SCREEN RECORDINGS GUIDE


· 3.3.1 Lasers and tracks: The lasers and filters are selected, and tracks are assigned (00:03-end)
· 3.4.1 Tiles are selected: The type of experiment is selected, and the determined X,Y positions are saved on the plate (00:03-end)
· 3.5.1 Imaging setup module: The acquisition channels, their assigned tracks, and their excitation and emission wavelengths are visualized in the imaging setup module (00:03-end)
· 3.6.1 Acquisition mode module: In the Acquisition Mode module, Scan Speed, Direction, Averaging and Bits per pixel are selected (00:03-end)
· 3.7.1 Channels module: The laser power, pinhole, and master gain are adjusted (00:03-end)
· 3.8.1 Focus strategy_Autofocus: In the Focus strategy module, Combine Software Autofocus and Definite Focus are selected (00:03-end)
· 3.8.2 Focus strategy module: Reference Channel and Offsets > Most stable/brightest channel (DAPI or 488 nm) are selected. Under Stabilization Event Repetitions and Frequency, Standard  are selected (00:03-end)
· 3.9.1 Software autofocus: In the Software Autofocus module, Mode is selected as Intensity; Search as Smart; Sampling as Fine and Relative Range (00:03-end)
· 3.10.1 Adding positions: Tiles module is clicked followed by a Position selection. Under Advanced setup, the imaging position is identified, followed by a click on the position setup, and subsequently followed by click on ‘+` (00:03-end)
· 3.11.1 and 3.12.1 Categories: In the Properties tab, wheel icon is clicked, followed by click on ‘New’. In the new dialogue box ‘new category name’ is entered (00:04-00:43).
In Position > Properies tag > Catagories drop down menu > Labels is clicked (00:43-end)
· 3.13.1 Calibration: Selection of Sample Carrier, >Multiwell 96–Cellvis glass bottom #0. Calibrate is clicked and 1 point or 7 point calibration is selected (00:03-end)
· 3.14.1 Tiles-options: Under Options> tile overlap is selected. Under Travel in Tile Regions> Comb is selected. Then use stage speed from stage control, use stage acceleration from stage control, and image pyramid during acquisition is ticked (00:03-end)
· 3.15.1 Image acquisition: Image acquisition is run (00:03-end)
· 3.15.1 Image export: Images are exported as TIFFs (00:03-end)
· 4.1.2 Metadata: The metadata spreadsheet is filled with data retrieved from the metadata file (00:03-end)
· 4.2.1 Opening Cell Profiler: CellProfiler 4.2.4 is double clicked and the CellProfiler pipeline is dragged and dropped (full video)
· 4.3.1 Importing the images: Czi image files or a folder containing multiple czi image files is dragged to the Image module (full video)
· 4.4.1 Names and types module: c1-c3 (C-One C-three) code is replaced in the Names and types module (full video)
· 4.5.1 Changing parameters: The numeric entries in the modules is optimized (full video)
· 4.6.1 Test mode and finetuning: Test mode is selected followed by a pop-up window showing an analyzed image being seen (full video)
· 4.7.1 Exit test mode and analyze images: The test mode is ended, Exit Test Mode is activated, followed by clicking the Analyze Images button (full video)
· 4.8.1 Comparing image with overlay: The input image is compared with the overlay output (cell boundaries, puncta) generated by CellProfiler (full video)
· 4.8.2 Re-adjusting pipeline for better results: Has to be carried out by the experimenter, shown here as an example; numerical values in the different modules are adjusted (full video)
