ProSightPC 4.0 Quick Start Guide

The Thermo ProSightPC™ 4.0 application is the only proteomics software suite that effectively supports
high-mass-accuracy MS/MS experiments performed on LTQ™ FT™- and LTQ Orbitrap™-based
instruments, including the Q Exactive™ and Fusion™ Tribrid™. The ProSightPC 4.0 application builds on
the capabilities of the previous versions of the ProSightPC application in several ways.

Use this quick start guide to become familiar with some of the key features of the ProSightPC application.
As you go through the procedures, you can use the example data files that were provided on the
distributed flash drive. If you did not obtain this flash drive, you can download all files from the following
site:

http://proteinaceous.net/prosightpc40-demonstration-data/

For complete details on how to use the ProSightPC application, refer to the ProSightPC User Guide or the
Help available in the ProSightPC application.
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Starting < To start the ProSightPC application
ProSightPC

From the Start menu, choose All Programs > Proteinaceous Inc > ProSight > ProSightPC, or click
the ProSightPC icon, gl > on your desktop.

If you have never installed a ProSight PC product, you must install the correct font when you first start
the application. Perform this procedure one time only.

< To install the ProSightPC font
1. Choose Help> Install Font.

2. In the dialog box that opens, click Install.

Importing or To begin using the ProSightPC application, you must import a database into the proteome warehouse or
Creating a create a proteome database that you can search to identify the peptides and proteins in your mass
Database spectrometry data. You can download a proteome database from the ProSightPC website to your local
computer (see [mporting a Database) or manually create your own proteome database (see “Creating a
Custom Database” on page 2).
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Importing a You can copy existing proteome databases in PSCW (ProSightPC proteome warehouse) or XML file
Database format.

% To download a proteome database from the ProSightPC website
1. Choose Databases > Download ProSightPC Databases.
This step takes you to proteinaceous.net where you can access top-down and bottom-up databases.
2. Click the date of the database that you are interested in, for example, July 2016.
3. Click Archaebacteria, Eukaryotes, Prokaryotes, or Custom, as appropriate.
You must know the taxonomy of the species of the database that you want to download.
You can choose from one of the following types of databases:

* TD Complex PSCW: Includes N-terminal acetylation and initial methionine cleavage. This
database contains 12 to 15 modifications per entry.

* TD Simple PSCW: Includes N-terminal acetylation and initial methionine cleavage. This database
contains up to three modifications per entry.

* Bottom Up PSCW: Includes trypsin digestion using two missed cleavages.
* UniProt XML File: Recreates a PSCW database in the Database Manager.

The site automatically downloads the database once you select it. The downloaded database (a PSCW
or an XML file) appears in the Downloads folder in the following directory:

C:\Users > your_name_folder > Downloads

4. Choose Databases > Database Manager, or click the View Database Info icon,
Database Manager window.

]|, to open the

5. Click Open Folder | in the toolbar of the Database Manager window.

6. Browse to the Downloads folder at the location just given.

If you do not want to place the imported PSCW or XML file in the default folder, navigate to the
appropriate folder.

7. Right-click the selected folder and choose Paste.

Creating a You can create top-down and middle-down/bottom-up proteome databases from an XML file, a
Custom UniProtKB XML file, a UniProKB flat file, or a FASTA file.
Database
% To create a proteome database with the Database Manager

1. Choose Databases > Create a Custom Database, or click I:JJ.JE"" Create Search Database | in the
Database Manager to open the Create New Database wizard.

—0Or—

Choose Databases > Database Manager, and then click Create Search Database.



http://proteinaceous.net/database-warehouse

The Welcome to the New Database Wizard page opens.

@lln Create New Database 25w

Welcome to the New Database
Wizard

This wizard creates a new proteomic database (ProSight Warehouse) to search
expenmental data against in ProSight.

Please be aware that depending on the complexity of the database, creation can
take anywhere from minutes to hours. In general, in-siico digestion, sequence
polymormphisms, and high numbers of pemitted forms per input sequence wil
increase database creation time substantially.

Click Mext to continue.

Ned> | | Cancel

2. Click Next.
The Database Type page of the Create New Database wizard appears.

@ir Create New Database @

Database Type
Specify the overall parameters ofthe database youwantto create.

Database
@ Top Down (Mo Sample Proteolysis)

) Middle Down/ Bottom Up (Sample Proteclysis)

Direction

[7] Shufled Database

Shuffled databases are used to estimate false positive rates in certain types
of experiments. Do not create a shuffled database unless you are
absolutely certain you need to - a shufled database will be useless for any
other kind of experiment!

<Back | | MNed> | | Cancsl

3. Do the following:

a. Select the type of database to build from these two options:

* Top Down (No Sample Proteolysis): Builds a database around whole, intact protein sequences
and everything that could potentially happen to them in a biological system.




* Middle Down/Bottom Up (Sample Proteolysis): Builds a database around peptide sequences
that arose from ex vivo proteolysis. If anything in your sample preparation protocol involves
trypsin or Lys-C or any other proteolytic agent, select this option.

b. In the Direction area, select one of two check boxes for the direction of the database to build:

* Standard Database: Creates a database consisting of correct masses and forward sequences. A
standard database is a typical protein database.

¢ Shuffled Database: Creates a nonsense database consisting of correct masses and sequences with
randomized letters. Do not select this option unless it is absolutely necessary. You cannot use a
reverse database in any other kind of experiment.

c. Click Next.

The Input File page appears.

@r Create New Database 25w

Input File
Specify the location and type of the input data file.

A database may be created from a simple FASTA format file, which
contains only descriptions and protein sequences. To take advantage of
PTM and sequence polymorphism knowledge amassed by the
community, using an XML or text (flat file) downloaded from the UniProt
KnowledgeBase is recommended.

File Location: |

<Back || MNet> | [ Cancel |

4. Do the following:

a. In the File Location box, enter the name and path of the file containing the sequence information,
or browse for it by clicking the Browse Folder icon. You can select a FASTA file, a UniProtKB
XML file, or a UniProtKB flat file.

To interpret any symbols that might appear on the Input File page, refer to the ProSightPC User
Guide.

b. Click Next.




The Initial Methionines page appears.

e Create New Database (2230

Initial Methionines
Specify how initial methionines in the input file should be handled.

Ensure Initial Methionine Cleavage

This setting ensures that each isoform will generate two forms for each
MN-terminal sequence: one where the N-terminal methionine is present, and
one where itis cleaved off

Apply N-Terminal Acetylation
[T Apply N-Terminal Formylation

These settings specify what PTMs should be presumed to potentially exist
on all proteins, even if they are not present in the input.

<Back || MNet> | [ Cancel

5. Do the following:

a. Select the method of handling initial methionines:

* (Recommended) Ensure Initial Methionine Cleavage: Ensures that each isoform generates two

forms for each N-terminal sequence: one where the N-terminal methionine is present and one
where it is cleaved off.

b. Specify the post-translational modifications (PTMs) that are presumed to exist on all proteins, even
if the input does not contain them.

* Apply N-Terminal Acetylation: Adds N-terminal acetylation whenever it is possible, regardless
of whether the input includes it. N-terminal acetylation is a very common PTM in eukaryortes.

* Apply N-Terminal Formylation: Adds N-terminal formylation. Select this check box if you are

building a prokaryotic database. Prokaryotes often use N-formylmethionine to initiate
translation.

c. Click Next.

The Complexity page appears.

@lln Create New Database 25w

Complexty
Rarely, a protein has so many known modifications that it's not

feasible to store all possible forms. These settings specify how to
control this combinatorial expansion.

Consider SNPs Consider PTMs

Maximum features per sequence: 13
Maximum mass (Da): 70000
=VAIPTMs

m-[1High priority PTMs (Tier 1)

| <Back || Ned> | | Cancel




6. Do the following:

a. If you want to include potential genetic variation as annotated in the UniProt™ database, select the

Consider SNPs check box.

With this option, you can incorporate sequence polymorphisms into the database.

b. If you want to annotate known PTMs onto a protein, select the Consider PTMs check box.

For an example showing how to use this option, refer to the ProSightPC User Guide.

c. In the Maximum Features Per Sequence box, type the maximum number of features per input
sequence.

As indicated on the Complexity page, a protein may have so many known modifications that it is
not feasible to store all possible forms. On this page, you can set options to specify how to control
this combinatorial expansion. If you are uncertain about the values to set, use the default values.

d. In the Maximum Mass (Da) box, enter the upper limit for which PTMs are included in the
database.

For more information on this parameter, refer to the ProSightPC User Guide.

e. In the PTM selection box, select the check box for each PTM that you want included in the
database.

If a check box for a PTM (or PTM category) is clear, those PTM:s are not put into the database,
whether or not they are present in the input data. This option is only available for UniProtKB
XML and flat-formatted input data, because the standard FASTA format cannot encode
information about PTMs.

f. Click Next.
If you selected the Middle Down/Bottom Up (Sample Proteolysis) option on the Database Type page,

the Digestion page of the Create New Database Wizard opens. Use it to specify the parameters for a
sample proteolysis.

@l» Create New Database @

Digestion
Specify your sample proteolysis parameters.

Max missed cleavages: 4
Minimum peptide mass (Da): 500

Maximum peptide mass (Da): 10000

| <Back || Ned> | | Cancel

7. On the Digestion page, do the following:

a. In the Method list, select the proteolytic method used to catalyze the breakdown of proteins into
peptides.

b. In the Max Missed Cleavages box, type the maximum number of cleavage sites found in the
generated peptides.




No (0) missed cleavages indicates that there are no cleavage sites in the generated peptides. One (1)
missed cleavage indicates that each peptide has one site in it, two (2) missed cleavages indicate that
each peptide has two sites in it, and so on. The Max Missed Cleavages box contains all values up to
and including the set parameter. For example, if Max Missed Cleavages is set to 2, peptides with 0,
1, and 2 missed cleavages are generated. For a longer example, refer to the ProSightPC User Guide.

. In the Minimum Peptide Mass (Da) box, type the minimum mass that a peptide must have, in

daltons, before it is allowed to be put into the database.

No peptide less than the minimum peptide mass is put into the database; the ProSightPC
application ignores and discards any theoretical peptide less than this mass. This parameter is useful
because the application sometimes cannot identify particularly small peptides that have a very
strong impact on database size.

. In the Maximum Peptide Mass (Da) box, type the maximum mass that a peptide can have, in

daltons, before it is allowed to be put into the database.

No peptide greater than this mass is put into the database.

. Click Next.

The Database Description page appears.

@lln Create New Database 25w

Database Descrniption
Specify information about this database thatwill be displayed in the Database
Manager and other programs in the ProSight suite.

Database Name: |
Description:
Organism:

Strain:

Owner:

Last Update: Monday . March 14,2016 ~

| <Back || Fmsh | | Cancel

8. Enter identifying information about the database that you want to create:

a.

In the Database Name box, type the name of the database that you want to create. Use only letters,
numbers, and underscores.

. In the Description box, type a brief description of the database.

. In the Organism box, type the name of the organism for the proteome database that you are

creating.

. (Optional) In the Strain box, type the strain designation for the proteome database that you are

creating.

. In the Owner box, type either your name or the name of the data source.

In the Last Update box, type the date when the database was last updated or click the down arrow
to display a calendar and select a different date.

. Click Finish.




9. On the Ready to Load page, click Go to create the new database.

Editing Fixed You can customize the chemical modifications that you use to conduct a search by using the Fixed
Modifications  Modification Editor.

< To edit fixed modifications

1. Choose Tools > Fixed Modification Editor to open the Fixed Modification Editor.

@l Fixed Medification Editor ===
Name Amino Acid m:g: isotopic Average Mass #ml Tag -
b C 71.03711 71.0789 o_scrylamide
lodoacetamide C... |C 5702146372 5705132 c_iodoacetamide
Vinylpyridine Cyst... |C 105.05781 105.1257 c_vinylpyridine E
BME Cysteine C 75.59825 76.115 c_bme
Suffoxide Methio... | M 1559492 1559492 m_sulfoxide
Sulfone Methionine | M 3158584 3158584 m_sulfane B
Ethanol Cysteine C 44 0262 44 0532 c_ethanol
Cysteine mercapt... |C 75998285 76.1176 C_Cysme
N-ethyimaleimide C 125047679 1251253 C_cysnem
Carboymethd Cys |C 58.005473 58.0361 c_carboxymethy
TMT K 352 247441 3524717 k_tmt
TMT 2-Plex K 353.350736 353 4644 k_tmt Zplex
TMT E-Flex K 357.257835 357 4357 k_tmtEplex -

2. Do the following:
a. Scroll down to the last row, which is marked by an asterisk (*).
b. In the Name box, type the name of the modification.
c. In the Amino Acid box, type the symbol of the amino acid being modified.

d. In the Monoisotopic Mass box, type the monoisotopic mass of the chemical formula of the
modification.

e. In the Average Mass box, type the average mass of the chemical formula of the modification.

f. In the XML Tag box, type a single word without spaces to indicate the modification.
3. Click Save.
The window closes. The modification appears when you create searches.

Setting Specify the type of search to perform and set the parameters for that search. To do this, create a predefined
Parameters for search by following the instructions in “Adding Searches” on page 22.
the Search




Processing To process the LC/MS/MS data and search the imported database, you can use the High Throughput
LC/MS/MS Wizard.

Data . i
< To open the High Throughput Wizard

* Choose ProSightHT > HighThroughput Wizard, or click the High Throughput Wizard icon, HH .

The Process a Dataset page appears.

n High Throughput Wizard =]
g LU

Process a dataset

Selectthe files you wantto process: RAW or PUF

@ Process Rawfiles

Choose a Process Choose a Process Option
Mgorithm
() Middle Down
Thrash ® Top Down (MS3)
i @ Top Down (M52)
@ Custom

[7] Save a copy of the puf files for future processing

Same directory as raw file. Thrash and Xiract are both algorithms that interpret
resolved isotopic distributions and output neutral mass
[ Skip search tree logic values.

() Process Puf files

-
Setting < To set processing options
Processing . ) . '
Opti ons 1. Select the Process Raw Files or the Process Puf Files option, depending on the type of data that you

want to import.

* (Default) Process Raw Files: Converts LC/MS/MS raw data files to ProSightPC upload format
(PUF) files, using an extension of the THRASH or the Xtract algorithm designed to analyze
high-resolution profile LC/MS/MS data collected on Thermo Scientific™ Fourier Transform
instruments, such as Orbitrap Elite.

Example raw data files are available from the following location for demonstration purposes:
http://proteinaceous.net/prosightpc40-demonstration-data/
¢ Process Puf Files: Processes PUF files.

2. To add a RAW or PUF file, click Add in the appropriate location, and then browse to the file in the
dialog box that opens to select the file.

3. Ifyou choose a raw data file, select one of the following options in the Choose a Process Algorithm
area for importing the data files:

— Thrash: Uses the THRASH algorithm to process the input file.



http://proteinaceous.net/prosightpc40-demonstration-data/

— (Default) Xtract: Uses the Xtract algorithm to process the input file. This option reduces analysis
and search time and, in general, gives better results.

Both Xtract and THRASH are algorithms that interpret resolved isotopic distributions and output
neutral mass values. For more information on these algorithms, refer to the ProSightPC User Guide.

. If you choose a raw data file, select a processing option in the Choose a Process Option area for
importing the data files. The first three options specify a set of default settings for the Xtract and
THRASH algorithms.

— Middle Down
— Top Down (MS3)
— Top Down (MS2)

— Custom: Click Advanced Settings and use the Advanced Settings dialog box to specify your own
settings.

Refer to the ProSightPC User Guide for information on these defaults and for instructions on using
custom settings.

. (Optional) If you selected the Process Raw Files option, select the Save a Copy of the Puf Files for
Future Processing check box to save a physical PUF file containing the results. Click Browse to
browse to the directory where you want to save the PUF files.

This option is useful for rapidly re-searching the data instead of processing the raw data file again. If
you do not select this option, the results reside in a ProSightPC repository. You can always import

them into the ProSightPC application and save them as a PUF file.

. (Optional) If you choose not to search the data against a proteome database, select the Skip Search
Tree Logic check box.

. On the completed Process a Dataset page of the High Throughput Wizard, click Next (see the next
figure).

10
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@ High Throughput Wizard

Process a dataset

Selectthe files youwant to process: RAW or PUF

@ Process Rawfiles

C:\Program FilesProSight PC source files'\HighHigh \Whey8800_Casein_| Choose a Process Choose a Process Option
Algorithm
() Middle Down
) W=l © Top Down (MS3)
@ _
B Xract “) Top Down (M52)
< [ | 3
(@ Custom

|| Save a copy of the puf files for future processing

Thrash and Xtract are both algorithms that interpret
resolved isotopic distnbutions and output neutral mass
values.

Same directory as raw file

[ Skip search tree logic

() Process Puf files

s>

Selecting or You must select a repository, which is a database that stores the search results in the ProSightPC

Creatinga  application.

Repository
< To select or create a repository

1. On the Running HighThroughput Logic page of the wizard (see the next figure), do one of the

following:
* Select an existing repository from the Repository list.

* Create a new repository by clicking New Repository, entering a new repository name in the New
Repository dialog box—for example, repository_whey_casein—and clicking OK.

1"



Selecting or
Creating a
Search Tree

Either select from the Repository list or create a new repository.

@ High Throughput [Wizard [E=8|EcH =T

Running High "hroughput Logic

Select a ref|ository to load results to, and [select/create a search tree with

Repositary [repasﬂury_whey_casein v] [ New Repository Search Tree Name | “New search tree v] [ Save

V| E i it Filt
xperiment Filter q

Add Search

Min #
fragments 10

[[] Max # fragments 500

Min Intact Mass 750

Mload - ] [Ioad - Q
Category Category
e

The Edit/Add Repositories dialog box appears, and the new name appears in the Repository list.

2. Ifyou do not want to edit the repository, click Save. Otherwise, to edit the repository, follow the

instructions in “Editing a Repository” in the ProSightPC User Guide, and click Save in the Edit/Add
Repositories dialog box.

The name of the repository now appears in the Repository list of the Running HighThroughput Logic
page of the High Throughput Wizard.

A search tree can hold one or more branch points. Each branch point in the tree contains one search. The

simplest search tree has one branch point, which is the default for a new tree. You can create a new search
or select an existing search.

< To select an existing search tree

1. Ifyou are running the example files, select Demo Search Tree from the Search Tree Name list.

2. Click Save.

Search Tree Mame | Demo Search Tree "]

12



< To create a search tree

1. Click Add Search to open the Edit/Add Searches for HT dialog box.

Level 1 Search

AddSeach

—=

Click Add Search.

@ Edit/Add Searches for HT =] e ==

Please check any predefined searches that you would like included with your experiment:
["] allergens_absolute_mass

[”] allergens_biomarker
[] Demo Search )|

’|Ioad j |Ioad j‘ -
[ CheckAl | [ Uncheck Al | Q
Category Category
,m b . [ Save ] [ Cancel
v 2

2. (Optional) Add a predefined search or edit an existing predefined search.
3. Click Save.
4. To select a condition, click Conditions to open the Condition window (see the next figure).

5. Set conditions that determine if the experiment will be loaded to the “good” category representing
high-quality data or to the “bad” category representing low-quality data.

The default of “E-Value < 1le-4” filters confident hits.

6. Click Save to continue.

Level15earch

Add Search I

Click Conditions.

i & Conditon =
‘| load j |Ioad j\
Category Category [E—Value '] [i ‘]
good hé bad -
4 4 _ _ §
) AND & OR @ End Condition

S|et conditions that determine if the experiment will be E

loaded to the “good” or the “bad” category.

The default of “E-Value < 1e-4" filters confident hits. Click Save to continue.
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7. (Optional) Select the options in the Experiment Filter box to ignore experiments that are not likely to
yield matches.

To remove all experiment filters,
clear this check box.

The default settings are as follows: I _ _
* Experiments that contain less than 10 fragments ¥ Experiment Filter
* Experiments whose intact mass is less than 750 Da
¥ Min # fragments 10

[~ Max # fragments

¥ Min Intact Mass 750

|M0n0i50tupic j

8. (Optional) Specify a two-level search tree by changing Load to Run Search, and repeat this process.

Level1 Search

Add Search

LevellSearch

Add Search |

Category Category

good - bad -

4 4

Category

good - Level 25earch

—

I

To add a new branch point,
change Load to Run Search,
and repeat this process.

Category Category
good - g bad - g
9. Click Save to save the search tree before continuing.
The Save Search Tree dialog box opens.
Search Tree Mame |New search tree Save J
Save Search Tree .
Click Save.

Enter search tree name

Cancel

2 L
|IIB

test_demo| —— Type a search tree name and click OK twice.

Click Next.
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Viewing the
Summary

Processing the
Data

Viewing the
Output

10. Type a search tree name and click OK twice.
A search tree is usually used more than once per project.

11. Click Next.

< To view a summary of your parameter settings
Review your parameter settings on the Summary page of the High Throughput Wizard.
< To process the data
1. To begin the ProSightPC High Throughput processing, click Process at the bottom.
2. When the High Throughput Wizard finishes processing the data, click Finish.

Once the search is complete (which might take several minutes, depending on the size of the raw data file,
the complexity of the database, and the search parameters), you can view the repository report (see the
next figure). You can use filter, import, and export options to view the report. For each raw data file, a
table displaying all the matches found appears in the ProSightPC application. Each row represents the
best match per MS/MS experiment (see “Generating Reports” on page 16).
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The ProSightPC application finishes the first job and generates a report on a
new page in the application while continuing to run the other jobs.

@ tigh Throughput Wizard

P|ocessing
Extracting data and searching

: -3 C:\Program Files"\ProSight PC source files"HighHigh"\Whey8800_Casein_Tto2_1raw

Feport genersted L

Finished running high throughput logic.

Repository report on a new page

‘Actons
| Repository Name | Category Name | Experiment Number | Search Type | Accession Number | EValue | Sequence | Number of Matching Fragments | B-ions | Crions | Y-ions | Z-ions | PTh
3 " | repository_whey_ca bad 2 absolute_mass PO26EE 0033 (31QEQNQ 5 0 [ 5 0 2y
" | repository_whey_ca bad E absolute_mass PO265E 0033 (31QEQNQ 5 0 [} 5 0 29y
" | repository_whey_ca bad E absolute_mass PO26EE 0033 QEQNQEQ 5 )] ] 5 [} Opif Jf | Fiters
r repasitory_whey_ca bad 2 absolute_mass PO26EE 0033 QEQGNQEQ § 0 0 5 0 ol Emlies
[©  repository_whey_ca bad 103 absolute_mass PO2652 11 MKLLILTCL 4 0 [} 4 0 ople|  [seachipe - oo 7]
" repository_whey_ca bad 02 absolute_mass PO2652 11 MKLLILTCL 4 0 [} 4 0 ol
[T repository_whey_ca bad 103 absolute_mass PO2662 11 MKLLLTCL & 0 0 4 0 ol B (EC;:‘“‘;“'M @ 1E4
" repository_whey_ca bad 103 absolute_mass PO2652 11 MKLLILTCL ¢ 0 [} 4 0 O-pl
- repository_whey_ca bad 103 absolute_mass PO2662 11 MKLLILTCL 4 0 0 4 0 o-pt [ PTMs - E
" repository_whey_ca bad 103 absolute_mass 02652 11 MKLLILTCL ¢ 0 [] 4 0 O-pild s
" repository_whey_ca bad 103 absolute_mass 02652 11 MKLLILTCL ¢ 0 0 4 0 Ot O Dfference < 50 b=
" repesitory_whey_ca bad 103 absolute_mass PO2652 11 MKLLILTCL ¢ 0 [} 4 0 O-pl
" repository_whey_ca bad 103 absolute_mass PO2662 11 MKLLILTCL 4 0 [] 4 0 Ot ] Categary -9
" repository_whey_ca bad 103 absolute_mass PO2662 11 MKLLILTCL 4 0 0 4 0 O-pl
rC repasitory_whey_ca bad 103 absolute_mass PO2662 11 MKLLLTCL 4 0 ] 4 0 0-ph B rUQuue dertfications fiters
[” repository_whey_ca bad 103 absolute_mass PO2662 11 MILLILTCL 4 0 ] 4 0 Ol e )
[©  repository_whey_ca bad 103 absolute_mass PO2652 11 MKLLILTCL 4 0 [} 4 0 Op  CustomFitess
[©  repository_whey_ca bad 103 absolute_mass PO2652 11 MKLLILTCL 4 0 [} 4 0 ol 71 Show Custom Ftes
" repository_whey_ca bad 02 absolute_mass PO2652 11 MKLLILTCL 4 0 [} 4 0 Ol
" repository_whey_ca bad 02 absolute_mass PO2652 11 MKLLILTCL 4 0 [} 4 0 Op [MegeHits Fitors
" repository_whey_ca bad 103 absolute_mass PO2652 11 MKLLILTCL ¢ 0 [} 4 0 O-pl
" repository_whey_ca bad 103 absolute_mass PO2652 11 MKLLILTCL ¢ 0 [ 4 0 O-pl
" repository_whey_ca bad 103 absolute_mass 02652 11 MKLLILTCL ¢ 0 [] 4 0 O-pl
" repesitory_whey_ca bad 103 absolute_mass 02652 11 MKLLILTCL ¢ 0 [) 4 0 o-pl
" repesitory_whey_ca bad 103 absolute_mass PO2652 11 MKLLILTCL ¢ 0 [} 4 0 O-pl
" repository_whey_ca bad 103 absolute_mass 02652 11 MKLLILTCL 4 0 [] 4 0 O-pl
" repository_whey_ca bad 103 absolute_mass PO2662 11 MKLLILTCL 4 0 0 4 0 08 Cobyurs To Disgay
" repository_whey_ca bad 103 absolute_mass PO2662 11 MILLILTCL 4 0 [} 4 [} Ol
" repository_whey_ca bad 103 absolute_mass PO2662 1 MILLILTCL 4 0 [} 4 0 ot 7] Data To Report -
r repository_whey_ca good 1 biomarker P02663 1E-40 KTKLTEEE 25 9 0 16 0 ] Name i
- repasitory_whey_ca good 2 biomarker P02663 19E23  KTKLTEEE 14 1 0 13 0 [V]Category Name =
r repository_whey_ca good 3 biomarker PO28E 39603 TKLTEEEK & 0 0 3 0 = Number
r repository_whey_ca good 20 biomarker PO2662 33626 APSFSDIFN 21 10 0 1 0 [V] Search Type m
" repository_whey_ca good z absolute_mass PO266E 3E05  (3)QEQNQ & 0 [ i 0 20y : Humber
" repository_whey_ca good z absolute_mass PO265E 305 (3)QEQNQ & 0 [ 3 0 2y [VIE Veiue
[ repository_whey_ca good 27 absolute_mass 02658 3E05  QEGNGEQ & 0 [] 3 0 Opl (¥l Sea
" repository_whey_ca good 27 absolute_mass P02658 3E05  QEGNGEQ & 0 [) 3 0 O-pl ~ N gf:::e”’w”“"g Fragmerts
< . ] 3 [@ICions
136 rowsin table: 0 selected I e e

Generating You can generate a report for each repository, per category or per file.
Reports

< To generate reports

1. Choose ProSightHT > Repository Report or Tools > Reports > Repository Report, or click the
Repository Report icon, E, to open the Repository Report window (see the next figure).

2. From the Repository list, select the name of the repository to generate a report for.

3. If you want to generate a report on all the experiments in a category, select the Category check box
and then select the name of the category from the adjacent list. For example, to view only the “good”
experiments, select the Good category.

4. If you want to generate a report on all the experiments in a specific file (good and bad), select the File
check box, and then select the name of the file from the adjacent list or type the name of the file in the
box.
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5. Click Generate.

The application generates a report for each repository, per category or per file.

@ Repository Report

Repository [rapnsﬂory_whey_tzsein h ]
Category [good h
Files C:\Program Files"\ProSight PC source files'\HighHigh"Whey8800_Casein_1to2_1.puf

7] Export directly to file
[ Report only best hit per search

The Report page displays filter, import, and export information.

Select an
experiment.

Exports selected experiments toa ——
Microsoft™ Excel™ spreadsheet.

Imports selected experiments
into the ProSightPC application
for further investigation.

Actons
| Repository Name | Category Name | Experiment Number | Search Type | Accession Number | EValue | Sequence | Number of Matching Fragments | B-ions | Cions | Yeons | Z-ions | FTh » e
| T repesiton_whey ca bat 2 absolute_mass PU2SES 0% (3NGEQNG 5 0 0 5 0 2p Bccd
™ reposion_vhey_ca bad 2 absolue_mass FU26E 0% (ENGEQNG § o 0 5 0 2p -
[ reposiony_uihey_ca bad % absolute_mass FU2663 003 GEQNGEQ 5 o o 5 o  opf [hed
|| [ reposiory_whey_ca bad » absolute_mass PO2668 003  QEQNQEQ 5 0 0 5 0 Oplf || | FiedFiten
| | T repository_whey_ca bad 103 absolute_mass PU2GEL 11 MKLLLTCL 4 ot 0 4 0 o-p>5| Flsenipe = L7
| | T repositony_whey_ca bad 10 absolute_mass PI26E2 1 MKLLLTCL 4 o 0 4 0o o
| | T reposion_whey_ca bad 103 absolute_mass P02562 1 MKLLILTCL 4 0 0 4 0 Ol & (Ec::#;im Hy =)
|| T repeositon_wheyca ba 103 absolute_mass PI26E2 1 MKLLLTCL 4 o o 4 o op |
|| T repository_whey_ca bad 103 absolute_mass PI2SE2 11 MKLLILTCL 4 0 ) 4 ) Ol [C] PTHs =
[ reposion_vhey_ca bad 10 absolute_mass PI26E2 1 MKLLLTCL 4 ¢ o 4 o op -
[ | - repository_whey_ca bad 103 absolute_mass P02662 11 MKLLLTCL 4 0 0 [} [} Opt | [ Ditmonce < 5 Da
| | [ repository_whey ca bad 103 absolute_mass PU2GEL 11 MKLLLTCL 4 o o |4 o op
|| T reposiory_whey_ca bad 103 absolute_mass PO28E2 11 MKLLILTCL & ) ) 4 0 opt | [] Category -
| | T repositonywheyca bad 10 absolute_mass P26E2 1 MKLLLTCL 4 o o |4 o op
| | T renository_whey_ca bad 103 absolute_mass PO2662 1 MKLLILTCL 4 ) 0 4 0 Ot [ U= Meniiications fiters
|| [ repository_whey ca bad 103 absolute_mass PO26E2 1 MKLLLTCL 4 0 0 4 0 opl | e )
|| [T repositon_whey_ca bad 10 absolute_mass PI26E2 1 MKLLLTCL 4 0 0 | 4 0 —@s— Cutomften
[ reposiony_uihey_ca bad 103 absolute_mass PO26E2 11 MKLLLTEL 4 0 0 |4 0| 08 | geyCmonfies
| | T repository_whey ca bad 103 absolute_mass PO26E2 11 MKLLLTEL 4 o o |4 o op L OZmOsmEs__ __ __
| | T repository_whey_ca bad 103 absolute_mass PU2GEL 11 MKLLLTCL 4 o o |4 o on
| | T repositony_whey_ca bad 10 absolute_mass PI26E2 1 MKLLLTCL 4 o o |4 o op
™ reposion_uhey_ca bad 103 abolute_mass PI26E2 1 MKLLLTCL 4 o o |4 o op
|| T repeositon_wheyca ba 103 absolute_mass PI26E2 1 MKLLLTCL 4 o o |4 of on
|| [T repositony_wheyca bat 10 absolute_mass PI26E2 1 MILLLTCL 4 ¢ o |4 of op
|| T repositon_whey_ca bad 102 absolute_mass PI26E2 11 MKLLLTCL 4 o o |4 o od
| | T repository_whey ca bad 103 absolute_mass PO26E2 11 MKLLLTEL 4 o o |4 o op
| | T repository_whey_ca bad 103 absolute_mass PU2GEL 11 MKLLLTCL 4 0 0 [ 4 0| 0B Cumeronmy
| | T repositony_whey_ca bad 103 absolute_mass PI26E2 11 MKLLLTCL 4 o o |4 o op
| | T repositonywheyca bad 10 absolute_mass P26E2 1 MKLLLTCL 4 o o | 4 o op [EW0aToRemr -
T repository_whey_ca good 1 biomarker  PO2663 1E40  KIKTEEE 25 9 0 0 @R T
|| [ repositony_whey_os good 2 biomarker 02663 19E23  KTKLTEEE 14 10 | B0 E
|| [T repositon_whey_ca good 3 biomarker U663 I9E0Y  THLTEEEK & T )
| | [ repository_whey cs good 2 biomarker 02662 3L APSFSDIFN 21 0 0 | 1o o T
|| [ repository_whey cs good 7 absolute_mass PO2GEE 5 (3GEANG & o o |8 o | 2
|| T repository_whey_cs good 7 abolute_mass PJGEE 5 (3QEQNG & o o |8 0| 2
| | T repositony_whey_co good 27 absolute_mass PI26EE B GEGNGEG & o o | & of op
™ repositony_whey_ca goud 27 abolute_mass PI26EE 6 QEQGNGEQ & o o |8 o | op
T 0 ] i
13 roms ntabl: 0 selected s
Displays the most common filters. —— S
: elect the columns to
For example, you can display only display
confident hits or hits with PTMs.

Displays your own custom filters.

For example, you can display only
experiments with an intact mass > 8685.0
Da.
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Setting Custom
Filters

You might want to filter the data in the report. For example, you can set a custom filter to Theoretical
Mass > 2000. You can also use any fixed modifications to filter, such as setting Mass Difference to < 5.0
Da.

On the right side of the Report page, you can set custom filters to filter the data in the repository report.

To set custom filters

K2
0‘0

1. Select the Show Custom Filters check box.
The Custom Filters table opens (see the next set of figures).
. Click Add Custom Filter.

. Select the filter settings, for example, Experiment Number = 15.

2
3
4. Click Add.
5. In the table, select the check box for the custom filter that you just added.
6

. Click Apply Filters.
Custom Fiters
| Show Custom Filters
1. Select Show Custom Use i ls Value Then
Filters.

2. Click Add Custom Filter.

Merge His.. | | Add Custom Fiter | | Apply Fiters |
Custom Filters
) ) Show Custom Filters
3. Select the filter settings.
| Experiment Number v = ~ 1§
| [ add || cancel |
4. Click Add. 4| 1 | 3
Merge His. | | Add Custom Fiter | | Apply Fiters
Custom Filters
5. Select the custom filter Show Custom Fiters
that you just added. Use § s Value Then
¥ Experime... = 15 Show In Grid
6. Click Apply Filters.
4 | [T | r
[ Merge His... | [ Add Custom Fiter | | Apply Fiters |
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Importing and
Exporting
Experiments

Sample
Processing
from a
Targeted Run

Importing
MS/MS Data

You can import experiments from a repository into the ProSightPC application for manual validation and
additional database searching. You can also take a set of results from the experiments that you import to
the Sequence Gazer™ tool to see in more detail how your MS/MS data matches a retrieved protein or
peptide. For more information on the Sequence Gazer, see “Sequence Gazer” on page 25.

Use any of the following methods to import experiments:
* Select the experiments and click Import.

* Right-click the experiments and choose Import.

* Double-click an experiment.

* Choose File > Import Data from Repository.

Save any changes that you made by exporting the experiments back to the repository or to a different
repository.

Use any of the following methods to export experiments:
* Select the experiments that were imported and click Export to Repository.
* Right-click the experiments that were imported and choose Export to Repository.

* Right-click the experiment in the ProSightPC data grid, and choose Export Experiment to Repository.

¢ Choose File > Export Data to Repository.

If you want to import a targeted raw data file as input or if you want to enter data manually into the
ProSightPC application, you cannot use the High Throughput Wizard. You must enter data manually or
use an analysis to infer mass (AIM) operation, which converts high-resolution mass spectral data from
proteins or large peptides to neutral monoisotopic or average masses. The ProSightPC application uses
these neutral mass values to identify and characterize proteins.

You can use either of two AIMs to import raw data files into a ProSightPC MS/MS experiment:
THRASH and Xtract. (For information on these two algorithms, refer to the ProSightPC User Guide or
the ProSightPC application Help.) You can also enter data manually.

Processing a Raw Data File with the THRASH Algorithm

% To process a raw data file with the THRASH algorithm

L)

1. Choose File > Import .raw > Profile, or click the Import Profile icon, .
The Build Experiment from Profile RAW Data window opens (see the next figure).

In the “RAW” file to be “THRASHed” box, browse to the raw data file to be imported.
In the Thrash Options area, enter the applicable parameters.

In the Type box under Precursor Mass, select the precursor type.

In the box below Type, type the precursor mass.

In the Fragmentation Method list, select the fragmentation method.

N

(Optional) Select a predefined search in the Predefined Search box. For the example file, select Demo
Search.

8. Click OK.
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@l Build Experiment from Profile RAW Data =] = ==

Fragment Masses
"RAW" file to be "THRASHed":

C\Program Files\ProSight PC source files\HighHigh\Whey8800_Casein_Tto2_

2. Select the raw data file to be
imported with the THRASH algorithm.

| Thrash Options
. Minimum Signalto-Moise Ratio 3 Minimum RL value g

3. Enter the applicable parameters.
Maxdmum Mass £000D Maxdmum Charge 75
First m/z 1000 Last m/z 3000
Summing Options
Start Scan Number 1 End Scan Number 527

4. Select the precursor mass type. Precursor Mass Predefined Search

[ allergens_absolute_mass
[] allergens_biomarker
| []] Demo Search

5. Type the precursor mass.

| Type  Monoisotopic Flease check any predefined searches:
4

Fragmentation Method: Check All ] l Uncheck Al ]

6. Select the fragmentation method. [ ok [] [ cance |

—7. (Optional) Select a predefined search.

The ProSightPC application creates a new MS/MS experiment with the data processed by the THRASH
algorithm.

Processing a raw data file with the Xtract Algorithm

Use Xtract to create a raw data file containing the neutral monoisotopic mass values (refer to the

ProSightPC User Guide or the ProSightPC application Help for more information).

< To process a raw data file with the Xtract algorithm
1. Choose File > Import .raw > Post Xtract, or click the Import Xtract icon, @ .
The Build Experiment from Post Extract RAW Data window opens (see the next figure).
2. In the Post Xtract RAW File box, browse to a Post Xtract raw data file.
3. In the Precursor Mass area, type the precursor mass in the box next to m/z.

4. Select the mass type of the precursor ions that each Post Xtract file contains, either Average Mass or
Monoisotopic Mass.

5. In the Fragmentation Ion Data area, select the mass type of the fragment ions that each Post Xtract
file contains, either Average Mass or Monoisotopic Mass.

6. (Optional) Select a predefined search in the Predefined Search box.

20



7. Click OK.

€l Build Experiment from Post Xtract RAW Data

|

2. Select a Post Xtract raw data file. Post ¥tract RAW File
l Browse
3. Type the precursor mass. Precursor Mass Predefined Search
I Flease check any predefined searches:
i
[ allergens_absolute_mass
) [] allergens_biomarker
) Average Mass [] Deme Search A
| @ Monoisotopic Mass
4. Select the precursor ion mass Fragmertation lon Data :
type. Fragmentation ClD -
Method:

) Average Mass

@ Monoisctopic Mass Check Al | | Uncheck Al

|

5. Select the fragment ion mass ok ] ([ Cancad |
type.

— 6. (Optional) Select a predefined
search.

The ProSightPC application creates a new MS/MS experiment with the data processed by the Xtract
algorithm.

Manually Entering the Data

You can manually enter the data (precursor and fragment masses) if you want to import a targeted raw
data file as input.

+ To manually enter the data

1. Click the Add Experiment icon, £ i , or choose Tools > Experiment Adder to open the Experiment
Adder dialog box (see the next figure).

2. In the Fragmentation Methods area, select the fragmentation method.
3. In the Type list under Precursor Ion Data, select the precursor mass type, either Manual or Upload.

4. If you select Manual in the Type list, select the mass type of the precursor ion in the Mass Type area
(either Monoisotopic or Average) and type the precursor mass.

If you select Upload in the Type list, a Text File box and a Browse button appear beneath the Type list.
Type the path and name of the ASCII text file or files that contain the precursor ion data in the Text
File box, or click Browse to browse for them.

5. (Optional) Select the appropriate check box for a predefined search at the bottom of the dialog box.

6. Click Create.
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Adding
Searches

@ Experiment Adder EI = @

Fragmentation Methods Experiment Comments

@CID @ HD () ECD @) ETD s

© IRMPD () ETheD © UVFD
%' SeleCt‘t t?e Precursor lon Data Fragment lon Data
ragmentation

g Type:  Manual - Type:  Manual -
method.
Mass Type: Mazs Type:
@ Monoisotopic () Average @ Monoisctopic () Average Intensities:

- I - -

3, 4. Select Manual in

th e Type l lSt' Se l eCt th € Please check any predefined analyses that you would like included with your experiment:
prchrSOr mass typE, [7] allergens_sbsolute_mass
&

[7] allergens_biomarker
and type the precursor | | =3

mass. Or, select
Upload in the Type ([ check i
list, type the path and
name of a text file in L 5. (Optional) Select a
the Text File box, or predefined search.
browse for it.

All three options for importing MS/MS data into the ProSightPC application create new MS/MS
experiments in the data grid (with or without searches, depending on whether you added one or more
predefined searches).

NEE Bl Ba® BB $ X% % 'F

Exp ID Search ID Marked Search Type Pending Search Best Expectation Matching Forms

1 1 Absolute Mass yes nia nia _ ¥ MS/MS eXperiment in
the data grid

The ProSightPC application supports five different search modes. Each search mode represents a specific
method used to query a proteome database within the proteome warehouse. For more information on

search modes, refer to the ProSightPC User Guide or the ProSightPC application Help.
Adding a Predefined Search

Predefined searches are a strategy to simplify repeating identical searches on different sets of MS/MS data.

< To add a single predefined search to an experiment

* In the data grid, right-click the appropriate experiment and choose Append Predefined Search >
search _name.

The experiment that the search has been appended to appears in the data grid with the same
experiment number in the Exp ID column and a different number in the Search ID column.

—Or—

* Follow the next procedure, “To add multiple predefined searches to an experiment,” and select the
appropriate search.

< To add multiple predefined searches to an experiment

1. Right-click the experiment in the data grid and choose Append Predefined Searches. You can also
choose Experiment Tools > Append Predefined Search.

The Append Predefined Searches to Experiment X dialog box opens (see the next figure).
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{r Append Predefined Searches to Experil 1 =<

Please check any predefined searches that you would like included with your experiment
(7] allergens_absolute_mass

[7] allergens_biomarker
[] Demo Search

[ checkal | [ uncheckan | %)

[ Append ] [ Cancel ]

2. Select the predefined searches to append to the experiment and click Append. To select all of the
searches listed, click Check All.

You can also execute the search from the Data Manager by clicking Run Search.

Tip To process several predefined searches automatically, see “To perform searches in batch mode”

on page 23.
Performing You have two options for searching: performing searches manually or performing them in batch mode.
SCELECE Performing Searches Manually
If you have a limited number of searches that you want to perform, you can manually search the database.
< To perform searches manually
* Right-click the experiment and choose Run Search x, where x is the number of the experiment that
appears in the Search ID column.
* If you select more than one experiment or search, right-click and choose Run Searches.
Performing Searches in Batch Mode
With batch processing, you can queue and perform a large number of searches over any number of
experiments in a single action.
% To perform searches in batch mode
Choose Tools > Batch Run, or click the Batch Run icon, % .
Intergretirg After performing the searches, double-click a search. A new tab opens with the experiment number.
esults

Experiment Information

Click the display control arrows to expand or collapse the various displays. These arrows indicate that
information related to a search is available. Click the display control arrow to reveal search information
(see the next figure).
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@ ProSightPC™ - C:\Program Files\ProSightPC source files\ETDfraction03\ET Dfraction03. puf (=% ECR =x=|
File Edit View ExperimentTools Datobases ProSig. === v |Help
~u =] - b
D= E & = B L F X% YT
Exp D Search ID Marked Search Type Pending Search  BestExpectation  Matching Forms o Name Status Notes
34 2 Biomarker yes. nla nla
35 1 Absolute Mass no nla 0 -
35 2 Biomarker yes nla nla ‘—‘
36 1 Absolute Mass no nla 0
3 2 Biomarker yes nla nla
a7 1 Absolute Mass no nla 0
a7 2 Biomarker yes nla nla
38 1 Absolute Mass no nla 0

Gid Digplay Prferenges | Bgerimeri 1] Bperment35 |

Data Management for Experiment 35
Source: C:\Data\TopDownClass\ETDfraction03.raw ( 2675.4162 )

ETD fragmentation for precursor at myz 670.11 from retention time (min) 21.15 (#147)- 21.31

Fragmentation Method: ETD Ton Type: CZ

P Precursor Mass List
} Fragment Mass List
i

P Search 1: Absolute Mass Search
| }lSEarch 2: BioMarker Search

6 (#149) with FT detection.

Display control arrows

Search Information

Each results list displays the number of protein isoforms found. Click the appropriate arrow to display the

results.

Fragmentation Method: ETD TIon Type: CZ

p Precursor Mass List
p Fragment Mass List

p Search 1: Absolute Mass Search
w Search 2: BioMarker Search

Search Parameters

Fragment Tolerance: 15ppm Fragment Type: Monoisotopic
Database: Saccharomyces cerevisiae 4 m Mode: Off N
2012_06 Top Down Complex

PTM List

Formylation Al Geranyl geranyl Carboxylation Farnesyl
Dimethylation Double oxidation Acetylation Hypusine Methylation {mona)
Trimethylation Myristate Pyruvic acid Phospho_DNA

Results for Precursor Ion 1. Protein forms found: 15

Precursor Tolerance: 10ppm

euro Peptide: On
Matching Proteins to Return

Minimum Matches: 4
0

Precursor Type: Monoisotopic
Disulfide: Off

Minimum Matches Percent: 0
Max Hits: 25

Heme
GPI-anchor

Phosphorylation
Palmitate

Results list
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Protein Isoform Information

wResults for Precursor Ion 1. Protein forms found: 1

@ Add Gene Restricted Search

—|: Cysteine
ID/Gene Length Mass Mass Diff. PPM Diff. BJIons Y Ions Total lons P Score E-Value C Score

) =CASB_BOVIN, PO2666; Beta-casein. (Type: basic, Signal Peptide: false, Propep: false)
— -E-MIP-F}P-K}Y}P-V-E}P-F-T-E-S-Q-S}L-THL-T-D-V-E-N-L}H} L} P- 1]

“P-L-L-Q-S-W-M-H-QIP-H-QIP-L}P-P-T-V-MIF{P{P-Q-5-V-L-S5-L-5-Q-
T T UTTSTKAV- L PEVEP- T KFATVEP- Y PEQCR-D- M P I ASFELEL{ YR QTEE PV =00
L . fLi6{P-vi{R-G-P-F{P-T§{I1-V- a
ID/Gene Length Mass Mass Diff PPM Diff B Ions ¥ Ions Total lons P Score E-Value C Score
L] 22 102 11551.1 0211 1.83 15 16 32 1.3e-44 2.6e-37 541
[ Take to S e Gazer | Take to ProSight Lite | |
Graphical representation of the protein isoforms Statistics table

(location of PTMs and matching fragment ions)

Short description of the protein isoform
Sequence Gazer

The Sequence Gazer is an interactive environment for querying MS/MS data against a known protein
sequence. Use the Sequence Gazer to characterize identified proteins by selectively adding or removing
PTMs or custom masses to amino acids within a protein sequence.

% To access the Sequence Gazer
Click Take to Sequence Gazer (see the previous figure).

n the Sequence Gazer (see the next figure), you can examine the current experiment information (for
In the S G th tfi y n th t t information (f
precursor and fragment masses) to be queried against this sequence.
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Grid Display Plelelences] Start ] Evperiment 2 Sequence Gazer

Sequence Gazer™

Precursor Mass Type:! Mono or Avg Scores:

P Score:  4.79E-08 1 30/
Fragment Tolerance: | 29 Dappm Mass Type: Mono ar Avg 0

Expectation: 2 S8E-06 Fragments Explained
A i On Off PDE: 33.4000 g P
[ Rescore |[ Save |[ cancel |

Difference: -60.9725 Da  -5396.0800 ppm
| |
Chserved: |11299.4090 ~ Theoretical: 11360.4000

Methionine Information:
'HlSlGlRfoK*GfoK*G*L*G*K*GfoAfK*Ri\H*R*K*V*LfRfD'
Position: M:1 C:103

‘N-I-Q-G-I-T-K-P-A-I-RRR-L-ARRGG V- KRI-S5S-G-L- aming acid: M
RESID: none
'I*Y*E*EIT*R*G*V*L*K*V*F*L*E*N*V*I*R*D*A*V*T*Y*T*E' Start PTM: None
'H*.’rK*R*K*T*V*T*llHlDIVtVtY*A*L*K*R*Q’G’R’T’L’Y}G' PTM Choices:
“FlG-G- I:lNDne

Custom |0
P Show Matching Fragments (Total: 14 fragments) ustom

P show Mon-Matching Fragments (Total: 90 fragments) Tier 1
M Formylation

M :cetylation
. Methylation (mono)

Fixed Modifications:

Cysteine:

Mone

Acrylamide Cysteine
wirnylpyridine Cysteine
Ethanal Cysteine

BME Cysteine
Indoacetamide Cysteine

ProSight Lite

ProSight Lite is a free and simplified version of the ProSightPC application that is mostly used for single
protein analysis by infusion. You can use it to view the marked-up spectrum results and, as with the
Sequence Gazer feature, edit the sites of modifications. You can also use it to produce publication-ready
fragment maps.

Follow this link to access a video containing more information about ProSight Lite and to install the
application:

http://prosightlite.northwestern.edu
After installation of the ProSight Lite application is complete, follow these instructions.
+ To access ProSight Lite

1. Select the appropriate search and click its corresponding arrow in the Data Manager.

2. Locate the appropriate protein identification in the search results and expand the display.
3. Click Take to ProSight Lite.

The ProSight Lite window opens (see the next figure).
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Trademarks

% ProSight Lite

Medify Experimental Data Modify Candidate Sequence

P02662: Chain (Alpha-51-casein) [16-214] in Alpha-51-casein

@P]K HIP 11KIHIQlGILIP Q EIVILIN EIN L L RIF F V
1alP FIP EIVIFG K EKIVINE Lls KIDIIIG B eE@ T E
DQAMEDIKQMEAEB 1 sEBeceivenE
VEQKHIQKEDVPSERYLGYLEQLLR
LKKYKVPQLEIVPNEBAEERLHSMKE
GIHAQQKEPMIGVNQELAYFYPELF
RQFYQLDAYPSGAWYYVIPLGTQYTD
AlPSFSDI|IPNIPIGSLEN[S EKT TMLPLLIW

~ | Matching Fragments (Count: 35)

Neutral Masses, HCD. 15ppm

Precursor Mass

Type: Menoisotopic
Observed: 23,520.38
Theoretical: 23,520.25
Mass Diff. (Da): 0.134
Mass Diff. (ppm): 5.68
Scores

PCS: 669.20
P-Score: 1.6e-59
% Fragments Expl... 33 %

% Residue Cleava... 18 %

Modification (R1)

. No Modification
Custom

Common
[ ] Monomethylation
Dimethylation

Uncommen
[ ] Phosphorylation

ProSightPC and Sequence Gazer are registered trademarks of Proteinaceous, Inc. in the United States.

Q Exactive and Fusion are trademarks; and LTQ, LTQ FT, Orbitrap, and Thermo Scientific are registered

trademarks of Thermo Fisher Scientific Inc. in the United States.

UniProt is a registered trademark of European Molecular Biology Laboratory Incorporated Association in

the United States and other countries.

Microsoft and Excel are registered trademarks of Microsoft Corporation in the United States and other

countries.

The THRASH procedure is based on routines in Numerical Recipes: The Art of Scientific Computing,
published by Cambridge University Press, and is used by permission.

All other trademarks are the property of Thermo Fisher Scientific Inc. and its subsidiaries.
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