| m Laparoscopic insemination method in sheep allows the use of
an animal protein-free and inexpensive freezing medium
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CONTEXT

In breed societies managing ovine species, sperm is cryopreserved according to a method adapted from Colas [1], using egg yolk and milk in extenders. Using such
media is acceptable within a short-term commercial strategy. However, it sounds necessary to develop the use of stable, synthetic and chemically defined medium in
biobank to overcome any update of the regulations by the future. STEMALPHA.CRYO3 (Ref 5617, Stem Alpha, Saint-Genis-I'Argentiere, France) called 'CRYO3' is a
chemically defined preservation medium currently used for freezing human tissue and adult stem cells.

[1] Colas G. Effect of initial freezing temperature addition of glycerol and dilution on the survival and fertilizing ability of deep-frozen ram semen. Journal of the Society for Reproduction and Fertility. 1975;277-85.

OBJECTIVE , ,

"he objectives of this study were firstly to avoid all forms of derived (plant or animal origin), or unstable and variable products, and secondly to test a faster cooling rate.
"he aim of the present study was to evaluate the effects of a CRYO3-based medium and of two cooling rates on in vitro parameters and in vivo fertility of ram sperm.
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Ram sperm was frozen either in a control medium (EYM), containing egg yolk and milk; or in a CRYO3-based medium, called “TCFG-CRYO3”, or in a negative control, called “TCFG”, consisted of a Tris buffer and glycerol. T corresponds to Tris buffer; C to S t at I St I C S . g?:;i::xgiz 222’;‘?%?:‘?:2‘:’;&?;2la dnigt:;ﬁﬁ,:ii‘f)lyefgﬁggfIy('Poisson distribution) : generalized linear models, including the
citric acid; F to Fructose; G to Glycerol. After collection, sperm was assessed by subjective motility and HOS Test, while equilibrated sperm at 4°C after 2h, 2h20 and 4h was only assessed by HOS Test. Frozen-thawed sperm quality was evaluated by flow medium as a fixed effect and the ram as a random effect.M ' '
cytometry, CASA and HOS Test. Freezing media were thermodynamically characterized using a Differential Scanning Calorimeter. The cooling rates associated to the two levels of LN2 heights were recorded. Artificial inseminations on 75 ewes were
performed to evaluate sperm fertility. CASA: Computer-Assisted Sperm analysis; DSC : differential scanning calorimeter; LN2 : Liquid Nitrogen; TCF : Tris buffer supplemented with citric acid and fructose.

o Differences with p < 0.05 were considered statistically significant. Thermodynamic values were analysed using descriptive statistics.
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CONCLUSION

This study showed that the product, CRYQO3, cannot replace egg yolk and milk in freezing extenders. Moreover, we showed that laparoscopic inseminations

allowed a 74 % parturition rate thanks to an easy and inexpensive medium composed only of a Tris buffer and glycerol. This medium, although could not be used
In a large scale, remains an option for international transport or long-term storage of genetic diversity.




