Making Nigrosin/Eosin Stain
(To be used with sperm viability Assays)
Prepare 24 hours before use:
Buffer:

1. Weigh out the following in a 1-L flask:
17.35 g sodium glutamate
1.28 g potassium citrate
8.51 g sodium acetate
0.68 g magnesium chloride

2. Dilute to 1 L with dH2O

3. Mix intermittently until all components are dissolved

4. Using a pH meter, measure pH to adjust to pH 7.0

5. Keep buffer in tightly capped or stoppered bottle in the fridge. Discard if any particulate matter is observed

N/E Stain:

1. In bottle or flask add 5 g nigrosin and 1 g eosin

2. Add 100 mL of buffer (above)

3. Mix thoroughly and let the stain stand at least 24 h before use. Keep stain in tightly capped or stoppered bottle in the fridge. Stain is good indefinitely. Discard if any bacteria or particulates are observed when viewing in the microscope.

4. Filter before use. 

**IMPORTANT: Make sure slides are not exposed to humidity or moisture during the drying phase! This will kill all the sperm cells. 
