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· 3.3.1. (Open Gen5 software v. 3.00 and start with creating a new standard protocol. Click on Procedure and choose type of plates to be used with this protocol. Typically, it is 96-well black plastic plates.) 00:00-00:20
· 61295_screenshot_2
· 3.3.2. (Next, set up Read as Image. Click OK and choose DAPI and Texas Red filter sets with 4x magnification objective. No offset is needed, since the wells’ centers will be imaged. The settings used for DAPI filter set are as follows: LED – 10, integration time – 99, gain – 0; for Texas Red filter set: LED – 8, integration time – 950, gain – 18. Clicking on Options, make sure that autofocus is performed on DAPI channel and there is no offset in focusing between channels. Save the protocol by clicking OK. Now images can be recorded using Read New button.) 00:21-1:21
· 61295_screenshot_3
· [bookmark: _GoBack]3.3.3. (Once images are recorded, start with clicking on Data Reduction and choose Image Preprocessing. Apply image preprocessing with dark background subtraction using Auto flattening size based on DAPI signal. For Texas Red, use the same options as for channel 1. Click OK. Then, go to Cellular Analysis panel and apply the nuclear mask based on Transformed DAPI signal with threshold value of 6000 units, minimal object size of 5 µm, maximal object size of 25 µm, analyzing entire image, excluding primary edge objects on the border of the image and splitting touching objects. In Advanced detection options, choose Rolling Ball diameter as 30 µm, and evaluate background based on 5% of lowest pixels. Keep only Cell Count in Calculated Metrics. After that, perform a Subpopulation Analysis based on Mean Transformed Texas Red signal with threshold value of 5000 units to count dead cells. Finally, access the resulting cell counts here. These counts can be copied and pasted into Excel file following by cell viability calculation.) 1:22-3:10
