60861_screenshot_1
· 3.3.4 (Click “Import List” and select the .csv file “MDR-TB LCMS method transitions.csv” that is included in Supplemental Materials.) 0:04-0:15
· We have changed software since this step was written. You will see in the video that now the best way is to copy paste the data from excel into the software, rather than press the Import List button. I propose that we change the wording to reflect that. Proposed text: Copy and paste the compound information included in the file “MDR-TB LCMS method transitions.csv” (in Supplemental Materials) into the box in the Mass Spec tab.
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· 3.4.1 (In a spreadsheet, create a batch that follows this order: calibration curve, quality controls, patient samples, calibration curve, quality controls, patient samples, calibration curve, quality controls. Add solvent blank injections at the start and end of the run, as well as before and after the calibration curve, quality controls and patient samples. Put at least eight solvent blank injections after injections of the calibration curve and high quality control vial in order to reduce analyte carryover.) 0:04-0:17
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· 4.1 (After the batch is completed, open the quantitation software) 0:03-0:08
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· 4.1.6 (Scroll through the transitions to assure that the automatically selected retention time is accurate. Make sure that Gaussian Smoothing is set to 1.5. All other default settings can remain as is (i.e. Noise Percentage 100%, Baseline Sub. Window 2.00 min, Peak Splitting 2 points). NOTE: You can choose to modify automatic integration parameters at this point. Since these parameters change based on instrument setup, we have not included ours here.) 0:03-0:26
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· 4.5 (Click the second from top left “Displays the calibration curve” button. Click the “Regression” button.) 0:02-0:05

· 4.6 (Set Weighting Type to 1/x and press OK.) 0:05-0:09

· 4.7 (Validate the calibration curve and quality control samples to assure that the batch ran successfully.) 0:09-0:43

· 4.7.1 (For each quantifier reference transition (not internal standard transitions), look at each calibration curve injection accuracy (in the “Accuracy” column). At least two-thirds of the calibration points must have an accuracy within 80-120%.) 0:09-0:43

· 4.7.2 (For calibration points far outside of the expected accuracy, the injection may be an outlier. Outliers can only be excluded if their calculated concentration is more than two standard deviations away from the other two injections of that vial.  Outliers can be excluded by clicking the “Set peak to ‘not found’” button above each chromatogram.) 0:09-0:45

· 4.7.3 (Check that the R-value displayed above the calibration curve is >0.975.) 0:09-0:43 I also specifically circled the R-value at 0:45 if that is helpful

· 4.7.4 (Check that all quality control injections have an accuracy within 80-120%.) 0:09-0:43

· [bookmark: _GoBack]4.8 (If all above conditions are satisfied, the batch has passed, and samples can be quantified. Click “Edit” in the toolbar, then click “Copy entire table”. Paste the table in a spreadsheet.) 0:45-0:53
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· 4.9 (Take the average of the calculated concentration of the two sample injections to determine the reported concentration of each sample.) 0:03-0:12





