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1
1
Table 1 Characteristics of monoclonal antibodies of Magnaporthe grisea
Isotypes and subclasses of Binding sites of monoclonal antibodies
Monoclonal antibodies Titre of ascitic fluids
monoclonal antibodies IFA

4A1 IgA 1:64000 Conidia

2B4 IgA 1:6400 Conidia Gern tube appressoria
2H4 IgA 1:36000 Appressoria

1D1 IgA 1:32000 Germ tube

2B11 IgA 1:16000 Conidia

S5E2 IgA 1:64000 Conidia germ tube appressoria
2A3 IgM 1:16000 Germ tube

4G9 IgA 1:16000 Conidia germ tube

3G4 IgA 1:8000 Germ tube
5H10 IgA 1:8000 Conidia

1F8 IgA 1:8000 Conidia germ tube

2.2
1 11
4 4A1 2B4 2H4 1D1
4A1
2B4 2H4
1D1
1

Fig.1 Indirect immunofluorescence indicating the antigen localization in the

infection strctures of Magnaporthe grisea by monoclonal antibodies
FITC fluorescence was viewed with exitation filther BP 450 —459. Row 1 presents
the pictures under UV-epifluorescence and Row 2 as a check under light.
A. 2B4 labeled conidia germ tubes and appressoria uniformly B. 4Al labeled
conidia strongly and uniformly C. 1DI labeled germ tubes D. 2E4 labbeled appressoria most strongly.
¢ conidia t germ tube a appressoria.

2.3
2B4 4A1 1D1 2H4
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2B4 4A1 1D1 2H4 24
2 2B4 IeG Sug mL
23 2H4 IeG 20pg mL
10h
18h 100 % 10h

2 2B4

Fig.2 Interfering with appressorium formation by monoclonal antibody 2B4 on the surfaces of polyethylene substrates

Band D as checks after incubation of 10h and 18h  respectively A and C indicate 2B4 interferd with appressorium formation.

Fig.3 Interfering with appressorium formation by monoclonal antibody 2B4 on the surfaces of onion epidermis

B and D as checks after incubation of 10h and 18h ~ < EP !?\"}eﬁ/_ P 5%4@ ’af\‘cgftfeﬁ %ﬂgﬁfeﬁ i %thht}ﬁessoﬁ% 318, u. ac. cn
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2.4
2B4 4A1 1D1 2H4
2B4 4A1 1D1 2H4
2B4 1eG Spg mL
2 4
2
Table 2 Interfering with appressorium formation of magnaporthe grisea and its pathogenesis by monoclonal antibodies
Efficiency of appressorium Efficiency of appressorium .
Monoclonal Concentration of Lesion length on
formation on the onion’ s formation on the surface of ]
antibodies IgG  pg mL rice leaf mm”
epidermis % polyethylene %
2B4 20 1.2+1.2 1.0£0.9 0.0
10 2.8%t1.3 2.1£1.4 0.0
5 7.3£1.4 5.4+1.5 0.3
4A1 20 3.9+2.0 3.1+1.3 0.0
10 8.0+3.0 6.5+4.0 0.2
1D1 20 3.5+1.4 2.9£1.4 0.0
10 6.9+1.5 5.9+1.3 0.3
2H4 20 7.4+1.8 6.7+1.5
CK 91.4+7.9 86.9+7.5 10.3

% Length of leaf lesions were measured after 5 days CK no IgG.

A B

Rowl

Rowl
Row2

4

Fig.4 Effect of monoclonal antibodies on the fungal pathogenesis

Row 1. check Row 2. treatment. All of the four monoclonal antibodies could
effectively inhibited the disease leaf development after 5 days.

A. 2B4 Spg mL B. 4A1 10pg mL C. DI 10pg mL D. 2H4 20pg mL.
2.5 Western blotting

2B4 15KDa
100% TFA 1% SDS
Western blotting
4A1 1D1  2H4 100% TFA
4A1 1% SDS 31kD marker
Promega USA 31kD 100% TFA

1D1 © hEES% SIS AT & e 0KD journal 24, on
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TFA  SDS 3 5
3 Western boltting
Table 3 Analysis results of Western blotting by monoclonal antibodies of Magnaporthe grisea

Sources of samples

Monoclonal antibodies Protein antigens

cold 100% TFA hot 1% SDS
2B4 Conidia germ tube 15kD
4A1 Conidia marker Promega USA 31kD
1D1 Germ tube 60kD
2H4 Conidia germ tube

5 Western blotting

Fig.5 Western blot analysis
A. Indicates the sample from conidia B. Germ tubes C. Carbonic anhydrase and M marker.
2B4 recognized 15kD protein antigen both for conidia and germ tubes 4Al recognized 31kD protein antigen from conidia
and the component of midrange molecular marker Promega USA  1DI recognize 60kD protein antigen from germ tubes

2H4 almost did not recognize any protein bands in NC membranes both from conidia and germ bues.

3

cDNA
BalB C
ELISA
ELISA
ELISA
cDNA
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STUDIES ON MONOCLONAL ANTIBODIES OF MAGNAPORTHE GRISEA
AND ITS INTERFERING EFFECT ON APPRESSORIUM FORMATION *

Wu Jianxiang Liu Fucheng Li Debao Chen Zhengxian Lou Yichun
Institute of Biotechnology —Zhejiang University Hangzhou 310029

Abstract  Selecting by indirect ELISA eleven hybridoma cell lines secreting monoclonal antibodies

McAbs against Magnaporthe grisea were produced by fusing mouse myeloma cells SP2 0 with
spleen cells from BALB ¢ mice immunized with the mixture of conidia germ tubes and appressoria of
M. grisea using 50% PEG. The result of IFTC test showed that four of McAbs named as 2B,
4A; 1D; and 2H, specificlly bound to the cell wall surface of the fungus Western blotting revealed
that 2B, 4A, 1D, were recognized different protein antigens from the surface of conidia and germ
tubes These four McAbs could effectively interfere with the appressorium formation both on cello-
phane membrance and the surface of onion epidermis and inhibit the disease leaf lesions development
in vitro test.

Key words Appressorium of magnaporthe grisea Monoclonal antibody IFA
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