Sample Screenshot Summary:

66657_screenshot_2.8.3.mp4
2.8.3 (The navigator mode in the acquisition panel of the confocal software is selected.) 00:02-00:08
· open Leica LAS X software 00:02-00:03
· select LAS X Navigator on the top left corner of the software 00:03-00:08

66657_screenshot_2.8.4.mp4
2.8.4 (The well edges of the 96-well plate being aligned using the navigator.) 00:02-00:30
· Select carrier option in LAS X Navigator panel 00:02-00:03
· Select 96 WELL OPTICAL CVG from the drop down of well plate option in the top panel of carrier option 00:03-00:05
· Now align the well using align option 00:03-00:30

66657_screenshot_2.9.1.mp4
2.9.1 (A multi-position selection of the region of interest in the well is being done.) 00:02-00:13
· Select carrier option in LAS X Navigator panel 00:02-00:03
· Select well coverage option and random option in it, adjust the bias bar towards none to get random point selection around the centre in each well. Add number of images to be imaged in each well (we are imaging 6 images in each well) therefore selected six. Each well showing random six points of imaging 00:04-00:13 

66657_screenshot_2.9.2.mp4
2.9.2 (Adaptive autofocus control with the on-demand mode is selected, and the sample is focused.) 00:03-00:28
· Select autofocus icon at the top left corner. Select adaptive focus control (AFC) and highspeed AF from the drop down of focus-system. Select the on-demand mode 00:03-00:11
· Autofocus was performed after clicking on live at the bottom left corner 00:12-00:28

66657_screenshot_2.10.1.mp4
2.10.2 (The excitation and emission filters are being set. TXT: Excitation: 475/28 nm; Emission: 525/48 nm) 00:02-00:37
· Add a fluorescent filter with DIC, select FITC emission channel (525/48 nm) and excitation channel (475/28 nm) and set the percent intensity and exposure time (ms) 00:02-00:24
· Go to live to see the protein of interest tagged with GFP and adjust the percent intensity and exposure time as required 00:25-00:37

66657_screenshot_2.10.3.mp4
2.10.3 (Z-stack image is being acquired) 00:02-01:07
· Select the Z- stack option at the top left corner. Now select the z-wide option. Set the z- stack range by clicking on begin and end to get the complete thickness of the cell 00:02-00:27
· Acquire the Z-stack image by clicking on start 00:28-01:07

To be added:
66657_screenshot_2.10.4.mp4
2.10.4 (Navigator acquiring images from the multiple wells) 00:02-01:23
· Go to 96-well plate in the navigator and zoom in to one of the well to see how the software takes images. Click on the FITC channel of the top to see the fluorescent image. Multiple random images are taken in a particular well. 00:02-00:41
· Once done the software moves to the adjacent well and start taking images in the random location which was previously selected, prior to that autofocus of the field takes place. 00:42-01:23





