~ 15 min 50 pL w =12%
H,S0, o Bio-Tek 490 nm o
1.7 Western Blot MAA-skin SDS-PAGE
40 mA 1.5 h PVDF w=5% ( PBS-T) PVDF
2 ho 1:10° ( ) 4 C . PBST 5 5 min.
1:5 000 ( ) 1 h PBS-T 5 5
min., TMB o
2
2.1 MAA-skin 28% ~ 33% ;
33% ~55% ; 50% ®
DEAE-Sephadex A-50 4 v ( 1 Sephadex G-75
— 0.8 0.9
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2 ( 2)
MAA-skin . SDS-PAGE 67 x 10’
( 3), Native-PAGE o Shiff” s 0 N -
GHVKW. b 0.1 mol
L™ o
2.2 MAA-skin MAA-skin trypsin o
40 nmol * L™ 10% 30 nmol » ™" trypsin  BApNA o 100 nmol * L'
MAA-skin 30 nmol * L™"  trypsin 15 min trypsin o
trypsin . BSA trypsin - BApNA o
2.3 MAA-skin MAA-serum 1: 100 000,
MAA-serum MAA-skin 1:10 000
BSA o
2.4 Western Blot MAA-<skin  SDS-PAGE 1 2
PVDF Western Blot
. SDS-PAGE 67 x 10’
o PVDF -
MAA-serum MAA-serum o — 67 X 10°
3
o SDS-PAGE
67 x 107,
ELISA MAA-skin -
BSA o
MAA=skin ~ BSA 3 SDSPAGE
. Marker
° 2. MAA-skin
o Western Blot MAA-skin MAA-skin
172 Y N N
9
MAA-skin 0
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Purification and Characteristic of Albumin from Monopterus albus Skin

ZHANG Ying=ia' WEI Shuang-shuang' LU Lu' CHEN Cong-wei' CHI Ting-ting'

AN Tian<hen' GUAN Huai® MANCHU Ri-ga'
(1. Key Laboratory of Tropic Biological Resources Minister of Education Hainan University Haikou 570228 China;
2. Haikou VTI Biological Institute Haikou 570228 China)

Abstract: The anion exchange chromatography and gel filtration chromatography were performed and skin albu—
min of Monopterus albus was obtained. The protein is a single chain protein with molecular weigh of 67 x 10’
and named MAA-skin. MAA-skin was determined as a glycoprotein by Sciffs agent. The N-terminal amino acid
sequence is GHVKW. The purified MAA-serum was used to immunize rabbits to prepare polyclonal antibody.
ELISA data demonstrated that the antibody titer of the MAA-skin was up to 1: 10 000. Western blot results indi—
cated that the polyclonal antibodies raised against MAA-serum strongly cross—reacted with both MAA-serum and
MAA-skin with a compatible grade. The distribution of frog albumin in frog skin suggested that it plays important
roles in skin physiological functions such as water salt metabolism osmotic pressure maintaining and substance
transporting  etc.
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