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9. ANOVA (Analysis of variance)
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5. Hypo Osmotic Swelling Test (HOST)
6- H,0,/Na,HPO,
7 - KHPO,
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Table 1. Tris extender composition for storage of ram semen in frozen condition
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Table 2. Means of sperm characteristics in different raffinose levels and extenders after freezing and thawing

b p el Lo slie Cwdlw Ao s Sleediy Ao S 5 oy ol
Normal morphology (%) Membrane integrity (%)  Viability (%)  Motility (%) Variable
OV ko) 5580 sl
Raffinose levels (mM)
58.00 59.13 64.73 23.00° 0
61.26 58.46 63.73° 29.33° 60
59.93 56.33 69.06% 23.33° 70
58.33 55.26 74.40° 24.33° 80
1.63 1.50 1.88 1.20 SE
0.4687 0.2429 0.0007 0.0016 P value
(extenders) oS 33,
55.90° 58.35° 64.75° 16.75° Milk) P
29.75% F s o35 — s
53.55° 61.00° 73.80° Do
(Tris-chicken egg yolk)
a b b a LJM o _w’?
68.70 52.55 65.40 28.50 . i
(Tris-soybean lecithin)
1.41 1.30 1.63 1.04 SE
0.0001 0.0001 0.0003 0.0001 P value

P<e/Y) ol ls me wlin o G b Ot o 53 slael coslis @-D
(a-b difference between the numbers in each column, with dissimilar letters is significant) (P<0.01)
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Table 2. Means interaction of different raffinose levels and extenders on characteristics of sperm
after freezing and thawing

ﬁbcﬂ“!uy sl Codl ds s shediy o s S 5 Aoy e
Normal morphology (%) Membrane integrity (%)  Viability (%)  Motility (%) Variable
60.60° 53.80" 59.60 14.00° S
(Raffinose 0 in lecithin)
47.00° 66.40° 72.20 30.00° S 3 22 e 353,
(Raffinose 0 in lecithin)
L id 53 a0 bl
66.40" 57.20° 62.40 25.00° T 0% S O
(Raffinose 0 in lecithin)
55 ey a8l
53.20% 57.00° 63.00 19.00° et
(Raffinose 60 in milk)
¢ e, o\ gl
55.80" 62.20" 67.60 35.00° o
: : : : (Raffinose 60 in egg
yolk)
U s i 53 T 352l
74.80° 56.20° 60.60 34.00° o 2 o
(Raffinose 60 in lecithin)
VR
60.60" 61.40% 70.20 16.00° e
(Raffinose 70 in milk)
. " o FresS 025 03V S5l
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yolk)
U s i 53 Vo 352l
68.60% 46.40° 62.40 31.00° e o 2V 5L
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X " . FresS 035 03 A S5l
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L e J3 A gl
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(a-c difference between the numbers in each column, with dissimilar letters is significant) (P<0.01)
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Abstract
Background and objectives: One of the pivotal technology for genetic reservoirs preservation
is the freezing of semen. As freezing causes a reduction in sperm fertility, adding some
components to semen to preserve its fertility would be important. Since beginning the time of
artificial insemination technique, different diluents have been used to preservation semen in
liquid and frozen condition. Therefore, the goal of this study was to investigate the effect of
adding different levels of raffinose and milk, Tris-chicken egg yolk and Tris-soybean lecithin
extenders on ovine semen characteristics after freezing and thawing.

Materials and methods: Samples were collected from four mature Dalagh rams and extended
by different extenders and then raffinose was added. Semen samples were aspirated into 0.5 ml
straws and cooled to 4°C within 150 min and then frozen in liquid nitrogen. Frozen straws were
transferred to a tank containing liquid nitrogen. After thawing, spermatozoa quality parameters
including percentage of sperm motility, viability, membrane integrity and sperm normality were
evaluated. This study was performed in a 4 x 3 factorial experiment with a completely
randomized arrangement. Treatments were four levels of raffinose (0, 60, 70 and 80 mM) and
also three kinds of extenders (milk, tris-egg yolk, and tris-soy lecithin). The obtained data from
this study were analyzed by ANOVA procedure of Statistical Analysis System (SAS; version
9.1). Comparison of data means were performed by Tukey test at the level of 1% error.

Results: Results showed that adding raffinose had a significant effect(increase or decrease????)
on sperm viability and mobility (P<0.01), but did not significantly affect on sperm membrane
integrity and normal morphology percentages. Effect of extender on percentages of motility,
viability, membrane integrity and normal morphology of sperms was significant (P<0.01). The
interaction between raffinose levels and extenders on percentages of motility, membrane
integrity and normal morphology of sperms was significant while it was not for viability
percentage. The greatest sperm mobility (35.00+2.09%) was in tris-egg yolk extender
containing 60 mM raffinose while that greatest sperm viabilty (74.40+1.88%) was in tris-egg
yolk extender containing 80 mM raffinose. Furthermore, the most percentages of membrane
integrity (66.40+£2.60%) was observed in Tris-egg yolk without raffinose. The greatest sperm
normal morphology (74.80+£2.82%) was observed in tris-soy lecithin extender containing 60
mM raffinose.

Conclusion: Findings of the study showed that sperm characteristics including mobility and
normal morphology percentages in level 60 mM raffinose, membrane integrity percentages in
level 0 mM raffinose while for viability percentage were better preserved in 80 mM level. In the
other hand, Ttris-egg yolk extender had more prominent effect on preservation of sperm
characteristics.
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