JoVE-61196 – Screenshot Summary
“In vivo quantification of protein turnover in aging C. elegans using the photoconvertible Dendra2” - Maria Lucia Pigazzini and Janine Kirstein
· 61196_screenshot_1
· 4.1(Open confocal software and set laser imaging setting) 00:00-00:36
· 4.2 (Define the acquisition setup) 00:36-00:55

· 61196_screenshot_2
· 4.3 (Define the multidimensional acquisition settings) 00:00-00:11
· 4.4 (Select and define the time series) 00:11-00:30
· 4.5 (Define the speed of acquisition) 00:30-00:39

· 61196_screenshot_3
· 6.2 (Start live scanning, zoom in 3x and bring a neuron into focus) 00:01-00:24
· 6.3 (Find the maximum projection and increase the laser power to obtain a just saturated image) 00:24-00:52

· 61196_screenshot_4
· 6.4 (Select a first region of interest around the neuron and a second region of interest encompassing the first) 00:00-00:14
· 6.5 (Select the first ROI to be acquired, bleached and analyzed and the second ROI to only be acquired and analyzed but not bleached) 00:15-00:23
· 6.6 (Set scanning rate to maximum speed and start experiment: Dendra2 is converted) 00:23-00:45

· 61196_screenshot_5
· 6.7 (Delete the ROIs and start live scanning to visualize the red signal: find the focus of the neuron and increase/decrease the laser power to obtain a just saturated image) 00:00-00:38
· 6.8 (Set the scan rate to a lower speed and acquire a snapshot image of both channels) 00:39-00:50
· 6.9 (Save the scan with an identifiable name) 01:55-02:11

· 61196_screenshot_6
· 7.1.2 (Open the T0 image and re-use the settings) 00:00-00:15
· 7.1.3 (Live scan the red Dendra2 and bring the neuron into focus. Obtain a snapshot of both channels using the same settings as those for the first snapshot at T0. Save the image with an identifiable name) 00:16-00:39 and 01:42-01:55

· 61196_screenshot_7
· 8.1 (Open Fiji and drop the .lsm file into the Fiji bar. Open the first “T0” image, taken at time zero, and the second “T120” image, taken at a chosen time point after conversion) 00:01-00:12
· 8.2 (Establish the measurement parameters: click Analyse | Set Measurements. Select Area and Integrated Density. Press OK) 00:12-00:18
· 8.3 (Select the polygon selection tool) 00:18-00:23
· 8.4 (Identify the converted neuron and draw a ROI around it) 00:23-00:30
· 8.4.1(to properly define the contour, select Image | Adjusts | Threshold, and highlight the intensity threshold. Or use the green channel as an indicator of the outline) 00:30-00:50
· 8.5 - 8.6 (Once the selection is defined, press Analyse | Measure. A pop-up window appears containing the results for Area, IntDen and RawIntDen and perform the same process for the “T120” image) 00:50-01:00
· [bookmark: _GoBack]8.7 (Properly copy the values in a excel table) 01:00-01:07


	

