Skyline Live Reports

“Live Reports” is the name given to a group of windows available in Skyline which present information in
rows and columns. There is a great deal of customizability in terms of which columns are displayed and
how the rows are filtered.

This tutorial will give an overview of several of these windows.

Getting Started

To start this tutorial, download the following ZIP file:

https://skyline.ms/tutorials/LiveReports.zip

Extract the files in it to a folder on your computer, like:

C:\Users\brendanx\Documents

This will create a new folder:

C:\Users\brendanx\Documents\LiveReports

To begin processing the data collected for the Differentiation phase of this method refinement study:

e Open the “Rat_plasma.sky” file in the “LiveReports” folder.

Enable Audit Logging

The first thing to do in this document is to enable audit logging. The Audit Log in Skyline keeps track of

all of the changes that have been made to the document. When you create a new document in Skyline,
the audit log is usually enabled, but in this much older document, the Audit Log has not been enabled.

e Onthe View menu, click Live Reports and then click Audit Log

This brings up the Audit Log form


https://skyline.ms/tutorials/LiveReports.zip

Audit Log: All Info n
Reports » |7+ 2t » 14 4 [0 of 0| b Pkl | X |E3 Export.. |Find: 2| [J Enable audit logging
Time All Info Me Detailed description of the change Reason

e C(Click the Enable audit logging checkbox

The Audit Log grid becomes populated with a set of entries which represent the difference between the
current document and Skyline’s default blank document

Audit Log: All Info n

Reports + [# + 2t » |4 4 |1 of 34 | b b ||E3 Export.. |Find: A @ Enable audit logging

Time: Al Info Message: Detailed description of the change n
W Start of audit log for already existing document

20240314 11:1... | Document > Protein court is "48"

2024-03-1411:1... | Document > Peptide count is "125"

2024-03-1411:1... | Document > Precursor count is "125"

2024-03-1411:1... | Document > Transition count is 721"

2024-03-14 11:1... | Settings > Peptide Settings — Prediction > Time window changed from "2" to "5"

2024-03-14 11:1... | Settings > Peptide Settings — Filter > Exclude M4eminal AAs changed from "25" to "2"

2024-03-1411:1... | Settings » Peptide Settings — Fitter > Min length changed from "8" to "6"

20240514 11:1... | Settings > Peptide Settings — Filter > Max length changed from "25" to "30"

2024-03-14 11:1... | Settings > Peptide Settings — Filter > Auto-select all matching peptides changed from True to False

2024-03-1411:1... | Settings » Peptide Settings — Library > Pick from changed from "Library” to "Fitter”

20240914 11:1... | Settings > Peptide Settings — Library > Libraries : "Rat (NIST) (Rat_plasma2) (Rat_plasma)" was added

2024-03-14 11:1... | Settings > Peptide Settings — Library > Libraries > "Rat (NIST) (Rat_plasma2) (Rat_plasma)" > Pathis "H....

20240314 11:1... | Settings > Peptide Settings — Library > Libraries : "Rat (GPM) (Rat_plasmaZ) (Rat_plasma)" was added

2024-03-14 11:1... | Settings > Peptide Settings — Library > Libraries > "Rat (GPM) (Rat_plasmaZ) (Rat_plasma)" > Pathis "H:...

202405914 11:1... | Settings > Peptide Settings — Modffications > Structural modifications : "Carbamidomethyl {C)" was removed

20240514 11:1... | Settings > Peptide Settings — Modffications > Structural modffications : "Carbamidomethyl Cysteine” was a...

e C(Close the Audit Log window
At the end of this tutorial we will return to the Audit Log and inspect its contents

By inspecting the indicators at the bottom right corner of the Skyline window, you will see that the file
you opened contains 48 proteins, 125 peptides and 722 transitions.



1/48 prot 1125 pep 1/125 prec 1/722 tran

Showing the Document Grid
e Onthe View menu, click Live Reports and then click Document Grid.
e C(Click the Reports button in the top left corner of the Document Grid

This shows the list of reports that are available to be shown in the Document Grid.

Document Grid: Proteins

Reports *|i:?‘ - 1

Proteins

@ Ppeptides

A Precursors

A Transitions
Replicates

A Peak Boundaries

? Peptide Quantification

@ Peptide Ratio Results

@ Peptide RT Results

M Peptide Transition List

A_  Transition Results
External Tools 3
Customize Report..,
Manage Reports...

The first five items in the list, Proteins, Peptides, Precursors, Transitions, and Replicates are the “built-
in” reports which cannot be modified. Each of these reports show essential information from basic units
in the Skyline document. The set of columns that these reports have may change based on the state of

the document. In particular, if there are any user-defined annotations, those annotations will be added
to the appropriate built-in report.

Below the built-in report are the user-defined reports which can be modified. Skyline ships with a small
set of user-defined reports that are designed to be helpful. In addition, it is expected that Skyline users
will define their own reports and share them with colleagues.

e Onthe Reports menu in the Document Grid, choose Proteins if it is not already chosen

This displays the built-in “Proteins” report, which shows the list of proteins in the document, in the same
order that they appear in the Targets tree.



Document Grid: Proteins
Reports « |7 ~ & = 1

Protein

Protein Description

v [ - 101156

NP 037030 Tax_ld=10116G...
NP 602308 Tax_ld=10116G...
NP 001012027 | Tax_ld=10116G...
NP 036870 Tax_ld=10116G...
NP 037244 Tax_ld=10116G...
NP 001010968 | Tax_ld=10116G...
NP 444180 Tax_ld=10116G...

of 43 | b B

Protein
Accession

PO9117
P24030
PO1015
Q5MTTS
P04639
PD4638
Q6Q3E8
PO5371

# | B3 Export..

Protein
Prefemed
Name

ALDOC_RAT
FETUA_RAT
ANGT_RAT
Q5M7TS_RAT
APOAT_RAT
APOA2_RAT
Q6Q3E8_RAT
CLUS_RAT

Actions ~ | Find:

Protein Gene

Aldoc

Ahsg Fetua

Agt Sempina8
Sempinci

Apoal

ApoazZ

Eng rCG_45763
Cl

LI

Praotein
Species

Rattus norvegicu...
Rattus norvegicu...
Rattus norvegicu...
Rattus norvegicu...
Rattus norvegicu...
Rattus norvegicu...
Rattus norvegicu...

Rattus norvegicu...

S

Protein

Sequence Protein Note |

MPHSYPALSAE..
MKSLVLLLCFAQ...
MTPTGAGLKATI...
MYSPGIGSAVA...

MKAAVLAVALVE. .
MKLLAMVALLY...

MDRSMLPLVITL...
MEKILLLCVALLLT...

== ———— ]

The first column in the report is displayed as a hyperlink, and clicking on text in those cells will navigate
to the particular protein in Skyline.

e C(Click on the fourth item in the “Protein” column (“NP_001012027")

This causes the fourth item in the Targets tree to be selected:

Targets
Beplicates: D_102_REP1
a---'ﬁy, NP_036629

=%, NP_037030

=%, NP_602308

=% NP_001012027

— & wn nenTn

@ 9, KTSDQIHFFFAK L [148, 158]
@9, KLOPLDFKE [203, 209
m-® %, KSQLPGIAEGR.D [382, 392]

=-® % RCSLPRPWALTFSYGR.A [290, 304]

- Gy, RLGGEEVSVACK L [238, 248]
=@ 9, KVGOPGDAGAAGPVAPLCPGR.V [327, 346]

@', RGSYNLQDLLAGAKL [379, 391]

The Status Bar at the bottom of the Skyline window also indicates that the fourth protein in the

document is selected.

4748 prot 51125 pep 5/125 prec 24/721 tran

The record navigator at the top of the Document Grid also indicates that the focus is in the fourth row.

Reports = |7 = o =~ [4 4

4

of 48

The Document Grid can be used to inspect many types of data.

e Choose Replicates from the Reports dropdown at the top of the Document Grid



Document Grid: Replicates n]

Reports ~ |7~ ~ [4 4 |4 of42 | b b ||53 Export.. Actions - | Find: .o
Replicate Sample Type g:'gt:vtraﬁon
D 102 REP1 Unknown

D 102 REP2 Unknown
D 102 REP3 Unknown
b _ Unknown
D 103 REP? Unknown
D 103 REP3 Unknown

D 108 REP1 Unknown
D 108 REP2 Unknown
0108 BFP3 Linknown

This document contains 42 Replicates. The names of the Replicates are all in three parts. The first letter
of the replicate name is a “D” or “H” indicating whether the sample came from a diseased or a healthy
rat. That is followed by an underscore, and then three digits which are the subject identifier of the rat.
That is followed by “_REP” and then one more digit which identifies which technical replicate it is.

Defining some Replicate Annotations
Before using features such as “Group Comparisons”, it is necessary to tell Skyline more about these
replicates. The way to do that is by defining some “Replicate Annotations”.

e On the Settings menu, choose Document Settings

' Document Settings x

Result Fles Lists  Group Comparisons  Reports

Annotations are user defined attributes which you can associate with elements in a Skyline document. Use this dialog to control
which annotations are available in this document, as well as to define new annotations.

Edit List...

e Click the Add button

This brings up the “Define Annotation” dialog.



A Define Annotation >

Mame:

Editable Calculated

Type:
Teut o

Values:

Applies to:

(] Proteins

[] Peptides

[] Precursors

[] Transitions

[ Replicates

[ Precursor Results
[ Transition Resulis

= |

Annotations in Skyline must be given a unique name. There are three fundamental value types for
annotations: text, numeric, and true/false. In addition, an annotation can be a “value list”, which is
treated as a text annotation whose value is restricted to those in a specified list.

e Fill in the form as follows so that the name of the Annotation is “Cohort”, the type is “Value
List”, the values are Healthy and Diseased and the checkbox next to “Replicates” is checked.



A Define Annotation >

Mame:
Cohaort

. IE::I'rtabIe Calculatedl

Type:
Yalue List e

Values:

Healthy
Diseased

Applies to:

[] Proteins

[] Peptides

[] Precursors

[] Transttions

ClRepicates
[] Precursor Results
[] Transition Resulis

e Pressthe OK button

The new annotation now shows up in the Document Settings form



— - - - - - _

Document Settings

Annotations  Result Files Lists  Group Comparisons  Reports

Annotations are user defined attributes which you can associate with elements in a Skyline document. Use this dialog to control
which annatations are available in this document, as well as to define new annotations .

B Cohort

Edit List...

Ok Cancel

e C(Click the Add button
e Fill in the form so that the name is “SubjectID”, the type is “Text” and the checkbox next to
“Replicates” is checked




A Define Annotation

Mame:
SubjectID

‘ IE::I'rtabIe Calculatedl

Type:
Text w

‘ Values:

Applies to:

(] Proteins

[] Peptides

[] Precursors

[] Transitions

ClRepicates
[ Precursor Results
[ Transition Resulis

e Click the OK button



Document Settings

Annotations  Result Files Lists  Group Comparisons  Reports

Annotations are user defined attributes which you can associate with elements in a Skyline document. Use this dialog to control
which annatations are available in this document, as well as to define new annotations .

B Cohort
® SubjectiD

Ok Cancel

Now, two annotations have been defined and the checked checkbox next to each of them means that
they are available in the current document.

e Click the OK button

The Document Grid which is displaying the “Replicates” report will show the new “Cohort” and
“SubjectID” annotations which have been added to the document. If you click in a cell in the “Cohort”
column you will see that it is a dropdown allowing you to choose the one of the two allowable values
“Healthy” or “Diseased” (or blank).

Document Grid: Replicates

Reports + |7 » &t = [4 4 |1 of42 | b bl || 53 Export.. Actions + | Find: 'l
Replicate Sample Type g::?e?ﬂraﬁon Cohort Subject|D
> D 102 REP1 Unknawn @
D 102 REP2 Unk
Inknown Healthy
D 102 REP3 Unknown Diseased
D 103 REP1 Unknown

D 103 REP2 Unknown
D 103 REP3 Unknown

D 108 REP1 Unknown
D 108 REP2 Unknown
N 108 REP3 | Inknawn

It certainly would be possible to fill in the values in the “Cohort” and “SubjectID” columns by either
typing into those cells, or pasting a column of data into them.
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Creating Result File Rules
In this case, because the values of the annotations are so closely tied to the names of the result files,
there is another feature “Result File Rules” which can be used to set the values.

e On the Settings menu, click Document Settings
e Click on the Result Files tab
e Click the Add button

This brings up the Rule Set Editor which allows you to specify ways of populating values in the Skyline
document from values from the Result Files.

e C(Click somewhere in the first row in the Rules list
o Click the “...” button located to the right of the Rules list

This brings up the Rule Editor

| Rule Editor X

Source value:

File Mame '

Pattern (regular expression):

Beplacement:

Target:

Result Fil File Mame
3 ChlUsers\Brenda... |NERLEEEI= NI
ChUsers\Brenda... | D_102_REPZraw
C:\Users\Brenda... | D_102_REP3raw
C:Uzers'Brenda... | D_103_REP1raw

ChUsers’\Brenda... |D_103_REFZraw
ChlUsers\Brenda... |D_103_REFP3Iraw
CUsers\Brenda... |D_108_REP1 raw

4 lzare Brends

QK Cancel

e |n the Pattern textbox, enter the letter D
e In the Replacement textbox, enter the word Diseased
e Inthe Target dropdown, choose Cohort

11



Rule Editor

Source value:

File: Mame w

Pattern (regular expression):

D

Beplacement:

Diseased

Target:

Cohort w

Preview:

Result File File: Mame: Match MatchedValue Cohort
B C:\Users Brenda... [RRIZAGISTREY ] D Diseased
[ ChlUsers’\Brenda... |D_10Z2_REFZ raw ] W, Digeased
| ChlUsers\Brenda... |D_10Z2_REP3Iraw ] D Diseased
! C:\Users\Brenda... |D_103_REP1 raw -] D Dizseased
! C:\Users\Brenda... |D_103_REPZ raw ] D Dizeaszed
! CUsers’\Brenda... |D_103_REFP3Iraw ] W, Digeased
! ChlUsers\Brenda... |D_108_REF1raw ] D Diseased
'L lr\llear\Brenda D 108 BEPYraw | @A O Ty
oK Cancel

The Preview grid will show the effect that this rule will have. The File Name values in the first 21
rows all do contain the letter D so that the Match checkbox is checked and the word Diseased is
filled in for the Cohort

If you move the scrollbar thumb down halfway you will see that the file names which start with “H”
are not being matched.
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Rule Editor

Source value:

File: Mame w
Pattern (regular expression):

D

Beplacement:

Diseased

Target:

Cohort w
Preview:

Result File File: Mame: Match MatchedValue Cohort
C:\Users\Brenda... |D_172_REP3 raw ] D Dizeaszed
ChlUsers’\Brenda... |D_196_REF1 raw ] W, Digeased
ChlUsers\Brenda... |D_19%6_REFZ raw ] D Diseased
C:\Users\Brenda... |D_196_REP3 raw -] D Dizseased
C:\Users\Brenda... |H_146_REP1 raw ]

ClUsers’\Brenda... |H_146_REFZraw [
ClUsers\Brenda... |H_146_REP3raw ]
CAlleesBrands  |H 147 BEP1 raw [
oK Cancel

e Press the OK button

This brings you back to the Rule Set Editor where it is showing the results of that first rule

13




Rule Set Editor

oK

Cancel

A

e Click somewhere in the second row of the Rules grid and then click the ... button to the right

of the grid

e Fill in the Rule Editor with the letter H as the pattern, the word Healthy as Replacement and

Cohort for Target

14



Rule Editor

Source value:

File Mame A
Pattern (regular expression):
H
Beplacement:
Healthy
Target:
Cohort w
Preview:
Result File File Mame Match MatchedValue Cohort
2 (VN TERLER [ 102_REP1 raw ]
ChlUsers’\Brenda... |D_10Z2_REFZ raw [
ChlUsers\Brenda... |D_10Z2_REP3Iraw ]
C:\Users\Brenda... |D_103_REP1 raw ]
C:\Users\Brenda... |D_103_REPZ raw ]
CUsers’\Brenda... |D_103_REFP3Iraw [
ChlUsers\Brenda... |D_108_REF1raw ]
Tl lepre\Arends |0 00 BEP? rmw [
QK Cancel
e C(Click OK

This brings you back to the Rule Set Editor
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| Rule Set Editor

Result File Cohort

Ci\Users\Brenda... | Diseased
C:ilUsers\Brenda... | Diseased
Ci\Users\Brenda... | Diseased
C:ilUsers\Brenda... | Diseased
Ci\Users\Brenda... | Diseased

MName:

Bules:
Source Pattem Replacement Target
File Name D Diseased Cohort -
File Name H Healthy Cohort -
File Name

oK Cancel

- W 3

e C(lick in the third row of the Rules grid, and then click the ... button to the right of the grid

The purpose of the final rule that we create is to set the SubjectID values to D102, H162, etc. by
combining the first letter of the file name with the 3 digits that follow the first underscore.

To accomplish this, the pattern that we are going to use is (.)_(...) The parentheses denote regular

expression groups, which are parts of the matched expression which can be referred back to in the
Replacement text with “S1” and “$2”. The period character (dot) will match any character, and the
underscore character will only match an underscore

e Inthe Pattern textbox, enter (.)_{...)
e In the Replacement textbox, enter $1$2
e Inthe Target dropdown, choose SubjectID.

It should now look like this:
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' Rule Editor

Source value:

File: Mame w

Pattern (regular expression):

(L)

Beplacement:

5152

Target:

Subject|D w

Preview:
Result File File Mame MatchedValue SubjectID

2 TR LER O 102_REP1raw (D102 D102
CUzers\Brenda... |D_102_REPZraw |D_102 Doz
C:\Users\Brenda... |D_102_REP3raw |D_102 D102
C:\UsershBrenda... |D_103_REP1raw |D_103 103
C\Users\Brenda... |D_103_REPZraw |D_103 D103
C:\Uzers\Brenda... |D_103_REP3raw |D_103 D103
C\Users\Brenda... |D_108_REP1raw |D_108 Dios
M lemreBrends 10 108 BEP?raw 1 108 ning

oK

Cancel

e Press the OK button

This returns you to the Rule Set Editor which should now look like this:
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>

| Rule Set Editor

Preview:
Resutt File Cohart Subject!D
4 £ W= LER Discased D102
C:\Users\Brenda... | Diseased D102
C:\Users\Brenda... | Diseased D102
C:\Users\Brenda... | Diseased D103
C:\Users\Brenda... | Diseased D103

MName:

Bules:
Source Pattem Replacement Target
File Name - |D Diseased Cohort -
File Name - |H Healthy Cohort -
File Name = [ 8182 SubjectID -
File Name

oK

Cancel

- B X

e Inthe Name textbox enter “Cohort and SubjectID”
e Press the OK button

This returns you to the Document Settings form where the “Cohort and SubjectID” rule has been added
and has a checkmark next to it.

e Press the OK button in the Document Settings dialog

The Cohort and SubjectID values in the Replicates report will be filled in from the file names.

Document Grid: Replicates

Reports ~ 7 - &t - [4 4 |2 of42 | b b ||E3 Export.. Actions ~ | Find:
Replicate Sample Type fralte  Cohor SubjectID
D 102 REP1 Unknown Diseased D102

> D 102 REP2 Unknown Di02
D 102 REP3 Unknown Diseased D102
D 103 REP1 Unknown Diseased D103
D 103 REP2 Unknown Diseased D103
D 103 REP3 Unknown Diseased D103
D 108 REP1 Unknown Diseased D108
D 108 REP2 Unknown Diseased D108
0108 RFP3 Lnknosn Niseased D108

Creating a list of samples

18
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e On the Settings menu, click Document Settings
e Click on the Lists tab
e Click the Add button

This brings up the List Designer

List Designer *

List name: |

M 4 |[o of 0| b M | &= X |

Property Name Property Type

D property Display property
et et Save Cancel

e In the List name textbox, enter “Samples”

e Inthe first row of the grid, enter “SubjectID” in the Property Name column

e Inthe second row of the grid, enter “Sex” in the Property Name column

e Inthe third row of the grid, enter “Weight” in the Property Name column and choose Number
in the Property Type column

e Inthe fourth row of the grid, enter “Name” in the Property Name column

e Inthe ID Property dropdown, choose “SubjectID” and in the Display Property dropdown choose
Name

The List Designer should now look like this:
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List Designer *
List name:  Samples
‘M 4|4 ofd | b b |d= X
Property Name Property Type
Subject!D Text -
Sex Text -
Weight Mumber -
3 Mame Text -

|D property Display property
SubjectlD w MName e

Save Cancel

e Press the Save button
e Press the OK button in the Document Settings dialog

This brings you back to the main Skyline window.
e On the View menu choose Live Reports and then Lists and then Samples

This brings up a grid which shows the list that we just defined. There are no rows in the list, but it has
the four columns that we defined: SubjectID, Sex, Weight and Name

List: Samples n
Reports + [~ 2t » 14 4 [0 of 0| bkl | X |E3 Export.. |Find: x|

Subject|D

20



It would be possible to fill in values by typing into the grid, but we have already prepared a text file with
data that can be used.

You can navigate to that text file using the “File > Open Containing Folder” menu item in Skyline.
e C(Click on the File menu and choose Open Containing Folder

This will bring up the Windows Explorer on the folder containing the Skyline document. Find the file
there called “Samplelnfo.txt”. Double-click on that file in Windows Explorer.

This will most likely bring up Notepad, a simple text editor. The first line of the text editor has the
column names “SubjectID”, “Sex”, “Weight” and “Name”.

o Select all the text in the document except for the first line and copy it to the clipboard.

Go back to Skyline and make it so that the first column of the first row in the List: Samples is the current
cell.

List: Samples. n
Reports + |7+ ot » |4 4 |1 of1| bkl | %X |53 Export.. |Find: -

SubjectiD

e Paste the text from the clipboard (Ctrl+V)

This should add 14 rows to the grid.
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List: Samples
Reports » [ 7~ R v 4 4 |14 of 14 | b | | X |53 Export. |Find:
Subject|D Sex Weight MName
D102 M 130 Drizzle
D103 F 245 Sniffles
D108 F 182 Mumbles
D138 M 210 Rattle
D154 M 228 Fumble
D172 F 175 Wheezy
D136 F 195 Wobbles
H14& M 250 Squeaks
H147 F 240 Nibbles
H148 M 202 Zippy
H155 F 220 Whiskers
M 215 Skipper
F 255 Pippin
» M 235 Scamper

Changing annotation type

e On the Settings menu choose Document Settings

e On the Annotations tab of the Document Settings dialog, click the Edit List button
e (Click on SubjectID in the Define Annotations dialog

e Click the Edit button

e Inthe Type dropdown, choose Lookup: Samples

22



A Define Annotation et

Mame:
SubjectID

Editable Calculated

Type:
Lookup: Samples e

Values:

Applies to:

(] Proteins

[] Peptides

[] Precursors

[] Transitions

B Replicates

[ Precursor Results
[ Transition Resulis

e C(Click the OK button on the Define Annotation dialog
e C(Click the OK button on the Define Annotations dialog

Currently there is a bug in Skyline-daily that prevents lookup annotations from working with Result File
Rules. The following two steps will not be necessary in the future

e Select the Result Files tab in the Document Settings dialog
e Uncheck the checkbox next to Cohort and SubjectIiD

After that has been done you can continue with:
e Click the OK button in the Document Settings dialog

Notice that in the Document Grid, the values displayed in the “SubjectID” column are now the names of
rats from the Samples list. For each row where the SubjectID annotation has matched something in the
ID Property column from the list, Skyline displays the value from the Display Property of the list.
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Document Grid: Replicates n

Reports + |7 = & = 1 ofd2 | b k| |53 Export.. Actions = | Find: -
Replicate Sample Type g:i?—drati - Cohort Subject!D
] _ Unknaown Digeased Drizzle
D 102 REF2 Unknown Diseased Drizzle
D 102 REP3 Unknown Diseased Drizzle
D 103 REP1 Unknown Digeased Sniffles
D 103 REF2 Unknaown Digeased Sniffles
D 103 REF3 Unknown Diseased Sniffles
D 108 REP1 Unknown Diseased Mumbles
D 108 REPZ Unknown Digeased Mumbles
D 108 REP3 Unknaown Digeased Mumbles
D 133 REP1 Unknown Diseased Rattle
D 133 REP2 Unknown Diseased Rattle
D 138 REP3 Unknown Digeased Rattle
D 154 REP1 Unknaown Digeased Fumble
D 154 REFZ Unknown Diseased Fumble
D 154 REP3 Unknown Diseased Fumble
M 177 DCod (A — Chinmmnn A [T/

Looking at results in the Document Grid
e Choose Peptides in the Reports dropdown at the top of the Document Grid
e Choose Customize Report in the Reports dropdown at the top of the Document Grid

This brings up the Customize Report dialog where the columns from the Peptides report have been
selected.

e Click on the name “First Position” in the listbox on the right
e While holding down the shift key, click on the name “Peptide Note” in that same listbox

This causes all the column names between “First Position” and “Peptide Note” to become selected.
e C(lick on the red X to the right of the column list

This removes the selected columns from the column list, so that only “Peptide”, “Protein”, “Peptide
Modified Sequence” and “Standard Type” remain.

e |nthe column tree on the left, expand the item “Peptides” and then expand “Precursors” and
then “Precursor Results”
o Check the checkbox next to “Total Area”
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This adds the “Total Area” column to the list of chosen columns.

4 Customize Report
2] E

Report Mame:

| )

| Columns  Fiter

‘l"h-

B =

: Precursor Results

Detection @ Value
Detection £ Score
Precursor Peak Found Ratio

Peptide

Protein

Peptide Modified Sequence
Total Area

N

Best Retention Time
Max. Fewhm

Min Start Time

Max End Time

Total Area M51

Total Area Fragment
Total Background
Total Background MS1
Total Background Fragment
Total Area Ratio

Ratio Dot Product
Total Area Nomalized

Standard Type

0O000000®0000000

D Pivot Replicate Mame [ Pivot lsctope Label

Cancel

When a column is added to a report, it is usually inserted ahead of whatever column may be selected in

the column list. If no column is selected in the column list then newly added columns are added to the
end.

We would prefer to have the “Total Area” column appear after “Standard Type”

e Click the up arrow button to the right of the column list so that Standard Type moves before
Total Area

We would like to add another column to the report, and we would like that column to appear before
Total Area

e Click on Total Area in the column list on the right
e Inthe tree view on the left, scroll all the way to the bottom
e Click the checkbox next to Replicates in the tree view

The Customize Report dialog should now look like this:

25



i 4y Customize Report *
9 e E

; Report Mame:

"'\I
4

| Columns Fitter |

@-{_]# Calibration Curve Peptide
-] Figures Of Merit Protein
{:] # Auto Select Precursors Peptide Modffied Sequence
A0 Attribute Group 1D Standard Type
[z Protein Results
Protein Mame
Protein Description
Protein Accession
Protein Prefemed Mame
Protein Gene
Protein Species
Praotein Sequence
A Auto Select Peptides
Protein Sequence Coverage
Protein Mote
Protein Locator
Replicates

- X

Replicate
Total Area

oOO00000000

-8

:[:] Pivot Replicate Wame || Pivot |sotope Label _
oK Cancel

o Type “Peptide Areas” into the Report Name textbox
e Press the OK button

The Document Grid should now look like this:
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Document Grid: Peptide Areas

Reports ~ [ - & - I4 4 |1

of 5250 | b bl | X |52 Export.

Actions - | Find:

Peptide

Peptide Protein Hodiie %;’;da’d Replicate Total Area
equence

[ 1 o:cc CL+57ISLPRPW... D 102 REP1 | 137463
CSLPRPWALTE... | NP 036629 CL+5TISLPRPW. D 102 REP2  |96271
CSLPRPWALTE... | NP_036629 CL+5TISLPRPW... D 102 REP3  |94935
CSLPRPWALTE... | NP_036629 CL+5TISLPRPW. D 103 REP1  |60306
CSLPRPWALTE... | NP_036629 CL+57ISLPRPW... D 103 REP2  |53572
CSLPRPWALTE... | NP_036629 CL+57ISLPRPW... D 103 REP3  |2513
CSLPRPWALTE... | NP 036629 CL+5TISLPRPW. D 108 REP1  |104768
CSLPRPWALTE... | NP_036629 CL+5TISLPRPW... D 108 REP2  |1067
CSLPRPWALTE... | NP_036629 CL+5TISLPRPW. D 108 REP3  |63505
CSLPRPWALTE... | NP_036629 CL+57ISLPRPW... D 138 REP1  |88238
CSLPRPWALTE... | NP_036629 CL+57ISLPRPW... D 138 REP2 | 71761
CSLPRPWALTE... | NP 036629 CL+5TISLPRPW. D 138 REP3  |68037
CSLPRPWALTE... | NP_036629 CL+5TISLPRPW... D 154 REP1  |1099%0
CSLPRPWALTE... | NP 036629 CL+5TISLPRPW. D 154 REP2  |74480
CSLPRPWALTE... | NP_036629 CL+57ISLPRPW... D 154 REP3  |76174

This report has 42 rows for each peptide.

Pivoting on Replicate Name

In the Reports dropdown at the top of the Document Grid choose Edit Report

This brings up the Customize Report dialog again
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i 4y Customize Report

) A uu [
CEAE. SR 3 %
[ )
Report Mame: Peptide Areas
Columns  Fitter
Proteins Peptide
Peptides Protein
Protein Resutts Peptide Modfied Sequence
Protein Mame |
Standard Type [
Pratein Description Replicate
Protein Accession
) Tatal Area
Protein Prefemed Mame
Protein Gene {
Protein Species
Praotein Sequence
A4 Ao Select Peptides
Pratein Sequence Caoverage
Protein Mote
Protein Locator
Replicates
[ Pivot Replicate Name [ Pivot lsotope Label Cancel
e C(lick the Pivot Replicate Name checkbox
e Press the OK button
The Document Grid is now displaying one row per peptide.
e Make the Document Grid window as wide as you can
Document Grick Peptide Areas n
Reports - jF - 32 - 4 4 [1 of 125 | b bl | ¥ |53 Export.. Actions - | Find: 3
Peptid Prot ae’f}"rd:d Standard D_102_REP1 D_102_REP1 D_102_REP2 D_102_REP2 D_102_REP3 D_102_REP3 D_103_REP1 D_103_REP1 D_103_REP2
spide ein sgqu'ma Type Replicate Total Area Replicate Total Area Replicats Total Area Replicate Total Area Replicats
» CSLPRPWALTF... | NP 036629 PRPW D 102 REP1 137463 D 102 REPZ 96271 D 102 REP3 94935 D 103 REP1 60306 D 103 REP2
LGGEEVSVACK NP 037030 LGGEEVSVACT+... D 102 REP1 44348 D 102 REPZ 30437 D 102 REP3 23318 D 103 REP1 38642 D 103 REP2
VGOPGDAGAA. NP 037030 VGGPGDAGAAG D 102 REP1 9615704 D 102 REPZ 6632943 D 102 REP3 6325865 D 103 REP1 6333859 D 103 REP2
GSYNLGQDLLAQG... | NP 602308 GSYNLQDLLAG.. D 102 REP1 102349 D 102 REPZ 88045 D 102 REP3 87100 D 103 REP1 37012 D 103 REP2
TSDQIHFFFAK MNP 001012027 TSDQIHFFFAK D 102 REP1 144712 D 102 REPZ 141005 D 102 REP3 155442 D 103 REP1 43834 D 103 REP2
LQPLDFK MNP 001012027 LQPLDFK D 102 REP1 3890327 D 102 REP2 2695215 D 102 REP3 3001110 D 103 REP1 1447657 D 103 REP2
SQLPGIIAEGR MNP 001012027 SQLPGIIAEGR D 102 REP1 384659 D 102 REPZ 358221 D 102 REP3 256176 D 103 REP1 122332 D 103 REP2
DEATWYVDAVK MNP 036870 DFATWYVDAVK D 102 REP1 1882523 D 102 REP2 1518331 D 102 REP3 1430196 D 103 REP1 4480907 D 103 REP2
DYVSQFESSTL. NP 036870 DYVSQFESSTLGK D 102 REP1 788727 D 102 REPZ 654248 D 102 REP3 611045 D 103 REP1 1504408 D 103 REP2
JIGTNLMDFLSR |NP 037244 TGTNLMDFLSR D 102 REP1 282895 D 102 REP2 159183 D 102 REP3 233907 D 103 REP1 192569 D 103 REP2
LMSPEEKPAPA. NP 037244 LMSPEEKPAPAAK D 102 REP1 364297 D 102 REPZ 255978 D 102 REP3 152243 D 103 REP1 267682 D 103 REP2
GTITSIAALDDPK | NP 001010968 GTITSIAALDDPK D 102 REP1 188041 D 102 REP2 156887 D 102 REP3 149429 D 103 REP1 128381 D 103 REP2
TQTPVOGCHLE... | NP 001010968 TQTPVQGC[+57]. D 102 REP1 257921 D 102 REPZ 235554 D 102 REP3 216155 D 103 REP1 181657 D 103 REP2
IEPENNIK MP_001010968 IFPENNIK D 102 REP1 1314304 D 102 REP2 1114572 D 102 REP3 1085910 D 103 REP1 430986 D 103 REP2

The “Replicate” and “Total Area” columns are repeated horizontally, showing values from the different

replicates.
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e C(Click on the first cell in the Peptide column where it says “CSLPRPWALTFSYGR”. This will select
that peptide in the Targets tree

e On the View menu choose Peak Areas and then Replicate Comparison

This shows the peak areas for the currently selected peptide across all the replicates. The order of the
replicates in the Peak Areas Replicate Comparison graph is the same as the horizontal order of the
replicates in the Document Grid. You can visually verify that the Total Area values displayed in the
Document Grid are the same as the values displayed in the Peak Areas Replicate Comparison graph.

Peak Areas - Replicate Compariscn n
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o
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Replicate

The “Normalized Area” column
e On the Reports dropdown at the top of the Document Grid choose Edit Report
e Click the binoculars button on the tool strip at the top of the Customize Report dialog
e Type “Normalized Area” into the textbox in the Find Column dialog
e C(Click Find Next
e Click the Close button on the Find Column dialog

The Normalized Area column is now selected in the column tree on the left
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Customize Report
X P
CRESEF TIN5 %

; Report Mame: Peptide Areas

=-{_Jz== Peptide Results Peptide
-[_J#f Peptide Peak Found Ratio Protein
~{_J7F Peptide Retention Time Peptide Modified Sequence
-[_J#f Predicted Result Retertion Time Standard Type
| -[_]#f Ratio To Standard
[ -[_]"# Best Replicate
| ~[_]#f Modffied Area Proportion
~[_]4f Mtribute Area Propartion
-[_]%# Exclude From Calibration
=& Quantification

30
-] Calculated Concentration

Replicate
Total Area

| # Replicate Calibration Curve
-]  Batch Figures Of Ment

Explict Analyte Concentration
Peptide Spectrum Match Count
Peptide Result Locator

L G N I e i 1

B Pivot Replicate Name [ Pivot Isotope Label _
oK Cancel

000

e Click the checkbox next to Normalized Area
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i 4y Customize Report

|9 o

o

; Report Mame: Peptide Areas

Columns

Fitter

&0

Peptide Results
Peptide Peak Found Ratio
Peptide Retertion Time
-[_J#f Predicted Result Retertion Time
-[_]#f Ratio To Standard
-{_J\/ Best Replicate
~[_]#f Modffied Area Proportion
~[_]4f Mtribute Area Propartion
-[_]%# Exclude From Calibration
=] Quantification
va
-] Calculated Concentration
(4 Accuracy
| # Replicate Calibration Curve
-]  Batch Figures Of Ment
Explict Analyte Concentration
Peptide Spectrum Match Count
Peptide Result Locator

[ = B O

000

[ i N}

Peptide

Protein

Peptide Modified Sequence
Standard Type

Replicate

Total Area

MNomalized Area

B Pivot

Replicate Name [_| Pivot Isotope Label

Click the OK button in the Customize Report dialog

The Document Grid now shows the values from the “Normalized Area” column next to each of the
“Total Area” values.

Document Grid: Peptide Areas

Reports » 7 = 2 ~ 14 4 |1 of 125 | b bl | X |53 Export.. Actions - | Find: »
Peplide D_102_REP1 D_102_REP2

o e B me pmE pme EE pmem o LEF g

v | ¢ o Cl+5TISLPRPW D 102 REP1  |137463 13746E+5 D 102 REP2  |96271 96271E+4 D 102 REP3
LGGEEVSVACK | NP 037030 LGGEEVSVACT: D 102 REP1  |44348 1434354 D 102 REP2  |30437 30437E+4 D 102 REP3
VGQPGDAGAA.. | NP 037030 VGQPGDAGAAG... D 102 REP1  |9615704 96157E+6 D 102 REP2  |6632549 6.6329E+6 D 102 REP3
GSYNLQDLLAQ... | NP 602308 GSYNLGDLLAD... D 102 REP1  |102343 1.0235E+5 D 102 REF2  |88045 8.805E+4 D 102 REP3
TSDQIHFFEAK | NP 001012027 | TSDQIHFFFAK D102 REP1 | 144712 14471E+5 D102 REPZ | 141005 14100E+5 D 102 REP3
LGPLDFK NP DD1012027 | LGPLDFK D 102 REP1  |3890327 38903646 D 102 REP2  |2695215 26950E+6 D 102 REP3
SOLPGIAEGR | NP 001012027 | SQLPGIAEGR D 102 REP1  |384859 38465E+5 D 102 REP2  |358221 3582045 D 102 REP3
DFATVYVDAVK | NP 036870 DFATVYVDAVK D 102 REP1  |1882523 1.8825E+5 D 102 REP2  |1518331 15183E+5 D 102 REP3
DYVSQFESSTL.. | NP 036870 DYVSQFESSTLGK D 102 REP1  |788727 7.8873E+5 D 102 REP2  |654249 6.5425E+5 D 102 REP3
TGTNLMDFLSR | NP 037244 TGTNLMDFLSR D 102 REP1  |2828%5 2.8290E+5 D102 REP2  |159183 “15918E+5 | D 102 REF3
LMSPEEKFAPA | NP 037244 LMSPEEKPARAAK D 102 REP1  |354287 36430E+5 D 102 REP?  |255679 25588E+5 D 102 REP3
GTITSIAALDDPK | NP 001010968 | GTITSIAALDDPK D 102 REP1  |188041 18804E+5 D 102 REP?  |156887 15689E=5 D 107 REP3
TQTPVAGCHLE... | NP 001010968 | TQTPVGGCEST]... D 102 REP1  |297921 29792E+5 D 102 REP2  |2355%4 2.3555E+5 D 102 REP3
IFPENNIK NP 001010368 | IFPENNIK D 102 REF1  |1314304 13143E+5 D12 REP2  |1114572 1.1146E+5 D 102 REP3

The values shown in the “Total Area” columns are the same as the values in the “Normalized Area”
columns although they are formatted differently.
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Changing the format on a column
It may be easier to see that the values if you change the format of one of the columns to be the same.

e Right click on the column header where it says “D_102_REP1 Total Area” and choose Number
Format

e |nthe Choose Format dialog, choose Scientific 3.1416E+0 in the dropdown.

e Press the OK button on the Choose Format dialog

Document Grid: Peptide Areas

Reports ~ |7 = &2 = 1 of 125 | b Pl | X |53 Export.. Actions ~ | Find: »
Pepide D_102_REP1 D_102_REP2
Peptide Protein Modified _Elilanedard g;‘ll?fa—gEP‘I 'DFETLI\]ZAFeBaEP1 Normalized gg'\‘li}cZa_t:EPZ ?&LP%;EH Nomalized gg1||\](:2a_tEEP3
Sequence s P Area P Area P
o S Cl+57ISLPRPW D 102 REP1 | 1.3746E+5 1.3746E+5 D 102 REP? | 96271 9 E271E+4 D 102 REP3
LGGEEVSVACK | NP_037030 LGGEEVSVAC[.. D 102 REP1  |44348E+4 4.4348E+4 D 102 REP2  |30437 30437E+4 D 102 REP3
VGQPGDAGAA.. | NP_037030 VGQAPGDAGAAG. . D 102 REP1  |96157Es6 96157E+6 D 102 REP?  |6632349 66229E+6 D 102 REP3
GSYNLODLLAQ.. | NP_602308 GSYNLGDLLAQ... D 102 REP1 | 10235€+5 10235645 D 102 REP2  |88045 8.8045E+4 D 102 REP3
TSDQIHFFFAK | NP 001012027 | TSDQIHFFFAK D 102 REP1 | 14471Es5 14471E+5 D 102 REP2 | 141005 14100855 D 102 REP3
LGPLDFK NP 001012027 | LQPLDFK D 102 REP1  |38903E:5 319903E+6 D 102 REP?  |2635215 2 6952E+5 D 102 REP3
SQLPGIAEGR | NP 001012027 | SQLPGIAEGR D 102 REP1 | 3.8466Es5 38466E+5 D 102 REP2  |358221 35822E+5 D 102 REP3
DFATVYVDAVK | NP_036870 DFATVYVDAVK D 102 REP1 | 18825Es5 1.8825E+6 D 102 REP2  |1518331 15183E+6 D 102 REP3
DYVSQFESSTL.. | NP 036870 DYVSQFESSTLGK D 102 REP1  |7.8373E+5 78873645 D 102 REP2  |654243 § 5425E+5 D 102 REP3
TGTNLMDFLSR | NP 037244 TGTNLMDFLSR D 102 REP1  |2.8290E:5 2.8290E+5 D 102 REP?  |153183 “15318E:5 4% D 102 REP3
LMSPEEKPAPA | NP 037244 LMSPEEKPAPAAK D 102 REP1  |36430E:5 36430E+5 D 102 REP?  |25587% 2 5598E+5 D 102 REP3
GTITSIAALDDPK | NP 001010968 | GTITSIAALDDPK D 102 REP1 | 18804Es5 1.8804E+5 D 102 REP2 | 156887 15689E+5 D 102 REP3
TQTPVOGCHLE .. | NP 001010968 | TQTPVQGC[57)... D 102 AEP1 | 2.9792E<5 2.9792E+5 D 102 REP?  |238554 23555645 D 102 REP3
IFPENNIK NP 00101063 | IFPENNIK D 102 REP1 | 1314365 13143646 D 102 REP2 | 1114572 1.1146E+6 D 102 REP3

It is now much easier to see that the values in the “Total Area” and “Normalized Area” columns are
the same.

Notice that in the tenth row in the “D_102_REP2 Normalized Area” column there is a red
exclamation mark next to the value.

If you hover the mouse over the exclamation mark you will see a tooltip.

15918E+5 @ )5 peaks are truncated

In order to investigate that

e C(Click on the blue underlined text in the first column of the tenth row in the grid
(“TGTNLMDFLSR”). This will select that peptide in the Targets tre.

e C(Click on one of the blue underlined “D_102_REP2” to select that replicate

e Move the Document Grid and other windows out of the way so that you can see the
chromatograms in the main window.
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The red exclamation mark is warning that the integration boundaries of the chosen peak coincide with
the edit of the time range of the acquired SRM chromatogram. This could be a problem when comparing
peak areas between replicates, as replicates with truncated peaks will tend to have lower peak areas
than non-truncated peaks.

Sub-properties of the Normalized Area column
e Inthe Reports dropdown at the top of the Document Grid choose Edit Report
e Double click in the Normalized Area in the list on the right

The Normalized Area in the tree on the left will become selected when the column is double clicked in
the list box.

e C(Click the plus button to the left of the Normalized Area node in the tree to expand it
This reveals three additional columns which could be added to the report.

e Click the checkbox next to Normalized Area Raw, Normalized Area Strict and Normalized Area
Message
e C(Click OK in the Customize Report dialog
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o Make the Document Grid as wide as you can so that you can see the cell with the red
exclamation mark

Document Grid: Peptide Areas

Reports - |7 - Bt - W 4 |10 of125 | b bl | X |Ea Export.. Actions « | Find: '

e e e g omee BT REE LR LIRS pwwn oman RIETR LEET pEER LmEE
Sequence Area Raw Area Strict Area Message Area Area Raw Area Strict Area Message Area

CSLPRPWALTE... | NP 036629 CI-57ISLPRPW... D102 REP1 | 1.3746E+5 137462.7866210... | 137462.7866210. 13746E+5 D2 AEP? 96271 96271.23559570... | 9627123559570, 96271E-4
LGGEEVSVACK | NP 037030 LGGEEVSVACT+. D 102 REP1 44343E+4 4434757714843 | 4434757714843, 44348E+4 D 102 REP2 30437 30435.99072265... | 30436.99072265. 3.0437E+4
VGQPGDAGAA., |NP 037030 VGGPGDAGAAG, D102 REPI  |96157E+6 9615704 9615704 9E15TES D02 REP)  |G632949 61949125 |6632949.125 6639646
GSYNLODLLAQ... | NP 602308 GSYNLGDLLAQ, D102 REP1 | 10235E+5 102348.6987304... | 102348.6987304. 102356+5 D12 AEP?  |83045 8304542578125 | 3804542578125 8.8045E+4
TSDQIHFFEAK | NP 01012027 | TSDQIHFFFAK D102 REP1 | 144TIEsS 144711.8691406... | 144711.8691406. 14471E#5 D02 REP? | 141005 141004 3311523... | 141004 5311523, 14100845
LGFLDFK NP ODI0I2027  |LGPLDFK D102 REF]  |38303E+6 3803264140625 | 3890326 4140625 33903645 D02 REF;  |2635215 26952148125 | 26352148125 26952646
SQLPGIAEGR | NP 001012027 |SQLPGIIAEGR D102 REP1  |38466E+5 304659.3762207... | 384659.3762207. 38466E+5 D102 AEP? 356221 350220.7590332... | 3582207590332, 3502265
DFATVYVDAVK | NP (36870 DFATVYVDAVK D102 REP1  |188256+6 1882522671875 | 1882522671875 18825646 D02 AEP? | 1518331 1518330.6328125 | 1518330.6328125 15183645
DYVSQFESSTL. | NP (36870 DYVSQFESSTLGK D102 REF1  |78873E+5 788727 35546875 | 784727.35546875 738735 D102 REP  |656249 654249065625 | 654249265625 65425645

v ST 1 oo TGTNLMDFLSR D12 REPI | 28290E+5 282895.0703125 | 282695.0703125 28290E-5 D02 REP2  |159183 153183.3964843... | #N/A Al Gpeaks aretr... | “15918E-5
LMSPEEKPAPA LMSPEEKPAPAAK D102 REP1  |36430E+5 364296.80076125 | 364296.80078125 36430645 D12 AEP?  |25597 255578 9887695... | 255978 9857695, 25598E+5
GTITSIAALDDRK GTITSIAALDDPK D102 REF1  |1880¢E+5 188040.8525390... | 138040.8525390. 13804845 D 102 REP2  |156887 156887078125 | 156887078125 1.5689+5
TQTPVOGCHLE. TQTPVOGCL-57] D102 REPI | 29706+ 297920.7102050... | 297920.7102050. 29752E-5 D 102 REP?  |236554 235553,5301437... |235552.5301437. 23555645
IEPENNIK IFPENNIK D102 REP1  |13143E+6 1314304.026458... | 1314304026456, 13143845 D2 AEP?  |1114572 1114571.965034... | 111571 965034, 11146E+5
SLLNSLEEAK SLLNSLEEAK D102 REF1  |34537E+6 53652471875 | 453652421875 34537646 D 102 REP2  |290070¢ 29007036875 | 29007036875 29007646
ASGIDTLFADR ASGIDTLFGDR D102 REPI  |48211E+5 462108.2089843.. | 462108.2089843. 162115 D02 REP?  |394617 394617.0644531... [394617.0644531 39462645
CIVDGDDR CI-57IVDGDDR D 102 REP1  [40131E+4 40130.97967529... [ 40130.97967529. 40131E+4 D 102 REP?  |44391 44350.81555175... | 44390.61555175. 443914
YLMFFACTILVPK YLMFFAC[+57]TI D 102 REP1 25314E+5 253137.9156494... | 253137.9156434. 2531445 D 102 REP2 206595 206584.9864501... | 206594 8864501 2.0659E+5
WVLTVAHCFEGR | NP_872279 \WVLTVAHC]+57. D 102 REP1 6.2510E+4 62509.90722656... | 62509.90722656. 6.2510E+4 D 102 REP2 56678 56678.09521484... | 56678.09521484. 5.6678E+4
HTNNGMICLTS... | NP 001121161 | HTNNGMICI-57] D102 REP1  |45558E+5 455583.6286010... | 455563.6206010. 45558645 D102 AEP?  |3358%8 335898 2102661... [395898.2102651 39590E+5
YDCVAMNHHG. NP 001121161 YDC[+57VAMN. D 102 REP1 9.3943E+4 93943.24499511... | 53943.24493511 9.3543E+4 D 102 REP2 74382 74381.96520996... | 74381.965203996. TA4382E+4
VEWIEVALFWR | NP 001121161 | VFWIEVALFWR D102 REP1  |1655E+5 165449.2266845...| 165449.2266845. 16545645 D2 REP? 138041 138040.7039184... | 1380407039184, 1.3804E+5
SDFQVPCAYSQ.. NP 058716 SDFQVPGESTIA D102 REP1 | 133%4E+4 13394 42324825... | 13394 42324825, 1339464 DR REP?  |1484 1484.105326204... | 1484105326234 14841E3
SFSCEVEILEGDK | NP 058716 SFSCI+5TJEVEIL. D 102 REP1 3.3769E+5 337694.2167968... | 337634.2167968. 33769E+5 D 102 REP2 26882 26881.60619354... | 26881.60619354. 26882E+4

o

5]

<]

Glc‘

<]

<]

5]

<]

<]

<]

<]

<]

<]

<]

<]

o

<]

- ‘

o

<]

<]

o

<]

<]

The values in the Normalized Area Raw and Normalized Area Strict are generally the same as each
other, except in the place where the Normalized Area value has a red exclamation mark and the
Normalized Area Message value is not blank. In that spot, the value of “Normalized Area Strict” is
”#N/A”.

e In the Reports dropdown choose Edit Report
e In the Customize Report dialog, uncheck the Pivot Replicate Name checkbox
e Press OK in the Customize Report dialog

This now shows a narrower view of the report with many fewer columns and more rows.

Calculating the average of columns of data

e On the tool strip at the top of the Document Grid, click the second button from the left ( e ).
That button has two sections. The right section of that button is an inverted triangle. You can
either click on the left part of the button which will bring up the Pivot Editor, or you can click on
the right part of the button which will drop down a menu and choose New Pivot

This brings up the Pivot Editor

e Inthe column list on the left, click once on Normalized Area Raw and then, while holding down
the shift key on the keyboard, click on Normalized Area Strict so that both of those columns are
selected.

e Inthe dropdown in the middle at the bottom of the Pivot Editor dialog, where it currently says
“Sum”, choose “Mean”

e  (Click the Add Value >> button above that dropdown

e Click the OK button
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Document Grid: Peptide Areas
Reports + |7 + 52 » 14 4 |1 of1 | b bl |X |Ga

Mean Mean
Momalized MNomalized
Area Raw Area Strict

2271607 7171741528744

The Document Grid now shows only a single row where the two columns show the average value from
the Normalized Area Raw and Normalized Area Strict.

The average value in the Normalized Area Strict cell is a higher number than the value in the Normalized
Area Raw cell. This is to be expected because truncated peaks tend to have smaller than expected areas
and excluding them from a list would tend to result in a higher mean.

Pivoting with row headers and column headers

e C(Click on the inverted triangle in the right portion of the second button from the left on the
toolstrip at the top of the Document Grid.
e Hover the mouse over the Transforms item

Document Grid: Peptide Areas n
Reports - ({7 |5 - 4 4 |1 of1 | b M| X |E s
M Transforms b Pivot 0xDx2
M :
Mew Pivot... Mo Transforms
Modify Current Pivot...

Remember current layout...

This shows a list of the operations which have been performed on the report.
e Click on the No Transforms item

This restores the Document Grid to the way that it looked before
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| Document Grid: Peptide Areas

Reports - j7 - & - 14 4 [1 of 5250 | b Bl | X |53 Export.. Actions - | Find: o
Peptide A A - M-
- y Standard .
Peptide Frotein g'ladlﬂed Type Replicate Total Area Area Raw Area Strict Area Message Area I
equence
>—_ NP 036629 Cl+5TISLPRPW D 102 REP1 | 137463 137462 7866210 | 137462 7866210 1 3746E+5
CSLPRPWALTF. . | NP_ 036629 Cl-57ISLPRPW D 102 REP? | 96271 96271.23559570... | 9627123553570 96271E+4
CSLPRPWALTF . | NP_036629 Cl-57ISLPRPW D 102 REP3 | 94935 94935 19567871 .. | 3493519567671 9 4935E+4
CSLPRPWALTF . | NP_ 036629 C-57ISLPRPW D 103 REP1 | 60306 60305.82897845. . | 6030582891845 6.0306E+4
CSLPRPWALTF... | NP_036623 Cl+57ISLPRPW.. D 103 REP? | 53572 53572.2980828125 | 53572.298828125 5.3572E+4
CSLPRPWALTF... | NP_036623 Cl+57ISLPRPW.. D 103 REP3 2513 2512.730072021... | 2512.730072021... 25127E+3
CSLPRPWALTF... | NP_036623 Cl+57ISLPRPW.. D 108 REP1 | 104768 104768.4890136... | 104768 4890136... 1.0477E+5
CSLPREWALTE... | NP_036629 CL+57ISLPRPW.. D 108 REP? 1067 1066.721562504... | 1066.721562504... 1.0667E+3
CSLPREWALTE... | NP_036629 CL+57ISLPRPW.. D 108 REP3 | 63505 53504.994140625 | 3504594140625 6.3505E+4
CSLPREWALTE... | NP_036629 CL+57ISLPRPW.. D 138 REP1 | 88238 88238.40747070... | 88238.40747070... 8.8238E+4
CSLPRPWALTE... | NP_036629 CL+57ISLPRPW.. D 138 REP2 71761 71761.22314453... | 71761.22314453... 7.1761E+4
CSLPREWALTF... | NP_036629 CL+57ISLPRPW.. D 138 REP3 | 68037 63037.25854492... | 68037.25854492.. 6.8037E+4
CSLPREWALTF... | NP_036629 CL+57ISLPRPW.. D 154 REP1 109990 1099896794433 .. | 109989.6794433... 1.0983E+5
CSLPREWALTF... | NP_036629 CL+57ISLPRPW.. D 154 REP? | 74430 74475.84594726... | 74479.84594726... 74430E+4
CSLPRWALTF... | NP_036629 C+57ISLPRPW.. D 154 REP3 76174 76172.55432128... | 76173.55432126... 76174E+4
CSLPRWALTF... | NP_036629 C+57ISLPRPW.. D 172 REP1 | 90538 90537.76586914.. | 30537.76585914... 9.0538E+4
CSLPREWALTF... | NP 036629 CL+57ISLPRPW.. D 172 REP2 | 78634 78633.87207031... | 78633.87207031... 7.8634E+4

e Inthe Reports dropdown at the top of the Document Grid choose Edit Report

e C(Click the “+” button next to “Replicates” at the bottom to expand it and then click the checkbox

next to SamplelD

i 4y Customize Report *
0o w4l E %)
i Report Mame: Peptide Areas i
| Columns Fitter

LR Protein Prefemed MName Peptide

-5 Protein Gene Protein

-] F‘rota:n Species Peptide Modffied Sequence u

~{_]A% Protein Sequence Standard Type 4

-4 Muto Select Peptides Replicate

-[_]4f Protein Sequence Coverage Total Area

8 Eg:: rl._d::tzeatar Nomalized Area Raw

i Momalized Area Strict

Replicates )
T Replicate Name Nun‘nalfzed Area Message
i ez Files MNomalized Area

.[J  Sample Type SamplelD

-5 Analyte Concentration

-[_]4& Sample Dilution Factor

-{_]A% Batch Name

-1 Replicate Locator

{75 Cohaort

-  SamplelD

[C] Pivot Replicate Name [ Pivot Isctope Label Cancel

e Click the OK button in the Customize Report dialog
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This adds the SamplelD column to the report

| Document Grid: Peptide Areas

Reports » .7 » 2 = |4 4 |1 of5250 | b Bl | X |E3 Export.. Actions - | Find: »
Peptide Standard Momalized Momalized Momalized Momalized
Peptide Protein Modified Tvpe Replicate Total Area Area Raw Area Stict Area Message Area SamplelD
Sequence P =

» NP 036629 C[+57]SLPRPW .. D 102 REP1 137463 137462.7866210... | 137462 7866210... 1.3746E+5 Drizzle
CSLPRPWALTF... (NP 036629 C[+57]SLPRPW .. D 102 REPZ 96271 96271.23559570... | 96271.23559570... 9.6271E+4 Drizzle
CSLPRPWALTF .. (NP 036629 C[+57]SLPRPW D 102 REP3 54935 9493519567871 | 94935.19567871 5.4935E+4 Drizzle
CSLPRPWALTEF ... (NP 036629 C[+57]SLPRPW .. D 103 REP1 60306 60305.82891845... | 60305.828571845... 6.0306E+4 Sniffles
CSLPRPWALTF... (NP 036629 C[+57]SLPRPW .. D 103 REP2 53572 53572.298828125 |53572.298828125 5.3572E+4 Sniffles
CSLPRPWALTF.. (NP 036629 Cl+57]SLPRPW D 103 REP3 2513 2512730072021 | 2512730072021 25127E+3 Sniffles
CSLPRPWALTF .. (MNP 036625 Cl+57]SLPRPW D 108 REP1 104768 104768.4890136... | 104768 48507136 1.0477E+5 Mumbles
CSLPRPWALTF... (NP 036629 C[+57)SLPRPW .. D 108 REP2 1067 1066.721562504... | 1066.721562504... 1.0667E+3 Mumbles
CSLPRPWALTF... (NP 036629 C[+57]SLPRPW .. D 108 REP3 63505 63504.994140625 | 63504.994140625 6.3505E+4 Mumbles
CSLPRPWALTF .. (NP 036629 C[+57]SLPRPW D 138 REP1 88238 88238.40747070... | 88238 40747070 8.873BE+4 Rattle:
CSLPRPWALTF... (NP 036629 C[+57]SLPRPW .. D 138 REP2 71761 71761.22314453... | 71761.22314453... 71761E+4 Rattle
CSLPRPWALTF... (NP 036629 C[+57]SLPRPW .. D 138 REP3 68037 68037.25854492... | 68037.25854492... 6.8037E+4 Rattle
CSLPRPWALTF .. (NP 036629 C[+57]SLPRPW D 154 REP1 109550 1059985.6794433 ... | 109985.6794433 1.0999E+5 Fumble
CSLPRPWALTEF ... (NP 036629 C[+57]SLPRPW .. D 154 REP2 74430 T4473.84594726... | 74475.84594726.. 7.4480E+4 Fumble
CSLPRPWALTF... (NP 036629 C[+57]SLPRPW .. D 154 REP3 76174 76173.55432128... | 76173.55432128... 7E174E+4 Fumble
CSLPRPWALTF... (NP 036629 C[+57]SLPRPW ... D 172 REP1 90538 90537.76586914... | 90537.76586914... 9.0538E+4 Wheezy
CSLPRPWALTF . (NP 036625 Cl+57]SLPRPW D 172 REP2 78634 78633.87207031... (78633 87207031 7.B634E+4 Wheezy

a

e C(Click the second button from the left on the tool strip at the top of the Document Grid to bring

up the Pivot Editor

Pivot Editar

Protein

Peptide Modffied Sequence
Standard Type

Replicate

Total Area

Momalized Area Raw
Momalized fArea Strict
Momalized Area Message
Momalized Area

SamplelD

Add Row Header >

Add Column Header ==

Add Value ==

Count w

O
Bow Headers
Column Headers
Values
Cancel

e C(Click on the Peptide item in the list box on the left and then press the Add Row Header button
e C(Click on the SamplelD item in the list box on the left and press the Add Column Header button
e (Click on the Normalized Area Raw button on the left

e Choose Coefficient of Variation in the dropdown below the Add Value button

e Click on the Add Value button

The Pivot Editor should now look like this:
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Pivot Editar

Protein

Peptide Modffied Sequence
Standard Type

Replicate

Total Area

Momalized Area Raw
Momalized Area Strict
Momalized Area Message
Momalized Area

Add Row Header >

Add Column Header ==

Bow Headers

Peptide

Column Headers

SamplelD

Values

CY Nomalized Area Raw

Add Value ==

Coefficient Cf Variation

St

oK

Cancel

The report now shows the Coefficients of Variations for each peptide between each rat’s technical

| Document Grid: Peptide Areas

replicates

Reports ~ 7~ &~ [4 4 |1 of 125 | b B| | X |E3 |Export.. | Actions - | Find: »
Eﬂzﬂe‘_C\fJ Emﬂ'les“_c\f Numblfs EEV ﬁattle FVJ hF:.lmbIe‘ C\f ‘:'It’heefy C}f ‘:ﬁllobblles E\f Equea!cs E\f [\!lbb\els C\j’ Epw (I:V ) W
Peptie Area Raw Area Raw Area Ffxport... | Area Raw Area Raw Area Raw Area Raw Area Raw Area Raw Area Raw RI:
N ' B 81.5% 925% 14.1% 231% 2% 15.5% 3.7 183% 1457 3
LGGEEVSVACK [32.7% 25.7% 53.7% I7.3% 32w 236% 60.4% 24.2% 26.2% 19.8% 212
VGOPGDAGAA... |24.1% 19.7% 255% 22.5% 30.2% 187% 271% 17.3% 16.6% 10.4% 10
GSYNLQDLLAG .. (9.2% 9% 50.8% 7% 16.9% TE% 15.4% 426% 41.4% 447% 972
TSDQIHFFFAK 51% 11.8% 17.3% 5.6% 11.2% 6.4% 18.9% 25% 36.5% 96% 4%
LQPLOFK 19.4% 14.4% 20.8% 6% 15.4% 106% 19.7% 15.2% 36% 14.2% 132
SQLPGIIAEGR 131% 12.1% 203% 236% 238% 182% 147% 211% 13.1% 81% 1421
DEATVYVDAVK [ 14.9% 84.9% 89.2% 17.9% 18.6% 21.2% 34.5% 88.1% 26.1% 36.2% 804
DYVSQFESSTL... |13.5% 76.3% 152.9% 18.4% 238% 15.7% 146.1% 151.6% 146.1% 152.9% 157
TGTNLMDFLSR |276% 86.5% 104.6% 19.4% 22% 105% 875% 169.9% 159.6% 92.4% 364
LMSPEEKPAPA. . |41.2% 247 351% 36.9% 453% 288% 217 3% 24 6% 10.7% 24
GTITSIAALDDPK | 12.4% 83.4% 44.2% 16.9% 18.8% 85.2% 64.8% 8e% 14.5% 46% 721
TQTPVQGCHLE... | 17.1% 11.1% 16.6% 19.1% 21.6% 126% 224% 15.7% 15.3% 8dn 66
IFPENNIK 106% 87.2% 88.5% 16.5% 19% 145% 17.1% 866% 80.7% 19.6% 91%
SLLNSLEEAK 10.9% 12.2% 15.5% 19% 12.6% 8.8% 14.7% 14.7% 14.9% 11.5% 12%
ASGIIDTLFQDR | 15.2% 86.7% 44.3% 20.8% 20.8% 8.2% 12.2% 13.5% 16.3% 16.6% 26

o Click on the column header which says “Drizzle CV Normalized Area Raw” and choose Sort

Ascending

o Click on the peptide SVVDIGLIK which is in the first column of the first row
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+ Document Grid: Peptide

| -
{ Reports - j7 + & -

Peptide

TSDQIHFFFAK

| AAPITQYLE
LFDELVWDK
YHGVTGLVYMDK
VLIVEPEGIK
DGAETLYSFK
EVLPELGIK
TLESVLPGLK
TFYQIGDSWEK
GSYNLQDLLAQ .
DOGPDVLLAK
ITGNALFIDK
YGEYTHVER

| VNTLPLNFDK
IFPENNIK

Areas

1

Drizzle CV

Nomalized

Area Raw

4.1%
5.1%
53%
7%
7.2%
72%
T
76%
7.9%
81%
9.2%
9.3%
97%
10.2%
10.3%
10.6%

of 125

Sniffles CV
Nomalized
Area Raw

9%
11.8%
12.8%
76%
7%
1A%
16.6%
6.2%
74%
54%
9%
10.2%
19.6%
15.5%
19.6%
87.2%

oM

X |E3 Export. Actions - | Find:

Mumbles CV Rattle CV Fumble CV
Nomalized Nomalized Nomalized
Area Raw Area Raw Area Raw
19.9% 28% 17.6%
17.3% 56% 2%
18.1% 201% 133%
19.5% 21.4% 19.2%
264% 26% 16.3%
215% 89% 12%
19.4% 14.6% o
13.3% 15.8% 7%
204% 9.2% 10.8%
16.8% 258% 04%
50.8% 79% 16.9%
18.4% 206% %
183% 87 263%
28.2% 285% 28.4%
18.1% 25.1% 15.5%
885% 16.5% 19%

S

Wheezy CV
Nomalized
Area Raw

13%
6.4%
185%
9.4%
12%
178%
13.4%
8.7%
13%
paliy
76%
18.4%
196%
25.8%
11.4%
14.5%

Wobbles CV

Nomalized
Area Raw

17.3%
18.9%
206%
13.2%
21.2%
146%
148%
14.9%
11.2%
18%

15.4%
9.3%

16.9%
ETALS
13%

17.1%

Squeaks CV

Nomalized
Area Raw

106%
25%

115%
4%
2%

12.2%
24 5%
14.1%
6.5%

7
426%
176%
7
231%
10.8%
866%

Hibbles CV
Nomalized
Area Raw

12%
36.5%
16.9%
76%
149%
41%
87
18.9%
84%
15.1%
41.4%
8.6%
149%
34.5%
7%
80.7%

Zippy CV Wi

Nomalized No

Area Raw Are
5% 9z
96% v
16% 184
12.5% :2:
78% 78
133% 0
10.8% 10%
14.8% irs
4% 13
9% 67
44.7% 97.
79% 92
207% 68
13.5% 184
17.3% 14,
19.6% 91%

The currently selected peptide now has the lowest CV for the rat named Drizzle of all of the peptides in

the docume

nt.

Look at the Peak Areas Replicate Comparison window

Peak Areas - Replicate Comparison

—
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The very large bar at the left edge shows the relative intensities from the spectral library. The three bars
immediately to the right of that belong to the rat named “Drizzle”. Their heights are very similar to each
other.

e In the Document Grid, click on the Drizzle CV Normalized Area Raw column and choose Sort
Descending

e The peptide AGSWQITMK now sorts to the top. Click on that peptide to select it in the Targets
tree and look at the Peak Area Replicate Comparison graph

I Peak Areas - Replicate Comparison n;

T - 5934549+ mmmm yG- 5064229+ s w5 - 6203436+
4 - 402 2850+ w3 - 3792010+

Peak Area (1046)
(4]

D 103 REP2
D 108 REP1
D 108 REP3
D 138 REP2
D _154_REP1

O 154 REP3
D 172 REPZ

O 196 REP1
_196_REP3

146 REP2
H 147 REP1
H 147 REP3
H 148 REP2
H_159_REP1

H 159 REP3
H_160_REP2Z

H 161 REP1
H_161_REP3

H 162 REP2

D 102 REP1
D 102 _REP3

D
H

Replicate

= e e

The currently selected peptide has the most variation in peak areas across the replicates associated
with the rat named Drizzle. There is a great deal of variation in the heights of the three bars at the
left end of the graph.

Changing the Normalization Method in the document

The “Normalized Area” column shows areas normalized according to the normalization method
specified on the Quantification tab at “Settings > Peptide Settings”

e On the Settings menu choose Peptide Settings
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e On the Peptide Settings dialog, choose Ratio to Global Standards in the Normalization

method dropdown

Peptide Settings x

Digestion Prediction Fiter  Library Modfications Quantification

Begression fit:

Mone e

Nomalization method:

Ratio to Global Standards e

[] Simple precursor ratios
Regression weighting:
Mone e

MS level
Al W

Units

Figures of merit
Calculate LOD by:

Mone L

Max LOG CV: Max LOG bias:

Cluglitative ion ratio threshold:

.l.;

e Press OK on the Peptide Settings dialog

The Normalized Area values are now the Total Area values divided by the area of the Global Standard
peptide.

e C(Click on the Drizzle CV Normalized Area Raw column header and choose Sort Ascending
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Document Grid: Peptide Areas

Reports ~ [.# » 24+ |4 1 of125 | b bl | X |53 Export.. Actions = | Find: »

Eﬂzﬂe‘_CVJ ?Iniﬂ'lee“_c\f Mumblfs EEV ﬁattle F:VJ ﬁ.lmble‘ C\f ‘:'Iu’heefy C}f ‘:'Iu‘obblles EEV ?Iquea!cs EEV [\!ibb\els C\j‘ Epw ll'_'\} ) Wi

Fepie Area Raw - Area Raw Area Raw Area Raw Area Raw Area Raw Area Raw Area Raw Area Raw Area Raw RI:

o S o [ [ [ [ [ [ 0 0 0 0
IAWESPQGQVSR | 2.6% 9.5% 13% 21% 12% 26% 24% 9.3% 14.8% 9% 13
FAEDHFAHEATK |3.3% 26% 79% 1% 181% 167% 58% 94% 9% 8% 192
ALYQAEAFVAD... (4.1% 10.8% 5.8% 12.1% 14.7% 127% 76% 8.8% 4.2% 1.8% i
SLVIGKPSEEM... |4.2% 233 16% 10.5% 9% 59.8% 13.8% 49% 17.8% 122% 24
LNHQMEGLAF... |45% 10.5% 03% 75% palvy s 25% 168% 15% 17% 15.1% T
|AELFSDLEER 48% 49% 37% 13% 156.8% a8 1% a% 28% 43% 98
IAELFSELDER 49% 51% 36% 12.7% 15.1% 77 10.9% 79% 25% 43% Gy
FSISTDYSLK 5.2% 1.4% 2% 11.5% 5.8% 13% 6.1% 1.5% 24% 106% 76
AAVENHFISDGVK |5.4% 64% 11.5% 8% 17.8% 16.59% 14% 82% 196% 143% 152
ATIDGNLEDLR  |6% 7.8% 6.4% 5.2% 1.3% 12% 1.8% 89% % 8% 0.
HEEEVERPAVEK |6% 48% 73% 14% B2 BE% 177w 44% 1.9% 138% 154
ALYSEYTDGTF... (6.1% 69% 55% 53% 93% 68% 77 88% 105% 65% 82
IGVHTGPVCAG... |6.2% 21.2% 9.7% 6.8% 2% 9.8% 13.0% 37 64% 14.3% 21
CWAQDPTERP... (6.4% 41% 53% 1.6% 13% 1.3% 98% 66% 46% 52% 94
WVLTVAHCFEGR |6.5% 67% 10.8% 15.8% 18.8% 18.8% 53% 10.3% 07% 17.1% 9%

The very first row shows “0%” as the CV for each of the samples. This is to be expected because this

document has only one Global Standard normalization peptide. The area of that peptide normalized to
itself will always be exactly 1, and therefore the CV of that value will always be zero.

Adding a filter to a report definition
e |nthe Reports dropdown choose Edit Report
e Double click on Standard Type in the column list on the right so that it becomes selected in the

tree

e (Click on the Filter tab

e Click the Add button

e Inthe dropdown in the Operation column choose “Is Blank”

The Customize Report dialog should now look like this:
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| 4y Customize Report
9 o~ 2 E 2
Report Mame: Peptide Areas

Columns ~ Fitter
-5 Peptides

: Peptide Results
Peptide Sequence
Peptide Sequence L
Peptide Modffied Set
Maolecule Formula

..... Standard Type

..... #5 Previous Aa

..... 75 Next Aa

..... #% First Position

..... #1 Last Position

..... # Missed Cleavages
..... #% Retention Time Calei
..... 7% Predicted Retertion
..... 7% Average Measured F
..... 71 Explicit Retention Tir
..... #f Funlicit Retention Tir

L

Add ==

[ Pivot Replicate Name [ Pivot lsotope Label

Column

Standard Type

Walue

Iz Blank

ok ]

Cancel

Press the OK button

The first row with the global standard peptide VVLSGSDATLAYSAFK has been removed

Adding a Group Comparison
On the View menu choose Live Reports then Group Comparisons then Add

In the Edit Group Comparison dialog, set the following values:

Name: Peptide Group Comparison

Control group annotation: Cohort
Control group value: Healthy

Value to compare against: Diseased

Identity annotation: Sample ID
Normalization method: Default
Click OK on the Edit Group Comparison dialog
On the View menu choose Live Reports then Group Comparisons then Peptide Group

Comparison

This shows the Peptide Group Comparison grid
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Reports » |7 » 2 » [4 4 |1

Peptide Group Comparison:Grid

Velcano Plot  Bar Graph

of 125 | b bl | X |53 Export.. | Find:

Protein Peptide Db e
[ csirrrvaTe. 096 @5%Clos.. [0.9276
NP 037030 LGGEEVSVACK | 1.01(35%CI-07.. |0.9276
NP 037030 VGQPGDAGAA. . |0.74 (95%Cl-04.. |0.1761
NP 602308 GSYNLGDLLAQ. . |153 (85%CL0.7... |0.2725
NP 001012027 |TSDQIHFFFAK | 13(35%CI-0.84 . |0.2725
NP 001012027 | LQPLDFK 142(95% CI-0.8 .. |0.1751
NP 001012027 |SQLPGIAEGR  |18(35%Cl-112 .. |0.0417
NP 038870 DFATVYVDAVK |3.19(85%CI-08.. |0.1279
NP 038870 DYVSQFESSTL . |22 (S5%Cl0.84 . | 0.1445
NP 037244 TGTNLMDFLSR  |40.93 (35% CI-10... | 0.0006
NP 037244 LMSPEEKPAPA. . | 1.04 (35%CI-0.8 . |0.8028
NP 001010368 |GTITSIAALDDPK |1.97(95%CI-0.6.. |0.2940
NP 001010968 | TQTPVQGCHLE.. |0.79 (95% CI-0.5... |0.2948
NP 001010368 | IFPENNIK 18.37(95%Cl2.. |0.0269

Click the Bar Graph button at the top of the Group Comparison: Grid

Settings

The bar graph plot shows the fold change values for each of the peptides that is displayed in the grid.

Click on the Fold Change Result column header and choose “Sort Ascending”

Volcano Plot Bar Graph

Reports = j7 » W - M4 |1 of125 | b M | X |83 Export.. | Find:
Protein Peptide P2 PN Aduscd

v WWGQEITELA.. |0.02(35% C100... |0.0000
NP 058716 SDFQVPCQYSQ.. [0.02(35% CHO0.. |0.0000
NP 036714 LGTEGDGIYTL.. |0.03(95%CL00.. |0.0000
NP 001007687 | CSSLLWAGAA . |0.07(35%CI-00.. |0.0000
NP 036714 SWDIGLIK 0.08(85%C10D.. | 0.0001
NP 036774 AGSWQITMK  |033(85%CI01. 00154
NP 872280 FSISTDYSLK | 0.33(95%CL01. | 0.0417
NP 872280 IAFIFSDIFER | 0.34(95%CL01. | 0.0209
NP 036783 IAELFSELDER | 0.35(95%CLO1... | 0.0209
NP 001121161 | VEWIEVALFWR |0.36(95%CL02.. |0.0069
NP 872280 EVLPELGIK 0.37(95%CL0.1... |0.0726
NP 001101333 |LTTOHTPER  |0.41(95%CL02.. |0.0318
NP 001033064 | MLSGFIPLKPTVK |0.41(35%CI.01_ |0.0300
1B nE1n AN ANEN. 042952 (10200208

Settings

A

Log 2 Fold Change
S & b © N 2 o ©

'
o

Peptide

The data is now sorted so that the peptides with the smallest fold change are displayed first and the
peptides with the largest fold changes are displayed last.

Click on the first peptide in the grid (WWGQEITELAQGPGR)
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e Look at the Peak Area Replicate Comparison graph

. Peak Areas - Replicate Comparison n

e y11- 11706113+ mmmm y7-G95.3044+  mmmm y6- 5353103+
55142732+  mmmm y4- 3862146+  mmmm y3 - 3201032+

1.5

Peak Area (1046)

[

D 102 _REP3
D 103 REP2
D 108 REP1
D 108 REP3
D 138 REP2
D _154_REP1
O 154 REP3
D 172 REPZ
O 196 REP1
D 196 _REP3
H 146 REP2Z
H 147 REP1
H 147 REP3
H 148 REP2
H_1598_REP1
H 159 REP3
H_160_REP2Z
H 161 REP1
H_161_REP3
H 162 REP2

D 102 REP1

Replicate

This peptide clearly has lower abundance in the diseased replicates compared to the healthy replicates.

e Right-click on the Adjusted P-Value column and choose “Filter”
e Choose “Is Less Than” for the Filter Type and type “0.05” into the text box below that

Show rows where Adjusted P-Value... *

Eitter type: ls Less Than w
| 0.05]
and

Cancel Clear Fitter Clear Al Fitters

e Click OK on the dialog box

The grid and the graph are now showing only the rows where the adjusted P-value is less than 0.05.
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Peptice Group Comparison:Grid x | Peptide Group Comparison:Bar Graph X
Volcano Plot Bar Graph Settings 5 -
Reports + 7 -+ @ - 14 4 [ 13 of 61 | b Bl | X |53 Export.. | Find: » .

Protein Peptide Fold Chang= Ested

NP 150641 WWGQEITELA... |0.02(35%C100.. |0.0000 ‘ s
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NP_872280 IAELFSDLEER  |0.34(95%CLO1... | 0.0209

NP 03785 IAELFSELDER  |0.35(95%CL01... |0.0209 -8 e

NP 001121161 | VFWIEVALFWR |0.36(95%CL02.. |0.0069 : x ¥ : = : :
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e C(Close the Peptide Group Comparison Bar Graph by clicking the gray X at the right edge of that
window’s title bar. Do not click the red X above it because that will close both the grid and the
bar graph

Showing abundances with the group comparison results
The group comparison grid can also show the per-replicate abundances which contributed to the fold
change calculation

e Onthe Reports dropdown at the top of the Peptide Group Comparison Grid choose Customize
Report

e C(Click the + button next to Replicate Abundances at the bottom of the tree in the Customize
Report dialog to expand it

e Check the checkbox next to Abundance

e Type Replicate Abundances in the Report Name field

e Click OK in the Customize Report dialog

Peptide Group Comparison:Grid n
Volcano Plot  Bar Graph Settings
| Reports - |7 - & - 1 of125 | b B[ | X |E3 Export.. |Find: I
Protein Peptide ;um Cnhange édﬁled EE 1u§_HEP1 D_102_REF2 D_102_REF3 D_103_REF1 D_103_REF2 D_WDS_HEP! D_108_REF1 EE WDE?_HEPZ EE WDE?_HEP!
esul Value undance undance undance undance undance undance undance undance undance
» _ CSLPRPWALTE... |0.89(95% CI-05... |0.6973 1.5559E+4 1.3173E+4 1.3768E+4 9.8768E+3 1.07B1E+4 6.2223E+2 1.3163E+4 2.0569E+2 1.1512E+4 |
NP 037030 LGGEEVSVACK | 0.9 (95 73.. 0325 6.0233E+3 4.9978E+3 4.0577E+3 7.5946E+3 6.5206E+3 7.1586E+3 1.0843E+4 7.1815E+3 6.5677E+3
NP 037030 VGQPGDAGAA... |0.65(35%CL0S5... |0.0024 9.3286E+5 7.7796E+5 7.8636E+5 8.8916E+5 8.2535E+5 9.3533E+5 1.1761E+6 1.2882E+6 1.0503E+6
NP 602308 GSYNLGDLLAQ... |1.51(95% CL.09... |0.1341 1.3901E+4 1.4457E+4 1.5158E+4 7.2742E43 8.5069E+3 1.2927E+3 8.8783E+3 4.1930E+3 1.0057E+4
NP 001012027 | TSDQIHFFFAK  |1.15(95%CL0S.. |0.2072 1.6379E+4 1.9294E+4 22543E+4 7.9979E+3 1.0683E+4 1.5228E+4 9.4003E+3 1.4946E+4 1.0070E+4
NP 001012027 | LQPLDFK 1.25(85% C10.9... |0.0808 8.80B4E+5 7.3760E+5 8.7048E+5 47419E-5 43349E-5 6.0240E+5 45016E+5 4 6957E+5 4 86B4E+5
NP 001012027 |SOLPGIAEGR | 159(35%Cl-12. |0.0081 37318E+4 4201564 36B17E+4 1.7173E+4 1.6645E+4 22451E=4 1.4580E+4 1.5332E+4 1.5885E+4
NP_036870 DFATVYVDAVK |2.73(35%CI0.7... |0.1392 1.8263E+5 1.78DBE#5 1.7779E+5 6.2904E+5 2.0M5E+4 6.3604E+5 1.2631E+4 6.2554E+5
NP_036870 DYVSQFESSTL.. |1.95(35%CID8.. |0.1660 76518E+4 76735E+4 75958E+4 21119E+5 24075E+5 258034 2.3649E+5 7.44B5E+6 25298E+5
NP 037244 TGTNLMDFLSR |3633(95%Cl9... |0.0004 32019E+4 33923E+4 3.1539E+4 2 6645E+4 1.24B2E+2
NP 037244 LMSPEEKPAPA... |0.92(35% CI:08 ... |0.3028 4123264 3.5027E+4 2.2079E+4 43841E-4 3.9278E+4 4.1895E+4 3.9565E+4 3.7988E+4 2.9853E+4
NP 001010968 | GTITSIAALDDPK |1.69(95%CLDS5... |0.3614 2.5540E+4 2.5761E+4 2.6006E+4 25231E+4 9.6028E+2 2.7979E+4 1.7231E+4
NP 001010968 | TQTPVQGCHLE... |0.7 (95% C1.0.56 ... |0.0084 3.3720E+4 3.2232E+4 3.1348E+4 2.9758E+4 2.9328E+4 3.9977E+4 4.0933E+4 46165E+4 4.6622E+4
NP M1N1NGARR IFPENINIK 1R 12{QR% 12 nnie 2 74FsR 2 IRTIFsR 2 WIFR 1 NRRRF:R 1 1MRF:R 2 GRIGF.Y RARIAF:4 1 MF=? Q 4R7NF=4

The grid now shows abundances for each peptide and replicate. The values shown in the cells are equal
to the Normalized Area Strict values that were seen in the Document Grid, except that the values in the
group comparison grid have been divided by the number of transitions in the peptide.
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Showing a heat map with dendrograms
e C(Click the inverted triangle to the right of the third button from the left on the tool strip at the
top of the Peptide Group Comparison Grid window
e Choose Show Heat Map from the drop down menu

1 Peptide Group Comparison:Grid

Violcano Plot  Bar Graph

| Reports ~ |7 ~| 5 ~| 1 of 125 | b |
;I Protein Cluster Grid :;ﬂ:uchhangi
Advanced... L
E 29 (95% CI
g -| Show Heat Map _

MP_ 0370 9 (95% CI:C
i Show PCA Plot =
: MP_ 03705 oo 65 (957 C|

Skyline displays a heat map where the peptides and replicates have been reordered so that the
dendrograms above and to the right of the graph can be drawn to indicate which rows and columns
are most similar to each other

Adding report definitions to the document
e  On the View menu choose Document Settings
e C(Click the Reports tab in the Document Settings dialog

This shows all the custom reports that Skyline knows about. These reports include the “Peptide Areas”
which we created in the Document Grid and the “Replicate Abundances” report from the Group
Comparison grid. There are also some small molecule reports which would only show up in the
Document Grid if this were a small molecule or mixed mode document instead of a proteomics
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document.

Document Settings x

Annotations  Result Files  Lists Group Comparisons ?HEF‘DWSE

Choose which report definitions you would like saved in the Skyline document. These reports may be available in the Document
Grid, Results Grid, or other windows.

[ _A_Molecule Peak Boundaries [ _A_ Peptide Transition List Add...
[ £+ Molecule Quantification [J  Replicate Abundances

] Bt Malecule Ratio Results [ _A_ Small Molecule Transition List Edit List...
[] ¥ Molecule RT Resukts (] __Transttion Resukts

) _A_Malecule Transition Results
) _A_Peak Boundaries

[ _A_ Peptide Areas

O ? Peptide Quarntification
(12 Peptide Ratio Results
[1® Peptide RT Resutts

I Cancel

e Check the checkbox next to Peptide Areas and Replicate Abundances
e C(Click OK in the Document Settings dialog

The Replicate Abundances and Peptide Areas report definitions are now part of this document.

If you were to use the “File > Share” menu item to create a .sky.zip file containing this document and
send that document to someone else, when they opened that document the “Peptide Areas” and
“Replicate Abundances” report definitions from this document would be added to the list of reports in
their Skyline instance.

Inspecting the audit log

e On the View menu choose Live Reports and then Audit Log
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@ Enable audit logging

Audit Log: All Info
Reports » 7 » R v 4 4 |1 of 126 | b bl |22 Export.. | Find: 'l
Time All Info Message Reason
3 Reports changed )
20240514 18:3... | Settings > Document Settings > Reports : "Peptide Areas” was added
202405914 18:3... | Settings > Document Settings > Reports > "Peptide Areas" > Columns : contains "Peptide"
20240514 18:3... | Settings > Document Settings > Reports > "Peptide Areas” > Columns : contains "Protein™
20240514 18:3... | Settings > Document Settings > Reports > "Peptide Areas” > Columns : contains "Modffied Sequence”
20240514 18:3.. | Settings > Document Settings > Reports > "Peptide Areas" > Columns : contains "Standard Type"
20240514 18:3... | Settings > Document Settings > Reports > "Peptide Areas” > Columns : contains "Replicate™
20240914 18:3... | Settings > Document Settings > Reports > "Peptide Areas” > Columns : contains "Total Area™
202405914 18:3... | Settings > Document Settings > Reports > "Peptide Areazs” > Columns : contains "Raw"
20240514 18:3... | Settings > Document Settings > Reports > "Peptide Areas” > Columns : contains " Strict™
20240314 18:3... | Settings > Document Settings > Reports > "Peptide Areas” > Columns : contains "Message"
20240514 18:3... | Settings > Document Settings > Reports > "Peptide Areas” > Columns : contains "MNomalized Area"
2024-05-14 18:3... | Settings > Document Settings > Reports > "Peptide Areas" > Columns : contains "annotation_SamplelD"
20240914 18:3... | Settings > Document Settings > Reports > "Peptide Areas” > Fitters : contains { Column = "Standard Typ...
20240514 18:3... | Settings > Document Settings > Reports > "Peptide Areas” > Default Layout Name is Missing
20240514 18:3.. | Settings > Document Settings > Reports : "Replicate Abundances" was added
20240514 18:3... | Settings > Document Settings > Reports > "Replicate Abundances” > Columns : contains "Protein™

This shows in detail the operations that have modified this document.

e Inthe Reports dropdown at the top of the Audit Log window choose Summary

This shows a more concise list of things that have happened to the document with one row per

@ Enable audit logging

operation.

Audit Log: Summary

Reports ~ [7 - & ~ 4 4 |1 of 15| b Bl || 53 Export.. |Find: 2|
Time Summary Message Reason

3 Settings > Document Settings » Reports changed )
20240914 18:1... | Settings > Peptide Settings — Quantification > Nomalization method changed from "Ratio to Global Starl@.
20240314 17:3... | Settings > Peptide Settings — Quantification > Nomalization method changed from "Equalize Medians"ﬂﬂ
2024-09-1417:3... | Settings > Peptide Settings — Quantification > Nomalization method changed from "None™ to "Equalize@
2024-09-1417:3... | Settings > Peptide Settings — Quantification > Nomalization method changed from "Ratio to Global Stanﬂ.
202405914 17:2... | Settings > Document Settings — Group Comparisons : "Peptide Group Comparison' was added iﬂ
20240314 17:1... | Settings > Peptide Settings — Quantification > Nomalization method changed from "None™ to "Ratio to Eﬂ
20240514 17:0... | Settings > Document Settings > Rule sets: removed all Iiﬂ
20240514 17:0... | Settings > Document Settings — Lists > "Samples" > Rows changed Im
20240914 17:0... | Pasted 13 values into the document grid 2w
20240314 17.0... | Settings > Document Settings — Lists ; "Samples” was added ﬂ?
20240914 16:5... | Settings > Document Settings > Rule sets changed Iiﬂ
20240514 16:5... | Settings > Document Settings > Rule sets changed ﬂﬂ
20240314 16:5... | Settings > Document Settings — Annotations changed ﬂ?
20240514 16:5... | Start of audit log for already existing document ﬁ)
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Exporting a report
e On the File menu choose Export and then Report

4 Export Report ey

Beport:
=i Main

----- _A_ Peak Boundaries
_____ “&_ Peptide Areas Edt list...
----- ? Peptide Guartification
----- ? Peptide Ratio Results
----- ? Peptide RT Results
----- _I_ Peptide Transition List
----- _N_ Transition Results
=) Extemnal Tools

te_fi_ SRM Collider Input

Language:
English (United States) o

Cancel

This dialog allows exporting of reports from the Document Grid. The Peptide Areas that we designed in
this tutorial is one of the choices. The “Replicate Abundances” report from the Group Comparison grid is
not one of the choices because this dialog only allows exporting of Document Grid reports.
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