Tcpt @M It AR LU TG

INSTITUTE OF COMPUTING TECHNOLOGY , CHINESE ACADEMY OF SCIENCES

pTop 1.2 User Guide

Version 1.2.0




“*Before software installation
» Installation steps
“*Software registration

“*How to run pTop 1.2
Create a new search task
View search results



Before software installation

“* Hardware requirements
2 GB or higher recommended memory

“* Software requirements
Windows 7 or above

Xcalibur (2.1 or above) or MSFileReader
NET Framework 4.5 environment



Installation steps

¢ Step 1: Select the installer language(Figure 1). Now it only
supports English and Chinese(Simplified).

m Please select a language.

|English

Figure 1. Installer language
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Installation steps

% Step 2:Click Next to start the setup.

Welcome to the pTop 1.0.4 Setup
Wizard

This wizard will guide you through the installation of pTop
1.0.4.

It is recommended that you dose all other applications
before starting Setup. This will make it possible to update
relevant system files without having to reboot your
computer.

Click Next to continue.

[ Next > ] \ Cancel

Figure 2. Welcome to the setup wizard



Installation steps

s Step 3:Choose the install Location. And D drive disk is

recommended.
&3 pTop 1.0.4 Setup (2] (-
Choose Install Location
Choose the folder in which to install pTop 1.0.4. m

Setup will install pTop 1.0.4in the following folder. To install in a different folder, dick Browse
and select another folder. Click Install to start the installation.

Destination Folder

D:\Program Files (x86)\pTop

Space required: 31.7MB
Space available: 15.5GB

< Back ][ Install ] [ Cancel

Figure 3. Choose install location
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Installation steps

“» Step 4: Just wait a few seconds, the Installation will be
finished.

{3 pTop 1.0.4 Setup =i X
Installing
Please wait while pTop 1.0.4is being installed. &
Extract: mfc100u.dll
- .
Extract: PdfSharp.Xps.dll... 100% -

Extract: PdfSharp.dl... 100%

| Extract: ResultParser.dll... 100%
Extract: Xceed. Wpf.Toolkit.dll... 100%
Extract: aa.ini... 100%

| Extract: contaminant.fasta... 100%
Extract: db.ini

l Extract: element.ini... 100%

Extract: mfc100.dl... 100%

Extract: mfc100u.dll i

m

7 Figure 4. Installing Filld Stlldi()



Installation steps

s Step 5: Finally, you can check the box of run pTop and
then click Finish to start pTop.

{3 pTop 1.0.4 Setup

Completing the pTop 1.0.4 Setup
Wizard

pTop 1.0.4 has been installed on your computer.

Click Finish to dose this wizard.

......................................

Figure 5. Installation finished



Software registration

¢ Click pTop.exe and fill in personal information in the
following information panel. B e s S

User Name:

Institute/Company Name
Country: China
How do you hear about

pTop from colleagues,
conferences, papers or

++* Send the information to

Email Address:
Activation Code: 72COFC51A281CA0TACBA0647AF5CD

*What can pTop do for
you?

’:’ Apply fO r p T Op . li cense. [ SendEmail | | Copy to Clipboard

The email will be sent to ptop@ict.ac.cn for manual
review.

¢ Put the pTop.license into pTop installation directory under
the \pTop\bin folder.
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1. Data import and preprocess.

** MS Data format: following formats are supported by
pTop: RAW, MGF and PF.

4 & pTop - O x
3 File Options Help
j ODEE p
MS Data Format : RAW v
s tnstrument « NPRSE
: RAW
Data File List
Files Size
E:\test\IP_DATASETS\CPTAC_Intact_CR32B_24Augl5_Bane_15-( 454.416MB
O File(s), 0 KB
@ Data Extraction
Precursors Detection
Isolation Width : 10 Mixture Spectra
@ Output
Save Report
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1. Data import and preprocess.

“* MS Instrument determines which fragment ion series will
be used for scoring. Now HCD, CID, ETD and UVPD are

supported.

uvep

1 File(s), 262.1494 MB

- Data Extraction

Pr srsors Datecton
ola whdth o
ooooooooo on
Maxaiimum Charge 30
™M mum Ma 00
Place Decmal
"M/

raw files

11

E:\workspace\Data\Histone\PASS00070),

Summary
Size
201LC_H4a.raw 261.964M =
¥ mixture Spectra
M/Z Tolerancs : 20 pom
S/N Rat
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1. Data import and preprocess.

% Click Add to put the paths of input files in the list, the path

or folder containing the tandem mass spectra.

Opticns Help
= Db m

-

MS Instrument : HCD

HCD
Data File List

ETD
UV

E:\workspace\Data\Histone\PASS00070\20LC_H4.raw

1 raw files

12

LT
Precursors Datection
Isolation Width ¥ Mmixture Spectra
D lution
M mum Cha 3 M/ olaeranca : 20
™M mum M. O S/N Ratio :
Place Deom
M/ S In
| Output
Seve Report
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2. Set search parameters

“* A) Select and import database.

5 pTop -5 = — - - - - -— — — —n0)
File Options Help
= b
MS Data Identification Summary
~ Database Search
Database : <
‘.:ll 2e Database
Precursor Tolerance - =
Fragment Tolerance : = 20
Max Moafy Posaton : D =
Add Modification
Acetyl[AnyN-term] -
P Acetyl[K]
L Acetyl[ProtesnN-tarm) e
Fixed Armedated[AnyC-term])
N AmedatedProteinC-term]
> Ammonia-loss[AnyN-termC]
Biotin[AnyN-term]
Biotin[K]
C+12[AnyN-term]
- Carbamidomethyl[C]
Carbamyl[AnyN-term)
Vanable Carbamyl[K]
- Carboxymethyl[C)
— Cation_Na[AnyC-term]
Cation_Na[D] ~
Display All Eobt...
~  Result Filter
FDR = b | X
- Output
Ssve Repart
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2. Set search parameters

“* A) Select and import database.

Add contaminated proteins to the database if it doesn’t
contain them.

r N
pConfig = PX4
Tool
Databases
Name Path
y

Database Information &
Name: human_histones
Path: E:\workspace\Data\database\human_histones.fasta <

[T] Add contaminant

Note: Please input a target-only database. pTop will generate the target-decoy database automatically.

oK | Cancel

| Add | Delete | Save ‘
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2. Set search parameters

“* B) Select the modifications.

File Qptions Help
= b m

v oac Summary

~ Database Search
Database : | human_histones -

Precursor Tolerance : = 2.2

Fragment Tolerance : = 20

Max Modify Position : 33

Add Modification

Ala->Trp[Aa] -
>Tyr[A)

>Val[A]

Fixed Ala->xla[A]

i Amidated[AnyC-term]
— Amidated|ProteinC-term)

Amidine[AnyN-term]

Amidine[K]

Amidino[C)

Acetyl[AnyN-term]
Acetyl[K] Amino[Y]
Phospho[S) Ammonia-loss[AnyN-termC])
vanable  phospho[T] Ammonia-loss[N]
Phospho[Y] . Ammonia-loss[ProteinN-terms]
- Ammonia-loss[ProtenN-termT)
Ammonium[AnyC-term) .
)

~  Result Filter

FDR= 1 %

@ Output
Save Repart

I |
15 BIFind Studio



2. Set search parameters

“* B) Select the modifications.

File Qptions Help
= b m

v oac Summary

~ Database Search
Database : | human_histones -

Precursor Tolerance : = 2.2

Fragment Tolerance : = 20

Max Modify Position : 33

Add Modification

Ala->Trp[Aa] -
>Tyr[A)

>Val[A]

Fixed Ala->xla[A]

i Amidated[AnyC-term]
— Amidated|ProteinC-term)

Amidine[AnyN-term]

Amidine[K]

Amidino[C)

Acetyl[AnyN-term]
Acetyl[K] Amino[Y]
Phospho[S) Ammonia-loss[AnyN-termC])
vanable  phospho[T] Ammonia-loss[N]
Phospho[Y] . Ammonia-loss[ProteinN-terms]
- Ammonia-loss[ProtenN-termT)
Ammonium[AnyC-term) .
)

~  Result Filter

FDR= 1 %

@ Output
Save Repart

I |
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2. Set search parameters

** B) Select the modifications.
You can add a custom modification.

pConfig ) o
Tool
r 1 ™
e — Modification Information X3
Medifications |
|
Name:
I
Name Mass  Comp Composition: | Edit... H“
2-dimethylsuccinyl[C] 144.042 H8)C(
2-monomethylsuccinyl[C]  130.02€ H(6)C( Mass:
2-nitrobenzyl[Y] 135.032 H(5)C(]
2-succinyl[C] 116.01C H(4)C(4
2HPG[R) 282.052 H(10)G Position: | Anywhere '
3-deoxyglucosone(R] 144042 H(8)C(
3-phosphoglyceryl[K] 167.982 H(5)C(
3sulfolAnyN-term) 183.982 H(4)C( Sites:
4-ONE+Delta_H(-2)0O(-1)[C] 136.08¢ H(12)]
4-ONE+Delta_H(-2)O(-1)[H] 136.08¢ H(12)]
Neutral Loss:
4-ONE+Delta_H(-2)O(-1)[K] 136.08¢ H(12)C
4-ONE(C] 154.09¢ H(14)(
4-ONE[H] 154.09¢ H(14)d Is Common: ¥/ Common
4-ONEIK] 154.09¢ H(14)C
4AcAllylGal[C) 372.142 H(24)C
ADP-Ribosyl[C] 541.061 H(21)Q [ Apply|
ADP-Ribosyl[D] 541.061 H(21)Q
ADP-Ribosyl(E] 341.08]1 Hi2l Clavpvoromorer o~ = vowe
ADP-Ribosyl[K] 541.061 H(21)C(15)N(5)0(13)P(2) NORMAL K False
ADP-Ribosyl[N] 541.061 H(21)C(15)N(5)0(13)P(2) NORMAL N False
LAND. Rihac.dIR) SA1NAT M1V SINUEIA 21012Y NARMAL R Lalea
Delete | Save
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Searching...

& pTep “.e
Fle Qotions Help

b @

MS Data Identification m

y =
~ ' MS Data
Property

Format
Instrument
Data Fle Ust
[solaton Wicth
Micture Spectra
Modé
Max Charge

MN/Z Tolerance

s of M2

~ | Icenthcaton

Property

Max Modify Positio

Fixed  Mod#fications

@ Output

Save Report

of Intersty

Value
RAW

HCD

\WOrkspace\Data\Histona Ha.ram

Value
human_histones

+2.2 Da
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Searching completed

1
& pTop — a Bl
File Options Help r
RS ™ ;ﬁ
H

MS Data Identification B
Isolation Width 10 ;;
Mixture Spectra True 7

Max Charge 30 2
M/Z Tolerance 20 E

Max Mass 50000 5

S/N Ratio 1.5 '2
Decimal Places of M/Z 5 :
Decimal Places of Intensity 1 '15

@ Identification I
Property X b
Database humar| u
Precursor Tolerance +3.2 1 Work donel B
Fragment Tolerance +20p %3

Max Modify Position 2 B

Fixed Modifications Acetyl f
Variable Modifications - K

FDR 1% |

i
Fi

Stop |
_ A a
Fi
@ Output 5
|| save Report P
[pTop] Database: E:\pTopZi7/i¥\Data\human_histones.fasta #
[pTop] Getting the PTM forms... P
[pTop] Time elapsed: 174.138s |
[pTop] Indexing... 13

[Error] Cannot open the database file: E:\pTop?i%fU.'Eé\Data\human_hiatones.fasta

Al

)7

Ruming
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Contents of search results files

“*In the same path of the input data, you can
see a folder with the same name of MGF

file.
a, S
2DLC_ H4_ | 2DLC_ H4.c 2DLC_H4. 2DLC_H4. 2DLC_H4r 2DLC_H4_  2DLC_H4_
CIDFT sV ms1 ms2 aw CIDFT.mgf CIDFT.pf
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Contents of search results files

**In the folder, there are 5 files for each
search. They are .plabel, .ctg, filter.csv,

21

query.txt and summary.txt. And the finally
identification reports are list in the filter.csv

file.

*a)

2DLC_H4_ search_tas  search_tas search_tas
CIDFT.pla  k_2015042 |k 2015042 | k_2015042

bel 3204618.cf | 3204618 fi | 3204618 _q
g lter.csv uery.txt

search_tas
k_2015042
3204618_s
ummary....



View search results

< pLabel: Result statistics

c WmmmwmmmhwmMnlﬁmmmmeLuJ-mpm-nLnnMMhMMw‘h‘MM‘~w
T o o B T T 3 e 0 o B T Y B 2 B0 2 3 T o o a3 03 2 e e o 2k T T T4 T T e B e e e hihs

=g 4206 BOW 5 650 T T 7 4 B2 S=e oocwa e o
ma

12+
SGRGKGGKIGLGKIGGAKRHRKVLRDINI QGI T

bs b2a

KPAI RIRLARRIGGVKRI|]I SGL I YEIETR|GVLKI|IVIF

bas b b bas bsz bs bss

LENVI RDIAIVITIYTEHAKRIKITV[TIAIMD|VIV|Y/A|L K

bes ber bés b1 b7e b bs1 ba2 bss bes bs7 bess bas

RIQGRTL Y GIF GG

b2 bm b1oo

22 BIFind Studio



oF1oB

“*Thank you for using pTop 1.2!

“*If you have any questions, please contact
or
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