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Skyline Poster at ASMS 2009

» Skyline 0.5-preview release, free, and open-source
» 10-year anniversary this year!! (2019)

» Skyline hoodies in
Atlanta!

» Still free
» Still open-source

» Skyline 19.1 - SOON




Meeting Attendance by Year
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Thanks!



Mike MacCoss




» Nat Brace

Skyline Team

» Nick Shulman » Vagisha Sharma |

» Brian Pratt » Brian Connolly

» Matt Chambers » Josh Aldrich

» Tobi Rohde » Rita Chupalov




Percent Most Recent Release

New Version Adoption
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New Version Adoption
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Decline in 32-bit Use (2-3%)
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Multiple Instrument Vendors

Agilent

Excellence in Science

) SHIMADZU SC'EX B%R

ThermokFisher Woaters
S C I E N T I F I C THE SCIENMCE OF WHAT'S POSSIBLE.”



Skyline Web Site Visits (past 6 months)

Country
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United States
Germany

China

Japan

Canada

France

United Kingdom
Australia
Switzerland

South Korea

Session Duration

4452:03:50

G16:48:51

768:12:02

753:07:55

513:01:28

399:25:51

389:40:27

376:34:45

335:20:38

234:26:20



Teaching Targeted Proteomics in 2018

* 5-Buck Institute, Novato, CA — April 2-6 (32)

* 5-NEU, Boston + Statistics — April 30 — May 11(35)
* 5-ETH, Zurich — All DIA — July 2-6 (55)

* 5-U. of Wa,, Seattle — July 30 — August 3 (28)

* 5-CRG, Barcelona — November 12-16 (25)

* 5-New! Duke, Durham, NC — December 10-14 (32)
* 4-New! Shanghai — October 22-26 (50)

* 4-|IT Bombay, Mumbai — February (40)

* 4-CNPEM, Campinas, Brazil — November 7-9 (50)
* 3-pre-Lorne, Melbourne — January 29-31 (50)

* 2-MSACL, Palm Springs — January 20&21 (8)

* 2-US HUPO, Minneapolis — March 10&1 | (15)

* 2-ASMS, San Diego — June 2&3 (18)



Teaching Targeted Proteomics in 2018
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Upload Skyline documents to private project  vagisha Sharma Josh Eckels
Publish to Panorama Public
|24 public data sets (50 more in review)
Abbatiello, et al. MCP Guidelines, 2017
Longitudinal instrument QC data sharma, et al. MCP 2018
Quant support
Build chromatogram libraries Panorama

Biopharmaceuticals QC — in progress

Free hosted version ( )
>376 separate projects so far (CPTAC, LINCS & ABRF sPRG)
>6700 data sets uploaded (>10,000 QC docs)
User controlled security
Nev
Locally Josh Eckels — MP 430

Rocl

Customizable quality control metrics and notifications in Panorama

oteome Res. 2014



http://panoramaweb.org/

PanoramaWeb After 6 Years
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/~  8TB 9TB/ I5TB

Panorama
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— vo-ioss.assis V& -sez 4081+ II.I Panorama #ancrama Public
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NeutralMass 12266619
Ava. R 26 8980
TNNPETLVALA - 61435820+ 4
TNNPETLVALR - 61 3428+ (heaws)

Name Lant Madified Gre.  Descript_ Usa
BSA_Frag_100nM_18May15_Fir_15.04.02.d.2ip 20160308
Yeart_Optlug_a_BSA_OpM_18May15_Fir_15-04-01.d.2ip 2018-03-08
Yeant_Optiug BSA_100nM_1BMay 1 5_Fir_15-04-01.d 2ip 20180308
Yeast_Optiug BSA_100pM_18May15_Fir_15-04-01 d zip 20180308
Yeast_Optlug BSA_10nM_18May15_Fir_15-04-07 d.zip 2018-03-08
Yeast_0ptiug_BSA_TnM_18May1 5_Fir_15-04-01.d.2ip 2018-05-08
Yeast_Optlug BSA_TuM_18May15_Fir_15-04-01.daip 20180308
Yeast_Optiug_BSA_SOORM_19May15_Fir_15.04-01.d.2ip 20180308

Optlug_BSA_SONM_1SMay 1 5_Fir_15-04-01.d2ip

Precursors

Intensity (1043)

340 345

Retention Time

1 EEEBFEEERE




PanoramaWeb With Room To Grow

0.05TB/ I5TB

|_ VB - 10569851+ — & - 9424051~

Vagisha Sharma — MP 44|

Panorama Public: ProteomeXchange and Cloud Storage Integration




Improving Reproducibility

» Audit logging

» Soon! In Panorama

Document Grid: All Info n

Views « |7 - 4 4 |1 of8 | b bl |23 Export.. | Find: Clear log Enable audit logging
Time Stamp Al Info Message

2 RIS A dit logging has been enabled

6/3/2018 10:34:... | Settings > Peptide Settings — Prediction > Retention time predictar = Calculator changed

6372018 10:34:... | Settings > Peptide Settings - Quantfication = Regression fit changed from “none” to “linear”
6/3/°2018 10:34:... | Settings = Peptide Settings — (
6/3/2018 10:34:... | Settings > Peptide Settings — (
6/3/2018 10:34:... | Settings = Peptide Settings - (
6/3/2018 10:34:... | Settings > Peptide Settings ~{ Vie" Name: |Detaied]
6/3/2018 10:34:... | Settings > Peptide Settings ~ ™S Fiter

Aig Customize View >
LB T

{1 Time Stamp Time Stamp X
[]4 Undo Redo Message Skyline Version

|:| Summary Message |zer .
Skyline Version All Info Message -
Bucument Format Version Reason

i ser

Rita Chupalov — MP 43|

Audit logs to enforce document integrity in Panorama and Skyline

[ ok | Cancel




Improving Command-Line Interface

» Now on Linux (Docker Container on Wine)

» Improved argument help

Home
Videos

To access the command-line interface for Skyline you can use either SkylineRunner.exe or SkylineCmd.eer ~

SkylineRunner.exe is a tiny shim executable less than 10 KB in size. It requires a Skyline installation, performed with the self-updating web installers, on the
Webinars computer on which SkylineRunner is run. SkylineRunner simply starts a separate Skyline process running without any user interface, pipes the parameter
options from the command-line to the running Skyline instance, and prints output from its Skyline instance to the command console. You can still run multiple

Tutorials instances of SkylineRunner and it will start multiple instances of Skyline. The Skyline instance started by SkylineRunner is independent of any other instances
. that may already be running on the same machine. It is not necessary to have a visible instance of Skyline running on your computer for SkylineRunner to

Documentation » | Reports e y sireacy 9 v Ky gony P !

Support | Command Line
SkylineCmd.exe is a much simpler executable which is always installed beside Skyline.exe. It uses the Skyline.exe module as a DLL providing a much cleaner

Issues Other command-line implementation than SkylineRunner.exe, but you must know where SkylineCmd.exe lives on disk to run it, which is usually not the case with the
web installer. Usually, you will use either the "Unplugged” installer or the Administrator installer (or recently the Wine Docker Container for Linux systems) if

Check for Updates you want to use SkylineCmd.exe. The "Unplugged” installer comes in a ZIP file and you can just unzip it, find SkylineCmd.exe and run it in-place. The
Administrator installer puts SkylineCmd.exe in C:\Program Files\Skyline.

About

The Skyline command-line interface is intended for automating tasks such as quality control, scheduling and refinement, during acquisition. With the Skyline
command-line interface, you can open a Skyline document, import a newly acquired data file, and export a report or new method. You can also run large-scale
chromatogram extraction and peak picking for proteomewide DIA and DDA experiments faster and consuming less memory than using the full graphic user
interface. (See Webinar 14: https://skyline.ms/webinar14.url)

General input/output

Argument Description

--in=path/to/file.sky Open a Skyline file

--save Saves any changes to the file
--out=path/to/file.sky Same as save except writes to the specified file

--share-zip[=path/to/filesky.zip] | Saves the entire project (document, results, libraries, etc.) to a ZIP archive. Defaults to a minimal

archive.
--share-type= <minimal | Specifies the type, ‘minimal’ or ‘complete’, of archive to share when --share-zip is specified. Minimal is
___________________________________________ complete> the default attempting to reduce the size of the archive to the minimum necessary to represent the o

> targets in the document while ‘complete’ maintains full fidelity of all project files. v



Improving Command-Line Interface

» Now on Linux (Docker Container on Wine)

» Improved argument help

EX Command Prompt — O <

SkylineCmd.exe is a much simpler executable which is always installed beside Skyline.exe. It uses the Skyline.exe
module as a DLL providing a much cleaner command-line implementation than SkylineRunner.exe, but you must know where
SkylineCmd.exe lives on disk to run it, which is usually not the case with the web installer. Usually, you will use
either the "Unplugged" installer or the Administrator installer (or recently the Wine Docker Container for Linux
systems) if you want to use SkylineCmd.exe. The "Unplugged" installer comes in a ZIP file and you can just unzip it,
find SkylineCmd.exe and run it in-place. The Administrator installer puts SkylineCmd.exe in C:\Program Files\Skyline.

The Skyline command-line interface is intended for automating tasks such as quality control, scheduling and refinement,
during acquisition. With the Skyline command-line interface, you can open a Skyline document, import a newly acquired

data file, and export a report or new method. You can also run large-scale chromatogram extraction and peak picking for
proteomewide DIA and DDA experiments faster and consuming less memory than using the full graphic user interface. (See

Webinar 14: https://skyline.ms/webinari4.url)

General input/output

--in=path/to/file.sky Open a Skyline file

--out=path/to/file.sky Same as save except writes to the specified file

--share-zip[ archive.
- 3 Josh Aldrich —ThP 225

--share-type

Providing local and cloud pipeline support for data analysis with ISR

Skyline in Panorama using Uber Cadence  ECUEEESH




Proteomics and Molecues Ul Modes

Select a Default User Interface

Skyline supports both proteomic and non-proteomic workflows,
and adjusts its user interface according to a document’s contents.

Please select a default user interface style for use with newly
created Skyline documents.

YN Proteomic
¥4 Molecules
%% Mixed

You can change this selection at any time using the control in
the upper right comer of the Skyline main window.

oK |




Proteomics and Molecues Ul Modes

#a Skyline-daily — O X
File Edit Refine View Settings Tools Help
DNEHR @ 9-0- ‘;t.'
- % Proteomics interface
Peptide Settings X Molecule Settings X ¢ Molecule interface
Digestion Prediction Fiter  Library Modifications Quantfication Prediction Library Labels Quantification %+ Mixed interface
Retention time predictor:
v V]
Max missed cleavages:
[ Use measured retention times when present
Time window:
-
Background proteome:
| Nne e lon mobility predictor:
Enforce peptide uniqueness by INWIE V|

N

[ Use spectral library ion mobility values when present

Resolving power:
Linearnealc width

Brian Pratt — WP 406

Metabolic profiling of small molecule ion mobility assisted
DIA data using Skyline

Reaq tran .:




Skyline Relational Data and Grids

View | Settings Tools Help
Targets »
Text Zoom 3

Calibration Curve
Document Grid  Alt+3

| OtherGrids »|  ResultsGrid A2
EI Tool Bar Group Comparisons  »
EI Status Bar | Lists b|
Audit Log Alt+4
List Designer X
List name: |Sarrp|es |
‘45 of5| b M |4 X
Property Name Property Type
Sample ID Text -
Source ID Text .
Minutes to Freezing Number -
Days Frozen Number -
> Cancer Stage Value List -

1D property

Display property

v SampleID

} |-Sml:le ID




Skyline Relational Data Pivoted

Document Grid: Peptides

Reports ~|j.# »[I4 4 |0 of 0
| New Pivot...
Peptide Protein
Pivot Editor O
Total Area Row Headers
fotalAreaRatio T oGlobal Standards | Peptide
eader Protein
Precursor
BioReplicate
Column Headers
Values
CV Total Area
ToGlobalStandards
Nick Shulman — MP 387
Talk to Nick:Topic of your choice
0K Cancel




Future

» 10 more years of everything you love about Skyline



What You Can Do to Help

<
<
<
<
<
<
<

Keep showing up!

Tell your instrument vendors

Convince your company to join Panorama Partners
Write a letter of support for our grant

Train other people

Keep learning

Keep giving us feedback



Instrument Vendor Collaborators

» Agilent Technologies

John Fjeldsted
Christine Miller

Joe Roark

» Bruker

Markus Lubeck
Stephanie Kaspar
Gary Kruppa

Pierre-Olivier Schmit

» AB Sciex
Mark Cafazzo
David Cox
Christie Hunter

Arianna Jones

Agilent

SCIEX

» Shimadzu

Junko lida

E)SHIMADZU

Yuji Katsuyama =
Excellence in Science

Norio Makai
Toshiya Matsubara

» Thermo-Scientific

Susan Abbatiello

ThermoFisher

Mary Blackburn SCIENTIEIlC

Vlad Zabrouskov

» Woaters

James Langridge

Martin Lunt

Keith Richards WC] -|-e rs

David Varle)l THE SCIEMCE OF WHAT'S POSSIBLE.

Hans Vissers



