Sperm Mobility Assay
1. Pre-fill micro-cuvettes with 600ul 6% Nycodenz (each bird will need one)
2. Pre-warm small test tubes, semen collecting tubes, diluent, mobility buffer, and pre-filled micro-cuvettes with 6% Nycodenz  in a water bath at 41°C
3. Pre-fill 16 standard cuvets with 2 ml 3% NaCl
4. Collect semen and blood from individual roosters. Keep blood on ice for RIA only. 
5. Zero cuvet containing NaCl at 550 nm in spectrophotometer.
6. Pipette 10µl semen into cuvet containing NaCl and mix by inversion
7. Place cuvet into spectrophotometer and record absorbance.
8. Calculate concentration of semen sample by using the equation:
a. Concentration = (Initial absorbance – 0.0558) / 0.1212 (billion sperm/ml)
9. Pipette 50µl neat semen into pre-warmed test tube (41°C).
***Hand off semen for stain (jump to stain instructions). From remainder of semen, keep for RIA and put into separate labeled 1.5 ml microcentrifuge tubes. Set aside. 
10. Calculate volume of mobility buffer to add to 50µl neat semen for a concentration of 6 x 106 sperm/ml:
a. [(Concentration x 0.05)/0.5]-0.5 = Volume buffer (ml)
11.  Add proper volume of buffer to test tube containing semen and vortex by hand.
12.  Overlay 60µl of the semen/buffer solution on top of the pre-warmed Nycodenz.
13.  Incubate the cuvet at 41°C for 5 minutes in a water bath.
14.  Remove cuvet from water bath and dry completely with KimWipe
15.  Place cuvet on spectrophotometer and record absorbance after 1 minute.
16.  The absorbance is representative of the sperm mobility score for that individual.

