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· 4.1.8. Export the isolation list File|Export|Isolation List, select the instrument type, and set the method type to Standard. Selecting OK will open a prompt to save a *.csv file that can be used to create a PRM method 00:00 – 00:19
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· 4.2. Create a scheduled inclusion list based on a heavy peptide scheduling run explained here using the open source Skyline software.
· 4.2.1. Create a target list as described in section 4.1. 
· 4.2.2. Import the scheduling run in 3.1 by selecting File|Import|Results. 00:00 – 00:28
· 4.2.3. Review the identifications. The heavy signal for each peptide is observable by clicking on the mass for each heavy peptide entry. Correct recognition of the peak is often determined automatically, but the software may require manual curation by selecting the peak using click and drag under the x-axis. 00:28 – 00:50
· 4.2.4. Retention times selected for the heavy variants are also applied to the light versions, thus creating a schedule for the PRM. The scheduling window can be modified under Settings|Peptide Settings using the Prediction tab, by changing the Time Window. 00:50 – 01:03
· 4.2.5. A scheduled inclusion list can now be exported using File|Export|Isolation list and selecting the appropriate instrument type and setting method type to Scheduled. 01:03 – 01:26
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· 4.3. Analyze the data.
· 4.3.1. Import the samples in the same fashion as for the scheduling run analysis in section 4.2. 
· 4.3.2. After the complete import of all samples, curation of transitions is recommended. This is the process by which transitions with interference or poor signal-to-noise ratios are removed. An example of a chromatogram before and after curation is shown in Figure 4. 00:00 – 01:03
· [bookmark: _GoBack]4.3.3. Data can now be exported either by right clicking on relevant graphs and selecting Copy data or by selecting File|Export|Results. 01:03 – 01:29


