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WE: J T e R kA IgM, R KA B £ D5 & F R 8 IgM 8y % K% R
JREHAT T A7, R4 GenBank K thir é8 IgM E# B E X , SR AN BEEFHMER, X
THA T ¥ A IgM X E 5] 4, Wi 8 3 5 RNA 48 4 4 A4, | Al RT-PCR 77 i ¥
AN IgM 4B K oA E R &, 8K k% R4k pET27b, Al X 7 AT &
Rosetta ¥ /T & ik ., SDS-PAGE X HPLC # R % 7~ , 4 fb G 4 1y IgM kK /N4 % 47.7 ku, B
HELE 0%, FIAEF A& R MEE ELISA o MERE &, T4l & A M E 5 R
RPT R R E 1gM & A B R R 1:40 000, 5 4r 44 7% 48 BUH 4 K IgM R R
1:20000 F EERHFREITERBME. ARKA, ZH [gM & A 5 b0 8 f g 8 X% IgM
FEHECRERANNEN AALRF SN AR D ERG S a P XL IgM X &

HE 5 ROBL
KA b TIgM; EE R £ i iE
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FH I 2 448 L 7 A= 1 RT 55 60 I 19 0 st R A R S
AW RRERRIE 7 0 R R AR S 0 HE B
Yy B R H A e RGERRE AT DLy 2R AN R 28 AL 1Y) fo i
BREE T, W 1gM T 1gD™ (1gZ" 1gT A, Hep
IgM 2 0 25 S s P i BB s Bk
HFLS Y)Y 1gM LR RARAAAE 281 1eM £
LADU SR AR I U7 AE B i 2 AR (L &) Al 2
SREHE(H BE) BT 2 B 5400 2o % 2 57 4
ASFRAA % L — A DY SRR, 4 F il 700 ~ 800
ku'' s ARSI Ok F ik Al Ak T AR S 1 1gM
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AR E] T, HHME Tag DNA S5 R & 14 4%
TR N VI TPTG (57 N 56 i AX-B-D-2E FL 1)
FI TaKaRa 23 ) ; f Q58 42 ) L o TGOS 58 4 A 37
Wy H Sigma 2y A ; HRP #5710 19 1 % 1eG 1 A
Abcam A #] 3 K FF B IM109 | Rosetta , 3 3K 2k &
pET-27b Jg A 52 45 5 O A7 3 Ho Al Ak 27 150 4 23 #r
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HAE GenBank H iy 5t iy i i TeM 25 [ 1) &
HEIE R 7 51 (& 5k 5 : S63348 ) , Fi| il DNAStar 6.0
(Protean ) Z £ 73# 1gM 2 [ #4 5 6 15 5 X5 1) H]
Primer Premier 5.0 %1 F IgM f5 & X E K
By Hw sy, BdrslY PLAEA Neo 1 HU)N7
M. 5'-CCATGGGAGCCTCCCTCACCTTCAAA-
TGG-3', File5| 4 P2 #4 BamH 1 WHEIAL 5 .5 -
GGATCCTCAATCAATAAGCCAA-GCC-3', 5| ¥
H I 2R U5 AT A2 ) 2 W) 6 1o
1.3 s IgM SHEFRRFENRE

T I At B 11 T 5, e B RINA 48 Bt 7 6 1t B
P Y 7 R T 5 5K B RNA AT 4R B, A 5
Y1 P11 P2 X2 HUS 1Y RNA 47 RT-PCR — 2
S5 R SR AT HE TeML w45 B TR, 8 B ) ) PCR
7 B I 1T it ) & el e st Ak H Y R B [l
Ja i) i Be 5 pMDI8-T simple 44K % i , 3% 44 )5 1
77 ¥) pMDI18-T-1gM # 4L K A1 1 IM109 J& 52 25
AN, AT LB PR EZA N EER) , PR R
B IR G AT T PCR 5 o S8 1R A 1y FH
BT v 28 JBURL B RO ) 6 $2 USRS R AT I o
1.4 EAHEREHE pET27b-IgM 3

H % 2 IE 4 (9 pMD18-T-IgM Jii ki Fl pET-
27b AR A Neco 1 Fl BamH 1 XU, 7=
Yy 53 531 ) FE 6 g Il it R0 8 Il e sk ), F 16 €
R, RS 7 Y pET-27b-1gM # 4k
IM109 K AT B SZ S 20 0L, ik A T LB Pl (3%
RIRER) 37 CHFRS RGP, 5 K5
I $& BOBTRL HEA T BURE V) 45 5E
1.5 #HEMIgMEANRERGK

BAaag IgM & & o) R & W S8 TR Y
PET-27b-TgM 41 I i b 3 FF 4 Rosetta J&
ZA, YRR R I TS A RR% R Y 20 mL LB
WARRE SR 37 CHi3: 8 ~ 10 h J5, L) 12100 4
T RARE R 19 500 mL LB i 14 55 55
37 CTHEF ;24 OD fHH 0.3 ~0.4 I, il A IPTG
FLIRIE N 0.25 mmol/L T 1eM 2 1119 ¥ &
ik, TIHETE ABE AR 2.3.4.5.6 h 7}
BRE,4 C .12 000 r/min &.0> 5 min, JLIE 4L PBS
VR R HE T s v R AT R R R R S Y
757 BV B UL TE 48 SDS-PAGE HL K 43 7,
1 25 R s B O o

B A2 [gM & & 6 shfb $:1:100 14 ke
{6 &4 pET-27b-1gM H 2 BURE ) Rosetta 7
e T & RABE R A 500 mL LB 1AK% F5 H
37 THi3 & OD, il 0.3 ~0.4 BF, i A IPTG
BLAYE N 0.25 mmol/L #HA7 1gM 4 H 1Y 75 3
#iK,5h 54 T .12 000 r/min B.0> 5 min Y35
A, 1 PBS V¥R H BT, AV B B2 1
mg/mL,4 C/E 40 ~60 min J5 x B %L 3 K.
R FH R 75 0 B AR S UK I B 4 TR A4 U, 4 C (12 000
r/min &0 10 min, JLIE T A 2 mol/L 1 JR &k
U3 W K UER S MUTTE R 8 mol/L (IR & #E 17
ViR, 4 CHER] 10 h J5 22148 fin A 30 £ IR R 2
mol/L JREVEW ,4 CHEM 10 h J5 R ABEHAET
PBS(pH 8.0) iz #fr 24 h, i [E] ik 1 ¥k, ¥ i 4
JEWEB T 4 €T .12 000 t/min Z.0> 15 min, W B
EVEW . BT EIE W 1T SDS-PAGE Hi ik 73 #r
S HPLC i il 25 H 46 .

1.6 #HEm IgM EFHMFRNH &

SR AR T 2 RS R HTTE 2 KB
B (2 ~3 kg) W7 LM % 1gM A pT g, & 2
FRBWHPE 1gM HE T84 1 mg/kg, 555
10 KA 1, e 3 I, B IRk 2k
JE Y IgM 35 15 95 1R 58 24k 7 4 R FRUIR & 3L 1k
JE ST, BATEX BETE S PBS 5 4l R 58 4] .
A2 YR 1gM 3R F 5 90 IO 58 4 A7), 6 BR2H
Jy PBS 5 i [RAN 58 A5 . He 3% 45 5 0 JiE B
1,37 CHE 1 h 5,4 CHEEA AT oI
3% TR R BI04, B AE JEAT ELISA A5 I H &%
AR HARAFE T - 80 CUkAf .

1.7 SHsTsEE#EIEH IgM 1F 0 B4l

FHALBIOBORF A 65 1 T 2 Y 1eM e A BE Y
afifb iy IgM i B 2 20 pg/mL, fin A B A5 Al h
4 CHPER, I 5308 7 25 X BB 9 X B
LW AR BRI 5% R W3 A 37 °C 3] 60
min J, il A 0.01 mol/L [ PBST ¥ 3% i A5 #l 3
UGBS ming P S AR BE R S A9 BT 1M
T, BT R4 n A PBS, 37 CAEH 60 min J5 fil
A PBST PRk Mibrti 3 K. fil A HRP Fric 1Y ¥
Pt 18G,37 CHEM 60 min J5 P& [F b AL
AEH H,0, 1 TMB JEY) K, 37 C it & & 30
min J5, 55 AL R (2 mol/L i iR ) £ 1k
BCRE, T B AR AL T 450 nm KT A OD
fHo 4 (FHMEIMTE OD,s, — 25 1 fL OD,y, )/ (B £

http : // www. scxuebao. cn



8 3] Bt L TgMER B E S XA 2 3k A G B L ) ) A 1177

Iﬂli% OD450 - § EI}L 0D450) >2 1 Erj‘v Fﬁﬁ:mlf(%g%
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2.1 IgM ZEAMFEAKERIREESH

A% GenBank Hr it si (1) 4T i IgM 2 (4 1Y) &
Bt 2 X B P 8, Jf 45 £+ DNAStar 6. 0
(Protean) Xf TgM 47 3 K M S 35 11 WE %43 B7 (&
1) ASHIFSEHE L T i 55 K XM s & Bt i 36 A6 1y i
[ X B HLHEAT R R0k o

2.2 HEWIgM E#EERHREERREHME
ok iafed

DAL SK B S A RNA Sy Bl , P1 A P2 73
B b LRSI H AR R TS B
AT 1% BRI I o 0 A &5 2R 2/, PCR
Yo B — R SRR AR, KN D 1302 bp, 5 H
(4 7 BO/IMHAT (18] 2) o 5 I 1y T8 8 19 7 BEE 4%
PET-27b A, e AL K 1 i IM109 & 32 25 41 it
SRR BEAT WU D) 2 E o RS H R T BeA AT
(1&13) , 3 pET-27b-IgM 41 FOi A4 d 1 5 o
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IgM ZEEMTLIR R A REKIEDH
Fig.1 The hydrophobicity and surface probability analysis of IgM protein

M 1 2

bp
2 000

1 000

2 IgM EEYEFWEIKE
M. DL2000 43 ¥k brifi; 1. BIFERS B 2. [gM 5P 7 Bt
Fig.2 Agrose gel analysis of IgM PCR products
M. DL2000 DNA marker; 1. negative control; 2. PCR product of IgM

1 2 M

bp
2 000
1 000

E 3 pET-27b-IgM EHFRHEILE
M. DL2000 4% F &t 47 5 1. pET-27b-IgM i 41 i ki ; 2. XL
DJJ5 ) pET-27b-1gM T 24 JFkL
Fig.3 Identification of pET-27b-IgM by dual-digestion
M. DL2000 DNA marker; 1. recombinant plasmid; 2. dual-

digestion plasmid

2.3 BHERIgM HWIESRIE

PS5 2.3.4.5.6 hJi5 i B IR 1 5
O, 53 TSR X IUTE#EFT SDS-PAGE HL K 4347
gL R 78 37 € IPTG £k R 0.25 mmol/L
TGRS 7 40 ~ 55 ku Z [A]F W] 2 A FF 7 2knly
TR (SR ALEE 47.7 H4F) ;B S h W H
HERRIK BB HERME (K 4) ;1 SDS-PAGE 1]
PIE W, HR9EE FEAETE T (B S) , Ui 1gM 4R
H FE 2 R IE T80k

B4 AEFSHETENEENRIE
M. EH G T RRE; 1 RIESHEBEH; 2~6. %2~
6 /5 H A E A

Fig.4 IgM expression induced for different times

M. protein marker; 1. uninduced bacteria; 2 - 6. protein

expression induced for 2 -6 h
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M. EASTHEARE; 1 RESFEELER; 2. K5 R AR
WG B s 3. RS RIS ULNE s 4. U5 5 )5 MR I 1A AL
B S5 SRR L 6. 5 5 W i IR UTTE
Fig.5 Soluble analysis of IgM protein

M. protein marker; 1. uninduced bacteria; 2. supernatant of
uninduced bacteria; 3. sediment of uninduced bacteria; 4.

supernatant of induced bacteria; 5. sediment of induced bacteria

2.4 #HEHIgM ERH4L

B B AR UK i WA, T UE I SEH PBS PR 3
U, PRI SR VR % 3 K, B e I 8 R R
4 CHAZME 10 h 5 A 30 A5 PR B A% 52 4 W E AT 7
B, 4 CRIE10 h 5 B0 5 R UUHE, B3R
T PBS HiEHr 24 h J5 B0, B W 4T SDS-
PAGE H ik 73 #r , HPLC K3l 2 [ 2 )% . i SDS -

PAGE 25l LA B Y, & 28 vE (& 1 B 5 15 31
THHER) IgM 2 [, F H SDS-PAGE 1 %45 A
AT DL 2% 2 (1 (|8l 6-a) o 4 HPLC 43 #1 (& 6-
b) MR B AR K BB R S B B
Fb, 315 2l B AE 90% LA b, AT LU IgM
A =EINIIREROK IR
2.5 #ER IgM E 8 iE N B

Gr LA IR Al AL 5 i TgM 2R 1 B T 9 i 3
HEREU IgM SR B, DL A5 (08 S b 1 7 7E N
FHPE I 35, 37 % 1:500,1:1 000,1: 10 000,
1:20 000 .1:40 000 .1:80 000.1: 100 000 # B FH
ML E S — P, 64T ELISA £, 45 5% i,
2 (PHPE M ODys, — 45 FH L OD,5, ) / (B 1 1M 75
OD,;, - %5 F14L OD,5,) >2. 1 B}, P A B 58 R 3K
difk IgM 2 (09 B M R KRR R Rk
1:40 000 , i 4 T 68 11 75 $2 B 1gM ) BH P I 375 B
KA BEATECH 1:20 000 (& 7) , I H.BE & bt i
IR, OD 5 i KW (HZE A TH R o LA L4
UL, ST I T A {H RE % R Rk 4k i) IgM,
1 EL B8 9% AR 4 1 3 50 0 8 K 4R 1gM 3 & A 45 7
PRI R R o 2% S5 56 10 B, AR BIF T BTl A i AL
IgM 2 [ 5 f i i b ) R 8k 1gM 4 e e XL
T ALUAH ] 7 45 44

1743 H ILIgM 2R (04
IgM appear at 17 min

ku M 1

130

100 801

70 - 70+

55 <860-
5 401

35 D2
5-830-

25 $520_
2 10t

15 O

(@

0 2 4 6 8 1012 14 16 18 20 22 24 26 28 30

A1) / min

time

(b)

E6 #UEAIMEANAEETE
(a)IgM #y SDS-PAGE il ,M S 2 [ 4> TRt pnifis, 1. i fb 4 1gM; (b) F4 1gM & [ #9 HPLC K&l
Fig. 6 Purity identification of the purified recombinant IgM protein by SDS-PAGE and SEC-HPLC
(a) SDS-PAGE gel analysis of IgM, M. protein marker, 1. purified recombinant IgM; (b) analysis of IgM protein by SEC-HPLC

3 e

U T A0 2 i Ak i 2 Al AL L KK 7 FR A
F14 1o 3 e R, XoF R 2 B BE AR R BIE 9T AN H
T R B SR E B G e At B
P2 PR 55 0 T R Al [ B L Ay R A AR W) A g

feiie R 292 %y T 8 R i PR
9 11 5 R B T I R A f TgM
TE BT B A 2 1 HL A X T 4 5 BI7 i 0 R
M S B B AR L, A ) A
R TgM AR I B T A, Sy T 9 6 5 = AT 5T 21
E FE il o
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Fig.7 ELISA analysis of anti-serum

H AT EF ) £ 26 1My alifl )y ik 254 2 .
PGS B ER AT B8 T A2 T R I 2 B 4
RN SIS > &y Bt N =R N [E K
T AR BT ER AL B, T HL 44k 5 TR B, R
0 g K, B R A 5 5 A A
B A EMBEHN IgM BEA7aifb "7 X Fl gl
e R TF 1gM 52& 1 A B HE Sk M 4
RE, S EA MG O 1M & AN REB A Ak
AT 2R, DR T 7 8 SR S KR 0 I 37 , 9 L e & A5
BIE A AR, BT R R AR R
FFH K FF 1 % IgM BE47 B £ ik, a2k IgM
OFTEEMI S i, 5 I AT L T A X R
Wizt I H A SRR, U
HJE B A ™ A 1 2 2 Pt 1gM B SR B AR, (U
R IgM R BESTAR, R It , S WF 58 8 B 1gM
F R A 5 PR 9 0 G AT 223

AWFFEFI A pET 21k & G X #4619 1gM i
11323k . pET ik 2 500 L3235 7R R 26 7 1 55 st
EELER RN SEE A Z NN E
0 B R R 2 AL A Y R
AR BT 5E 45 5 DNAStar 6. 0 ( Protean ) % {4 X
IgM AT 36K P 2 22 T A A 20 7, e L T 85 &5 %
K DX Je 0 2 57 114 X B i PR X B k47 SRR
i, DA 5 9 A0S % /K X ke 4 i 4 P S R R R
TERIT B 23R, 3 v 2 0 R R, 13 B 5 4]
W IgM FAEE [ .

AT LWL IgM H 19 3E N K B i 1 5

PET-27b A J5 Xf b A7 5 @ R ik, 45 R 27n H
A9 2 1 AL R A 9 A7 A o T DR 2800 3 11 5
PEAT AR SRS AR E T o8 Al B EUE Y 1gM
HEEE A, IF HAE RS T 90% LA b o ABFFEA
FHEEAR 5 1) AT 375 O (1 TgM i & 1 G B O 1)
IgM 8 LS , I HA b AT 1 e, ih 25 21 m]
PAFE = B I 39 5 KO B A5 %0 1: 40 000,
TR A R e B R O R 1gM O R TR R AT
GBI 52 6 40 5 ML B9 10 9 4 A K AR TgM X
FLAEAT 7RI 25 2R SR Al A g 42 A
TgM 4 R It 39 f K B A% % 1020 000 Jf: H.
22 B T AR W S P A 9 R T
i AMARERE RN F2 05 1 B 1M, T HL AE 98 1R 4
MR L 8 R AR TgML I 5 2 A R SV Y S
ARG UL, ki TgM HAE R A B IR
IR TgM H § A X B AT I LR [R] A4 254, 9 HL
I SR BT I AT LAFH T 0L 0 40 22 L 9F 5T P A )
FAFT 1gM A8 B o

W N T T RN i SN R (A 1)
fi§ TgM H 55 8 7 B, JF Hilil 46 150 1eM v Beiy
YT , o4 A 58 UL 68 TgM 3 76 ST G 5 S I
HR A s ML 5 ML R A S A 0 S BE BT R
BE FE il

5% 30k :
[1] SunDJ,Wang B Q. Aquaculture of Salmonids in

China[ J ]. Chinese Journal Fisheries,2010,23(2):

http : // www. scxuebao. cn



1180

P/ I

38 %

[3]

[4]

[5]

[7]

56 —63. [ FhRUL, £ 45 . &E B 28 & H 57 5 R
DL K= 24 R ,2010,23(2) 256 - 63. ]

Wang X X, Sun B J, Chang M X, et al. The
sequence and expression of the immunoglobulin M
heavy chain cDNA of Ctenopharyngodon idellus[J].
Journal of Fisheries of China,2008,32(1) .13 -20.
[ EJRRK, ANE S, B S, 55 5 g BREH M
4 5L R 11 50 B T 3R 3k K PR A 4R, 2008,32 (1)
13 -20. ]

Warr G W. The immunoglobulin genes of fish[ J].
Developmental & Comparative Immunology,1995,19
(1):1-12.

Hirono I,Nam B H, Enomoto J, ef al. Cloning and

characterization of a cDNA encoding Japanese

flounder Paralichthys olivaceus IgD [ J]. Fish &
Shellfish Immunology,2003,15(1) :63 -70.

Danilova N, Bussmann J, Jekosch K. The
immunoglobulin heavy-chain locus in zebrafish:
identification and expression of a previously
unknown isotype, immunoglobulin Z [ J ]. Nature

Immunology,2005,6(3) :295 - 302.
Hansen J D,Landis E D, Phillips R B. Discovery of
a unique Ig heavy-chain isotype ( IgT ) in rainbow
cell
[T].
Proceedings of the National Academy of Sciences of
the United States of America,2005,102(19) :6919
—-6924.

distinctive B
fish

trout; implications for a

developmental pathway in teleost

Wang D,Liu H B. A Rresearch on Ig heavy chain
constant region of five acipenseridae [ J]. Hereditas,
2006,28(10) : 1247 - 1253. [ T3k, X404 5 Fhéd
8 4 52 PR 1 S 0 E DX S BT AT 5t 4%, 2006, 28
(10) :1247 -1253. ]

Zhang Y A, Nie P, Wang Y P. cDNA sequence
encoding immunoglobulin M heavy chain of the
mandarin fish Siniperca chuatsi[ J]. Fish & Shellfish
Immunology,2003,14(5) ;477 - 480.

Jurd R D. Specialisation intheteleost and anuran
immuneresponse[ M] /M J Manning ,M F Tatner. A
comparative critique in fish immunology. London:
Academic Press,1985.

Hill B J. Infectious pancreatic necrosis virus and its
virulence[ M ]. London : Academic Press, 1982.
Amend D F, Yasutake W T, Mead R W. A
hematopoietic virus disease of rainbow trout and
sockeye salmon [ J]. Transactions of the American
Fisheries Society,1969,98(4) :796 —804.

Studer J,Janies D A. Global spread and evolution of

[14]

[15]

[16]

[17]

[18]

[19]

[20]

viral haemorrhagic septicaemia virus[ J]. Journal of
Fish Diseases,2011,34(10) :741 —747.

Crane M, Hyatt A. Viruses of fish; an overview of
significant pathogens [ J]. Viruses, 2011, 3 (11):
2025 -2046.

Lin T L, Chen Q, Yu F S, et al. Purification and
partial characterization of serum immunoglobulin in
Anguilla anguilla[ J]. Journal of Fisheries of China,
2001,25(1) :53 = 57. [ MK Je, BRom, AT ARk b, 55
WY L 7 S 958 ok A 1 2 Al KR 0 A 23 . K
e ,2001,25(1) 152 =57, ]

Zhang F M, Yang G W, Li G T, et al. Isolation,
purification and partial characterization of serum
immunoglobulin in sea bass( Lateolabrax japonicus)
[J]. Chinese Journal of Zoology,2004,39(5).9 -
12, [5lAm 2%, d SC, 245 [, 45 67 13 S0 3R 2
73 25 2 Ak B o R AT . 3 Ak ,2004,39
(5):9-12.]

Ding W D,Cao L P,Cao Z M. Purification of serum
IgM from grass carp ( Ctenopharyngodon idellus) and
preparation of rabbit sera anti-IgM [ J ]. Acta
Hydrobiologica Sinica,2010,34 (1) :164 —169. [ T
DS/ BT = < 1 R 1\ O - S O R 1
LBt i ¥ B ) & K AR A W oE 4k, 2010,34 (1)
164 - 169. ]

Yan Q P,Han Y F,Gao T X, et al. Purification of
serum IgM from large yellow croaker( Pseudosciaena
crocea) and preparation of rabbit sera anti-IgM [ J].
Jouranl of Fishery Science of China,2006,13(3) .
475 =479, [ ERPOAL, wh— MU, W R A, 4. R Il
T TeM 24k B H A i 3 1Yl 4. b K7 B
2006,13(3) :475 -479. ]

Shamblott M J, Litman G W. Genomic organization
and sequences of immunoglobulin light chain genes
in a primitive vertebrate suggest coevolution of
immunoglobulin gene organization[ J]. The European
Molecular Biology Organization Journal, 1989, 8
(12):3733 -3739.

van der Heijden M H,Rooijakkers J B,Booms G H,
et al. Production, characterisation and applicability of
monoclonal antibodies to European eel ( Anguilla
anguilla L. , 1758 ) immunoglobulin [ J ]. Veterinary
Immunology and Immunopathology, 1995,45 (1 -
2):151 - 164.

QiJY,Kan F M, Ye X L, etal. A bispecific
antibody against IL-13 and IL-17A is beneficial for
experimental rheumatoid arthritis [ J |. International

Immunopharmacology,2012,14(4) .770 - 778.

http : // www. scxuebao. cn



8 M X SOH, 45 T 8 TgM T R 1 A2 XY 2 2 K S BT I 3 14 ol 1181

[21] LiuL,Xu S Y,LiJ H,et al. Prokarotic expression, 429 -435. ]
purification and immune efficacy of VP6 protein of [22] Gu Z, Weidenhaupt M, Ivanova N, et al.
grass carp reovirus [ J ]. Journal of Fisheries of Chromatographic methods for the isolation of, and
China,2012,36(3) :429 —435. [ XK, I i 0%, 25 0 refolding of proteins from, Escherichia coli inclusion
28 HMAWM MR RTE VPe A MR LIk 4l bodies [ J ]. Protein Expression and Purification,
b B e B B R K 77 AR R, 2012, 36 (3): 2002,25(1) :174 - 179.

Expression and rabbit antisera preparation of
IgM heavy chain gene in rainbow trout( Oncorhynchus mykiss)

ZHAO lJingzhuang, XU Liming, LIU Miao, CAO Yongsheng,
YIN Jiasheng, LIU Hongbai, LU Tongyan "
(Heilongjiang River Fishery Research Institute ,Chinese Academy of Fishery Sciences,Harbin 150070, China)

Abstract; Rainbow trout, Oncorhynchus mykiss,is one of the cold water fishes cultured in our country,and
the intensification of culture of rainbow trout led to outbreak of several diseases which made the immune
system study a new research field. In this study,the truncated heavy chain of IgM was obtained by RT-PCR
from rainbow trout head-kidney RNA extracts and cloned into pET-27b vector. The predicted molecular
weight of recombinant IgM was approximately 47. 7 ku. After purification, the purity of recombinant IgM
reached approximately 90% confirmed by SDS-PAGE and HPLC analyses. The rabbit antisera against
recombinant truncated IgM in this study could react specifically with both natural IgM from rainbow trout
serum and the purified IgM in ELISA test. The titer of rabbit antisera against the recombinant truncated IgM
was 1:40 000, the natural IgM was 1:20 000 in an antiserum dose-dependent manner. These results indicated
that the recombinant IgM expressed in this study had the comparable structure with the natural IgM of the
rainbow trout serum. The results provide important experimental basis for trout immune system study and
related immunodetection of rainbow trout.
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