Screen captures for: A Quantitative Fluorescence Microscopy-Based Single Liposome Assay for Detecting the Compositional Inhomogeneity Between Individual Liposomes

Feel free to crop the screen captures so background noise (icons on my desktop and other windows open in the background) are not included in the video. Especially on the microscope, it was hard to avoid having any windows open in the background. In the labtop shots, other open windows are simply moved to the side of the screen so they can easily be edited out.

Because the microscope is in a two-screen setup, the screen shots being made on the microscope are generally divided in two parts: One where the settings are being made, and one where the image is acquired. Thus, screen 1-6 comes in pairs.

· 60538_screen_1	Comment by Rasmus Münter Lassen: These two shots are a pair: in screen_1 the microscope is set up to use the reflection signal, in screen_2 this is used to focus on the surface of the champer.

OBS: this was also filmed using regular videorecording mode.
· 4.1.3 (…using the increased laser reflection signal from the glass buffer interface as a guide) 0:04-0:18
· 60538_screen_2
· 4.1.3 (…using the increased laser reflection signal from the glass buffer interface as a guide) 0:21-0:38
· 60538_screen_3	Comment by Rasmus Münter Lassen: These two shots are another pair. Screen 3 are the settings being made, screen 4 are the image being taken.
· 5.2.1 (For example, first take one image by exciting at 488 nanometers and reading emission at 495−590 nanometers) 0:03-0:14
· 60538_screen_4
· 5.2.1 (For example, first take one image by exciting at 488 nanometers and reading emission at 495−590 nanometers) 0:08-0:13
· 60538_screen_5
· 5.2.2 (Thereafter, change the settings and take another image by exciting at 633 nanometers but reading emission only at 660−710 nanometers) 0:04-0:17
· 60538_screen_6
· 5.2.2 (Thereafter, change the settings and take another image by exciting at 633 nanometers but reading emission only at 660−710 nanometers) 0:09-0:13

[bookmark: _GoBack]The remaining shots are made on a regular labtop, and thus only have one screen.
· 60538_screen_7
· 5.3.1 (To analyze, open the images in FIJI. In the Image menu, choose Color, and use the Merge Channel function to create a composite of the two channels.) 0:03-0:38
· 5.3.2 (Observe if the liposomes imaged in the two different channels display good colocalation or whether visible drift occured) 0:40-0:48
· 5.4.1 (To detect particles, open the Plugins menu, choose ComDet v. 0.3.6.1 and click Detect Particles. 0:49-0:58
· 5.4.2 In ComDet, check that the settings are correct and press OK. 1:02-1:09
· 5.5.1 After running the analysis, two pop-up windows with the “Results and “Summary” show. The results table contains the intensity ratio between the two channels. 1:18-1:30
· 5.5.2 Export the data table “Results” containing the co-localization data. 1:31-1:40
· 60538_screen_8
· 5.6.1 (Plot a histogram of the column with data containing the Intensity Ratio for each detected liposome) 0:03-0:25
· 5.6.2 (To quantify the inhomogeneity, fit the intensity ratio histogram with a Gaussian function and extract the mean and standard deviation) 0:29-0:38
· 60538_screen_9
· 6.2.1 (Plot a square root intensity histogram of the fluorescence intensity of the calibration liposomes) 0:01-0:26
· 6.2.2 (Fit the histogram with a log normal distribution and extract the average fluorescence intensity of the calibration liposomes as the geometric mean) 0:27-0:44
· 60538_screen_10
· 6.3.1 (To determine the relation between the square root intensity and liposome size, calculate the correction factor using the average liposome diameter weighed by the number obtained from the dynamic light scattering measurements) 0:01-0:18
· 60538_screen_11
· 6.4.1 (Calculate square root intensity values for the liposomes in the compositional inhomogeneity experiment and convert these to diameters by multiplying with the correction factor) 0:05-0:19
· 60538_screen_12
· 6.5.1 (Plot the intensity ratio value as a function of diameter for the compositional inhomogeneity liposomes, thus achieving the inhomogeneity as a function of liposome size for a population of liposomes spanning from approximately 50 nanometers to 800 nanometers) 0:03-0:16
· 60538_screen_13
· 7.1.1 (In this protocol, the successful surface immobilization of liposomes was immediately apparent upon the addition of the liposome solution to the chamber, indicated by the diffraction limited intensity spots) 0:06-0:21
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