


Supplementary Figure 1 Effects of attenuated Ca2+ transients on cell cycle resumption and 
cortical granule exocytosis 
 
Panel A:  Eggs were treated with the indicated concentrations of BAPTA-AM (0-10 µM), 
inseminated, and then fixed at 4 hr post-insemination and stained with DAPI to assess cell cycle 
resumption.  % MII, percentage of eggs arrested at metaphase II; % MIII, percentage of eggs at 
metaphase III (i.e., emitted a second polar body with maternal DNA was in a metaphase-like 
configuration); % exit from MII, percentage of eggs that exited from metaphase II arrest (>90% 
of these had emitted second polar bodies with maternal and paternal pronuclei, although this 
group does include eggs in anaphase II and telophase II).  Data are based on 34-114 eggs per 
treatment group from seven separate experiments.  The distributions of eggs between the three 
categories (metaphase II arrest, metaphase III, exit from metaphase II) are statistically 
significantly different between all of the BAPTA-AM treatment groups (p < 0.0001, χ2 analysis). 
 
Panel B:  Eggs were treated with the indicated concentrations of BAPTA-AM (0-5 µM), and 
then either inseminated or left unfertilized.  In the case of the inseminated eggs, eggs were fixed 
at either 0.75 hr or 4 hr post-insemination.  Unfertilized eggs were cultured for 4 hr (in parallel, 
from the start of the insemination) and then fixed.  Fixed eggs were stained with LCA to label 
CGs; CG density in the egg cortex is expressed as CGs per 100 µm2 (n = 6 eggs per treatment 
group for 45 min, n = 8 eggs per treatment group for 4 hr).  The observed decrease in CG density 
in eggs treated with 5 µM BAPTA-AM in was due to fertilization; unfertilized eggs, either 
treated with 0.1% DMSO (control) or 5 µM BAPTA-AM, that were cultured for 4 hr maintained 
CG densities comparable to unfertilized eggs fixed at the start of the culture period, 
demonstrating that unfertilized eggs did not undergo spontaneous CG exocytosis after 4 hr in 
culture.  Open circles, unfertilized control eggs (treated with 0.1% DMSO); open squares, 
unfertilized eggs treated with 5 µM BAPTA-AM; closed circles, fertilized control eggs (treated 
with 0.1% DMSO); closed diamonds, fertilized eggs treated with 0.5 µM BAPTA-AM; X, 
fertilized eggs treated with 1 µM BAPTA-AM; closed triangles, fertilized eggs treated with 2 
µM BAPTA-AM; closed squares, fertilized eggs treated with 5 µM BAPTA-AM. A statistically 
significant difference between the 0.75 and 4 hr timepoints within a treatment group is 
represented by a.  A statistically significant difference between fertilized control levels (closed 
circles) and a treatment group at a given timepoint is represented by b (p < 0.05). 
 
 
 


