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for all treatments, capacitation medium (cm)
was used containing cm-1 (.. briefly, the sperm
were incubated in cm for 1 h at 37°c under an
atmosphere of 5% co2 and 100% humidity. the
samples were subsequently fixed for 2 h in 4%
(w/v) pfa at room temperature, washed three
times in pbs containing 0.2% (v/v) triton x-100
(pbs/t) and blocked for 2 h in blocking buffer

(2% bsa (w/v) in pbs/t). primary antibody against
pna (monoclonal mouse igg1, sigma-aldrich)

diluted 1:100 in blocking buffer was incubated
for 1 h at 37°c. the sperm were washed three
times in pbs/t for 10 min each, stained with

secondary antibody (alexa fluor 546 goat anti-
mouse igg1, invitrogen) diluted 1:100 in

blocking buffer and incubated for 1 h at 37°c.
finally, the sperm were washed three times in

pbs/t for 10 min each, stained with 1 μm
hoechst 33342 (molecular probes) and mounted

on slides with mowiol (sigma-aldrich). sperm
were examined in a nikon eclipse te2000-u
microscope (nikon, düsseldorf, germany).
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