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Gamete rescue –Felids 

Assessment and cryopreservation 

 Remove testes from bags or container and blot free of any fluid or blood. Measure length and width 

and convert to a volume ((LxW2) x 0.524).   

Remove the tunica surrounding the testes and carefully remove the epididymides using a scalpel blade.  

Blot any blood from the tissue. Use the back of a scalpel blade to gently strip blood from blood vessels. 

It is important to remove as much blood as possible as this will negatively impact sperm survival. 

Place epididymis into a sterile petri dish. If not freezing the sperm, use HEPES or appropriate buffer, if 

freezing the sperm, use the appropriate cryodiluent with no glycerol. This is usually Commercial TEST 

yolk buffer (Irvine Scientific). 

Place ~250-400 µl of warmed diluent onto the tissue and slice tissue multiple times with a scalpel blade. 

Do not macerate the tissue – the goal here is to release the sperm from the tubules to allow them to 

swim out into the media. 

Place the dish on the warm plate and leave for ~5-15 mins to allow sperm to swim out. Transfer the 

sperm suspension into a sterile microcentrifuge tube.  

Determine the sperm concentration and adjust with diluent to make more dilute if necessary.  Felid 

sperm is generally quite dilute and ideally it should be frozen at 10-100 x 106/ml 

NB  epididymal sperm may be more fragile/sensitive than ejaculated sperm so handle accordingly. 

Assess percent motility, status (forward progression on a scale of 0-5, with 0=non-motile and 

5=hyperactivated motility), and take a portion for morphology (5µl in 100µl 0.3% glutaraldehyde in PBS 

fixative). 

Transfer to fridge to cool for 1.5h in 100 ml water at ambient temperature. Check the temperature of 

the fridge so the coldest temperature it reaches is known. 

After cooling add 4% glycerol (either Commercial TEST Freezing media which is at 12%, or glycerol) in a 

stepwise manner (5-7 portions, mixing in between, allowing ~20 secs in between each addition). Load 

into labeled 0.25 ml straws and freeze 2 cm above the level of LN2 for 7 mins before plunging. Store in 

labeled canes in storage dewer. 

Semen and sperm assessments 

1. Place a small volume (3 µl) of raw semen on a pre-warmed slide (37°C) and place it on the 
microscope stage 

2. Immediately determine percent motility (subjective assessment) and status (forward progression (1-
5) 
Status of Progression: 1 = twitching with no forward progression, 2 = side-to-side movement with 
little forward progression, 2.5 = moving forward slowly or in circles, 3 = moving forward at a slow 
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steady pace but with no circles, 3.5 = moving forward at a quick steady pace, 4 = moving forward 
rapidly, 5 = moving very quickly; hyperactive 

3. Remove a small volume (3 µl) of raw semen for determination of pH and place on pH strip 

4. Measure volume of raw semen and transfer to new sterile container (either 3 ml tube or 1.5 
Eppendorf tube depending on volume) 
 

5. Extend semen 1:1 with an equal volume of either Hams F10 complete or Commercial test medium 
(felids; media will vary depending on species); add medium slowly to semen and mix while adding by 
gently inverting the tube. 

 

6. Store tube in a styrofoam rack so that it is protected from temperature changes and light 
 

7. If processing sample for acrosomal integrity (Coomassie staining technique), remove a separate 

volume of raw semen and place in 4% room temperature paraformaldehyde.  The volume of semen 

removed for fixative (both for morphology and acrosomal integrity) will vary with sperm 

concentration.  If the sample is very concentrated, 10 µl should suffice.  If the sample is dilute, 20-30 

µl may be necessary.  (Use your own judgement - the more removed for fixative, the less there is for 

freezing but the less removed for fixative the more labor intensive the morphological and/or 

acrosomal assessment will be later) 

 
 

 

 

 

 


