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Abstract

The objective of this study was to develop a protocol for cryopreservation of Pangasianodon hypophthalmus milt based
on using liquid nitrogen vapor and dry ice. The experiments were divided into two parts. In the first experiment; milt
was diluted 1:3 in calcium-free Hank’s balanced salt solution (Ca-F HBSS) supplemented with 10% dimethyl sulfoxide
(DMSO) and sperm solution were kept in straw tubes and allowed to freezeat 2, 4 and 6 cm above the surface of
liquid nitrogen (LNZ) vapor then cryostored in liquid nitrogen (-196 °C) for 2 days. Highest post-thawed sperm motilities
after freezing with LN2 vapor were observed at 6 cm above LN2 with the average values of 76.6+8.2%. In the second

experiment, milt was diluted the same as the experiment 1. But under 2 subset conditions with and without insulator
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wrapping, were assigned to storage containers. Highest post-thawed sperm motilities (60.0+0.0%) after freezing with

dry ice and cryostorage for 2 days were found in the treatment without wrapping with insulator materials. After

cryostorage in liquid nitrogen for 120 days, sperm frozen with dry ice had average motility of 26.6+6.7%. Sperm frozen

with dry ice after cryostorage showed a significantly lower percentage of post-thawed sperm motility compared to LN2

vapor. The method of freezing with LN2 vapor is supposed to be the best method.
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