THREESPINE STICKLEBACK ALIZARIN STAINING PROTOCOL1

-This method stains bone red and facilitates scoring of bone traits in stickleback fish.
Preparing Solution:

1. Use 4000 ml vial, fill with a bit of water (<1/4 volume).

2. Add one large chip of Potassium Hydroxide (KOH), mix until it dissolves.

3. Add two large scoops of Alizarin Red S, mix well.

4. Fill vial with water and mix again.

Staining Fish:

1. Remove alcohol from jars and store for later use. Wash fish with water. 

2. Place jars in green plastic plates. Remove labels from jars and place each label in the plate the jar it came from is in (labels should always remain with jars). 

2. Add alizarin solution so that all fish are completely covered, turn over fish or place cheese cloth on top if necessary (if specimens are not completely submerged, the part of the fish that is not in contact with the solution will not stain). Leave specimens in the alizarin solution for 3-6 hours (samples are ready when fin rays look dark purple against a light background).

3. Prepare KOH solution by adding one large chip to 4000 ml of H20 and mixing until it is completely dissolved.

4. Once samples are stained remove alizarin solution and place it in appropriate repository in fume hood. 

5. Add KOH solution and rinse samples in it well, cover jars and shake vigorously (KOH solution will be heavily stained). Remove this solution and place in appropriate repository in fume hood.

6. Add new KOH solution and let samples sit in it for one hour. Remove KOH solution and dispose of it.

7. Repeat step 6 at least two more times.

8. Add water and rinse at least twice. Place labels back in jars. Add water and let rinse over night.

9. Change water and let rinse all day. Add alcohol and store samples. 

1Written in January 2004, based on technique described by Mike Bell.

