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Abstract: MIC3 has high immunoreactivity, and plays an important role in recognition, adhesion
and invasion for Toxoplasma gondii to host cells. To prepare the monoclonal antibody (McAbs)
against recombinant MIC3 (rMIC3) of T. gondii, we expressed rMIC3 in Escherichia coli, and
purified rMIC3 was immunized to BALB/c mice. B lymphocytes hybridization technique was ap-
plied to prepare the aimed McAb. Positive clones were screened with ELISA, and then were sub-
cloned to establish stable cell lines. Ascites were induced to produce the McAbs, and its specifici-
ty was identified by Western blot analysis. The gold immunochromatographic lateral flow assay
system was developed. The results indicated that two stable hybridoma cell lines (B7 and D3)
were obtained. The McAbs subclasses all belong to IgG2a and their ELISA titers of the ascite
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fluid were 1:640 000 and 1:1920 000, respectively. Western blotting analysis confirmed that the

two McAbs all can identify the protein MIC3 from lysed tachyzoites and purified rMIC3. Purified

polyclone antibody D3 was labeled with colloidal gold particle, and the minimum detectable limit

of tachyzoite was 4 X 10" CFU « mL ™', This study laid the foundation for further study on related

applications.
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Fig. 1 SDS-PAGE analysis of MIC3 protein of Toxo-
plasma gondii expressed in E. coli
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Table 1 Titers of antibody in cell supernatant and ascites of McAbs B7 and D3
Hi A 40 E 3 Cell culture medium 7K Ascite
Antigen B7 D3 B7 D3
w4 MIC3 HH
1:900 1:2700 1: 640 000 1:1920 000
rMIC3 protein
LHEN
1: 100 1: 300 1: 3000 1: 24 000
Whole proteins of Toxoplasma gondii
2SR E
0 0 0 0

Empty vector protein

A, BT REBR B7; B B s BE TR D3; 1. MIC3 4 fk i
F52. pET-32aCH) 2 UK E 53, 2 AR HE 1 M. H
[ i Marker

A. McAb B7;B. McAb D3;1. His-MIC3;2. pET-32a;
3. Total proteins of Toxoplasma gondii ; M. Prestained
protein molecular weight marker

2 2 BR&iik B HTE B Western blot 43 #f

Fig. 2 Western blot analysis of purified McAbs vs
tachyzoite antigen and MIC3 of Toxoplasma
gondii
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1-5. Positive samples that contain 4 X 10°-4 X 10°
tachyzoites per milliliter;6. Negative control

B3 HEElE

Fig. 3 Sensitivity assay results
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1. BIEd;2. KBHH E. coli 02653, BEFLIITH
4. JHPEREMY ;5. TSR R 6. AR 7. PR
1. Toxoplasma gondii; 2. E. coli O26;3. Salmonella

choleraesuis; 4. Cysticercus cellulosae; 5. Clonorchis

sinensis ;6. Ascaris suum ;7. Negative control
4 HFRERE

Fig. 4 Specific assay results
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20 i DU R 2D AN 25 ) A B

TE SR 18 o F2 o, AR 35 43 0l E 240 MIC3 il
AEA 2R E A WS AR E G g E T
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