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BEBREXZELEEIDERABRLEZANEELARERG, TRESXFREE HTED
RA BN B REE, TRTELAFELRFRERNBR . EXBNAAERRER
AR, ML N-Z B £ % % # # ( N-Acetyl-D-glucosamine , GlcNac ) b 2 & #] & 7 Sepharose
AB (T ENMAE, THEMLLFELFRER; FREAFELIEFMENEE, M 0.45 mol/L
NaCl % i, BRI A RBREFERWE -G ZRMEREF L E N L FREEHRN 32.6
f%,SDS-PAGE B R FE8Tku fn 79 ku £ EE 4 o WA FREE £ %% BALB/c MR,
ZHRBE ERFLEREBRB2ETHRITRELUFEEFETWARRZI B AR, 25
J A ELISA 34 % 1:10% ~ 15 10% ; 3 470 ¥ 48 5 M 400 400 3 208 48 5 v OB, o 358 940 480 3040
1:32~1:64, TR ER KR T HEFH N Gl A, e HZ W EX AL THR KL 687 ku.79
ku BERAREREFEAE AR R L LR T ER DR C B RLE, EREFRERFEE
A T RURL 48 W 40 J OBk e 3 R 40 MO 2 e RE o

KR EAFTEBRER; FMEN; 2 BHK; HERETL

B S %S S 917

BEE R (lectin) B —RXHe E AR EERA
G55 NI | BE 1 BR BE AR A HE 3 Wy i 40 g 70
FUCTRAE YA 2 B R RV B E
49" . EERBIRER, BERETEHS
VIR RE RGP A B ML, W EE
BEE SRR IR T ZeBioK LB 9, XM R AR
YrEHEATIE TR A, WA T 40 i WA ok
Y, B R Hopth g % I T B AL R R R AR
WHARBER R X R e ML EL 48 SR & B
IBHREENEX,

H Rt & ( Tachypleus tridentatus ) | 1 X #F
( Litopenaeus setiferus) BER R BT AB N RE, B
ERT ARG ERENERER, FERFEXAF
HRERRAG LB REREL"  BEE
& (Scylla serrata) BEE R IBBME A MAIRE ",
EERFEFEZ SR TR, BERRE

15,48 H #A : 2008-08-17

&5 5 #A : 2008-11-03

NEKFRIRAD A

AREERENERFRAER T, ETEIRRR
BRGNP A E RN, fEE7ERT
BTy B AR MEIE R T H &R
ERNRE IR AP A LBERRH & T 89/
REATIREDL, U BB SRR R M — BB
RAI R

1 ME5k

1.1 scugsrst

Y EEHTFEWTHIE=RE
Biyy, RHE (150 £20) g; 323 A BALB/c ICR
ANEHTVE 22 G T LA SE R S L

RETh R 5 A H N-Z. B B B W Ak (N-
Acetyl-D-glucosamine, GlcNac ), B 2 — &
(PEG) ,fBIR e &M, AE kA Sigma =
i ; CNBr 75 4k Sepharose 4B 4 Pharmacia 7= i ;

BT E WA EARHE BT H (2005C12038) s ML A MRHEES (Y307479)
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HT ,HAT ,DMEM 3572 B Gibeo; I I i,
7 & (1gGl, IgG2a, IgG2b, IgG3, PNPP) X
Southen Biotech 7= 5 ; 2231 Bl IgG-AP, IgG-HRP,
IgG-FITC, 437K — % (OPD) , NBT/BCIP & 4%
H &M B4R AT ; Fidk 4 i iE (FCS) 14 B HiM
MUZ=FH AR ; HAh 2 w308 B 7 4 7 46 5 Alserver
PR\ Tris-HC1, PBS &5 H FY 50 S #% SCHBR[9 ] B2
il o

EEZNE BioRad BioLogic LP H k&2
& % ; BioRad SmartSpec 3000 % B2 & H M &
{X ; Bio-Rad model 550 BgHR{X . I H IR B 5%
X%y BioRad 7= ; %5 6 WA EE XSZ-HS7 HHE K
EEAER T
1.2 |REFEMBFAIHE

FATESASTE SR 4 75 28 20 B 50T e kA il B i
WER,4 CHEHHIME,8 000 t/min BE.L> 5
min, ZE E R0, -20 CTRESEH,
1.3 BERERHRN

Pl 1 mmol/L HCl ¥ ¥ CNBr 7% 4k i
Sepharose 4B #5K, 10 fE AR G U BE 5 , 5
200 mmol/L N-Z B EH B HILER G 4 THRE.
L1 moV/L — Z 2R Ef ] 2 h, L1 0. 05 mol/L
Tris-HC1{ & 1 mol/L NaCl pH 8.0) f1 0. 05 mol/
L HEBREWH (3 1 mol/L NaCl,pH 3.5) 32&
YR8 WG AL, P 10 A5H KRR 0. 05 mol/L
Tris-HC1( %5 0. 15 mol/L NaCl,pH 7. 2) np ¥k &
J o

FHMBEHTE BioRad KEEHT RGE H HEFT, 2
mL B E B ME EFEJS, L) 0. 05 mol/L Tris-
HCIL, %% 1.5 ~2 mL/ min PERZEH, E A. U.
280 nm /T 0. 005, A 0. 05 mol/L Tris-HC1( &
0.45 mol/L NaCl,pH 8. 0) Bt it 31 & ph i,
FE A5 B VR B vk B, 7] B AR /0 B ot 48 g e )
BB MLBERUNY , A I MLBERCH B8 B & HIE1E
A BER R TR
1.4 /JMNREE

DAGiALBEER RIS AR IR SE M 7 40 3
5  JBRE BT 2 A S % BALB/c /p KL,
2HEH 30 wg; UG ERP AL KA TELE
FFABRE R, 7] BTSN RUNGERSRE , S &
5359 50 ng 100 g, Bi-EHT 3 d LI H 200 pg
JE TS IR S

1.5 Hfama58hnimE

WAL B /)N L T0 B /0 B R , 4% 4 i
B, 5/ R EBE4IE SP2/0 UL 4:1 ARG
J&,37 TR, BRINA 1 mL 37 CHIBHI R
Z Wi (PEG) ; # & 30 s /7, L\ DMEM # B & 1
N, BE 10 min; 800 r/min B .0, A& HAT,
20% FCS f¥) DMEM &, I AS57A 7% 40 M iy 3
Fith$,37 T,5% CO, #EFH,

LU#E ELISA Jriskili s i, i 8 FH it
FL, DU BRAR Rk 2o FH 1 L 2% 3808 40 i k47 B o
REAk 3B , 01 675 2] B B T e 40 ik , I8/
RAEK o
1.6 [E# ELISA i#I8

PL10 wg/mL ZE4LBEER 2 AR, 4. 100 pL,
4 CiE; Lh 200 wL 1% BSA 37 CTHH 1 h,
PBST(0.05% Tween-20) $£¥% 3 YK MAFE LiE
100 pL,37 CHHEE 1 h,PBST ¥ 3 ¥ IMA XD
IgG-HRP H#£&(1:1 000) 100 pL,37 T/ 1 h
J& PBST ¥k 3 ¥, I A 42K — % (OPD) &.£4,10
min 5 A 2 mol/L H,S0, & ik, M & %& 1L
OD 4501
1.7 BHTREEEE

Sk F§ Southen Biotech /)y { BAPL I B F &
KESBTWE, FEHBNT . diLBEL£RLL 10
wg/mL G, A B 2 FLI K, 37 TR 1 b
J&, i A Southen Biotech 3% Bl & W &Y (1gGl,
IgG2a,1gG2b,1gG3 . 1gM) B BEEREEAR i B A 5
37 CH% 1 h 5,0l PNPP ARY B &, T E
ODe. o
1.8 HH Y Western-blotting

ZEER9] M % 0. 75 mm RESE
SDS-PAGE [, ¥R 48 It 4% , 43 BE X 12% ;5 43 Hl| 3k
TREFRMSERERM( LEZPBRPATH
HPEEFRAEFEN , AE B ) T B SDS-PAGE H
WK, HE 90 V Mk, HIK/G 20 V R THE 2 g
BRAFHYERE |, DL 10% AR 35S P 7, AT &5 5
TR H K —4, IeG-AP 25 —#i, NBT/BCIP &
@,
1.9 HBHRRENFILE

B B8 7k B TBS (0.05 mol/L Tris-HCI,
0.15 mol/L NaCl, pH 7.2)/E2 {EHE BB, 45
GHEEIMIEL, TBS MRE 4 NEERNA,37 TR
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Bl h,IMA 2% (V/V) /NRILAHHE , WEEEC 3% 1L
BREEEHM
1.10 m#EBHAMEAEERERIAERE

Alserver R PLEETHM T B MK B W )5,
3 000 r/min BE.0> 5 min 153 Mk E 40, 2R3 £k
KEOTEYE 3 WRR A T4, vKH BZ[E % 10 min

MiEH 32.6 f5(FK 1), XTUEM ™= ¥iH1T SDS-
PAGE H3k, & 4% R250 ¥4, A BandScan
RKHHESFE. HE2 W0, EEEIERIR
£/ F SDSP-AGE H k45 2 87~ 150 ku,87 ku

79 ku3 KA ECELBEERRELAG T ER
87 ku.82 ku.79 ku M1 75 ku 4 &4,

Ja R ICHR [ 12 ] AR S BER L e £ xl E-2

2 2 2.00 BAE i 200 ’E =

250 80 g
2.1 MmEFRERHEN §§ QL ) R fahfuty 30 Qrig’

FIA GlcNAc # 4 Sepharose 4B EFETAE 10 15 20 25 30 35 40 % 3
R A S RIS, RA 0. 05 mol/L " /min tine
Tris-HCI{ & 0. 45 mol/L NaCl,pH 8.0) ¥k i 31k
e 9 B 1l ES5EmMEFREREHHE
YL, T RGeS R — g (B 1), He#
b N B9.0. 45 mol/L NaCl Fig.1 Elution curve of
A YRR BRI, S RE hemolymph lectin of S. serrata
VeI BER 5154 173.9 U/mg BH, hHEE
x1 EEEFENFRERRNER
Tab.1 Purification of hemolymph lectin of S. serrata
BEEIET1(U)
BEA(mg)  BR(mL) TR MR REA(UmE)  RERK
total protein volume activity total activity specific activity  purification fold
M. 80 0.5 512 10 240 128 —
serum
Gl 0.23 3 8 960 4173.9 32.6

eluted products

~— 150 ku

a7. 4 ku 87 ku
82k

6. 2 ku s T9ku
T ku

43 ku

31 ku

20,1 ku
14. 4 ku

H2 |EBEMERSER SDS-PAGE ik
1. BE 5T Makers;2. JERFEEMT ;3,4 BRFMET
Fig.2 SDS-PAGE of hemolymph lectin of S. serrata
Lane 1. oprotein markers; Lane 2. non-reducing
condition ; Lane 3,4. reducing condition

2.2 BEENHFHNRELET
PR S P B R R R S, B B
AR, LA ELISA ks il BB K i i
X SRR IR, & BAPLRE A ELISA R B A4AE
1:10* ~1:10°{ 3 2}, F Southen Biotech /[ [, 28
ITREEREEESRTRES G,

®R2 BRENKUHETH
Tab.2 The titers of ELISA and the subtypes of mAbs

e ELISA Fffr R

mAks titers of ELISA isotype
BR:2 L1 Ig G
EE2-2 L:10# Ig G
EF3-23 L:10# Ig G
EGi-4 L:10# Ig G
EGi-1 L:10# Ig G
GD4-2 L1 Ig G
GD4-1 1:10* Ig G1

2,3 BSEEEH{E Western-blotting 5 R
BERALVEERERFEMIERFEAG T HST
ik, 2530455 Western-blotting 45 52 L [
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3, R, IR HIEERARMT , BrCESTAY
454 87 ku F179 ku WA, BXHERRAMHFT
f9 150 ku FIEJRARMF T 9 82 ku 79 ku KA TGS
A RET, I BA %ok B i 7% 10 BAPL RE 1T Western-
blotting , & BR 4 B2 EI AR, R R LA B I
GOk SR

B3 HisEsER B 5% EH {F Western-blotting 455
L. BAtEmiE * ;2. BE&MT EE8-2;3. ERFHRMAT
EE8-2;4. BT BF8-2;5. JEFRAMT BF8-2
Fig.3 Western-blotting of mAbs against
lectin of S. serrata
1. negative serum control;2. EE8-2 under reducing condition;
3. EE8-2 under non-reducing condition; 4. BF8-2 under reducing

condition; 5. BF8-2 under non-reducing condition

2.4 BHpRESMEIER

PRI B R B 3 MR HADTHEAT BELR AW I 5K
%, £ R K 3, R I B K BF8-2 ,BFS-
2-3 EG4-4 ¥ A B i BE W RIRCR , K+ BFS-
2-3 .EG4-4 BBERAM B Oy 1: 645 IE /) R
TEE 1 2 B E] 7 A ol 5 Y I A 5 1k BE SR A 4
TBS 7 B A7 78 Xt 75 %8 1 75 1Y B8 S8 90 3 PR 42
SRZAAR R FIBRERRITE SRR
Pefr A, P AN AR R A BER TS MR

x3 BHRMHEXBLER
Tab.3 Monoclonal antibody inhibitation of S. serrata

FRAZ%L dilution

4L mAbs 2 4 8 16 32 64 128

TBS + + + + + o+ o+

BAHEMYE negative control -  + 4+ + + + +
BRB2 = - - - - - + o+

EG44 - - - - - +

EF823 = - - - - - - +

2.5 MHBHAMEEERENLEE

FAPLBER R U5 2 ML B 40 M HEA T S
PO, 55 MK B G 6, E R
FR B MR BEE R B O, S5 REH . HEMN
AL R B K M SR SRRSO , R /NBURLAH
FfEE A A 7] 5 325 B 440 B o) 240 SR T AR IR 5000
HNERTTHC. RNEBREERFAE TR
R B0 240 BB 5 i o B SR R R o, T B B 2
MEERER F E A RERE(E ),
3 g

Ak R R R s i
HEFEA WAREEZ R ZITHERR
. BEICEMFRETRERT ZHEE
R .CEMERE B E XI5 Penaeus chinensis )
[ A it OF { Ferneropenaeus efinensiz ) . |5 X 4F
FEZ RS T EEER R
JT18 Hi R Gk, Kawabata 20 3738 M & #4078
B 5 HAFGEEREREEER, X TEREER
PRENBLS R EERERTEALITEN
55 ku BEERE A E " UKD TR 10 ku EE
BERT . HMEA R B R RRAL A
KIE., BATBRERAATEREREN BT
L EMERED EERBRBRERNES
ek, R R BT T,

EERIMI RS R A NEG T ENERER
/N LA MR BOREEE TE M HBEERR N N-&
BEELA 2B (GleNac ) BT, %9 GleNac B]
E5EBRERERESES . R GleNac HHLE,
55 CNBr {#H{LHY Sepharose 4B BEME SRR B T F
BEEZFRMENRA T E, 45REW, GleNac
BB T ERERAE RFNERESS
F1;E=MEH, i 0.4 ~0. 5 mol/L NaCl Tris-
HCL #EAT3E , 2 80— PRI , HLUE A4 A 8 R e
EEl, BR2REANEER ILE N A EFEMFR
32.6 1, R TETRIFHNH T HEERER
BIERE, 7EBEGR RIRBUERE 1, EE DIdifb iR
R NPLIRA R BALB/c /MR, 1 40 Bl A B2
HET 7 HDRIIBER R BRI DR, ELISA 3L
#% 1:10* ~1:10°, Western-blotting & 52 = B 8
HLAT 5 87 ku 79 ku BN E H G A LA AR
HEEEERNWMEER, RABNSEERT
TS a , B = BN S EERS S E L,
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EMBEERSRENSG S, MR BEE R4
HIBERIE R . ARSI & T B M T EERE

C kmEmm
5

o 7 4 - et m
@ & B I a e
o !‘/) 1‘ ° : = 3

L

J B e e

REPL, WS EREERRNAREMARML TE
BRI EERL

H4 EEFENHACHARBRERELE
1,3 9B TRG TR MM E 4102 ,4 S8R T X RE4R 4 A8 I itk 2 40

Fig.4 The indirect immunofluorescence of haemocytes of S. serrate

1, 3. haemocytes of S. serrate in bright-field; 2, 4. corresponding haemocytes in UV activated

RTRGHFEERZ N TR, ARES
RELR LHFERRER BN TR S5RATE
FRKE X, Mercy & IREHEBEERDTHN
55 ku, iy 30 ku.25 ku WAL FE L B, X N-Z, B
¥ SR 1 M 454 s Kongtawelert " R 4 T
BEH(BSM) sEMZENT, L H ZREBRER 2T
BRH0ku MEEER., £FH L N-ZBUEHEREK A
o, £ MEHT.0.5 mol/L NaCl ¢ Tris-HCl
AR A RERELEN R —YBE, SR
SDS-PAGE a3k 72K, 5 0k Bt 7= M 76 ¥ i i 2
IR &M, RIR 4T SDS-PAGE Hi 3k /57153 3
4 AN45H5.87 ku 82 ku.79 ku.75 ku, H 87 ku,79
ku 4 REEAHS  FEARETE L BEAHE IR
JE4& T SDS-PAGE 8% 150 ku.87 ku.79 ku 3
AN R EI S R B, BB RE R AT 5 87 ku
M79 ku BRI ER, WX MEQGFAEMFE
BIHL IR RE 7 5 [ B BT 4 il R 4R SL B 9 45 SR

SR, BB RBAE T ok 4 40 ) 75 I 3 X/ B 4
MURGBESR , BT LA 87 ku 1 79 ku B ER H7E I
HPEIERIER, VEEZTEMERERWE
B, WA MEREREOERA MRS R
EEEARNEER, & VEERWFERNK
MEBRMIES, RAFH— SR, HIKER
WR,150 ku WEHBE ZWEHM. HTIERE
JFARZAT SDS-PAGE 1, A& 3B R JEH , & AR
KERTE, BEARESHNEHMNERS—ERE
bRk ISR, EE N EA RS T EE
KRB, 150 ku f 54 A& W3 5T
BEEELBETS RSB ERARIS ST
TrE—2B B ST

YEE R R BESE R Bl R e 5Ot e X 48
GEEMMEAREET T RBERNY SN, &
ST IR B | /NTURL A 3% BA 40 i i R 42
R AR ; KBURLA /)N BURL4H g 3 kL 2 58
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U, Wio% W 40 M9t R e MU IR
A [ 2 it 946 B2 40 D 9 58 £ 3R 00 A 22 5 T BB K
B REIIRA X, EHAREES 55E
MERE A" R E R R T B
FETIRBUER A F T EER T WEHELT s BURL4H Mg
H R BURL 1 0 S SR A R YIRS T , e B0k
FRERFHHE T ERAMMKERE T, HRE
BINFIRIBA R BRI S . AR B AY
BER R MES, AR F Mk B AR &
PUBRR R AE SR TER B R,
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Isolation and preparations of monoclonal antibodies against
lectin from mud crab, Scylla serrata

HAO Ke'”?, QIAN Dong”, LIU Wen®, PAN Qing-qing”"*

(1. Faculty of Life Sicence and Biotechnology ,Ningbo University, Ningbo 315211, China;
2. Zhejiang Institute of Freshwater Fisheries, Huzhou 313001, China;
3. Sanmen Bureau of Ocean and Fisheries, Sanmen 317100, China)

Abstract ; Lectin plays an important role in non-specific immunity of invertebrates by including bacterial
agglutination, nonself-recognition, as opsonin and enhancing cell phagocytosis. In this paper, the author
reported the purification and monoclonal antibodies ( mAbs) preparation of lectin from mud crab, Scylla
serrata, as well as the application of mAbs for lectin location by indirect immunofluorescence. Lectin was
isolated from hemolymph of mud crab by affinity chromatography using Sepharose 4B coupled with N-
Acetyl-D-glucosamine (GlcNac) which could specifically bind to mud crab lectin. The serum of S. serrata
was applied to the column and the lectin binding to the column could be eluted by 0. 45 mol/L NaCl Tris-
HCI buffer with a single peak. The agglutinating specific activity of elution peak was equated 32. 6 times of
original serum, and SDS-PAGE showed the two main components of lectin with 87 ku and 79 ku. Seven
hybridoma cell lines named BF8-2 etc. , secreting antibodies against mud crab lectin, were prepared by
hybridoma technique. Ascitic fluids of mAbs were 1: 10* —1: 10 titers of indirect-ELISA by coated purified
lectin. The mAbs could inhibit the hemagglutination of mud crab lectin with 1: 32 —1: 64 titers. The Ig
isotype for all seven mAbs were IgGl. The Western blots displayed that the mAbs specifically binded to the
bands of 87 ku and 79 ku. Haemocytes of S. serrata were used for location of lectin by using indirect
immunofluorescence technology; the results suggested that lectin is mainly distributed in the granules of
granule hemocyte and the membrane of hyaline hemocyte.

Key words: Scylla serrata; lecting affinity chromatography; monoclonal antibody; indirect

immunofluorescence



