63091 - Screen shot summary
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· 4.2.	On the live-cell analysis instrument software, select the option Schedule to Acquire. Click on the + tab and select the option Scan on Schedule. 00:02-00:18
· 4.3.	On the software window Create or Restore Vessel, click on the option New. 00:19-00:22
· 4.4.	Select the specific application in the live-cell analysis instrument for the invasion acquisition. Select Spheroid scan type, 4x objective, Phase+Brightfield and Green image channels for the invasion assay. 00:23-00:39
· 4.5.	Select the plate type and define the wells to be scanned by highlighting them on the plate map. 00:40-01:08
· 4.6.	Set up the scanning frequency (15 min for invasion). 01:09-01:28
· 4.7.	Click on Add to Schedule and start the scan. 01:29-01:33
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· 4.2.	On the live-cell analysis instrument software, select the option Schedule to Acquire. Click on the + tab and select the option Scan on Schedule. 00:02-00:16
· 4.3.	On the software window Create or Restore Vessel, click on the option New. 00:17-00:19
· 4.4.	Select the specific application in the live-cell analysis instrument for the migration acquisition. Select Dilution Cloning scan type, 4x objective and Phase and Green for the migration assay. 00:20-00:34
· 4.5.	Select the plate type and define the wells to be scanned by highlighting them on the plate map. 00:35-01:01
· 4.6.	Set up the scanning frequency (30 min for migration). 01:02-01:20
· 4.7.	Click on Add to Schedule and start the scan. 01:21-01:23
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· 5.1.	 Select the tab Create New Analysis Definition. 00:02-00:10
· 5.2.	Select Spheroid Invasion for invasion on the tab. 00:11-00:16
· 5.3.	Select the invasion appropriate channels (for Invasion: Phase+Brightfield – Green) in the image channel. 00:17-00:22
· 5.4.	Select few representative images from 3–4 wells for previewing and refining the analysis setting.
· 5.5.	For the invasion assay, in the Analysis Definition tab, adjust the application settings in the Brightfield and Green channels with the following setting to generate a precise segmentation between the Whole Spheroid and Invading Cells (see Figure 5; blue mask): 00:23-00:58
· Brightfield Segmentation: Whole Spheroid sensitivity = 50; Invading Cell sensitivity = 100; Clean Up = default.
· Whole Spheroid Filters: set all parameters as default. 
· Invading Cells Filters: set all parameters as default.
· Green Segmentation: Radius = 900. 
· 5.7.	Check that the analysis settings are correct for the NS by clicking randomly on several wells. The segmentation must outline the spheroid. If not, adjust the setting accordingly. 00:59-01:06
· 5.8.	Select the wells and time points to analyze. 01:07-01:17
· 5.9.	Save the Analysis Definition and click on Finish. 01:18-02:00
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· 5.1.	 Select the tab Create New Analysis Definition. 00:02-00:06
· 5.2.	Select Basic Analyzer application for migration on the tab. 00:07-00:11
· 5.3.	Select the migration appropriate channels (Migration: Phase – Green) in the image channel. 00:12-00:15
· 5.4.	Select few representative images from 3–4 wells for previewing and refining the analysis setting. 00:16-00:20
· 5.6.	For migration assay, adjust the application settings in the Phase and Green channels to generate a precise segmentation between the Confluence and Green Cells (see Figure 5, yellow and pink masks) with the following setting: 00:21-00:45
· Phase: set all parameters as default.
· Green Segmentation: Radius = 300; Threshold = 1000
· Cleanup: Hole Fill = 400; Filters = default.
· Whole Well: set all parameters as default.
· 5.7.	Check that the analysis settings are correct for the NS by clicking randomly on several wells. The segmentation must outline the spheroid. If not, adjust the setting accordingly. 00:46-01:38
· 5.8.	Select the wells and time points to analyze. 01:39-01:50
· 5.9.	Save the Analysis Definition and click on Finish. 01:51-02:21


