· 62936_screenshot_1
· 3.1.2 (405-nm laser being selected) 0:00-0:23

· 62936_screenshot_2
· 3.2.1 (Acquisition parameters being optimized) 0:00-1:45


· 62936_screenshot_3
· 3.4.1 (Optical section containing at least 6 neurons being selected using the CFP and FRET channels and adjust the gain) 0:00-1:38
· 3.4.2 Baseline images being acquired. 1:38-12:01

· 62936_screenshot_4
· 3. 5.3(Stimulation images being acquired) 0:00-10:34


· 62936_screenshot_5
· 3.6.1(Images/Files being saved) 0:00-0:19

· 62936_screenshot_6
· 4.1.2 (Open the image, set color mode to grayscale, view stack as hyperstack, and split channels into separate windows) 0:00-0:18
· 4.2.1 (Process each channel using stackreg with the translation transformation) 0:19-1:06
· 4.3.1 (Select ROIs using the ROI manager) 1:07-2:11
· 4.4.1 (Use the multi-measure function to measure the mean grey value in each ROI) 2:12-2:22
· 4.4.2 (Copy the ROIs from the FRET channel to the CFP channel and measure the mean grey value again) 2:35-2:56

· 62936_screenshot_7
· 4.5.1 (Calculate the FRET/CFP ratios for the baseline and stimulation images) 0:00-1:16

· 62939_screenshot_8
· 4.5.2 (Create a line graph for the FRET/CFP ratios at each time point using the average ratio of the ROIs before normalization) 0:00-0:36


