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Define 5 label types

Peptide Settings *

Digestion Prediction Fiter  Library Modffications  Quartfication ]
Edit Label Types

Structural modffications:

[ Carbamidomethyl (C} Edit lst... Label types: OK
heavy1
heawy? Cancel
heavy3
- heavyd
Max variable mods: Max nevtral losses:
8 | i heavys

Isctope label type:
heawy ~

hea&

Edit list...

Intemal standard type:
heawy w

Cancsl




Add necessary isotope
modifications

Peptide Setti
{ig Edit Isotope Modifications > eptide Settings
Digestion Prediction Fiter  Library Modifications  Quantification
Modffications:
Label:13C(6)15MN(2) {Cem K) Add. Structural modfications:
Label: 13C{6)15M{4) (C4em R) — [ Carbamidomethyl {C) Edit list..
Label:13C{5)15M(1) (V) Co
Label:13C{6)15M{1) (L) RY-..
Label :13CIE)1 5T (1) -
Label:13C{5)15M(1) (E) Edit...
Label - 13C{515M(1) (P
Bemove
Max variable mods: Max nedtral losses:
3 | I
Up
|sotope label type:
Down heavy1 w
|lsotope modifications:
Reset [] Label:13C(615N(2) (Ctem K~ | [ Egitlst.
= [] Label:13C{E)15M(4) ({C+em F

[ Labe!: 13C(5)15N(1) (V)
[ Label: 13CIS1I5N(T) (L)
0K Cancel [ Label:13C(E115N{T) ()
[] Label: 13C{5)15N{1) (E} w

Intemal standard types:

] light ”~
[] heawy1
[ heawy2 w

Cancel




Edit > Insert Peptides

fu Insert X
Peptide List

Peptide Sequence Protein Mame Protein Description
ELVSEFSR

GLOSLPTHDPSPLGR

CheckforEmors | [ Inset | | Cancel




Choose appropriate precursors
and transitions

—-g? peptides
-2 ELVSEFSR
o 4837482+
- A FIy3]- 409.2194+
- ALV [yB] - 362.6849++
AL 5 [y5]- 313.1506++
A Ely4]- 269.6346++
AL Fy3]- 2051133+
--® GLOSLPTHDPSPLGR
S d 5492934+++
- D7]- 8124261+
- A_ P [y6]- 697.3991+
A Q13]- 73838374
S [y12] - 674.3544 4+

WM P [y 10] - 574.2964++




Modifty the peptides

1ig Edit Modifications

Structural:

m v < = m

m W

Isotope heavy1:

ks

ks

Label:13C{6)15M(4)( ~

|sotope heavy2:

Label: 13C(3)15N(1) 4

Label:13C{6)15N(4) |

%

|sotope heavy3: |sotope heavy4: Isotope heavys:

~ v | |Lahel T3E BTN
Label: 13C(EN15MN(1) ( Label:13C(6)15M(1) ¢
Label: 13C(3)15MN(1) ( Label:13C(ENSMN(T)

{
{

Label:13C(6)15N(1)
Label:13C(5)15N(1)

{
{

L L

{

~ | |Label:1T3C()15N(1)1 Label:13C(I)15MN(T) 1

L L

Label:13C(6)15MN(4) | ~ | |Label:13C(B)15M(4)(

{

Label:13C(6)15M{(4)

<

<

<

<

<

Reset

IR IR

[] ELVSEFSR Precursors

[F.A 4837482+

[~1.A_ 488.7523++ heavy1)
A 491.7592++ heavy2)
|_A_ 495.2678++ heavy3)
AL 500.2814++ heavy4)
O T
(A 322.8345+++

A 326.1706+++ heavy1)
AL 328.1752+++ heavy2)
1A 3305143+++ heavy3)
A 333.8567=++ heavyd)
(AL 335.8613+++ heawy5)




[H-_ A HU3 2834+ heavyh)

=R GLQSLPTH
B 549.29] f cut
- M D52 Copy
- JUPME  Paste
% Qb x Delete
-1
= JUPH Ppick Children
Set Standard Type  »
[ Modify... ||
tis Edit Modifications b
Structural: lsotope heavy1: lsotope heavy2: lzctope heavy3: lzotope heavyd: lsctope heavy5: | oK |
G | v] | v] | v] |
L v | v | v |
Q| v | v | v | [ Grate copy
s | v | v | v |
. a | 2l | e e N
P v | v | v | V] | v]
T v | v | v | V] | v]
Ho v | v | v | V] | v]
o | v | v | v | V] | v]
P v| | «| | Label:13C(5)15N(1) | | Label:130(5/15M(1)( | | Label:-13C(5)I5N(T)1 |
s | v | v | v | V] | v]
P v] | v] | V] | V] | v|
Lo ~ | |Label:13C(BY1SN(1) 1 ~ | | Label:13C(BISN(1) 1 ~ | | Label:13C(B)ISN(T) ~ | Label:13C(B)1SN(T) ~ |
a | v] | v] | v | v | v
R [Label13C(B)15NM)( | |Label:13C(EI15NM) | ~ | |Label:13C(E)15N() | ~| | Label:13C(B)15NI4) 1 ~ | |Label:-13C(B)ISNI4) | ~| | Reset
( I:‘GI.QSLPTHDPSPI.QRPrml’mrs
% Eimuﬁm
828 4406+ 1
OA 331.9492H$::zzi
& []_A_ 834.9561++ (heavy3)
[C]LA 838 46475+ (heavyd)
=Y [CILAL 841.5732++ (heavy5)
A 549.2934+5+
1A 552 6255+++ fheavyl)
A 554968554+ heavy2)
1AL 556.9731+++ heavyd)
A 559.3122+++ heavyd)
561.6513+++ (heavy5)




Set the Precursor Concentrations

h Custemize Report

9 o =

Report Name: |PrecursorConcentrations

Columns  Filter

=-[Jz==: Proteins

Sl Peptides

E1-f== Precursors

-{ == Transitions

[#-{ === Precurser Results

- Precursor Results Summary
Precursor Charge
lzsotope Label Type
Precursor Neutral Mass
Transition Court
Precursor lon Formula
Precursor Neutral Formula
Precursor Mz
Collision Energy
Declustering Potential
Madffied Sequence
Explicit Compengation Voltage
Explicit lon Mobility
Explicit lon Mobility Units
Explicit Collisional Cross Section
Precursor Concentration
Precursor Note
Library Name
Library Type
Library Scare 1
Librany Score2
Librany Score3

/- |z Decoy
Decoy Mz Shift

A Auto Select Transtions
Precursor Locator

&-{ === Peptide Results

— Derdide Comrimmnn

el
ol

DO00000000R000000000000R00

Precursor
Peptide
lsotope Label Type

Precursor Concentration

- w ¥

[1 Pivet Replicate Name [ Pivat lsotope Label

0K

| | cancel

Document Grid: PrecursorConcentrations

Reports ~ 7 - [4 4 |12 of12 | b Pl | ¥ |53 Export.. Actions -
Precursor Peptide llg:;t;pe Label E::er::;;;rratinn

483 .7483++ ELVSEFSH light
438.7523++ (he... |ELVSEFSR heawy1 200
491 7552++ he... | ELVSEFSR heavy2 100
495 2678+« he... | ELVSEFSR heavy3 20
500.2814++ the... |ELVSEFSR heawvyd 10
503.2883++ (he... |ELVSEFSR heavys 2
545 293 d+++ GLASLPTHOPS. . |light
552.6255+++ h.. |GLASLPTHOPS.. |heavyl 200
554 9685+++ h... [GLASLPTHOPS.. heavy2 100
556.9/31+++ h... [GLASLPTHDPS.. heavyd 20
559244+ (h... [GLASIPTHDPS.. heavyd
561.6513+++th.. |GLQSLPTHOPS.. |heavyd




Set Quantification Regression fit

Peptide Settings
Digestion Prediction  Filter
Regression fit:

Linear

MNomalization method:

None

Regression weighting:

MNone

M5 level
Al

Units

]

Figures of merit

Max LOC bias:

Library  Modffications

Max LOG CV:

-
[

Calculate LOD by:

None

Quantification

Cancel




Import Results

Import Results Files ? x

Look in: |ﬁ]rawﬁles v| 0 [_? *

-

Remote
Accounts

—

E

Desktop

g

My Documents

70705_S_CEES._31_02.wiff

< >

Source name: |"'ITD?D&_S_CEES_DZ_DZ.WTFF" "1?DTD5_S_CEES_D3_D2.'|\| | Open |

My Computer

Sources of type: |Ar'|3rspectra format V| | Cancel |




View Calibration Curve, and
choose “Single Batch”

Calibration Curve: GLOQSLPTHDPSPLOR

| B Standard —— Calibration Curve
0T Slope: 6.7960E+4 Intercept: -1.5262E+5
R-Squared =0.4744
| Calculated Concentration = 2 0398E+2
60 +
i |
50 + u
§ 40 + Log X Axis
e Log Y Axis
g Single Batch
= Show Legend
-
S Show Selection
o
Show Figures of Merit
Copy
Copy Metafile
Copy Data

- Save Image As..

Page Setup...
-10 4— : : : : ' '

Print...
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Un-zoom ntration

Unde All Zoom/Pan




See calibration curve

Calibration Curve: GLQSLPTHDPSPLGR (Replicate: 170705_5_CEES_02_02) n

| @ Standard —— Calibration Cun.re|

T Slope: 4.2249E+4 Intercept: -1.1465E+5
R-Squared = 0.9505
9 T Calculated Concenfration = 3.2724E+2

10
[ a
8 +
7 1

6+

Peak Area (1046)

t } +
0 50 100 150 200 250
Analyte Concentration

Things that need to be fixed:

1. Any precursors for which we have not specified a concentration for should be
drawn on the graph as “Unknown” instead of “Standard”.

2. The Calculated Concentration should reflect the currently selected precursor in
the Targets tree. (Currently it shows a concentration calculated from the
nonsensical sum of all of the transition areas across all precursors.)



View Calculated Concentrations
requires Skyline-Daily

ﬁ Customize Report = Document Grid: PrecursorCalculatedConcentrations n
Reports « [7 = 1 of420 | b Bl | X | & Export.. Actions » Find: _
* % % Precursor ~
Isotope Label
- Peptid P Replicat Calculated
Report Name: |PrecursorCaIcuIatedConcemratlons | epide reeumer Tipe e Concentstion
Columns | Fiter ELVSEFSR 48374824+ light 170705 S CEE.. |#N/A
ELVSEFSR 48374824+ light 170705 S CEE.. |#N/A
=-[J== Proteins A || Peptide x ELVSEFSR 48374804+ light 170705 5 CEE. |#N/A
& Peptides Precursar 4 ELVSEFSR 4817482+ light 170705 5 CEE.. |#N/A
Precursors Isotope Label Type ELVSEFSR 48374804+ light 170705 S CEE. | #N/A
Transitions Renlicat
8 Resut eplicate ELVSEFSR 48374824+ light 170705 S CEE.. |#N/A
recursor nesuis N
) Precursor Calculated Concentration ELVSEFSR 48374804+ light 170705 S CEE.. |#N/A
Detection G Value
Detection Z Score ELVSEFSR 48374824+ light 170705 5 CEE.. |#N/A
Precursor Peak Found Ratio ELVSEFSR 4837482++ light 170705 S CEE.. |#N/A
Best Retertion Time ELVSEFSR 483 7482++ light 170705 5 CEE.. |#N/A
Max Fwhm ELVSEFSR 48374824+ light 170705 S CEE.. |#N/A
Min Start Time ELVSEFSR 4837482++ light 170705 S CEE.. |#N/A
Max End Time ELVSEFSR 4837482+« liht
Total Area ELVSEFSR 483 74824+ light
Total Area MS1 ELVSEFSR 48374824+ light 170705 S CEE.. |#N/A
Total Area Fragment ELVSEFSR 483 74824+ light 170705 5 CEE . |#N/A
Total Background ELVSEFSR 4837487+ ight 170705 5 CEE.. |#N/A
Total Background M51 ELVSEFSR 48374825+ light 170705 S CEE.. |#N/A
%{ta: if:kgﬂr::_'”d Fragment ELVSEFSR 483 7480++ liht 170705 S CEE. | /A
al 3 ils]
Ratio Dt Product ELVSEFSR 48374824+ light 170705 S CEE.. |#N/A
i} rodun
) ELVSEFSR 48875234+ (e |heavyl 170705 S CEE.. |20089E+2
Total Area Nomalized
Max Height ELVSEFSR 4887523++ he... |heavyl 170705 5 CEE.. |2.0633E-2
Average Mass Eror PP ELVSEFSR 48875234+ (e |heavyl 170705 S CEE.. |20333E+2
Count Truncated ELVSEFSR 48875234+ he... |heavyl 170705 5 CEE.. |2.0267E-2
\dentified ELVSEFSR 48075034+ (e... |heavyl 170705 S CEE.. |20857E+2
Library Dot Product ELVSEFSR 48875234+ e |heavyl 170705 5 CEE | 21801E=2
lsotope Dot Product ELVSEFSR 4887523+ he... |heavyl 170705 S CEE.. |20133E+2
User Set Total ELVSEFSR 488 7523++ he . | heavyl 170705 S CEE.. |20104E+2
Opt Step ELVSEFSR 4887523++ he... |heavyl 170705 5 CEE.. |20121E-2
Opt Collision Energy ELVSEFSR 488 7523++ e | heavyl 170705 S CEE.. |20308E+2 v

Opt Declustering Potential
Opt Compensation Voltage
Collisional Cross Section
lon Mobility MS1

lon Mobility Fragment

o ey L Bug: Precursor Calculated Concentration is

g not calculated for precursors that have no

L[] Precursor Accuracy

) e s e specified Precursor Concentration

< >

[] Pivot Replicate Name [ ] Pivot Isotope Label Cancel




