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3.6.	Using an oil immersion 40x (forty-X) objective and a photo-multiplier tube connected to a digitizer, collect and save the light signals [1]. Pending
3.6.1.	SCREEN: Collecting the light signals through PMT and saving the light signals.
3.7.	In the acquisition software, ensure a scale of 0 to 200 arbitrary units [1]. Then, adjust the size of the excitation spot and the gain of the photo-multiplier tube to set the resting fluorescence or Frest (F-rest) to 10 arbitrary units [2]. 
3.7.1.	SCREEN: Opening acquisition software and setting the arbitrary units scale.
3.7.2.	SCREEN: Adjusting the size of the excitation spot and the gain of the PMT and setting the resting fluorescence to 10 arbitrary units. 
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3.8.	Set a lowpass filter to the whole trace at 1 kilohertz [1]. Calculate the Frest in 1 second of the trace [2]. Then, adjust the Frest to 0 (zero) and measure the peak sarcoplasmic Ca2+ transients’ amplitude [3]. Measure the rise time from 10% to 90% of the amplitude, the duration at half maximum, and the decay time from 90% to 10% of the amplitude [1].
3.8.1.	SCREEN: Setting lowpass filter to the whole trace at 1 kHz. 00:00-00:25
3.8.2.	SCREEN: Calculating the Frest in 1 second of the trace. 00:25-01:14
3.8.3.	SCREEN: Adjust the Frest to 0 and calculating the peak sarcoplasmic Ca2+ transients’ amplitude. 3.10.1.	SCREEN: Measuring the rise time, duration at half maximum, and decay time. 01:14-02:08.
3.10 Then, estimate the decay kinetics according to a fit with the biexponential function [2].
3.11.	Finally, save the values of the time constants of decay τ1 and τ2   and amplitudes A1 (A-1) and A2 (A-2) [1].
3.10.2.	SCREEN: Estimating the decay kinetics. 3.11.1.	SCREEN: Saving the values of the time constants of decay τ1 and τ2 and amplitudes A1 and A2. 02:13-02:58.
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3.9.	Next, calculate the peak Ca2+ concentration in micromolar [1]. Pending
3.9.1.	SCREEN: Calculating the peak Ca2+ concentration in μM. 

