Supplementary File 1. Tissue processing protocol for Bouin’s fixed, glycolmethacrylate resin embedded ovaries for stereological analysis.

S1.1 Rinse Bouin’s fixed ovaries after 24 hours, using 70% ethanol and leave for another 24 hours. 

S1.2 Dehydrate the tissues as follows, whilst constantly agitating, for example, using an automated shaker, or roller: 
70% ethanol 1 x 1 hour
100% ethanol 3 x 1 hour
100% butanol 1 x 1 hour, then 1 x 3 hours (or overnight). 

S1.3 Infiltrate tissue in infiltration solution overnight, whilst agitating. 

NOTE: Infiltration solution: Using Technovit 7100 kit – dissolve 1 gram of Hardener I in 100 mL of Technovit 7100 solution. Stir for approximately 30 minutes with a magnetic stirrer until dissolved. (This solution can be stored at 4 °C for 1 month in a glass jar with silica gel). 

S1.4 Place ovary tissue in plastic embedding moulds and fill the mould with embedding solution and allow to set at room temperature overnight. 

NOTE: Embedding solution: Using 15 mL of the above infiltration solution, add 1 mL of Hardener II and mix thoroughly with a wooden stick. Make this solution up in batches of 30 mL or less, as it can set quickly. 

S1.5 Adhere backing block to methacrylate block using Technovit 3040 resin, using a ratio of 2:1 powder to liquid. Stir quickly with a wooden stick and put a couple of drops onto the methacrylate block, then quickly place backing block on top and allow to set. 

NOTE: The resin sets very quickly, so do not make up more than 6 g powder and 3 mL liquid at one time. The resin is also used to make the backing blocks in the embedding moulds. 

CAUTION: Glycolmethacrylate resin is hazardous, so perform these steps in to fume hood, until resin is set. Hardener II should be added to all infiltration solution and allowed to harden before it can be disposed of. Butanol is hazardous and should be used in the fume hood and deposed of through appropriate chemical waste disposal protocols. 

