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Protocol for BoviPure Nidacon

Materials required

BoviPure 100

BoviDilute

Sperm Washing medium

Micro centrifuge tubes 1.5mL
Dispensing pipette and disposable tips
Pasteur pipettes

Micro Centrifuge

Components 40% 80%
(for 500 pL)
BoviPure 100 200 pL 400 pL
BoviDilute 300 pL 100 pL
Protocol
. Prepare the solutions according to the table above.
. Do not filter!! close the tubes and incubate for at least 30 minutes in 38°C.

Using a sterile pipette, transfer 500 pL BoviPure 80% Layer to the Micro centrifuge tube
Using a new sterile pipette, transfer 500 pL BoviPure 40% on top of the bottom layer.
Be careful no to disrupt the layers.

3. After thawing the straw (0.25ml), clean the straw and empty its content slowly onto the BoviPure
gradient. Assess initial sperm motility from a small sample of the thawed semen.

Calculate the correct RPM and centrifuge at 300 x g for 15 minutes at room temperature. Do not activate the brake.
After centrifugation, remove the supernatant carefully, making sure only the pellet remains.

Transfer the pellet to a new tube containing 1 ml of BoviWash solution
(resuspend carefully)

Spin the tube again at 300 x g for 5 minutes
8. Remove the supernatant carefully, leaving the pellet
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Recommendations for IVF

1. Measure the volume of the pellet. Remove 5 pl of the pellet and add to 250 pl of IVF medium in order to assess final
motility.
Add another 5 pl to 250 pl of water in order to assess sperm concentration in a counting chamber (eg. Neubauer)

Calculate the correct dilution to obtain the desired concentration in the IVF drop (1x10° sptz/ml)
Incubate the IVF drops and add 10 pl of the diluted pellet
Wash the oocytes twice in IVF medium and transfer them to the drops containing the spermatozoa
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Finally, place the dish in the incubator for 18-22 hours and continue with IVC (In Vitro Culture)

This standardised protocol was developed together with Vitrogen, Brazil in their facilities in Cravinhos/SP.



