MAXQUANT PHOSPHO-SILAC ANALYSIS
1) Run: mstsc or “connect to remote computer”

2) Connect to silac.dundee.ac.uk

3) Type in your usual CLS login/password.

4) Copy the RAW files from your group folder to this desktop into a new folder, say, SILAC1.

5) Open Quant.

6) Parameters tab: 

a. Select variable modif: phospho-ST, phospho-Y, oxidation (M), acetyl (N-term).

b. Select fixed modif: carbaidomethyl (C) for iodoacetamide alkylation.

c. Select database (mouse/human)

d. Trypsin

e. Top 5 MS/MS peaks / 100kDa

f. Missed cleavages = 2 

7) Select RAW files from the desktop.

8) Press START. The process may take longer than an hour.

9) Once Done, copy files the output files (everything in the SILAC1 folder) from the server to your hard drive (otherwise, Mascot Daemon usually will cause problems while processing files over networked locations).
10) Open Mascot Daemon.

11) Give a name to the task.

12) Select .iso.par and matching .msm files from the SILAC1 folder and press START. The process may take up to 30 min. Multiple tasks can be initiated in parallel.
13) From the output of the Mascot Daemon (click on the plusses on the left frame and the links will appear in the right frame), get the link to the .dat file and delete stuff between mascot.proteomics.dundee.ac.uk and /data/200blabla/Fblabla.dat

14) Enter this link into your internet browser’s address bar.

15) Open the .dat file and save it on your hard drive (the file that starts with F and continues with numbers).

16) Open “experimental design” file in the “combined” folder in the SILAC1 folder.

17) Name slices, name experiments. Save as tab-deliminted. Replace? Yes.

18) Open Identify.

19) Select all RAW files.
20) Select all Fblabla.dat files.
21) Select mouse/human FASTA database (on the desktop of the SILAC server).
22) Select “experimental design” file.
23) Parameters tab:
a. Add phospho-ST, phospho-Y
b. Uncheck discard unmodified peptides.
c. FDR = 0.01
d. Use highest change.
e. Use razor peptides.
24) Press start. The process may take up to 30 min.
25) The main files are phospho-ST .xls and evidence.xls files.
