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INTRODUCTION & AIM RESULTS & DISCUSSION

Cryopreservation allows sperm storage for long periods, Variables obtained in fresh semen were similar to others
facilitating genetic improvement!. However, in rabbits, previously reported for New Zealand rabbits in Mexico?.
there are no standardized protocols ensuring adequate
sperm quality upon thawing?. Thus, the objective was to| |0

assess a modified protocol for rabbit semen %0 o 1
cryopreservation from the University of Molise (ltaly)3. 50 ’ ~~ ’
70 )
60 l l
METHOD ) [
. ) < ) 40 l
Semen collection from five New Pool formation; ejaculates with . [ *
Zealand rabbits by artificial | Progressive Motility >70% and
vagina (43°C), 10 ejaculates per Membrane Functionality >80% 20
buck (3 ejaculates per pool) 10
/ /
¥ : -
- A - R Progressive Membrane Viability Viability Acrosomal Normal sperm
Diluted pool was split in two Pool adjusted to 200x10° sperm motility ~ functionality  (SYBR/PI)  (Eosin/nigrosin) integrity
parts that were cooled to 5°C <= per ml with Tris-Citric Acid- M Fresh semen W Molise’s protocol i Modified protocol
(90 minutes) Glucose extender (TCG) Figure 1. Frozen thawed sperm characteristics (10 pools, 3 ejaculates in each
- ' / one). Values are Means + S.E.M.). No significative differences were found
TCG plus DMSO (16%) and Sucrose (0.1 M) was added (1:1 v/v) in between treatments in any variable (P>0.05).
two different ways:
D —— _|In the other hand, there were not found differences
: | : o s s fae between treatments in any variable of frozen/thawed
One single ste .. : L
S Concintrat:m 10 min interval between each semen (P>0.05). In other species, the addition of the
100x105 sperm/m| Fl'gg' iggce”trat/'orl‘ second fraction of diluent in three intervals, during
x10° sperm/m : :
s / *p / semen cryopreservatlon protocols, IS a common
Semen packaged in 0.25 ml Semen packaged in 0.25 ml practice that enhances semen quality upon thawing>;
straws, equilibrated for 45 min straws, equilibrated for 15 min however, in rabbit semen it seems that this practice
|—;—’ does not affect the quality of thawed semen.

Freezing: straws exposed to nitrogen vapors (-121 °C) for 10 min

and immersed in LN, (-196 °C) ) CONCLUSION

The addition of freezing medium as either one single
step or in multiple fractions produced the same results.
However, the next step is to perform in vivo tests to
assess the fertility and prolificacy of both protocols.

REFERENCES

, L ,

Thawing: 10s immersion in water bath at 50°C after 2 weeks,
3 straws per treatment

Progressive motility (visual)

Membrane functionality (HOST)

Akhtar M.F., Ma Q., Li Y., Chai W., Zhang Z., Li L., Wang C. (2022). Animals, 12(17): 2277.
2 F 4 B doi: 10.3390/anil12172277.

Straws exposed to LN, vapors 2Kubovicova E., Makarevich A. V., Balazi A., Vasicek J., Chrenek P. (2021). Zygote, 30(1),
4P TTN "D . T e 1-8. doi.org/10.1017/s0967199421000137

3Di lorio M., Lauriola F., Rusco G., Antenucci E., Schiavitto M., laffaldano N. (2023).
Veterinary Sciences, 11(1), 9. doi.org/10.3390/vetsci11010009

4Salcedo-Baca R., Pichardo-Reyes M. and Echegaray-Torres J. (2004). Proceedings - 8th
World Rabbit Congress. 343-348.

>Alcantar-Rodriguez A., Medrano A. (2017). Reproduction In Domestic Animals, 52(3),
422-428. doi.org/10.1111/rda.12924.

Viability (Eosin/Nigrosin)
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Acrosomal integrity (Phase contrast)

Membrane integrity (SYBR14/PI)

) Viabilty (EoSIn/nigrosiny
L, Live sperm. D, Dead sperm.  gypported by: UNAM-PAPIIT IN206524, UNAM-FESC Cl2441.
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