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Studies on the Characteristics of Anti-Zona Antibody
[ .ldentification of Anti-Zona Antibody by Indirect ELISA and
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SUMMARY

These experiments were undertaken as a basic study to develop immunocontraceptive vaccine

and to understand the role of zona pellucidae in early fertilization process by identifying the

monoclonal and polyclonal antibody to porcine zona pellucidae and polyclonal antibody to mouse

zona pellucidae by indirect ELISA and indirect immunofluorescence test.

1.

The results obtained in these experiments were summarized as follows:

The titer of the antibodies to zona was deterimined by indirect ELISA using solubilized
porcine zona coated plates. Both monoclonal and rabbit polyclonal antibodies showed very
high titers: O.D at 1 : 12,800 dilution of antibodies was still significantly higher than that of
non-immunized control serum. Rabbit anti-mouse zona pellucidae sera also reacted with

porcine zona pellucidae.

. By indirect immunofluorescence test strong fluorescences were observed on the egg treated
with homologous and heterologous rabbit polyclonal antibodies and FITC lablied 2nd
antibodies and found to crossreact strongly with the eggs from the pig and mouse. While
weaken fluorescences were observed on the eggs treated with monoclonal antibodies.
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Table 1. Summary of the conditions for the production of antisera to mouse and porcine zona
antigens.

Solubiliza- Animal Total protein .
Antigen ation immun- . Antibody ésrt])rewa—

procedure ized Primary booster
Heat solu- 0.05M PBS Rabbit 5, 000 3 times Rabbit anti- RAPZP
bilized (pH 7.0 (150ug)° porcine zona
porcine 73°C 20min, pellucida
zona
Heat solu- 0.05M Na,CO, Mouse 300 3times Mouse anti- MAPZP
bilized (pH 9.6) Qug)? porcine zona
porcine 65C 90min. pellucida
zona
Heat solu- 0.05M Na,CO, Rabbit 900 6times Rabbit anti- RAMZP
bilized (pH 9.6 (27ug)® mouse zona
mouse 65C 90min, pellucida
zona

a, a’ porcine zona protein content . 30ng/porcine zona
b mouse zona protein content . 3ng/mouse zona
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Table 2. Titration of anti-zona sera by indirect ELISA.

Serum dilution

Sample
X 100 X 200 X 400 X 800 X 1,600 X 3,200 X6,400 x 12,800

A over over over over over over over 1.42
B over over over over over over over over
C over over over over over 1.30 0.81 0.28
D over over over over 1.31 0.88 0.47 0.34
E 1.08 1.25 1.34 1.29 1.35 0.95 0.85 1.07
F 1.19 1.24 1.29 1.28 1.31 1.24 1.20 1.17
G 0.62 0.45 0.38 0.31 0.19 0.14 0.10 0.02
H 0.69 0.46 0.36 0.33 0.24 0.15 0.08 0.01

A-B: RAPZP(Rabbit anti-porcine zona pellucida)

C-D: MAPZP(Mouse anti-porcine zona pellucida)

E-F: RAMZP(Rabbit anti-mouse zona pellucida)

G-H: Control serum
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Fig. 2. Porcine eggs treated with FITC-Goat anti-Rabbit(A,C) and Mouse(B) IgG following
incubation RAPZP(A), MAPZP(B) and RAMZP(C), respectively(x 200)




Table 3. Detection of fluorescence on porcine and mouse eggs treated with anti-zona serum

ﬁ;‘g;’gﬂ‘a . RAPZP MAPZP RAMZP CONTROL
C(g/:1>t£,ati0” porc. mou. porc. mou, porc. mou, porc. mou.
10 +H++" -t + +++ 4+ - -
5 +4+4+ ++ + + ++ 4+ - -
2.5 4+ +4 + + ++ 4 : -
1.2 +4+ + + + + 44 -
0.6 ++ + + - + ++ - -
0.3 + + + - + + - -
Control - - - - - - - -
@ Concentration of anti-zona serum (%)
® Intensity of Immunofluorescent formed on surface of zona:
++++, very strong; +++, strong, ++, moderate; +, weak; -, negative
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