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Sperm from the cauda of the epididymis from mature Tssk6 null mice were obtained and 

incubated in media lacking (Non Cap) or containing (Cap) albumin and NaCHO3 for 90 

minutes at 37˚C.  A third group was incubated in capacitating media for 60 minutes and 

an additional 30 minutes after the addition of Ca2+ ionophore (AR).  The samples were 

then mounted on drops on glass slides and fixed as indicated in materials and methods.  

After permeabilization the samples were stained for Capza3 using the GP-SH4 antibody.  

Fluorescent secondary antibody was used in conjunction with fluorescent PNA and DAPI 

as counterstains.  The extent of the acrosome reaction was judged by the extent of loss of 

PNA staining and samples separated for quantification into initial acrosome reaction 

(ARi) (samples retaining partial PNA staining) and final acrosome reaction (ARf) 

(samples lacking all PNA staining). Numerical quantification from the experiment.  The 

numbers represent the percent of sperm presenting a specific staining pattern for a given 

condition ± s.d.  200 sperm were counted per condition per experiment.  n=3. 

 

Supplemental Fig. S1: Validation of anti-Capza3 antibody GP-SH4 

Proteins were extracted from different tissues with Laemmli buffer lacking bromophenol-

blue and the concentration of total protein assessed by the Bradford method.  50µg of 

protein from each tissue were loaded and separated by SDS-PAGE and analyzed by 

western blot with anti-Capza3 GP-SH4 antibody.  A 31kDa band corresponding to 

Capza3 can be observed only in sperm and total testis extracts.  Note that that non-

specific band at 72kDa is not present in the sperm extract. 


