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50910439: MAJOR: ENVIRONMENTAL SCIENCE; M.Sc. (ENVIRONMENTAL
SCIENCE)
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The objective of this study was to develop the protocol for cryopreservation of rohu
(Labeo rohita) sperm. In the first experiment, study was evaluated the effect of osmolality on
sperm motility of rohu. Pooled sperm samples were activated with NaCl, KCl, CaCl,, glucose
and Mannital at 25, 50, 75, 100, 125, 150, 175, 200, 225, 250, 275 and 300 mM. Highest
percentage of sperm motility (100%) was observed in all tested solutions-at low concentration
{0, 25'and 50:mM) while an increase in solute concentration resulted in lower motility. In the
second experiment, milt was equilibrated with extender 7. or Ca-F HBSS with six cryoprotectant
solutions (DMSO, methanol, glycerol, ethanol, propylene glycol and ethylene glycol) at final
concentrations of 5%,10%,15% and 20% before freezing using threet freezing rates (-3, -5 and
-10°C/min). Highest sperm motility was obtained from treatments with extender 7 or Ca-F HBSS
diluted with 15% DMSQ using a freezing rate at 10°C/min showing similar values of 84.44+2.2
and 78:90£1.1, respectively. In the third experiment, cryopreserved milt prepared with Extender 7
or Ca-E'HBSS using 15% DMSO and -10°C/min  was kept in liquid nitrogen to evaluate the
effect of storage period on the quality of post-thaw. Percentage of sperm motility and percentage
of sperm viability were not significantly different (P < 0,05) between treatments showing values
of about 75.55+2.2 -80+0.0 and 81.11+1.17-95.22+0.79, respectively after storage for 8 months.
In the fourth experiment, deveiopment of sperm cryopreservation technique for rohu sperm was
performed by diluting sperm with Extender 7 or Ca-F HBSS and 15% DMSO before freezing in
the vapor face of liquid nitrogen different heights and exposure time. Results showed that sperm
diluted with Ca-F HBSS above the surface of liquid nitrogen 2 ¢m had in the highest percentage
of sperm motility and percentage of sperm viability (60.00£2.2 -80.00+2.2 and 75.22+2.2 -
86.11+2.2),
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