· 68644_screenshot_1.mp4
· 3.1.1 (adjust the focus in bright field mode -using autofocus and manual focus- to achieve sharp image) 
· 68644_screenshot_2.mp4
· 3.1.2 (switch from “Locate” to “Acquisition” and create a spectral track) 
· 68644_screenshot_3.mp4
· 3.2.1 (turn on all the laser needed to excite all fluorophores present in the tissue)  
· 68644_screenshot_4.mp4
· 3.3.1 (select the appropriate beam splitters based on the active lasers) 
· 68644_screenshot_5.mp4
· 3.3.2 (activate all the detectors to capture as much possible of the spectrum) 
· 68644_screenshot_6.mp4
· 3.3.3 (adjust acquisition resolution to the desired resolution or to max confocal resolution then adjust the pinhole size as desired or make the size 1AU for maximum resolution) 
· 68644_screenshot_7.mp4
· 3.4.1 (start a continuous scan of the sample with low laser powers) 
· 68644_screenshot_8.mp4
· 3.4.2 (adjust the gain of the detectors as well as adjusting the laser powers incremental until a good signal for all markers is reached) 
· 68644_screenshot_9.mp4
· 3.5.1 (switch to single stains one by one and adjust the corresponding laser to optimize the signal) 
· 68644_screenshot_10.mp4
· 3.6.1 (enable the tile feature) 
· 68644_screenshot_11.mp4
· 3.6.2 (create an acquisition region with an appropriate size using one of the ROI tools) 
· 68644_screenshot_12.mp4
· 3.7.1 (move the stage to the centre of the acquisition region, start a live scan, and adjust the focus manually to get the best image. Then apply this is z position to the acquisition region) 
· 68644_screenshot_13.mp4
· 3.7.2 (find a unique cell cluster to use as a reference for focusing in subsequent rounds) 
· 68644_screenshot_14.mp4
· 3.8.1 (enable the z stack feature and open the z stack window) 
· 68644_screenshot_15.mp4
· 3.8.2 (go to the “Centre” tab and specify 6 slices at 1 um interval) 
· 68644_screenshot_16.mp4
· 3.8.3 (click the “Centre” button to specify that the centre z stack would be at the defined ROI z focus we defined earlier) 
· 68644_screenshot_17.mp4
· 3.9.1 (click “start experiment” to start acquiring the defined volume of the tissue) 
· 68644_screenshot_18.mp4
· 3.9.2 (save the acquired image) 
· 68644_screenshot_19.mp4
· 3.9.3 (make a back up copy of the acquired image) 
· 68644_screenshot_20.mp4
· 3.10.1 (open the acquired image and reuse the microscope settings from the image) 
· 68644_screenshot_21.mp4
· 3.10.2 (capture a snap of each single stain as well as unstained sample) 
· 68644_screenshot_22.mp4
· 3.11.1 (compare the signal in the unstained sample with the single stains to find out what is a true signal) 
· 68644_screenshot_23.mp4
· 3.11.2 (ensure that the staining has the expected morphology – ex. membrane vs nuclear) 
· 68644_screenshot_24.mp4
· 3.12.1 (open the single stain snap images) 
· 68644_screenshot_25.mp4
· 3.12.2 (navigate to the unmixing window in the image and select one of the ROI tools) 
· 68644_screenshot_26.mp4
· 3.12.3 (draw an ROI around a bright true signal of that marker) 
· 68644_screenshot_27.mp4
· 3.13.1 (make sure that the observed spectrum is in agreement with the literature spectrum of that fluorophore) 
· 68644_screenshot_28.mp4
· 3.13.2 (name the spectrum and save it as a reference in the spectra database to be used for unmixing later) 
· 68644_screenshot_29.mp4
· 3.14.1 (open the tiled image and switch the unmixing window) 
· 68644_screenshot_30.mp4
· 3.14.2 (add the reference spectra for all fluorophores present in the tissue as well as the reference for autofluorescence if applicable) 
· 68644_screenshot_31.mp4
· 3.14.3 (linearly unmix the stains) 
· 68644_screenshot_32.mp4
· 4.3.2 (photo bleach BV stains with epifluorescence light using the DAPI filter) 

