
10.1071/RD16086_AC 
© CSIRO 2017 
Supplementary Material: Reproduction, Fertility and Development, 2017, 29(7), 1415–1425. 
 

Supplementary Material 

In vitro characterisation of fresh and frozen sex-sorted bull spermatozoa 

Shauna A. HoldenA, Craig MurphyA, Juan F. MorenoB, Stephen T. ButlerC, Andrew R. CromieD, 

Patrick LonerganE and Sean FairA,F 

ALaboratory of Animal Reproduction, Department of Life Sciences, Faculty of Science and 

Engineering, University of Limerick, Castletroy, Limerick, Ireland. 

BSexing Technologies, Navasota, 22575 Highway 6 South, TX 77868, USA. 

CTeagasc Animal and Grassland Research and Innovation Centre, Moorepark, Fermoy, Co. Cork, 

Ireland. 

DIrish Cattle Breeding Federation, Highfield House, Shinagh, Bandon, Co. Cork, Ireland. 

ESchool of Agriculture and Food Science, University College Dublin, Belfield, Dublin 4, Dublin, 

Ireland. 

FCorresponding author. Email: sean.fair@ul.ie 



 

 

Fig. S1. Flow cytometry gating scheme for acrosome integrity assay. Forward scatter (FSC) 
and side scatter (SSC) signals were used to discriminate sperm from debris (P01.Population). 
Viable cells were then selected based on negative fluorescence of Propidium Iodide (PI -ve). 
The percentage of viable sperm with intact acrosomes was calculated as the percentage of 
Alexa Fluor negative (AF647 -ve) cells of the PI negative population as initially gated based 
on controls, FSC and SSC. Equivalent flow cytometry plots were generated for all bull 
replicates. 

 



 

 

Fig. S2. Flow cytometry gating scheme for superoxide production assay. Forward scatter 
(FSC) and side scatter (SSC) signals were used to discriminate sperm from debris 
(P01.Population). Viable cells were then selected based on positive fluorescence of SYTOX 
Green (SYTOXGreen +ve). The percentage of viable sperm with high superoxide production 
was calculated as the percentage of MitoSOX Red (MitoSOXRed +ve) positive of the SYTOX 
Green negative population as initially gated based on controls, FSC and SSC. Equivalent flow 
cytometry plots were generated for all bull replicates. 
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