e Preparation of activation medium (AM) containing 0.25% pluronic acid with and without reagents (keeping
final concentration of inhibitor and uncoupler at 1 mM and 1 uM respectively)
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® Microscope was equipped with Imaging Development System (IDS) digital camera, 10x lens, negative
phase-contrast condenser, cooling stage, and uEye Cockpit software set at 25 frames s!

e Thermoblock (HLC BO50/15, Germany) was used to adjust the temperature (4 or 15 °C) of cooling stage
¢ Adjusted temperature was monitored with copper-constantan thermocouple (Omega, L-044T, Taiwan)

© 40 pl drop of AM (as mentioned in step 1) was put on to microscopic slide
¢ Tip of an insulin syringe needle was touched with sperm sample (stored in eppendorf tubes at 4 or 15 °C) and
immediately mixed with AM

¢ Videos were recorded from beginning till the end of motility
* Video records were saved in AVI format

¢ Videos were analyzed by integrated system for semen analysis (ISAS software; PROISER, Spain) at 10, 20, 30, 40,
50, and 60 s and 10, 20, 30, and 40 s post-activation time at 4 and 15 °C respectively

o Statistical analyses was done for VCL and LIN, and motility duration
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Figure S1. Method used for motility assessment
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Figure S2. General experimental plan




