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Summary

These experiments were carried out to develop new techniques identifying XX-bearing em-

bryos prior to implantation by immunological method. Antiserum to histocompatibility-Y (H-Y)

antigen was prepared in adult SD(sprague-dawley) female rat by repeated immunization of new-

bone testis supernatant from males of the same strain.

ELISA test was used to identify the H-Y antibody of antiserum. Total 124 mouse embryos

(8-cell stage) were treated with H-Y antiserum and complement in BSA free Hoppe and Pitt’s
medium and cultured under the gas phase of 5% CO; in air at 37°C for 24 to 48 hrs. The

morphological chracteristics of embryos treated were observed under the phase-contrast micro-

scope.

The results obtained in these experiments were summarized as follows:

1.
2.

Optimal Density of H-Y antibody were appeared to be 0.27-0.47 by ELISA test.
Of total 124 embryos treated with H-Y antiserum and complement 69(55.6%) embryos

developed to blastocyst and 55(44.4%) destroyed or arrested.
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fatolet (Fig. 1).



Rat newborn-testis

}
Homogenization

!
Collecting supernatant by centrifugation
(twice, 1000Xg, 1Omin.)

}
Removal of connective tissue by centrifugation
(2500Xg, 30min.)

{
Making the immunogen by mixing with adjuvant
(1:1)

{
Treatment on female rat by intraperitoneal
injection (once a week x 6)

|
Booster injection

|
Bleeding a week after booster injection

{
Centrifugation (3000Xg, 4 C, 30min.)

{

Collecting antiserum

Fig. 1. Preparation of Rat H-Y antiserum
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Hift, 0.5% BSAEN2® 3~43| A Hstict
olo] conjugate rabbit (anti-rat Ig G-A.P)& 1:
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A7k IHEAI R obAl 0.5% BSAEHo 2 3~4
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o] NaOH goie2 db3& bzl &, ELISA
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reader (Dy- natech) & 410nmell 4 O -D (Optimal D
ensity) & miEstdet (Fig. 2).

Coating antigen on then on the plate wells for EIA
with barbiturate buffer (PH 9- 2) for 3hrs.

} Washing with 0.5%BSA solution
Blocking with 1% BSA solution for 3 hrs.

{ Washing with 0.5% BSA solution
Incubation for 2 hrs after distribution on  each
Well by 150 1of autiserum.

| Washing with 0.5% BSA solution
Conjugate reaction for 2 hrs(Rabbit anti-rat IgG-
AP; 1:500 dilution).

} Washing with 0.5% BSA solution
Substrate reaction for 30 min.

|
Suspending the reaction of conjugate-substrate
with 5N NaOH.

|
Estimating O.D value at 410 nm by ELISA

reader.

Fig. 2. Detection of H-Y antibody by ELISA
test.
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gt wioked Hoppe & Pitts #jokedoll Normal Rat
Serum® Normal Guinea Pig Serum< % 7}4F ol
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--skgick,
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KHEA7) ¥ ELISA reader® 410nmell 4 H-Y#1
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HiEE s MRS S BAEY + At (Table 1.).

Table 1. Detection of H-Y antibody by ELISA
test '
Sample 0. D. value
A* 0.00
B 0.33
C 0.44
D 0.47
E 0.39
F 0.29
G 0.27
H 0.00
A*, H*: control, B-G: immunized rat serum
&, 27 AT HT9 O-DfEx v}3Fe] O
oy A@ETA B, C, D, E F 9 GTFY 28
77k 0.33, 0.44, 0.47, 0.39, 0.29 2 0.27 24
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Aot RS2 o)ite] gt BEMSo)
ot

e Figd = Fig3ol A4 SHEIHLE 2447
wokshl el o] Abel 24 By 2ol TR 1AHE
H-YHif8 2 complement o EEel] ksl  HiRas}
BogEEgdod, Jelx) 6o SRS 25 AL
Aol Wag BedFn glvk, H-YHEES comple-
o)ste] o] Fby FHEIE 1 MfufK
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Fig. 3. Embryos stage after incubation for

2 hrs.

Fig. 4 .

Embryos stage incubation for 24 hrs.

REME 3 FHolel H#E N o} (Epstein,
1980; Joyce, et al., 1984).

H-Y##82} complement jEHE & -2 FHEIN=L %
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Table 2. In vitro development of embryos in various media
No. of No. of embryos No. of embryos arrested
Culture medium embryos developed (%) or destroyed(%)

H & P+NGPS+H-Y antiserum 124 69 (55. 6) 55 (44. 4)
H & P+BSA 170 160(94 ) 10(6 )
H & P+H-Y antiserum 52 49(94. 2) 3( 5.6)
H & P+NRS 54 46 (85 ) 8(15 )
H & P+NRS+NGPS 50 45(90 ) 5(10 )

NGPS; Normal guinea pig serum, H & P; Hoppe & Pitts, NRS; Normal rat serum
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. Billingham, R.E. and IM. Hings.

. ELISA TESTd ¢8| m&EFES H-Y #°
e BES A3 O-DEE 0.27~0.4724
H-YHifgel Ha7H w2 ok

2. H-YHi#Eel complement = 124 A2

ZHEINZ 69(55.6%) B~ MEEAi7l =) 4
Aol BiEE 2937 55(44.4%)E+=  BiE
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