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The objective of this study was carry out in order to evaluate the
developmental potential of cloned swamp buffalo embyos recontructed with
cryopreserved matured oocytes by vitrification technique. The in vitro matured
oocytes were separated into two groups, vitrified at metaphase Il stage (MIl) and
vitrified after enucleated MII oocyte (Enu). The oocytes were equilibrated with 7.5%
ethylene glycol (EG) + 7.5% dimethylsulfoxide (DMSO) in TCM199-Hepes
(TCM199H) + 20% fetal bovine serum (FBS) for 4, 7 or 10 min and vitrified in 15%
EG + 15% DMSO in TCM199H + 20% FBS for 1 min. Five of each group of oocytes
were placed on a sheet of cryotop device (Kitazato Supply Co., Tokyo) and
immediately submerged in liquid nitrogen. One hour before starting the experiment,
the vitrified oocytes were warmed by directly place the tip of cryotop in 0.5M
sucrose in TCM199H + 20% FBS at 22-24°C for 5 min then moved to TCM199H +
20% FBS. The normal morphology oocyte were used for toxicity test by
parthenogenetic activation (PA) and also used for recipient cytoplasts in somatic cell
nuclear transfer (SCNT) experiment. After warming, appproximately 71% of the
vitrified oocytes survived and found that 83% of these contain first polar body. The
SscNT embryos derived from vitrified oocytes can develop to blastocyst stage as fresh

oocytes. However, cleavage and blastocyst development rates of vitrified oocytes
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However, cleavage and blastocyst development rates of vitrified oocytes following PA
and scNT were lower than the fresh oocytes. At day 6.5, embryos at blastocyst stage
were differentially stained for the inner cell mass cell and trophectoderm cell. The
mean cell number in the blastocysts derived from vitrified oocytes was lower than the
fresh oocytes. In conclusion, the equilibration time of vitrified buffalo cocytes effect
the survival rate of the embryos. The matured swamp buffalo oocytes could tolerate
the toxicity of cryoprotectants for 5-11 minutes. The vitrified buffalo oocytes could
develop to blastocysts. Therefore, swamp buffalo cocytes can be cryopreserved by

using vitrification technique.
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