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B EERREE MF IgM M4 L B R hu s rdl &

ALK EE LA AR ZEE T MR L
(1. REAPE BT B BRI, & M 5103005 2. il K% Keebe, b I 430070)

EE: 4 HI2R H Sepharose-6B #t L 1€ 2 17 . Phenyl Sepharose FF & 7K /E H /2 #7 #1 rProtein A Sepharose 3% #1)2 # H A&
A b EEE IR (Acanthopagrus latus) MLYE 1gM, 318X 3 # Z AT AL 7 EHT T ik 4i4b =43 4T SDS-PAGE,
k& R ARG 4 Band Scan5.0 3443 M7 7R, BMEH Sepharose-6B #EH¢ i € /2 #7 8X Phenyl Sepharose FF Hi/K /EH Z
M9 211 TgM 4 W B 56% Aty — 3 P& i F 4l B mT LUK 3 69%. 1T rProtein A Sepharose 351 2 #1 — 45 wh vl L&
3 89% MUAFE: 41145 2 B8 ki ILJE 1gM BB SERIERE S F 223 00 73.6 kD F126.5kD. AL LL rProtein A
Sepharose 5% FH /2 74 1k, (14 25 #Z B LR 1gM A $T )R, )% H R &, R F Western Blot X ) By g4 &R Bl Hi i &
G 2E I, IR B ELISA 20 H A ik B 1125 600, it — 5 JF & R B RRIR G 2 T I AF R B8 T 26k, [

E 7K P2k, 2008, 15 (1) : 129-135]

KR B, REIRED,; ditk; RPUME; ELISA
FESZS: Q959.483 XERERIRAD: A

f % BREE A (Immunoglobulin) £ # #E 3 ¥
PV 0 5 Y 2 T (1) B Ly, TE R FL B ) AR s
EWEARGEE D5 1gGy ) . IgM (0 8% ) .
IgA (o 5 ) IgD (3 B ) # IgE (e 5% ) s 1E AN IKEH
Hesh i lig 2R mE R A E skE Q9 7, i
Hrh g BRI R ERE E 2 1gM. IEFR, 725
X RN (Ietalurus punctatus) ™ K TG ¥ (Salmo
salar) ™. K T ¥ 4% (Gadus morhua) P, #8 F 6F
(Paralichthys olivaceus) ™ 141 #& 7= )74 (Takifugu
rubripes) - F L R HL T —Foh 2R A S R R
IgD. fH R, /£ RGP ORI EEET B 2088 R 7
il O R UR LT RS SR S . R BE A
& T AR T A A Y 8 B, (B R A BEHIRE A
WEFRH VX . 2005 4, Danilova % 7 75
It (Danio rerio) R T &H 1 Bl MG g BRE
HEWHIEE 8 FIREBREA 1gZ, M J5 X AL i
(Oncorhynchus mykiss) ™ v RIL T S BE 3R E A 1gT,
U EH WA E S T 55, Savan 25 Y 7R B8 (Cyprinus
carpio) TURILT 1 M bt sk 0, HERRER
h IgM-1gZ (A1 T4 i 2Rt U0 opin RIL T
— PR PANMEE X ESE. Ak, HAr 4R

W AE B E#E: 2007-03-19; 1€iTHHH: 2007-07-13.
EL£IWE: HERHHERMT &0 H %E) (2005DKA30470).

X EHS: 1005-8737-(2008) 01-0129-07

% JU B B P UR LIS 1gM, H Hiz 172 1A
PUZR I, b RN B L B 2 SR EE AN 2 4000 HE.
2P ) 2R 1M fE R s e A
Tz 3, a0l B v | 2 v BE AR, A I £ 2R
e SR Bt 2R G N K IRR 1gM 7= 42 4y
A, BT T S R AL, T DL F I e
FUHES B ANTT m AL MG 1gM 1 & A afife ., Ak
M35 TgM B 4ifk 75 v F ER BRI ET . |7
LR EHTRIE R ET, T 5 A iz e R
/N ELART R AR 1R ) T T I 22 S R R AR R 15 T B
KAEHENT 2RI 5 F iK% R ZRET S EN
— A, H AT E A R WA 1% 075 B SR
i IgM 3R . 75 48 Wi 87 (dcanthopagrus latus)
FBHZH (Perciformes) \#7F} (Sparidae) - i 67
J& & B /7 v i B KSR N B (B 2 %
FCHERT S 0 BT S0 M AR IR AT R . AR IR
F Sepharose-6B #t 1% i & /Z% #7 . Phenyl Sepharose
FF i /K ¥E H 28T F1 rProtein A Sepharose 3 £l 2 47T
i AR 4y i 2 A0 5 B8 FRER 1175 1gM, FoK X JLFR 2T
A ITIEIEAT T HER AR BLBEAE B DL Al A 1 B
107 1gM O B, Sl& HARPiyg, it — Pk

EE R 2P (1981-), T, LR A . MR R 25T . E-mail: liuzhenxing8 1@yahoo.com.cn

BIHEE: L5 . E-mail: Jiangsg@?21cn.com
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5%

AT BB RER S R T TAT R R
1 #MREEE

1.1 LG shd

18 R 1 B BB 6 10 2, 45T & 400~450 g, 1
BT 2 50T s Il e 7 2K R
T H L ERER 2 SR sh b
1.2 EERYMFIgMAI4EL R &
1.2.1 EEERFHRFIMFNRE ARSI, EiF
WE 1Th)f54 CHELHMAMBER I H. KH
4°C 15000 g B0 15 min, BL_EE, 7 0.45 um JE4%
i uEJE 3T 2 mL EP &, 80 CIRTE4& .
1.2.2 EFTRERSE TR ERAT K B 5 bR AR i3
S4KF30.01 mol/L PBS (pH 7.4) #Es )5, ID A pH 7.4
(PRI PR B, A L2 U 7 H0h 33%, 4 Cf e T
A KH,4 °C 15000 g B> 15 min, I8 _E3E, F 0
A pH 7.4 B FIGR IR ¥ (SAS) LW H 50%,
4 CEESR: H,4°C 15000 g B0 15 min, 3
35, A 0.01 mol/L PBS (pH 7.4) EEJiE; 4 CF
FH 0.01 mol/L PBS (pH 7.4) i#E#TFREL 48 h, B 6 h ##
1 UGENTHL ET 20 80 CIRE&H .
1.2.3 Sepharose-6B £t B i % B #7 4k /£ IgM
Sepharose-6B 1 ¥} #J H Pharmacia 22 7, 25 18 J5 £+
PR K 55 cm, B 4% 1.6 cm, 8 A1 6% B8 4% 2 Wk b #7 7
W L ¥ J5 B 0.01 mol/L PBS (pH 7.4) ¥t i, Wi i3
0.6 mL/min, BSZ-100 H #5152, B 3 min,
W B i
1.2.4 Phenyl Sepharose FF & 7k /€ A = # 4t 4k,
IgM Phenyl Sepharose FF 1 £} ) H 4t = 55 K 9
BEERHEAGRAR, EHFEFIKK 6em, HiT
1.6 cm, MG PTVE A V5SS IR 1.2.2, 3 58 Z IRUTIEY)
HEA&T 1 mol/L it i % (0.05 mol/L PBS, pH 7.4),
b4 55 LA 1 mol/L, 0.8 mol/L, 0.65 mol/L pH 7.4 ]
W % (Ammonium sulfate, AS) UL & ddH,O #E47
W BEBE N, 03 1.5 mL/min, = T CEE G 4
125 BESRMEKEABHBEESERAGEL
IgM &R IR EAT I 55 &, FH PEG (20000)
AR AR, W s 771 5 2 mol/L MIBRERYE (pH7.4)1 ¢
1 RE EATBUKAE R ENT, 77 1.2.4.
1.2.6 rProtein A Sepharose E#1E f 44t IgM
1 mL rProtein A Sepharose 3 Fll J2 #7 7 %& #1145 b
HEREEAEREARAR, EidEsRE
PO 25 MY i Oy vk kAT, AR RT S 5 0.02 mol/L

PBS (pH 8.0) & A FR Lk 2 1 3 VB & 76 B, 1 mL %
B RIS AR RIS E 2.5h; B 10 5 A AR 4R R 11
PBS “PHATRVL AR L& ME A, fiE N 1 mL/min;
FAHER - RBEMPRERE SN EA, fE
23 1 mL/min, & {7 1 mL WA DE &, B0 75 0N
50 uL Tris-C1 H A&, ¥ pH (A 14 21 8.0,

127 EHEEBOIME IgM S L RHHI XK
A Mini-Protean 1l cell &4t (BioRad) 3% BT 2 I
a U2 (379 34647 SDS-PAGE Hidik, £ i 5 2 4571
REE PRIR A G B K S min, FE B LS BFE,
SR EE 15%, IRAG IR IE 5%, 1B & 100V H ik
20 min 5 2CFH 150 V HLIK 70 min, H3K )5 % D
S TS, B SR, R A Band Scan 5.0 4K
PERESI AT, 15 HOFE i 0 20

1.2.8 4R EE RIS IgM R ERNNE
rProtein A Sepharose 3= 1 J= AT A4 117 B 8 ok 7 10375
IgM 1 Amicon Ultra-15 %! (5K) #HuEE 45,
FA Bradford ¥l 2 85 [ R B, 2 0T R (%
F 7 VEIEAT -

1.3 SR EEBRGTIgMIN 7 B ) 5 R4Sl

131 &RIMMFMHE SRR 2R
FREH 10 d, RSB IS " ho7 ik
#EAT, LA rProtein A Sepharose % F1 JZ # 48 1k ) %
5 R M3 1gM R U, F g iE 45 5 Ik, Bk (Al
B 1R 31 RAER 2 Ay 1gM 5 5 IR 5e 4
R (FCA) FIHB AT 2ER (FIA) B & 1L,
MRE I T 2 Am G, 5 3 IRARINER, B
TS ER K T TgM AT S . BREE 3 I
0.2 mg IgM #F, HRB X AEHH 0.3 mg.

132 S#IMBLMAONE 5 1 REZETH 1
B J5 , CHE S kR 1L, SR A (81452 ELISA A5l 4t M.
B F pH 9.6,0.05 mol/L 15 B8 5 22 b UK
24 1 B B8 B AR L3R 1gM #5781 pg/mL, B 4% B
PRt , 591 100 pL, 4 CHEBER. K HIMA 5% 1
Jié BE 45k, 4 4L 100 pL, 37 “C M 1 h, HH pH 7.4
) PBST Pt 3 k. A 200~51 200 5 % B 1) 2
TOILVE , B FR A 10 50 435 7 % F0 40 258 17 AL,
2 6 MO RPN FA R (PBS) , B0 FE S 354l
24 FA47, & 4L 100 uL,37 CHEHE 1 h J5 [H L ¥R
3 K. JNN HRP fric 9 EH1 % 1gG, &AL 100 pL,
37 C¥%E 1 hJEIA LPEE 3 . i TMB 2 A,
4L 100 pL, 37 “C 38 5E [ B 20 min J5 & ALFF WA
50 uL 2 mol/L i B2 #¢ 1E ¥, 7 B b A L 450 nm
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T OD fH. RCH i & 4% 5 M S0 ik F i, W 88
M3, 4335 5 80 CARAFE# M -

1.3.3 HIniE A Western Blot #3121 Deane
2 U5 I VR AT, WE AR I T, Bk AR 0 R . # 6
WHER Y5 2 uL _EAF 53647 SDS-PAGE HVk. A
Mini-Protean 1 cell &4 (BioRad) ¥ #F i §% ¥ 2|
0.45 um 5 B8 2 4 25 8 5 I, % B FL I 300 mA,
i8] 60 min. #4085 85 N Marker FHUNALL S Yo,
T ASRAYER T4 R UEWT 5% BB Whky LA 1 h, N
1:500 B RPrinG, ZEEE 1h )54 pH 7.4
fJ PBST %% 3 k. I HRP Frid BIEHT % 1gG,
FEIIFE 1h J5F _LP% 3 X, DAB B,

134 SUMFHREIREY 8A&N 1 1.5% B
JIEHE (& 0.1% NaN,) Hit, “FARUEEL) 3 mm. 3/
R I8 J5 AT AL, FL4% 4 mm, FLEE 5 mm, S0 fLO4 B
SR IR, DU B0 7S AL oA St g An) . K At
MiEF PBST (pH 7.4) #kEpi 1:2,1:4,1:8,1: 16,
1232 BANIRIVR B, # i 7 Inde, FLA PBST A (5%
M. BT ROE S N, 37 CIEE 24 he WEITIEE.

2 ERESH

2.1 EEEBGIMFIgMAAL RGN R

2.1.1 EHEBRGIME IgM S WER KB
IMLIF [ 33%~50% ULIEYI% Sepharose-6B &I I
AR IR A 2 AR B (] 1), £1d Phenyl
Sepharose FF Bi/KAE F JZ4T 5 o B 2 A~ T2 bE
fiide (B 2), ¥4 Sepharose-6B Hlcid ik BTS2 )
% 2 W K 47 J5 #E4T Phenyl Sepharose FF i /K 7 F
JEHT, 15 BB Y & 5 Bl 34T Phenyl Sepharose
FF G/ KAEREBTZERL (1 3)

AZSU

W2 Gfl Absorbance
— o W A

LY

M,

|| |

-

40 60 80 100 120 140
YEMENS I /min  Elution time
Bl 1 g kR I E 33%~50% 18 R0 BR BB 4 1R B W
Sepharose-6B [1E#THE

Fig.1 Sepharose-6B chromatogram of 33%-50% ammonium

sulfate purified Acanthopagrus latus serum

AZRO
[0}
g4 )
<
k=
g3 |
=]
= 2
- I
= 7 I
=4 1 | i
= - ] -y i q
- = L = 1 =
0 T T
1 0.8 0.65 0

ZEMEHKE/ (mol » /L) Ammonium sulfate concentration

2 P B R I F 33%~50% T A B BR £ 48 B4 Phenyl
Sepharose FF [FJEHT

Fig.2 Phenyl Sepharose FF chromatogram of the 33%-50%

ammonium sulfate purified Acanthopagrus latus serum

>

280

"6/l Absorbance
AN

0 f il
1 0.8 0.65 0
PEMRIIRTE/ (mol » /L) Ammonium sulfate concentration

3 X} Sepharose-6B % 2 WF] Phenyl Sepharose FF #i7K
ERMEZER
Fig.3 Phenyl Sepharose FF chromatogram of peak 2 from

Sepharose-6B chromatography

2.1.2 SDS-PAGE ik 7 HTEI &R thE 41
SDS-PAGE H¥k i] H11, B EE W 1gM (F &L I8 2
Bro AR5 2 g (18 1 853k Phion ), R K Z
Hr s B ILZE 0.65 mol/L AS ¥ it itk H vt it e == (&
2 Fi3kBR ). ZikETERZE T AV, A
Sepharose-6B ¢ it & J= HT 2L Phenyl Sepharose FF
BUKIENTEA B2 TIRZ 4w (B 4), B 24l
WL AN F rProtein A Sepharose 2 Fll = 4T, 2541 2
BT JUF 20 T BRI BE 40T DLAMY 24t . s
H Sepharose-6B #t 12 il i€ /= 477 FI1 Phenyl Sepharose
FF B 7K EAT 15 200 IgM (EBE 4285 ) i/ 2
1 56.03% A1 57.57%, 3X P4 B FEAT B & 18 FH 45 21 1Y
IgM 4% )y 69.43 %, 1M rProtein A Sepharose 3% fll j=
Br— 2 Aifb 15 20 1gM 41 fE 5k 88.83%. £l
BTk, BB 1gM B85 T 824 73.6 kD
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132 o KR 2 H15%
%ﬁj\%%jﬂ 26.5 kD, %1 ELISA @;‘mugjn:%
Tab.1 Results of ELISA
kD "
G ML \
97.2 — 3 % MG AR SAX R
66.4— - - B ﬁaé&;z) " {15 OD IOD P/N
443 — - Dilution ratio 0 F e 0
20,1 1:200 3.522 1.148 0.239 +
T - - 1400 3.654 1.148 0.239 +
1:800 3.604 1.148 0.239 +
1:1600 3.419 1.148 0.239 +
1:3200 3.405 1.148 0.239 +
1:6400 3.375 1.148 0.239 +
M 3 4 5 6 1:12800 3.107 1.148 0.239 +
4 BB 33%-50% WRB R Magy, 20000 2677 LIS 0238
) 1:51200 2.087 1.148 0.239 -
IgM [¥) SDS-PAGE ik ¥
M: marker; 1: 2 B804 4> 11755 2: 33%~50% 1A GR B B3R AL ;5 3: kD
97.2
Sepharose-6B Z #4414 ] IgM; 4: Phenyl Sepharose FF 5L IgM; 5: 6.4 —
Sepharose-6B 21T /=#J T £ Phenyl Sepharose FF Z#7 5 4l {LA 1gM; 43—
6: rProtein A Sepharose SEFNEHTAEILIY IgM; H: BHE; L: 2455 .
. . 29, | — u—
Fig. 4 SDS-PAGE analysis of Acanthopagrus latus serum.,
precipitation from 33% to 50% ammonium sulfate and 20,1
purified IgM
-
M: protein marker; 1: serum of Acanthopagrus latus; 2: precipitation 43—
from 33% to 50% ammonium sulfate; 3: IgM purified by Sepharose-
6B gel filtration chromatography; 4: IgM purified by Phenyl Sepharose . .

FF hydrophobic interaction chromatography; 5: IgM purified by
the combination of Sepharose-6B gel filtration chromatography and
Phenyl Sepharose FF hydrophobic interaction chromatography; 6: IgM
purified by rProtein A Sepharose affinity chromatography; H: heavy

chain; L: light chain

2.1.3 EEEREIME IgMRE 2L0E, k45 M
rProtein A Sepharose 5 A1 JZ AT 41 A4, 1) B i R 6 1L VF5
IgM #RZ X 0.8 mg/mL.
2.2 RIEEEBREIIgMMER M

G b BEBREE 1gM [ 175 B A7 (0142 ELISA &
W, ORI E — 25 AROBE ) / (BB B —
T EWOGE ) >2.1 BRI B, 22018, AT 70
F P RPUMIERAMN A 1:25600(F 1) .
2.3 I ER Western Blotie il

Western Blot .75, f£43 7 & 70 kD P I 1
SN (B S) AT b N 25 8 R 9 1gM
I EE
24 SITMFENREIREY &

25 1k X ) SRR AT 5 AE B R A IS 5 Sbi i
BB 1 45 0tiEZk (18 6) .

M 1
5 FEEBBEER I IE ) Western Blot i
M: marker; 1: 3 #5847 0135 .
Fig. 5 Western Blot of serum from Acanthopagrus latus

M: marker; 1: serum of Acanthopagrus latus.

6 ABURY #LEE R
Ag: FEETRBIMIE: 1 S ALAA 12,1 04.1 0810 16.1232 1%
FLAR B B S FLILE s N: PBST.
Fig. 6 Result of double-direction agar diffusion

Ag: serum of Acanthopagrus latus; 1 5 wells represen 1:2, 1:4,1:8,

1:16 and 1 : 32 diluted rabbit sera anti-IgM, respectively; N: PBST.
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14 KUFRDE A R RRIAINIE 1gM [RIAEib J S B is 1) % 133

3 it

AT 5T AL B 1 2 68 TR 1.7 1gM 5 iR
HE 9y T = 5 Bk 73.6 kD 1 26.5 kD, 5 Ho fih f4
2K 1gM I EFEHRREALAE [ —/KF. % FE 3] Band
Scan FAFHEAT 4 T B E AL S BT I AE R 22
BV R E SN T 3 Rk g R, 153
IgM 431 & N4l R B F- 34047

SR —MImZAERNEOFEETFR,
BEDRER AW T ZIEBMIRE . £ O et
FUH LRI AT U TG R B A AN, — R UL 2
S8BT WS 00 R IR B VR T PR 22 0 30%133% X
35%, EIRA 45%.50% 8% 55%, A —2 it
PEHEAT RN . AR T 33% ~ 50% 1B
Bl N IR TTUE B, X e ER AT A4 T3 0 i R B R
R BEADEM— PR B EHAE AT, P
T KPR & 1 B2 m i B2 A b R S 1gM i & s
ANAN [) £ 28 DL R [R] — T 0 25 1) B 0 5 o B 1TV
IgM & 75 EL A A [R] 1Y) B A3 30 4 do R 0 7 gk — 0
5T

BRI IR BT R IR T RN T B —
b e R A R AL R, S R =2 B k) 1)
R B, DL SR A ZE A Sephadex F1 B g ¥
g Bl ) Sepharose fi ok 4t AR 6 = iz A H
B R 4> F el IE Rl . A 2l Ak i 1gM 77 10,
IS & 2 11 72 SephadexG-200 HE K}, 56 J5 46
A0 T R 3 b B A IR B TgM T, 8T
TgM ™, B I 555 IR Jok 860 1 TgM e, B8 (1 i 37 4
R A N %%, Rid SephadexG-200 1K} iF 75
Wz BB, MR % " 4 Sepharose-4B 5t &
TR ENT AT DEAE-52 B 128 4 AT e & A FH fifh
TR 68 1M A ER R A AR SS  FAH [F)
W) R AL T B SR G R ER R . £ 5%
& RdvE= P 5B H DEAE-52 B ¥ A8
Sepharose-6B &t 2 it I8 P 20 R AT 44k T i R 2
{8 L7 AR B2 B b o 25 S5 1 7 BF 1ML 3 T 1Y) TgMLs
M P RE B UG, Sepharose-6B 1R 5 R M EAL
F Sepharose-4B, A 1Jf 37 K A Sepharose-6B 4li 1k,
75 ) f 2 4 TR A7 1L VE TgM ZH R R 56.03%, BE BT
—AUE BT 1 BRI Y, XA AR SE R
B AR 2R Sy B (A rh R AR
YERT.

B K AE FH = A 2 A 8 B 5 38 T A i /K 5 A

5K 2 18 15 KA 05859 A R R 5 &Ko F
MR A, B P I8 A R K AR JE AT a4k a1
IgM [RIE . ASER R RATE SE A A E R G
(TH-500 %4 ) F=AfR IR % T (M 1 mol/L &
0 mol/L) FIE LR [gM HIBE IR, Hik H
I3 B AR B BB BB B, 49 B0 8 LT 1gM Al
4 57.57%. SDS-PAGE 43 #7 27, B I8 24T 8l
BB KAE AT AT LR BR AR R B 2y, T2 5800
MRS, BT HRAEREN =&
AR R, W P AT R o i A ) R R — 2D
AT, B B, TR KA BT A & R WA
FE SR IR BT LA S 50K e e ik 8 JE AT 1) 56 — 0
Wi 5 L KAE AT A 305 o0 #RAR I A 45
IgM 4 70%.

Protein A 2 4 78 {6 %1 25 2K 1A 110 41 i B 1 4, mf
DU SRR 45 & 2 B 1gG 9> T AT ER S 1gM 4> 1 1Y
Fe B, 5 05% 5 R iz Oy i difh 7 5 4 6,
B A BE A D R o B 1LY 1gML IR0 BT A A,
TR A K 25 5 Protein A IS & RE I ZE . 5
SNERPRAE Mt A% 7 v R S A AL TR B R I
1) 1gMo TEATFFUH ST A 8 mL 2 f i 5 1135
il T 4 mg A A ) IgM, 3T ELAS 31 i 5 48 ok 67 1.
T IgM 4T 5 m, B2 90%. /132 B S /S5 A
JE T TORE A 5 44 BT PR, T 2% 02 122065 s 2R R0 58 A R )
0, TET TIAE. SEREMEi i IgM 1E A —
TUHT e AR BN RS 202 N, Bk Protein A 4
W H AR LR IR T35 1M i alifh, Bl g
75 P SR MBP SEMUEHT 2 B T B SR I
FEERE 1, (B RIS Y R MBP S A1EAT 4L
% 115 TgM B 15 S 25 AR AL, I AN PNE S IL
ELA T R 55 S TG 25 FZ T LK S 3% 25 FUZ BT
Xof e I35 TgM A4k 250 R

SRR, Bd# ] Sepharose-6B %t iR i U&=
7 5% /& Phenyl Sepharose FF 5 /K /E F JZ 4T X # &
7 135 1gM 2R A IR, (B 2 W3 B a (i ik
A T LUK B30 5 2 1 R, T X SR A
WK, EE MR, TR A . TS 2T
AR T RN fR B it — 44
(1) G 32 b F2 T 480 oA B A, LY b bR AT AS Ry B AT
TS, I HAF B W S B LA R . B
A& rProtein A 5535 T E AT EMA & B &, A8 H A7
B, W AR 2RI 1gM 45 & B IR e 2 5,
Eb A3 A S 3 = /NS4
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5%

A AJF 37 ] A rProtein A Sepharose 35 #l1 JZ #7 4li
b 1B BE R B 1137 1gM 4% T SR PTIMIE, £ ELISA
I, 0 A0 R IR F) 12 25600, Western Blot
M2 oR, A& P IE B A B i g ok, s
T Y8 A ) B A i o I (1) R B 4%, 3K FT g A2 FH
BRBEI G g SRR 59, B A ARSI AE i 1Y B 6 R
7 MG T7E 80 CIRAEIT A, BB 2 TEL. M
) B AR 4 R B A% I R BT s AR R . AN
YN R A% T R B R S R A R A SR P LY
AT AR JEC A ) R 8 e N 2 K, A0 T
e T A R AR G2 2 T TR 4T T R AT 24
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Purification of serum IgM in Acanthopagrus latus and preparation of rabbit sera
anti-IgM

LIU Zhen-xing""*, ZHANG Dian-chang', SU Tian-feng', GONG Shi-yuan®, JIANG Shi-gui'

(1. South China Sea Fisheries Research Institute, Chinese Academy of Fishery Sciences, Guangzhou 510300, China; 2.Huazhong
Agricultural University, Wuhan 430070, China)

Abstract: The serum IgM of Acanthopagrus latus was purified by using Sepharose-6B gel filtration
chromatography, Phenyl Sepharose FF hydrophobic interaction chromatography and rProtein A Sepharose
affinity chromatography. The purified IgM obtained through the three methods was then compared. By the
methods of Sepharose-6B gel filtration chromatography and Phenyl Sepharose FF hydrophobic interaction
chromatography the IgM was obtained at the purity of only 56%. While through combination of Sepharose-6B
gel filtration chromatography and Phenyl Sepharose FF hydrophobic interaction chromatography, we obtained a
bit higher purity at about 69%. The purity reached approximately 89% when using rProtein A Sepharose affinity
chromatography. However, the rProtein A Sepharose affinity chromatography suffered relatively high cost.
Sepharose-6B gel filtration chromatography and Phenyl Sepharose FF hydrophobic interaction chromatography
could be good choices for the purification of the IgM in terms of cost and performance. It was revealed that
molecular weights of the heavy- and light- chains of IgM were 73.6 and 26.5kD, respectively. The 1gM purified by
rProtein A Sepharose affinity, chromatography was used to prepare rabbit anti-IgM sera. The antibody activity of
anti-sera was tested by Western Blot and double agar diffusion. Indirect ELISA revealed that the anti-serum titer
reached 1 : 25 600. It is considered that the purified IgM and developed anti-sera provide a foundation for further
studies in relation to fish immune response. [ Journal of Fishery Sciences of China, 2008,15(1) : 129-135]
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