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Purification of skin mucus IgM-like proteins in Siniperca chuatsi

LUO Xia'*, PAN Hou-jun', GONG Hua', SHI Cun-bin', LIU Rui-ming', WU Shu-qin'
(1. Pearl River Fisheries Research Institute, Chinese Academy of Fishery Sciences, Guangzhou 510380, China;
2. Fisheries College, Guangdong Ocean University, Zhanjiang 524088, China)

Abstract ; Skin mucus immunoglobulin was purified by the methods of ammonium sulfate precipitation,
HiTrap rProteinA Sepharose affinity chromatography and Sepharose 4B linked with mouse monoclonal
antibody against serum IgM affinity chromatography from Siniperca chuaisi immersed with inactivated
Aeromonas hydrophila( Ah) strain GYK1. And partial characteristics of purified proteins were analyzed and
compared by SDS-PAGE and Western-blot. The results revealed that most proteins in mucus were
precipitated by 50% ammonium sulfate solution, so it can only be a crude method. Determined by SDS-
PAGE, Siniperca chuatsi skin mucus immunoglobulin purified by Sepharose 4B affinity chromatography has
only two bands of 72 ku and 29 ku, the same two bands as those in serum. Besides the heavy chain(72 ku)
and the light chain(29 ku) mentioned above, the immunoglobulin purified by HiTrap rProteinA, has a 43

1578 B #3:2007-01-15

HBY B : B P S #1TRI (2006BAD03BO5) ; [~ AR ARHE TR (2004820301003 ) ; I~ R4 H AR5 4 (04001503 )

EERM:F B|(1982 -), &, WHRFTA, MLHRE, NEKFLTF I YREEZFET . Tel:020 —81617592, E-mail.
Ixwenhao @163. com

WEIEE : REE), Tel :020 - 81616813 , E-mail ; wushuqin001 @21 cn. com



6 3 B B E SRR M AR AL 727

ku protein band, which may be another kind of heavy chain. Western-blot analysis showed that the rabbit

polyclonal antibody can recognize bands of 72 ku and 43 ku. The experiment also proved that both the

methods of HiTrap rProtein A and Sepharose 4B affinity chromatography were effective to purify proteins in

small quantity, whereas the contents were relatively low.

Key words: Siniperca chuatsi; skin mucus immunoglobulin; ammonium sulfate precipitation; affinity
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# ( Epinephelus coioides ) 5 ) B2 JIK | IR £ B L 68
BEREABEHSEMBTHE ™,
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1.3 REfEE

LR TR E S 7 d, T 80 LARKE
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WL 50% ,4 Ttk ,10 000 g.20 min .03
%, BUREVS FARIR AR 0. 01 mol-L ™" pH 7.4 By
PBS v ,PBS &7 48 h, {iH] BHEN R, KL=
B2 (PEG-20000) ¥ 45, K7 B ARRL 2 Y, - 70
TR

Sepharose 4B & f ALz shmfbik Ig  FRIX
CNBr 7% 4L [#) Sepharose 4B 1.5 g,1 mmol -L ™
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cm) , A ¥ (0.01 mol-L ™" PBS,pH 7.4) F
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(0.1 mol-L™" HEMRE W, pH 2. 4) e L&
FH, P Tris ZPBR P AEREE R 25,
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BAGE, BKP&E3 min, Bl LHE 15 pL, &
i TEVERYE B R HELUE 100 V, 2 BSECATHIR 3 120

V, k2 1.5 h,Z DR > R-250 Juf4,
1.8 HHiiK Ig mi% % SEEmMERH &
SRR KA B REEFEERS)
Y, BFR 7 d EHSMBREMRR Ig BE17
BRI, R RS RO 1 ] M E#EAT
1.9 ZEAREEENZE( Western-blot) 153§
W% R B E H 4 SDS-PAGE /5, Mini
Trans-Blot Transfer Cell ( Bio-Rad ) ¥ # & 0. 45
pm FRERRA4E R I - (1E3 200 mA %83 h),
5% B Yok £ R, — PR 1: 500 R B Sedi
i Tg ZTmREDUR , PN BR S S Y BER IC
EHhih 1egG,1: 2000 # &, DAB 4,

2 4R

2.1 EARENELR

8% K7 BRBE W A2 50% TR ML R /G e
FEEWEH0.618 pg-mL ™', £ rProteinA ET /5
4 0.421 pg-mL™', % Sepharose 4B E 1T f5 N
0.385 pg-mL™",

MEERTTLAIE H,50% B BR 2 Bl 18 s 45 e 1k
AR, BAEHERER, RHIKERS; 55 p
TR, BEEARAR K.

2.2 BFHWEBIKERERKEIL

50% BRI LA VIIE R H R EH, &
BY LRI 4356 72 ku F129 ku B4R E
B, S8BT BB L, (R BR T D BULAE R
L, HIREOGE T X E B BE LR s SRR A
i Sepharose 4B 35 fll#:F rProteinA Sepharose 35
MG TR E BB, iiE{LEH 72 ku #7129 ku
FREASRT, TR IR EER g WEEMN
BEE RER LREENREN, EEF 43 ku i)
BHH . PR R TREQEREHER, £
BIR(E 1),

2.3 Western-blot #:i|

B 2 A0, bR g AT 585
W g BEE(72 ku ) KAE RN, MZERHE (29
ku &4 ) TR R A, MAh, 7E 43 ku 4L, H
R B L o

3 it

G REIRER AR R B DL P o)
EERER, I BT LAy £ 285 L 3R £ 0N
RELETIRKAE I LR, REZBARELEER
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Fig.1 SDS-PAGE profiles of immunoglobulin

extracted from skin mucus of Siniperca chuatsi
L BARARYE; 2. SRS IRBR; 3. 50% MBR R TTIER IR
#RAL UK Ig; 4. rProteinA Sepharose 3 F14E 18 B8R 25K 1g; 5.
Sepharose 4B FE AR BURR K Ig
1. marker ; 2. skin mucus of immunized Siniperca chuatsi; 3. skin
mucus Ig of Siniperca chuatsi purified by SAS ; 4. skin mucus Ig
of Siniperca chuatsi purified by rProteinA; 5. skin mucus Ig of
Siniperca chuatsi purified by Sepharose 4B

B2 SfERER R IRERH Western-blot &3
Fig.2 Western-blot analysis of skin mucus
immunoglobulin of Siniperca chuatsi
L. SBeBR A7 IR R 2. 50% B FR 8k UL 3 42 ISR AR Ig; 3.
Sepharose 4B EFIA-IRBUREL WK Ig; 4. rProteinA Sepharose 3%

SRR Ig

1. skin mucus of immunized Siniperca chuatsi; 2. skin mucus Ig

of Siniperca chuatsi purified by SAS; 3. skin mucus Ig of

Siniperca chuatsi purified by Sepharose 4B; 4. skin mucus Ig of

Siniperca chuatsi purified by rProteinA
JTERE, HRRRAL AR BRIIRE H T
BE2BON R, EEA BT R BT
N R & =2 T 7 S
FERE T ET , RAENT R EED R T 4
A Y TE RT3 B 4R L R AR S MR IR PR AT
A BRI PO SRR R0 A, R FR X IgM
W%

TR R FPTIR S 2 TR o v P R

BERZRERTH, LR HRHKERRE
BERRE HI T, A 5 5 A H AR, ik i
H,ERAGRINE, T — 2B UiE th KEB R
BREH, ATIE Ig B3RS, ALB B FHRE
JREEB PR E AR 2K R & B>, BB T
BRI ——50% 1L FITRR IR S Ve BN 805 Bz ok
R R B HEATUURE , B BN g BAR
ZREH,UETHEZH,

KEBRIEN, [gM 2K E ZKRERE
H, HEHSTENT0 ku 24 , REéENFE J 30
ku ZE AT ok 224U A L2 1gG-
BEHRHBE I SR AN B AT A T B M e e BR AR R
AiL/57153) 72 ku 7129 ku FIAREBHT . HEF
EZ HEBEEAEARNEN AL EHa
( Pseudobagrus fulvidraco) IfiL{§ R EIRE H, 153
RAER lg, HERED AN 72.4 ka f129.9
ku, BRI AE FRI D, AR SR 2R A BB 8% i
H IgM BSE EHL AR R R Y Sepharose 4B 3R FlA:
FEHEH A JRIBWEBER (HiTrap rProteinA
Sepharose) ZEFIAL IR RAEHriE X 8152 R R
Wi e BE IR HBEA TSRtk . Lk & BPLER
IME IgM B33 [ 5 (R B X ¥ Sepharose 4B 3% #l
HRRAAEHWEHE EHEZMRD B-HEL
BEi R B YEF T, & SDS-PAGE R ifll, Jf38 i
WEBRIT BB BB AH 250 72 ku F1 29
ku, 5 iRk %" pridggmiE f R R E A
H. RS TEIR/MHERE, B, 8% 52 BB i
B RFEMRNAERELRE, BHER
WIE R R BE— 2 R LR RE

Protein A B4 B AM A BRE KA M BEH 7,
WL 4 A 1gG FE4r IgM i) Fe 34y, 3F
BXPAREE Ig BAARERM S, BENIMERE
FIF &AL mE gM 317 48 L 5 3
B BB R R LR BB T Protein A AR
B H B X — B R B oy gD, LR
FIF 2 TR 04 SDS-PAGE &, & BEER R
A4 Sepharose 4B FRAA: Fri2EE HAH R B ARTH
(72 ku 1 29 ku) 5}, B EF 43 ku MEHFKW
Cain %" ZEXTIT SUEIBRIT-F R FLHEW Tg B
BA 5 Ig B (72 ku) (28 ku) FH1H]
MEE K, B RA 68 ku #l 43 ku W&,
Western-blot #1| @ 7 , Sebi 8% Ig £ Te MEHL R BR
W5 EE RN, BT 5 43 ku {H REBRFH
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RS, 53 A 2% Xk R . T e R TR R RO BT ST
B S5 RE B, Al AT] &2 3R 24 4 S bt L 15 A R 2
1:163846%, {3 7] 5 43 ku &7 & 4 R, B At
TR W B  — MR B E H
H,

ERFR R BN T RE AR E B,
PAGE EiB&HEWR, TRREH THBE T &E
HYR IR AR, B B SRRGEERPERR
%, IF H ProteinA 5 35 IgM 45 & /)8 55
. ARERY,EH A XA (Pseudosciaena
crocea) \ 7 #% ( Paralichthys olivaceus) L\ J Fa #% £
( Trematomus newnesi) 31 H ZRAE X, B
FHENT R RTU AR 7P 45 A B R, B
REAMERS, ZATLHERXEA, AL
HiTrap rProteinA Sepharose 3 FfllE:#4/E 8, B
B, TUMEAER ENEBRRAERERNA
Ik, Sepharose 4B FRAM: B TH B HEIK S E
FIBCHR , B A e B — R B3, FI T B
£ —ERER RS, Western-blot & 7R StHi
% 1g ZRETIAR R SRR A ERE O RS
KA RN, 3% 5 5 8000 LA F Bk 9 48 B ( Anguilla
anguilla) " ERIB R LS RABRAL, TRER B TR
SRS, W= A i 2 TSR H 243
Ig Y EEE,
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