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o begin creating your project, use the Images module to compile a list of files andjfor folders that you want to analyze. You can also spedfy a set of rules to indude only the desired files in your selected folders.
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eroll window for all notes on our settings for this module:

3_channels_pipeline.cp contains the instructions for Cell Profiler to perform all of the image dissection steps from the workflow. These break down into 8 'modules’, performed strictly in the descending order shown in the box to the left. [
Clicking on the title for each module in the list yields its settings page, and we provide guidance for each of these in this ‘module notes' window on each of these.

The 7' symbols for each element in the analysis are also an indispensible reference on the function of each of these beyond our notes shown here.

The settings are optimized for the example data set; we encourage experimentation to accomodate different data. Itis recommended to keep an unmodified of this pipeline for reference.

***The LoadImages module introduces the image files to be analyzed to Cell Profiler==*

The settings used here prepare Cell Profiler to find the images in the 'Input Folder' (defined at the bottom of the screen) and the images will appear in their alphanumeric-sorted order of filenames in the window in the bottom left corner.
Filenames need to use the ‘Experiment MameWell_FieldChannel. tif' file name structure described in the protocol,

The LoadImages settings tell the Cell Profiler software to anticipate related sets of channel images in this list to appear in groups of three, the order being DMA then GFP then Antibody images.

The suggested file name convention satisfies this ordering of images in the list as well preceeds field in the sorting priorities for the files and Blue,Green,Red also sort into this order.

-~ 5 (2P <WellRow = w2 [A-H]) (2P <WellColumn =d{1,2}) _(?P <FieldNumber =\d{1, Z})(?F <ChannelDNA >, *). tif
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