
Protocol: 

1. Prepare an aliquot with 540μl FBS and 60μl DMSO in a 1.5ml 
Eppendorf tube or similarly shaped cryovial (Sarstedt #72.692.005). 
Mix well. 

2. Sacrifice a male specimen and extract the gonads. Dry the male 
carefully before opening the belly. 

3. Tightly grab the gonads with a forceps and shake them vigorously 
inside the previously prepared solution for 1 minute. Use only one 
gonad if the fish is old (>13 weeks) and the gonads are big. 

4. Remove the gonads from the solution. Check that the solution is 
opaque. If not repeat step 3.  

5. Keep the solution at 4°C for 45 minutes. 
6. Quality check: Take 15μl from the solution and gently mix with 30μl 

of BSMIS diluted 1:4 on a glass slide or petri dish to make a 45μl 
drop. Avoid bubbles! Check the edges of the drop (contrast in the 
middle is usually not enough for sperm detection) for sperm 
activation under a microscope. 

7. Gently resuspend the solution on ice and make 10 aliquots of 60μl 
each. 

8. Leave the aliquots 15 more minutes at 4°C. 
9. Place a glass beaker into a styrofoam box and fill the empty space 

with dry ice. 
10. Gently place the aliquots at the bottom of the beaker and close the 

styrofoam box lid. Let the solution freeze for 15 minutes. 
11. Prepare a nitrogen tank with approximately 4cm in height of liquid 

nitrogen and place an empty cryobox in it.  
12. Place the tubes in another cryobox and put this one above the other 

in the nitrogen tank, letting only the nitrogen vapour reach the tubes. 
13. After 30 minutes drop the tubes into the liquid nitrogen. 
14. Tubes are now ready for long term storage. 

 

(from here on a second person could be required to facilitate the 
smoothness and quickness of the steps) 
 

15. Prepare a 30°C water bath. 
16. Anesthetize a female using tricaine (0.5mg/ml). 
17. Carefully dry the female with paper towel. 
18. Lay the female on an open palm (wear gloves) and gently apply 

pressure on the belly with a finger, moving it down toward the anal 
fin. If the fish is mature some eggs will come out. 

19. As the first egg emerges thaw one of the sperm+extender tubes 
putting it immediately in the water bath for 30 sec to 1 min until 
completely thawed. 

20. Gently grab all the eggs at once using forceps and position them to 
the bottom of the tube.  

21. Gently shake the tube and let the solution homogeneously distribute 
between the eggs. 



22. Add 120μl of BSMIS diluted 1:4 to the edge of the tube and let it slide 
to the bottom. 

23. Gently mix the solution. 
24. Quality check: Take 15 μl from the solution and put on a glass slide 

or petri dish. Check the edges of the drop for sperm activation under 
a microscope. 

25. Wait 10 minutes until fertilization occurs. 
26. Wash the embryos out from the tube to a petri dish using embryo 

water. 
27. Change the water twice and incubate at 28°C 

 


