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3. 
3.1 
3.2 
3.3 
3.4 
3.4.1 
3.4.2 SCREEN: To be provided by Authors: Laser energy and detection sensitivity being defined. It is important to adjust the settings at the end of the incubation period, to avoid saturation due to delayed LY diffusion. Therefore, one well with organoids is used to define the LY fluorescence at the end of the incubation period. These organoids can not be used for the assay.
3.4.3 Click “Live” to image organoids. 00:02-00:07
3.4.4 Adjust laser power (excitation: 488nm / emission: 500-550nm). Use histogram to define signal intensity. Make sure to image at roughly 30% of maximal intensity. 00:07-00:28
3.4.5 Alternatively, signal intensity can be modulated by changing the exposure time. 00:29-00:50
3.5 Define the positions of about 10 organoids with a spherical structure close to the coverslip surface per well by differential interference contrast live imaging, capturing organoids with comparable diameters and focusing on the central slice of the organoids to image the lumens [1-TXT].
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3.5.1 SCREEN: To be provided by Authors: Position being defined, then organoid being image TEXT: e.g., image 80 plus or minus 30-micrometer organoids
3.5.2 Image organoids of all defined positions once before adding LY.
3.5.3 Use scale bar to identify organoids with a diameter of 50 to 110 micrometre and remove organoids (uncheck position: P2, P19, P7), which are too small or too big. 00:02-01:00
3.6 Record the differential interference contrast and the lucifer yellow fluorescence of every position to document the shape and autofluorescence of each organoid [1-TXT].
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3.6.1 SCREEN: To be provided by Authors: DIC and LF fluorescence being recorded for one organoid TEXT: Exclude organoids w/ high autofluorescence
3.6.2 Check imaged organoids for intraluminal autofluorescence and remove respective organoid (uncheck positions: P14, P13, P1, P8, P17, P4). 00:02-01:20


3.7 When all of the organoids have been imaged, add an additional 150 microliters of lucifer yellow to the lucifer yellow-treatment wells [1] and image all of the wells every 5 minutes for 70 minutes [2].
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3.7.1 LY being added to well(s)
3.7.2 SCREEN: To be provided by Authors: Well being imaged
3.7.3 Record DIC and LY fluorescence for a total of 70 minutes with an interval of 5 minutes. Check “Time Series”. Set “Duration” to 70 minutes and the “Interval” to 5 minutes. Click on “Start” to begin the acquisition. 00:02-00:24
3.8 At the end of the imaging session, add 3 microliters of freshly prepared EGTA (E-G-T-A) in 300 microliters of medium to the appropriate wells [1-TXT] and record the fluorescence of the organoids in each well every 5 minutes for 30 minutes [2].
3.8.1 EGTA being added to well TEXT: EGTA: ethylene glycol-bis(β-aminoethyl ether)-N,N,N′,N′-tetraacetic acid
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3.8.2 SCREEN: To be provided by Authors: 
3.8.3 Pause microscopic acquisition and add 3 microliters 200mM EGTA in 300 microliters of medium to appropriate wells. 00:02-00:17
3.8.4 Continue microscopic acquisition for another 30 minutes with an interval of 5 minutes. Exemplary the acquisition of the first time point after addition of EGTA was recorded. 00:17-01:30



