MS-Xelerator: Loading and Viewing Mascot Files:

1. From the Browser Module:
SelectMenu > Task > Load MascotFile. Locate and select your Mascot file.
Be sure that the correct file has been selectdd ddpendency will not be Peakwidth J

checked. MS-Xelerator will read in the file and ywill be asked on what
parameter the file should be sorted (sorting cao bé applied afterwards).
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After conversion the Mascot file will be openedaiseparate window in the lower half of the MS-Xater screen
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Browser Screen and Mascot Summary Report window



The Mascot Summary Report lists the total numbeyuefries and has the following fields. All data epicthe MS-
Xelerator Full Scan number is read from the Mas$itet

1. 371, ID number = query number.

2. s=1921, Full Scan number in the MS-Xelerator fltesest to the Xcalibur MS2 scan. MS-Xelerator will
reorder the full scan numbers during import. Trenscumber used by MS-Xelerator will therefore be
different from the original Finnigan scan humbexaBple. s=1921 relates to scan 1921 in the MS-
Xelerator file. This full scan relates to MS2 s@483 in original scan numbers.

3. m/z=543.8134, m/z value of precursor ion, gexprftbe Mascot file.

4. 2+, charge state.

5. g=371, query number.

6. scan=2633, Xcalibur's MS2 scan number.

7. score=59.09, Mascot Score.

8. Pep.=YIVDLLTHL, peptide from P1 search. Highestrscon MS2.

9. Prot.="IPI00154833"=42227.41,"Tax_ld=9606 Glucose-fruetogidoreductase domain containing 2"

first protein description found from P1 line.
=} Mascot Summary Report - AII{556) - |EI|5|
371 ==19Z1 wm/== 543 8134, F+, g=371, =scan=£633, =score=53.09 _Pep._ =YIVDLLTHL , Prot. "IPIOO1E4833" o
303 ==1920 wi/z= 523.3365, E+, g=303, scan=2%E28, score=5Z.6E ,Pep.=FLLDEALLI , Prot. "IPIOOOLlleDe
FEEZ £=1217 wisz== EE22.8084, E+, g=3EE, scan=£¢€ll, score=E50.0¢ ,Pep.=LLFDEVIHL , Prot. "IPIOOOLTORE"
402 =5=1932 m/Sz= E5E58.3515, 2+, g=40Z, scan=2Z684, score=47.39 ,Pep.=FLIQNVLEL , Prot. "IPIOOOL3Z34"
290 ==181¢ wm/=z= E17.3E04, E+, g=E90, =scan=E£364, =score=47_F29 _Pep_ =INTSILLIF , Prot_. "IPIOOOLSOO7"
E20 ==1228 w/z= T12.9E90, £+, g=L520, scan=2EEd4, score=359.E5l1 ,Pep.=IEFREHIKDIK , Prot. "IPIOOOZZEZZ"
£38 ==19F1 m/s== B00.3137, &+, g=238, scan=2631, score=33.44 , Pep. =3TIGELLEV , Prot. "IPIOOESO451"
391 ==1990 w/== L53.8368, Z+, gq=39%1, scan=29%90Z, score=35_Z6 ,Pep._ =NVLLOFIFL , Prot_. "IPIOOOOSE3L"
239 ==1910 w/=z= 500.314F7, E+, gq=E£39, scan=E£L57&6, score=35_.19 ,Pep_ =3IIGELLEV , Prot_. "IPIOOLEO451"
278 £=193F ms=z= E1E.32l4l, E+, g=E78, scan=2€37, score=3Z.0Z ,Pep.=SLLDIIEEV , Prot. "IPIDOOZZ2433"
7 ==1884 wi/== 407.2043, Z+, gq=7Z , scan=19%97Z, score=31_1%8 ,Pep.=APCGAGPHGER , Proc. "IPIOOT737363"
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Mascot Summary List

Activating the Mascot Window: the Mascot Summary Report will appear in a sepavatdow. Any operation in
MS-Xelerator will minimize this window. To bring itp agairpress ‘t’ (table).

Viewing the accompanying mass chromatogram in the Bwser: select any row from the Mascot list apigkss
‘b’ (browser). The mass chromatogram will be plottethe middle window and the full scan mass spectrum
belonging to the selected query will be plottedhi@ mass spectrum window (+/- 2 Dalton). The saanlver will
be displayed in the scan number edit box (top yightl the retention time belonging to this scamasked in the
mass chromatogram window using a green vertical By using the keyboard (arrow up/down in combaratvith
‘b’ and ‘m’) you may quickly view different mass mdimatograms and MS2 spectra.

Plotting the MS2 spectrum:to plot the MS2 spectrum press ‘m’. The spectruthlva plotted in the top window.

The title will indicate th t de, e.g. MS 343.
e title will indicate the spectrum mode, e.g Buery F——

Sorting the Mascot Summary Table:the Mascot table can be sorted on: Query Plak M55 (1}

Number, m/z Value, Mascot Score and Scan Numbegsshhe right mouse Saork Mascot Table:

. CIUEry
button and select the type of sorting from the ernhimenu.

Saork Mascak Table: m)z

To add Relative Intensities: to calculate a relative intensity for each preours | g k-
m/z value, selecAdd Relative Intensities You will be asked to what accuracy  Sart Mascak Table: Scan number
(ppm) the mass peaks should match. add Relative Inkensities

Example: suppose the precursor ion has a m/z wdl6é43.8134. Selecting a value of 100 ppm will egtrthe
highest intensity (peak height) in the range m/2.8434 +/- 0.054. After all intensities have beetedmined, the
relative intensities are calculated and addededvibscot table Field: IRel% ..
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Ok | Cancel |

Specify the accuracy for calculating the relativeritensity

) Mascot Summary Report - All{556) = |EI|5|
Ireli= d4.36 371 =5=13Z1 wmsz= 543.8134, 2+, g=371, scan=2633, score=E53.03% ,Pep.=TIVDLLTHL , Prot. .
Irels= 2.33 303 5=1920 mfz= 52Z3.3365, 2+, g=303, scan=2628, score=52.62 ,Pep.=FLLDEALLI . Prot.
Irel%= &.0% 32E ==1917 wsz= LZE8.8084, E+, g=32Z, scan=£61l1, score=50_0& ,Pep.=LLFDESVIHL . Prot.
Irels= 0.7 402 s=193E msfz= EE2.3E1E, &+, g=40Z, scan=2684, score=47.33 ,Pep.=FLIQNVLEL , Prot.
Irels= 0.96 290 s=1816 mfz= 517.3204, 2+, gq=290, scan=2364, score=47.29 ,Pep.=INTSILLIF . Prot.
Irel%= 0.84 530 ==1888 ws/z= 713.9290, 2+, g=530, scan=25F74, score=39_51 ,Pep.=TEFREHIKDIE . Prot.
Irel%= 12.07 E38 s=19Z1 wmi/z= 500.32137, 2+, g=238, scan=2Z63l, score=39.44 ,Pep.=SIICGCELLEV ., Prot.
Treld= 1.35 3231 s=1390 mf== SE3_8368, 2+, g=331, scan=230Z, score=35_Z6 ,Pep.=NVLLOFIFL , Prot.
Irel$= 1008 239 =£=1910 msm= E500.3142, 2+, g=2339, scan=Z576, score=35.13 ,Pep.=SIIGRLLEV . Prot.
Ireli= 2.19 E78 s=193%5 mi/z= 515.32141, 2+, g=278, scan=2637, score=3.0Z ,Pep.=SLLDIIEEV , Prot.
Ireld= 0.Z0 7Z s=1E84 mfz= 40720432, Z+, g=7Z , scan=137Z, score=321.1%8 ,Pep.=APCAGDHCR , Proc. =
< | ,

Relative intensities added to Mascot Summary Table

2. Linking a Mascot file from the MPeaks Module:

After the MPeaks algorithm has been run you may e MPeaks output to a Mascot file. For evenkpaahe
MPeaks table the procedure will determine if a MB2ctrum has been recorded. In this way it wilpbssible to
check on peaks lacking MS2 spectra and furthersimyation would be necessary. The Linking proceifisalgo
determine the number of queries for which MPeallsndit find a peak. Perhaps you should increasedhsitivity
of peak detection. However, often MS2 spectra beélirecorded where no peak elutes.

To perform Mascot labeling select from the Mefiasks > Link to Mascot output File Select the Mascot file. In
the case that the MPeaks table has been convertenttirate m/z values, you will be asked to etgetccuracy for
peak matching. A default value of 100 ppm will Ised. Accept the default value and press OK. Ifectuiete
conversion was performed a default nominal m/z hiatcwill be used. You might also want to check andhpare
charge states between MPeak’s method and the daypoutXcalibur (perform the charge state calculatidter
conversion to accurate m/z values using, Mefocurate Mass > Calculate Charge StateDeviations between
both methods are possible and most often seehdasrhaller peaks or in situations where mixtureseatks are
present.

The next window will give an overview on the numb&Mascot queries that could be linked to peakién
Mpeaks table. For the example shown, the Mascq@ubdile contains 556 queries. A total of 115 M$2atra
could be linked to detected peaks using MPeaks gdéties did not meet the search criteria and cootde linked.

The Mascot output file may be viewed as describethe previous pages. You may select to view alllts, only
those queries for which real peaks were found arm@ht be interested in queries that could ndiriled to
existing peaks from the MPeaks table.
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Probably you will select All. The Mascot output Make shown as below. The second field will havevhleie zero
or one. The value zero means that no peak couldumal for this query, a value of one corresponds peak for
which a query matched.

Mascot Summary Report: matched peaks listed in™® column (0/1)

Queries that could be linked to peaks in the talillbe labeled as shown below. To put all the ladgoeaks on top,
sort on e.g. Peak height and then on ID using dhiecentrol in theDutput Control Area.

MPeaks Screen showing table and Mascot labeled pesak



Sorting the MPeaks table on Mascot Score:
To sort the MPeaks table on Mascot Score use: Meptions > Sort Mascot Score

View MS2 Spectra;

To view the MS2 spectra having a label, pressTRe MS2 spectrum will be shown in the plot winddwggle
between MS, Full Scan and the Mass Chromatograuasing the keyboard keys ‘2" and ‘m’. The plot tidéthe
selected mass chromatogram will contain the scambeu of the peak’s maximum. You can compare it \With
accompanying MS2 scan number displayed in the label

Finding peaks having no MS2 spectrum;

To identify peaks in the MPeaks table not matcling queries, sort on peak height and scroll dowdsiadPeaks
having no MS2 spectra or peaks that could not hiehmed based on the search criteria will have nellaks a
prefiltering step you might want to delete all JHarge states first (select from the mefiocurate Mass > Delete
Charge Stateand make your selection).

Viewing Full Scan, MS2 spectra and mass chromatognas in the Browser:
From the Mascot List Window press ‘b’ or ‘m’ andettata will be copied to the Browser. The same keyks
functionality applies as described in the first uies.




