Sample Screenshot Summary
Note the file naming format and examples of timecodes
· 65705_screenshot_2.2.1-2.3.1.mp4
· 2.2. Two to three weeks previous imaging, inject the viral particles carrying the genetically encoded calcium indicator into the vitreous with a precision syringe
· 2.2.1 SCREEN: Animation based on left-top panel of Figure 1 (Intravitreal injection of vector carrier) TXT: AAV2-CAG-GCaMP5G at 7.5 x 1011 GC/mL Video editor: Please highlight the AAV-packaged GCaMP sensor. 00:04-00:10
· 2.3. Examine the retinal structure using fundoscopy and OCT (O-C-T) to ensure there are no adverse reactions due to surgery. Two weeks after injection, the GCL emits fluorescence visible by fluorescence fundoscopy. Immediately before starting the electrophysiology protocol eutanize the animal.
· 2.3.1. SCREEN: Animation based on left-top panel of Figure 1 (Intravitreal injection of vector carrier) Video editor: Please highlight the in vivo retinal imaging system.00:11-00:21
· 65705_screenshot_3.3.1.mp4
· 3.3. In the pulse generator device's software, configure the electrical stimulation parameters like the shape, amplitude, duration, phase delay, and frequency of pulses for application [1].
· 3.3.1. SCREEN: The electrical stimulation parameters are being configured.
Authors: Please create screen capture videos of the shots labeled as SCREEN, create a screenshot summary, and upload the files to your project page as soon as possible: https://review.jove.com/files_upload.php?src=20040073
· 65705_screenshot_3.4_3.5.mp4
· 3.4. Then synchronize the image acquisition with stimulation delivery, using the pulse generator as an external trigger to control the start of image acquisition [1]. Connect the camera to the pulse generator using the output trigger signal [2] and set the camera software's “Capture Mode” to "External Start Trigger"[3].
· 3.4.3. SCREEN: The capture mode is being set to External Start Trigger 00:12 – 00:17
· 3.5. Press the Start button in the camera software so that it awaits an external trigger to start [1]. Initiate the image acquisition process using the pulse generator software [2] and save the captured images, ensuring the file name includes all the applied electrical stimulation parameters [3].
· 3.5.1. SCREEN: The start button is being pressed in the camera software.
· 3.5.2. SCREEN: The image acquisition process is being started in the pulse generator software.
· 3.5.3. SCREEN: The images are being saved with the applied electrical stimulation parameters. 00:28 – 00:53
· 65705_screenshot_3.6.mp4
· 3.6. Now, open ImageJ and segment the region of interest using the “Area Selection Tools”, add it to the ROI (R-O-I) Manager [1], and save it as a .zip folder using the ROI Manager menu [2].
· 3.6.1. SCREEN: Area selection tools are being selected, and ROI is being segmented and added to the ROI manager. TXT: Tab [t] to add the ROIs to the ROI Manager 00:12 – 01:25
· 3.6.2. SCREEN: The segmented region is being saved as a .zip folder. 01:25 – 01:41
· 65705_screenshot_3.7-3.8.mp4
· 3.7. Extract the mean gray value from the cell somas by navigating to More and clicking Multi Measure [1]. Enable the Measure all 600 slices and One row per slice options to obtain a single table in which columns correspond to ROIs and rows correspond to time frames [2].
· 3.7.1 SCREEN: More is being clicked, followed by multi measure. 00:00 – 00:18
· 3.7.2. SCREEN: The 'Measure all 600 slices' and 'One row per slice is being checked. ROIs and the time frames are being shown. 00:18 – 00:42
· 3.8. Then, extract the centroid from the ROIs using the Measure command [1]. 
· 3.8.1. SCREEN: Measure is being clicked, and the centroid is being extracted. 00:48 – 01:06
· 65705_screenshot_3.9.mp4
· 3.9. To correct the photobleaching effect and minimize the background, select approximately 15-20 frames from the non-stimulating intervals before each burst [1] and fit these frames to a linear curve to ensure optimal data analysis [2].
· 3.9.1. SCREEN: Graphic generated with the fit.

