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(=] BB SISV SERRTE (Streptococcus suis,S. suis) 248 1 it 2 B ( glutamate dehydrogen-
ase, GDH) B s Bk, 7555 2 BIRI2 BI S, suis 2 HWMAMELH CDH BB N REHE AR
BALB/c /L ; SR A 4 i e 30 S A S IS 0/ BUM 4R i 5 SP2/0 B RE/E 40 sl & Bk S
% Bt 15 (ELISA) S ¥e - 35t GDH B TE MEHT {4 1) 2838 Yo 4 AR SR AL ; S BN (Western blot) %
& GDH BT BEHUIm R &/ RIEAGEH T RN E., BR  HEES )54 ELISA ff
TERRAT 70 (¥ P 4R bR , 2200 PR RESERE AL IR 18 , 3K 15 4 BREERS & W 5T GDH S ST R BT 1K (11 2%
RN . AP KPR AE 1: 102 400 L |, it AR T 4 #RARE T/ ik
HHATWHIIRRESS 5 GDH 2 AT 47 51 SR Y B ST RE DT A0 B bk , BT A4 St B S R B Ak B
FATFREEEERE S MM GE ST, RBE 3 — 25 B TR BEIR G B I 15 24 2 W T BRI

[REA] BT SRS Bk

E4HKS. R38. 172 STEERERS: A TEHS. 1672-271X(2010)05-0385-04

Preparation and identification of monoclonal antibodies against GDH of Streptococcus

suis serotype 2 highly virulent strain isolated from china
LI Xian-fu, PAN Xiu-zhen, ZHAO Hua-mei, WANG Chang-jun, TANG Jia-qi.  Centers for Disease Control
and Prevention of Narjing Military Command , Nanjing , Jiangsu 210002, China

[ Abstract] Objective To prepare monoclonal antibodies ( McAbs) against glutamate dehydrogen-
ase (GDH) protein of Streptococcus suis (S. suis). Methods S. suis isolates and the GDH recombinant
protein were used as antigen to immunize female BALB/ ¢ mice respectively. The immunized splenic cells of
mice were fused with murine myeloma SP2/0 cells. The hybridoma cell strains secreting McAb against GDH
were screened with enzyme linked immunosorbent assay ( ELISA ). The specificity of the secreted GDH
McAbs was confirmed by Western blot. The ascites were harvesied and the antibody titer was meas-
ured. Results Four hybridoma cell lines secreting McAb against GDH were obtained by fusion of mouse my-
eloma cells SP2/0 with splenic cells from BALB/c mice immunized with the purified expression product of
GDH. Titers of McAbs in ascites were higher than 1: 102 400. Conclusion The McAbs against GDH were
successfully prepared and identified, which would be useful for the detection of S. suis infection.

[ Key words] Streptococcus suis; glutamate dehydrogenase; monoclonal antibody
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YE4EER B ( Streptococcus suis, S. suis) —FPE
TR N LB, T 5 AR B R A e
T R BILE R E 2T S, suis R

ELTE: EXEMRB¥E4IE (30730081,81071317) ;
TTIE B RPIE 20T B (BK2007013) s M L &
XE2ERHE QB IR (072045 ) ;R ERX DA
Ell AAREFR122 TR WA

EHEENT: BRE(1962-), B, ZREWA,AF, LRIF,
B B TT BRI TAE

e AGr: 210002 YLFREE R, B A 2 DX T B 4 Al o
AT A Y2 0 55 B

HEBHLFE AR, 7 432 35 A MIE R, Hrh 2 8
S. suis(S. suis 2) 2 fH W BUR I BGR B ILTE B,
AR X 1998 J 2005 44y Fl7E KR BT E FM
B ANBEFR KA S. suis 2 BRYERERITHRE A3
DHEFEHAHITTHRE, FIETE2ERANZX
EY RERE S suis 2 ENEFHRRCHRET
Z4F A H BRI BURILE B BT A, el
IIAF R FEE L REG PR AN . BEE T
FHRBTIRA, ARSI T BT AERED,
B A BN S B ( glutamate dehydrogenase, GDH) 5L &
Hepz -1, REARPBTR TR EH &
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HEF TEES GDH A B LUEL GDH fig:
A PUR, # A& PT GDH My B TR

1 #BS5AEE

1.1 KB

L11 FERM KRR SRS AR e
WAL K8 E Sigma 2 &) 7= 5 WL (PEG)
1500 & Roche 238} 7= i ; BRAR T E AL B AR £ 01 R
IgG Rt HEAEMERBRA R =5 ZFE TR A
Sigma 2\ ] ;=i ;1640 ¥R E 4 3 F GIBCO A w] =
A 5 /N L BTN U235 A Y A A B A s 3R K
SEEAER B RATE &AL R N8 E Sigma A H] =
TEAEBER(DAB) BN &M A RN B LE
Y TRERAR., 96 LB EBRT AR
P AR B =4 b 4li, GDH HHEA
WHEMRNER (MRP) EAE A FEANH 7 (EF)
BHERANAHREHE

L1.2 BEHREMMLKY S suis 2 5B
ZY05719 R A E R, SP2/0 & BEE MM A = R
Fo 7 A BALB/c MPE/NER IR E (20 +2) g, ToHs
ERR(SPF) %, W B R Bt L 4 B LB sh v
Lo

1.2 &A¥EFk

1L.2.1 2E%% RAPEXIENERKR Z2Y05719,
VIR BERE R 10 ofw/ B,/ NRE T EZE TS,
W 3 RIS R R B R 4 IR, ®HHT
MBI E RN, FER A AT 3 d 8BS SN A
B LREE N 10° ofw/ H,

.22 HHETHRCGDH BEH®RE HBHXREEH
GDH FAE A iR 52 2 38 IRAE T ZLALVE /D R AZ
TS, GDH HE R 50 pe/ K M 3 AU
Rt REREFEEMAE 2 K, EOHAT L
RAEFFAL, TERLAHET 3 d SR ER 1K,
GDH F& 4 100 pg/ A,

1.2.3 [8]# ELISA J7 44T GDH Jrik sy
VIEE T GDH Aa PR, S F B Rk
FRY B 38 Mk 5 S8 i 7 O T R DR 4, BH PR X BE SR R FH
P BUMLTE 1: 10 000 FHBE , BA 4 Xt BE A SP2/0 41l
¥gE LiE . EBURA X BRI SG(E A 1. 0, B X BR
WEAE/NTF 0.2 IR,

1.2.4 ZfRRA Sk X el RIRImR G 3
d 5, B Gge /NSRRI, 5 B 5598 40 fi7E PEG1500
YERTHATR G . MiA 4050 HAT SR i 7
38,10 d oA HT £555 3,20 d J5 2 %@ RP-
MI 1640 B55 5 (& 15% /NEILTE) HE5% . DA4ifb i

GDH EHE A NEHHIE, thFEH/M R gC-BR i
FALYEE(HRP) g 3T, 3 A5 Re /N BRLIfL 7 g BEL 4
X BRF SP2/0 4 a3 3% b 3 S B PE Xt R, A A a) 82
ELISA #:0f e M R . RABRBBRENEEN
S i B e 7 AR 40 B 1 B Y T R, A R A I SR RE
FHPEZR A 100% 4 4 Y K30 J5 AR
1.2.5 BEBEHESRENRN  Haiikiy GDH
EHEFES MRP EH (X ) M EF BH (O B) #17
SDS-PAGE Hijk , VKB G HE B EMMBRAER
EE, T4 CTHF## 1.5 h, RUHHBRA L EEE,
5% WRAEYYE RS 1 h; TBST % 3 KRG, AR
AR L7 4 CE 7 ; TBST ¥t 3 G, #
JRRFE W 50/ R 1gG-BAR i 1L Y7 88 (HRP ) 7
B (1:10000) 1,37 CHEE 1 h; TBST ¥k 3 K/,
LA DAB B 5380 6, 75 A & B, SLEP R
AKIEVE AL R

1.2.6 JBUKMHI&E 55T BALB/c /NRUE
HESAEMO0.2 ml/ 2,10 d J5, B MR
RERIZLAZ B4R 1 x10° ~5 x 10° A~/H,7 ~10 d
Ja , fEE K ,4 000 rpm, B.0¥42 156 mm, B.0 10
min 5B L, %% -20 CREE

12,7 BUKPUESN RN sifbi GDH HAE
HE 4 96 FLEF AR 4 CHEBE S ; BFLMA 100
pl PR, 37 CHEA 1 h; X 4 BRZ2ASE 4 M & 0
JE7K 53 B DA 1: 400 FF 46 50435 Ho 6 B 9 3%, [R) B 47 51
Lh SP2/0 HaffusEs% L3EVE B tEXT BR , 1: 10 000 #%
FRA S BRI T 1 o FHAE X BB, 4871 100 wl A RS
¥R ,37°CHEE 1 h; 1LEPL R HRP-IgG 1: 10 000 %
8,100 ul/FL,37°CHEE 1 h; OPD IR 100 pl/ L,
K 10 min, fiEA 100 pl 2 (- (- R ; BEFRY
R Ao ft, P/N >2. 1 R FHM:,

2 7 R

2.1 FELISA ke s WA HTERERTE
YRR YRR B W E , GDH A E A
JFEBNRIERER 0.5 pg/ml, BIRHLIEKRE
R ERRE A 1010 000,

22 wmpRbSAHRREER LUHEBKXKEM
ZY05719 2 NP R BB R /N B A TR,
FiE %R 60% , F§ GDH & H #f % i FH 4 & R
1. 2% ; AFE P TF2 GDH 4t JR 3% 1 /1N BRI 40 g
HATRIE , Bl 21K 90% |, T s Bt FHPEZR R 30%
2.3 BABRIARNGHT LSEITESRE
B/ BRI 4 M el A5 A 2 3T A, 2 T i, 19 3 1
PREK A 5 55 i 4 B ik 4D6 ;5 LUZE IR T2 GDH AR
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T/ R MR 1 2% 30 0% 4 M, S e 15 3
3 BRAA B0 1 PR ST RE BT A A B Bk, 43 14 1D10
2B9 MI13E10, F|H ELISA 3k, %3k 5 IS /K 1 850
RETARRIAN AT E , B ¥94E 1102 400 DL E
2.4 # % %34k Western blot 40  Western blot
R R, B AR L5 GDH B4 &R & A4

TR B — 2870 s T 5 5 IR R S 3R T 75 ) 82 1 MRP
HMEF SRR (FEY), B 1 J4D6 ) Western blot
HER  EHFEIF4D6 .1D10.2B9 1 3E10 25 GDH &
A R TR

# 1 4 ¥ GDH 32 % 44k &) Western blot 447

BATTREST I GDH MRP EF
4D6 +
1D10 +
+

+

2B9
3E10

+ o+ o+ o+
+ o+ + o+

X5 F B

120 000 = A
86 000 —>

47 000—»

34 000=->»

26 000=>

20 000>

B 1 Western blot ¥ £ % &3 k4 Fo
1 AR 4> F R AR ME; 2:GDH; 3:MRP; 4.EF

3 3F

AT B GDH TEEsEERE BURMLE P 1E A &
TERR A 7 vk R B R B, ARSI H 2004 4E
FLLL GDH A5 0 % IF R T R B TR,
T 5dEad PCR ¢80 [E N B E 4T BRI gdh FERFFXF
H kR, K8 T B AR GDH HAHE
Mo GRS BE M55 BR A A S R B S R e A 5%
BRE AR MLE B R P R e TE, B R Rt B
AT REAE A 2 37 ML 2 A 7 32 e S T o

BATEREDTAR G TAE S SRR, T IR R A

T LT 22 07 B R T A Uk Rk S v . R Bk
il GDH Ay B sa EHTIRXT F S, suis ORI EA &k
HINE FINE . ZRWF5E DA 2 B A R R TR 9
g S /B, e R 4 BRREFAE 44t GDH
AR L NG 2 AR ENEPA R ). R Sk B I K

BA BT 08 e P PR . P L2
éﬂiﬂﬁﬁﬁaﬁﬁﬁf?&d\ﬁwl ilA TR E RS 1 MRAE
RESr BT GDH & H Q‘iﬁi%hﬁiﬂ’]’““rfﬁiﬂ@
(4D6) , 35445 B MR T 52 Okwumabua 27 gy
FE5IE G HEERE I GDH Eﬁ?ﬁfﬁﬂﬁ%ﬁmo

ARG T 4 BRABRR 4T WP AR  B2 s B BT

Wéﬂiﬂ@*ﬂ%,ﬁ,\ﬁ%%ﬁ% Ef% 5 GDH & H#174¢
SEME RN, iRy Rt B e R U BE ] T R B BR TR
LERFNTRERIBIFSY , (L REAE FH T HEHE PR A R 1 5 2
Wit . FIFZS ekt — b @ S, su-
is GDH ELASA #0758 TARIEFE#A T,
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