
Screen capture summary


· 60950_Screenshot_1
· 3.2.1 Open the Hal4000 (pronounce as Hal-four-thousand) software that controls the LED light for bright field imaging, laser powers, laser shutters and camera settings for imaging. Set the EMCCD (pronounce as E-M-C-C-D) gain to 30 and the camera temperature to -68 degrees Celsius-00:00-00:36

· 60950_Screenshot_2
· 4.4.1 Choose the destination folder for saving movie and record-00:00-00:35

· 60950_Screenshot_3
· 5.1.1 Load the movie into a SMLM analysis software . Visually screen the movie and adjust contrast settings such that single-molecule fluorescent blinking is visible- 00:00-00:30
· 60950_Screenshot_4
· 5.2.1  To set single molecule identification parameters for fitting with 2D Gaussian PSFs (pronounce as P-S-F), visually screen through some example frames to check the identification parameters and reliably detect the distinct single molecule fluorescent bursts.-00:00-00:55

· 60950_Screenshot_5
· 5.3.1 Press analysis to perform SMLM image analysis with the optimized identification parameters.00:00-00:27
· [bookmark: _GoBack]5.3.2  Render each single molecule as a 2D Gaussian whose width is weighted by the inverse square root of the detected number of photons 00:36-00:52


· 60950_Screenshot_6
· 5.4.1 Assess the quality of the data. Use restricted frame ranges to observe single molecule distributions at more specific instances in time. 00:00-00:30
