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3.4 Set the LSCI program by selecting File and choosing New Recording [1]. Enter the project name, site name, subject name, recording name, and operator name [2]. Set the measurement area width to 1.5 centimeters and height to 1.7 centimeters, and select normal point density [3]. Then, set the frame rate to 12 images per second, the duration to until stopped, and enable recording with an averaging of 5 frames per second [4]. Capture one color photo at the beginning, enable live calculations in performance, and disable manual distance [5].  00:03-1:23
3.4.1 SCREEN: In the LSCI program, select File > New Recording. 00:03-00:06
3.4.2 SCREEN: Shot of the project, site, subject, recording, and operator information being entered. 00:06-1:10
3.4.3 SCREEN: Set the measurement area width to 1.5 centimeters, height to 1.7 centimeters, and select Normal Point Density. 1:10-1:18
3.4.4 SCREEN: Set the frame rate to 12 images per second, set the duration to Until Stopped, and enable recording with averaging of 5 frames per second. 1:18-1:20
3.4.5 SCREEN: Capture one color photograph at the beginning, enable live calculations in Performance, and disable Manual Distance. 1:20-1:23

3.7 Verify that the acrylic helmet area appears on the computer screen [1]. Adjust the equipment height until the distance between the measured area and the laser is 10 centimeters [2]. 1:23-1:26 (OBS.: In the video, the correction of the distance between the measured area was performed after the positioning of the ROIs; therefore, this step needs to be corrected)
3.7.1 SCREEN: Show the acrylic helmet area displayed in the software. 
3.8 Draw an ellipse over the ROI for measurement by selecting the Ellipse tool [1]. Draw a small circle in the corner without blood flow by selecting the Circle tool [2]. Position the elliptical ROI over the skull and stretch it to cover the thin acrylic layer, excluding the thicker edges [3]. 1:26-2:57
3.8.1 SCREEN: Shot of ellipse being drawn over the region of interest using the Ellipse tool. 1:26-1:34
3.8.2 SCREEN: Shot of a circular negative flow control area being drawn using the Circle tool. 1:34-1:43
3.8.3 SCREEN: Adjust the equipment height until the distance between the measured area and the laser is 10 centimeters. 1:43-2:17
3.8.4 SCREEN: Adjust the elliptical region of interest over the skull and stretch it to cover the thin acrylic layer and exclude the thick acrylic edges. 2:17-2:31 and 2:46-2:57 (OBS: Between 2:41-2:46, the video shows a program error. Please cut that part out.)
3.9 Start recording by selecting the Play icon and record for 5 minutes [1]. Stop the recording by selecting the Stop icon and close the recording to save it automatically [2]. Return the mouse to its cage and monitor it until it regains consciousness [3]. 2:57-3:35
3.9.1 SCREEN: Shot of clicking the Play icon to begin recording. 2:57-3:00
3.9.2 SCREEN: Shot of clicking the Stop icon and closing the recording. 3:25-3:35
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3.11 After euthanizing the mouse, analyze the ROI measurements [1-TXT].
3.11.1 SCREEN: Display the defined region of interest and corresponding blood flow measurements for analysis. TXT: Euthanasia: Ketamine 300 mg/kg + Xylazine 30 mg/kg, i.p. 00:06-00:22



