Nigrosin/Eosin Sperm Viability Protocol
1. Dilute neat semen 1:2 in semen diluent (100ul semen with 200ul diluent works well) in microcentrifuge tube
2. Add 375ul nigrosin/eosin stain to microcentrifuge tube (2.5:2 stain to semen ratio)
3. Mix thoroughly by gentle inversion at 30-s intervals for precisely 2 min (ambient temperature).
4. After 2 min, place 10ul of sperm/stain mixture near the edge of a flat microscope slide (make duplicates). Bring the short edge of a second slide to the edge of the droplet facing the longer end of the first slide and hold at about a 30° angle. Allow the mixture to disperse along the edge of the second slide and then pull the droplet along the first slide for form a smear.
5. Let the smear air dry. Smears may be covered with a coverslip and should be read as soon as possible to minimize staining artifacts. However, if slides are stored in a cool dry place, stains are stable for 24h.
6. Count 200-300 sperm using a bright field or phase contrast oil immersion lens (magnification 100x). A clicker-counter is helpful. 
*IMPORTANT: Make sure slides are in a dry place when drying! If not, all the sperm cells will die. I put my slides in a desiccator to dry. 
