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Table 1. The average days till bovine oviduct epithelial cells
become confluent

Oviduct Generation o
Epithelial cells 1 2 3 4 5 6

Subcultured (n=4)* 73 68 65 73 80 85
Cryopreserved(n=4) — 60 70 80 108 —

*n=4: Number of bovine oviducts examined.

Table 2. Reaction of intermediate filaments in subcultured and subcultured-cryopreserved oviduct

epithelial cells

Subcultured cells

Cryopreserved cells

Generation 1 2 5 2 5
Immunofluorescence C? Vb D¢ CcC VvV C Vv D C v D C v D
Oviduct A + - - + + + + - + + - + + -
B + - - + + + + - + + - + + -
C + - - + + + + - + + - + + -
D + o - + + + + - + + - + 4+ -

aC: Cytokeratin, PV: Vimentin, <D: Desmin. +: Reacted, —: Non reacted, *: Faint.
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Fig. 1. The immunofluorescent micrographs of bovine oviduct epithelial cells in monolayer
culture reacted with anti-cytokeratin monoclonal antibody (a, c) and under phase-
contrast microscopy of the same cells (b, d). a, b, Primary culture cells. ¢, d, Secondary
culture cells. x 400.
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Fig. 2. The immunoflucrescent micrographs of bovine oviduct epithelial cells in monolayer
culture reacted with anti-vimentin monoclonal antibody (a, ¢) and under phase-
contrast microscopy of the same cells (b, d). a, b, Prmary culture cells. ¢, d, Secondary

culture cells. x 400.

Table 3. Development of parthenogenetic embryos co-cultured with bovine oviduct epithelial

cells
Oviduct No.of No.of Development to (%)
epithelial cells replicates oocytes 2-cell 8-cell Morula Blastocyst
Control! 7 200 145 (72.5) 56 (28.0) 30 (15.0) 27 (13.5)*
Primary 7 181 131 (72.4) 72 (39.8) 63 (34.8)b 54 (29.8)b
Cropreserved? 6 180 139 (77.2) 71 (39.4) 57 (31.7)b 51 (28.3)¢

'Control: Embryos were cultured without co-culture cells. 2Cryopreserved: Second to fifth

generation cells were used. 2bP<0.01.
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The Expression of Intermediate Filaments in Culturing
Bovine Oviduct Epithelial Cells and the Sustaining
Ability for the Embryo Development In Vitro
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The present study was conducted to clarify changes
of intermediate filaments, cytokeratin, vimentin and
desmin, in primary, subcultured and cryopreserved
bovine oviduct epithelial cells by subculture or
cryopreservation and to assess their sustaining ability for
the embryo development. Any morphological change of
cells isolated from bovine oviducts and cultured in vitro
was not observed up to the fifth generation, including
cryopreserved cells. Result of indirect immunofluores-
cent staining study strongly suggested that the primary
cells were epithelial cells because immunofluorescence
to anti-cytokeratin antibody was detected but not ob-
served anti-vimentin and anti-desmin antibody. From
second generation, however, the reaction of vimentin

was become to be detected, suggesting that the nature
of the epithelial cells changed. Sustaining ability of epi-
thelial cells was assessed by co-culture of bovine
parthenogenetic embryos with the oviduct epithelial
cells. The results showed that sustaining ability of pri-
mary and subcultured-cryopreserved bovine oviductal
cells was equivalent in which 29.8% and 28.3% of the
parthenogenones in each cases developed to blasto-
cysts. These results suggested that the expression of
vimentin in culturing bovine oviduct epithelial cells and
their sustaining ability for bovine parthenogenetic em-
bryos had no relation.

Key words: Bovine, Oviduct epithelial cells, Intermedi-
ate filaments, Co-culture, Parthenogenetic embryos.





