First of all, we modified the download link of the plugin:
https://fbox.jamstec.go.jp/public/FcsQwAsMKIqA9j0B2MJwLUMeHGsxp09hAkAFdVhQIDkZ

[bookmark: OLE_LINK789][bookmark: OLE_LINK790][bookmark: OLE_LINK1120][bookmark: OLE_LINK1121]Could you please replace the old link (https://fbox.jamstec.go.jp/public/1c6kwAhMusqA3nsBi8dvLpcJTyFGNTG7xzffsAqHVqAR) in the manuscript to the above updated one? Thank you.

· 60945_screenshot_1

· 8.1.1 (Copy and paste the plugin file into Fiji’s “plugins” folder.) 00:00–00:12
· [bookmark: _GoBack]8.1.2 (Start the Fiji software; the plugin “FemDA” can be found in the drop-down menu “Plugins” of Fiji.) 00:13-00:29

· 60945_screenshot_2

· 8.2.1 (Open the defocused BF image.) 00:00-00:10 (Click Process | Subtract Background… to remove smooth continuous backgrounds of every frame of the image data.) 00:11-00:38 (Click Process | Filters | Median to reduce the noise of every frame of the image data.) 00:39–00:55
· [bookmark: OLE_LINK796][bookmark: OLE_LINK797][bookmark: OLE_LINK446][bookmark: OLE_LINK447][bookmark: OLE_LINK795]8.2.2 (Click Image | Adjust | Threshold to check and separate the foreground from the background of every frame of the image data.) 00:56-01:04
· 8.3.1 (Click Plugins | FemDA | FemDA Analysis to open the graphic user interface of the customized plugin.) 01:05-01:09
· [bookmark: OLE_LINK452][bookmark: OLE_LINK453][bookmark: OLE_LINK791][bookmark: OLE_LINK792]8.3.2 (Input the approximate minimum and maximum numbers of pixels of a single microchamber. Input the expected minimum and maximum circularity of the microchambers. Input the frame number of the start frame and the end frame.) 01:10-01:18
· 8.3.3 (Click Generate ROI on the GUI to detect every microchamber, and the successfully detected ROIs are shown in a popup window ROITable.) 01:19-01:40
· 8.3.4 (Go back to the window FemDA Analysis and click the button Apply ROI mask to check if the microchambers over the frames were properly detected. If no, modify some of them and repeat clicking Generate ROI and Apply ROI mask. If yes, go to the next step.) 01:41-01:48
· 8.4.1 (Open the fluorescence image and bring it to the front.) 01:49-01:52 (Click Apply ROI mask again to apply the determined ROIs onto the fluorescence image.) 01:53-02:01
· [bookmark: _Ref27582162][bookmark: OLE_LINK813][bookmark: OLE_LINK814]8.4.2 (Select One-Shot for analyzing an end-point image data.) 02:02-02:05
· [bookmark: OLE_LINK460][bookmark: OLE_LINK461][bookmark: OLE_LINK568][bookmark: OLE_LINK569][bookmark: OLE_LINK805][bookmark: OLE_LINK806]8.4.3 (Input n in the box Number of top pixels means that only the top n pixels of each ROI will be used to calculate the mean intensity of the corresponding droplet.) 02:06-02:07
· 8.4.4 (Click button Measure intensity to calculate the mean intensities of all detected droplets.) 02:08-02:13 (The ROITable is updated with the new data from the fluorescence image. Meanwhile, a histogram is displayed in a new popup window Histogram.) 02:14-02:20 (Export the data by clicking the button save as text.) 02:21-02:39

· 60945_screenshot_3

· (The detected ROIs (following the above steps 8.2.1-8.4.1) was directly applied to the time-course data.) 00:00-01:29
· (For the analysis of the time-course image, select Time-Lapse at the above step 8.4.2) 01:30-01:31 
· (Input n in the box Number of top pixels at the above step 8.4.3 and input the actual time-interval between adjacent frames in Time-interval [min].) 01:32-01:37
· (After clicking Measure intensity and waiting, the time-intensity plot and the histogram were generated.) 01:38-03:47
· (The plugin also supports specifying colors for every trace line.) 03:48-04:03
· [bookmark: OLE_LINK811][bookmark: OLE_LINK812](The textual data can also be exported using the File menu of the popup window.) 04:04-04:32
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