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= Abstract =

New immunoassay systems for the detection of anti~sperm antibodies were developed. For this,
sperm surface protein was purified by the immunoaffinity column prepared by the coupling of rab-
bit anti-human IgG antibodies to Sepharose~4B. Fraction eluted by tris-HCl buffer containing SDS
showed a single band having molecular weight of about 60KD on electrophoresis. Enzyme HRP la-
belled goat anti-human IgG and chemiluminescence aminobutylethyl-isoluminol (ABEI) labelled rab-
bit anti-human IgG were used for ELISA and CIA, respectively. These two labelled conjugate
bound well with human IgG.

When serum dilution curves were made to titrate positive serums, two kinds of curves with steep
and sluggish slopes were obtained

Serum samples were categorized into 3 groups: positive, weak positive and negative based on
slope of curve and O.D. values at 1:160 dilution of serum.

When ELISA and CIA were compared to conventional method Kibrick test by the determinations
of 62 male serums with different diagnosis, the results of ELISA and CIA agreed well, but both dis-
agreed with that of Kibrick test.

This study showed that purified sperm surface antigen can be used to develope solid-phase
immunoassay systems such as ELISA and CIA which may eliminate the problems encounted
the immobilization of living sperm in other tests.

Key Words: Chemiluminescence immunoassay, ELISA, Sperm surface antigen, Immunoaffinity
chromatography, Kibrick test.
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Fig. 1. Schematic presentation of ELISA and
CIA for the assay of anti-sperm antibody.
A Microtiter plate
B: Purified sperm surface antigen
C: Sperm autoantibody in serum
D:Goat anti-human IgG
E:HRP or ABEI-H
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1. Preparation of activated ABEI-H ester

ABEI-H(4mg) +N-HS(4mg) + DCC(4mg)
+0.2m] of DMF
i
Stirring at Room temperature for 2hrs
4
Centrifugation at 2000 r.p.m for 10min and
removing the resulting urea(S-1)

. Conjugation of anti-sperm antibody to the
activated ABEI-H ester

Adding goat anti-human IgG(1mg/ml) prepar-
ed in 0.13M NaHCOs(pH 8.0) to 104 of 5-1.
{
Stirring at Room temperature for 2hrs
I
Dialysis against PBS(0.05M, pH 7.4)

v
Keeping at -20°C until required

Fig. 2. Preparation of goat goat anti-human
IgG coupled to chemiluminescence marker
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Fig. 3. Titration curve for rabbit anti-sperm
antibody in serum with indirect ELISA.
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Fig. 4. Chromatogram for the purification of
sperm surface antigen with rabbit anti-sperm
antibody Sepharose affinity column.
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Fig. 5. SDS-polyacrylamide gel electropho-
resis of sperm surface antigen.
1: Molecular weight marker
2: Purified sperm surface antigen
3: Solubilized semen protein
4: Solubilized sperm surface protein
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Fig. 6. Activity of HRP-labelled goat an-
ti-human IgG conjugate used in ELISA with
varicus amount of human IgG coated to the
microtiter plate.
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used in CIA with various amount of human IgG
coated to the plastic tube.
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Fig. 8. Titration curves of positive and nega-
tive serum samples in ELISA.
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Fig. 10. Distribution of male serum according to the results determined by ELISA(A) and CIA(B)

for the detection of anti-sperm antibodies.
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Table 1. Comparisons among three different
methods for the assays of anti-sperm anti-
bodies in male serum corrected from various
patients with different diagnoses.

. . Results
Diagnosis
Compa- Total
rison  Argee alt\l?‘tee Number
group g tested
Varico- A 8 4 12
cele B 5 9 14
C 7 5 12
A 6 3 9
Primary B 6 6 12
C 7 2 9
A 5 1 6
Cryptochi- B 2 5 7
dism C 3 3 6
A 5 2 7
Vtasec— B 6 9 8
omy C 3 4 7
e A 3 0 3
Eplflt‘.y‘ B 2 2 4
mitis C 5 1 3
A 9 3 12
Others B 4 8 12
C 5 6 11
A 36(73.4) 13(36.6) 49(100)
Total B 25(43.8) 32(56.2) 57(100)
C 27(56.2) 31(43.8) 48(100)

A ELISA vs CIA, B: ELISA vs Kibrick, C:CIA
vs Kibrick
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