Screenshot Summary
Video 3: Flow Cytometry Procedure to Measure Relative pH of the Glycosome in Living Trypanosoma brucei
· 66279_3.1.2-3.6.2_Screenshot_t1:
· 3.1.2. (Open Attune software, run startup, create new experiment, add tube and name tubes, change to low flow-rate, create plots) 00:00-01:47
· 3.2.3. (Uncheck channels I don’t want to record, select low flow rate, click Run) 01:48-02:21
· 3.3.1. (FSC and SSC voltages are adjusted) 02:22-02:56
· 3.3.2. (YL2 voltage is adjusted) 02:57-03:18
· 3.4.1. (VL2 and BL1 voltages are adjusted, threshold adjusted, data recorded) 03:19-04:05
· 3.5.2. (Run a Rinse, record pHL sample) 04:06-04:20
· 3.6.1. (Run on low flow rate, check each plot for accuracy and saturation of channels) 04:21-04:40
· 3.6.2. (Export data as .fcs files) 04:40-05:06
Video 4: Analysis of Flow Cytometry Data to Measure the Relative pH of the Glycosome in Living Trypanosoma brucei  
· 66279_4.1.2-4.12.1_Screenshot_t5:
· 4.1.2. (Open new FlowJo layout, drag and drop .fcs files into layout) 00:01-00:12
· 4.2.1. (Open WT control sample) 00:13-00:16
· 4.3.1. (Histogram view of YL2-H channel) 00:17-00:27
· 4.4.1. (Create bisector gate, label right gate “Dead” and left gate “Live”, apply to all samples, toggle between samples and adjust the gate as needed) 00:28-01:07
· 4.5.1. (Live gate is selected, the dot plot’s x-axis is set to FSC-A and y-axis is set to SSC-A) 01:08-01:16
· 4.6.1. (Create a polygon gate around the cell population and label it “Cells”) 01:17-01:34
· 4.7.1. (Apply the Cells gate under the Live gate, toggle between samples adjust gate and reapply as necessary) 01:35-01:57
· 4.8.1. (Select the Cell gate for the unstained WT control, and change the y-axis to FSC-H) 01:58-02:06
· 4.9.1 (Show the diagonal distribution of single cells on this dot plot) 02:07-02:12
· 4.9.2. (Gate the singlet events with a polygon gate and name it “Singlets”) 02:13-02:37
· 4.10.1. (Apply the Singlets gate under the Cell gate for all samples, toggle between samples and adjust gate as necessary) 02:38-03:24
· 4.11.1. (Double-click the Singlets gate, change the x-axis to BL1-H and the y-axis to VL2-H) 03:25-03:37
· 4.11.2. (Draw a diagonal polygon gate to capture pHluorin2-fluorescent cells, label this gate “pHL+”) 03:38-03:54
· 4.12.1. (Adjust the gate to include all fluorescent cells for each sample, adjusting as needed to adapt to glycosomal-pH related shifts) 03:55-04:05
· 66279_4.13.1-4.14.1_Screenshot_t3:
· 4.13.1. (Click the Table Editor icon, then select the edit bar, then select Add Column) 00:01-00:07
· 4.13.2. (Add the following columns: Total (ungated) Count, pHL+ Count, Live Frequency of Total (%), pHL+ Frequency of Parent (%), pHL+ Median VL2-H, and pHL+ Median BL1-H) 00:08-00:52
· 4.14.1. (Select Table Editor tab, change from “Display” to “To File”, change “Text” to “CSV”, choose a file destination and give the file a name, click “Create Table”) 00:53-01:21
