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x Windows 7 or above
64 bit version
.Net Framework 4.5.2
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.Net Framework 4.5.2

x |f .NetFramework 4.5.2 was not installed, message below wil
be shown when runningGlyca.

pGlyco.exe - This application could not be started. *

& This application requires one of the following versions of the
|

S NET Framewaork:

a METFrameweork, Wersion=wd.5.2

Do you want to install this MET Framework version now?

20 =N

x To download and instalNet Framework 4.5.2, please visit


https://www.microsoft.com/en-us/download/details.aspx?id=42642

x Activation

x Search

x Results

x UseglLabel to annotate GPSM



Activation

#5 pGlyco License Dialog

*Activation code:

*User name:
*University / Company:

*Work email address:

*Lab leader / Supervisor:

*Supervisor's email:

*Country / Region:

*How do you hear
about pGlyco?

*What can pGlyco do
for you?

MNotice:

CBF3EEEE9AA45B1B5FDO6ASTFAEQGBC39
pGlyco pFind

Institute of Computing Technology
pglyco@ict.ac.cn

5i-Min He

smhe@ict.ac.cn

China

My labmate Wen-Feng Zeng
recommends me pGlyco

x If it Is the first time you run
pPGlycao activation dialog will
show up. After filling all the

blanks, clickhn Co p y
cli pboardo

t o

pGlyco

Please paste (Ctrl+V) the registration information into the body of

¥ your e-mail and send it to pglyco@ict.ac.cn.

To analyze glycopeptides/glycoproteins
in mouse tissues and human tissues.

1. All items must be filled.
2. For Chinese, please fill in the table with Chinese, thanks.

3. Please email this table to pglyco@ict.ac.cn to get the license.

4. Please let us know if you use pGlyco in your publication.

Copy to clipboard

Import the license file

x After we receive the

activation information, we
will email thelicense file (a
*.pGlyco.licensdile) to you

via pglyco@ict.ac.cn




Activation

- o6 17 X
*Activation code: - v 1 « pGlyco_Release > build20171225 > pGlyco2 > v O | #FE"pGlyco2” »
*User name: i - EETitE = - M @
*University / Company: N ER ERHHR it F
i BERE)
*Work email address: m Desktop bin 2018/1/3116:33 LR
) | | pGlyco.license 2018/1/31 17:00 LICENSE 3245 1 KB
*Lab leader / Supervisor: s T
*Supervisor's email: L ER
e O bin
ountry / Region:
gen_license
*How do you hear
about pGlyco? Results
Results
& OneDrive
*What can pGlyco do
for you? = R = %
|
IAFE(N): |pGcho.Iicense | ~| | License file (*.license) o I
Notice: . . - FIH(O) L
1 aniems After you have received the license file

wrorchinc(* pGlyco.license), clicki | mport t he | i cense

3. Please er

sreasele T 1 lared éhen import the license file.

Copy to clipboard ‘l Import the license file
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Activation

* The activation code is machine related, if you did the above
activation process in a machine, the activation code you received can
only activate that machine.

If wrong license

pGlyco X

' Sorry, your license is invalid.
& oy
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x Activation

X Search

x Results

x UseglLabel to annotate GPSM



pi pGlyco
File Help

pGlyco

Start

About us

New an analysis
or open an existing one

Recent
1 pGlyco_task_2017-10-21-09-26-2

Introduction

Overview

pGlyco2 is developed for identifying th

Requirements

» Before using pGlyco, you have to ins
files, and pParse2 uses MSFileReader t

« You can download MSFileReader 3.x

Cite us

» pGlyco 2.0 enables precision N-glyco
glycopeptide identification. Ming-Qi Liu
Peng, Jian-Qiang Wu, Xiao-Jin Zhang,
Huang, Hua-Li Shen, Catherine C. L. W
doi:10.1038/541467-017-00535-2.

Contact us

s E-mail: pglyco@ict.ac.cn




(Wl

File Help

pGlyco

Start

MNew...
Open...
About us

Exit

Recent

Introduction

. Overview
PG NewTask B O %

ing the intact glycopep

Task Name |my_pGlyco_test
to install MSFileReader
Output Path Ch\Users\JALEWA\Documents\pGlyco', Browse.. ader to access RAW fils
.x from the Thermo

QK Lfnnrnl |

| nput ATasKk

1 pGlyco_task_2017-10-21-09-26-2
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Huang, Hua-Li ¢

doi:10.1038/s4 pat h cl i ck
Contact us

+ E-mail: pglyco@ict.ac.cn

Naim

AOut put Pat ho,
Peng, Jian-Qian wijll pe write into the output

N OK



PG pGlyco - my pGlyco test
File Help

Identification Quantitat PGlyco currently supports
RAW and MGF (exported by

—_  pParse)

MS Data Format :

Data File List
Files Size
0 File(s), 0 KB Click here to add RAW or
MGF files
@ Output
Save Report
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Pa pGlyco -
File Help

MS Data Identification Quantitation Check and Run

RAW

MS Data Format :

Data File List

(4

Files

Add

po FTH

€« - v

#HiR -

0 File(s ‘@ OneDrive

O e s
B Desktop
| s
= BR
ER
¥ =
)5
i Al (C)
- R (D)
= CD ¥Ezi=R (F)

@ Outp

S5ave Rep

=« test + yeast 15N » raw

HrETiEE =

L]

]
Lot

cwq_mix2-2 726
Faw

e
ot

owq_mix2-1 726
raw

Add two RAWS

L

STEEN): |"Cwq_r'r1ix2-1_T26.raw" "cwg_mix2-2_T26. V| raw files (*.raw)
FIFHO)
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Pl pGlyco - my_pGlyco test

File Help

MS Data I Identification I Quantitation Check and Run

mspatz | Click ldentification

Data File List

Files Size
D:\pGlyco_Release\test\yeast_15N\raw\cwag_mix2-1_726.raw 2.44GB Add
D:\pGlyco_Release\test\yeast_15N\raw\cwg_mix2-2_726.raw 2.55GB

Delete

Clear

2 File(s), 4.99 GB

@ Output

S3ve Raoart

13 1dio



ph pGlyco - my pGlyco test

File Help

MS Data Quantitation Check and Run

(») Flow **Qur N-glycan database is currently only for

Flow Type: ot .+ human and mouse, glycans of other species

| | may be not well considered.
Glycan Database: | pGlyco.gdb #

%ocess Number: 4~ | pGlyco will run in multiple process mode for fast

Protein Search identification when there are many raw files
Fasta: Browse...
Enzyme : Trypsin * Upto |2 ¥ | missed cleavages
Precursor Tolerance £ |5 ppm ¥ Fragment Tolerance £ |20 ppm ¥

Add Modificati i ' '
caiiesten Search parameters like protein search engine.

caramidomet! Fgsta file must only contains target protein

@ Output sequences.
S3ve Report
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P pGlyco - my_pGlyco test

File Help
MS Data il Quantitation  Check and Run
Precursor Tolerance £ |5 ppm ¥ Fragment Tolerance £ |20 ppm ¥

Add Modification

Carbamidomethyl[C] AccQTag[AnyN-term]
<ﬂ:| AecOTaalK]

Fixed Acetyl[AnyN-term |
Acetyl[C]

Add selected modification
to fix/var modifications

Oxidation[M] 3eePT Proteint el

| CT] Aevi Delete selected fix/var
venane A se—— modifications
Search Modification:
@ Qutput
Save Report

15



P piGlyco - my_pGlyco test

File Help

MS Data Identification I Quantitation Check and Run I

Precursor Tolerance = |5 ppm ¥ - . - .
Quantitation is for future support;
Add Maodification . ~ —~
Click nCheck and Runo
Carbamidomethyl[C] AccQTaglAnyN-term |
(1\,:! AccQTag[k]
Fixed Acetyl[AnyN-term]
Acetyl[C]
L:> Acetyl[H]
AcetyvI[K]
Oxidation[M] - Acetyl[S]
Acetyl[ProteinN-term] <::| :2:;::{2
Ll s Acetyl_13C(2)[K]
':1,;) Acetyl 13C(2)[ProteinN-term]
Search Modification:
@ Qutput
Save Report
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G pGlyco - my_pGlyco_test - X

File Help
MS Data Identification Quantitation Jeli=e e Tal{ly]
(~) Ms Data
Property Value
Format raw
R il D:\pGlyco_Release\test\yeast 15N\raw\cwg_mix2-1_726.raw
=ke T D:\pGlyco_Release\test\yeast_15N\raw\cwg_mix2-2_726.raw
@ Search
Property Value
Flow Type N-Linked
Process Number 4
Glycan Database pGlyco.gdb
Enzymes Trypsin
Number of Missed Cleavages 2
Precursor Tolerance +5 ppm
Frj T o

~ 1 Check the parameters. If some rows are filled by red,
it means that these parameters are empty or incorrect!

| = |

W Output 2 After all parameters are checked,
. pal \
cli ck ASaveodo and th

pGlyco will start to search the raw files

17



P& pGlyco - pGlyco task_2017-12-18-10-28-07 - o X
File Help

MS Data Identification Quantitation Q&= S=LENUN

Data File List D:\pGlyco_Release\test\yeast_15NY \ewag_mix2-1_726.raw

@- Search

Flow Type N-Linked

L")

nbe 4

pGlyco.gdb

D:\pGlyco_Release\test\yeast_15N\fission_yeast+uniprot_sprot_V.12.05_Mouss.fasta
Trypsin
2

EpFeraef list completes. h
[pFaE3E] CeaIlng oWy mixi-1l_T26.M51
[pParas] CSW file already exists, pParsse Complece!

[pParge] == == == Time alapsed: 0 seconds. == == == =

Y E f L L s T T T

o * Helcome to pGlycol + -
p -
B * pglycoflict.ac.cn * .
" ®
AN RN R R NN NS E R RN NN SRR AN

pElyce Info] Loading glycan datebese ...

pelyco Info] Iom Indexing ...

[pGlyce Infoc] D:\pGSlyco_Release\test\yeast 15N\raw\cwg mix2-1_T26_HCDFT.mgf
Brocess 1l: [I.D.] 68.9% | 1

e _ : : T
— pGlyco is searching the raw files

18 BIFind Studio



ph pGlyco - pGlyeo task_2017-12-18-10-28-07

File Help
MS Data Identification Quantitation JeEe S:URuL)
Data File List D:\pGlyco_Release\test\yeast_15N\raw\cwag_mix2-1_726.raw

{:-;:;- Search

Pr Y b
Flow Type {-Linkec
Process Numbe 4
Glycan Database pGlyco.gdb
Protein Database D:\pGlyco_Release\test\yeast_15N\fission_yeast+uniprot_sprot_V.12.05_Mouse.fasta
ENZYymes

agment Tolerance
xed Modifications

Vanable Modihcabions

@ Output

target ; LE
Carget : g, i
Target @ %, it
Carget ! x &

z 2

target best &
0 = D.4668, pil = 0.5332

DataSets\FDData\Teat\pBlyco_task 2017=12=18=10=28=07\proceaal\pGlycolB=GP=FL&.txL

] ferring proteins ...

results

Reading pG
Inferring pr

rerenoce
D:\DetaSecs\FDData\Teav\pGlyco_teak _2017-12-18-10-28-07\processl\pGlycocDB-GP-FDR-FIo.TXT
[pElyco Info]l Combining all ©

n
=

-12-12-10-23-07\pGlycoDE8-GP-FDR-Pro.txt

-

[pElyco Info) Tasz

pGlyco finished searching, check the result files IEEEEE———
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x Activation

x Search

X Results

x UseglLabel to annotate GPSM
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x FI nal resul t fi 1l e 1 s | ocat e
PGlycoDB-GP-FDR-Pro.txt

PG MNewTask — a x

Task Name |my_pGlyco_test

Qutput Path ChiUsers\ JALEW\Documents\pGlycol, Eramec

The output path you specified when creating

this analysis.
process] 2017/10/23 9:33 s
process?2 2017/10/23 20015 &=
| | pGlyco task 2017-10-21-09-26-23.pg... 2017/10/27 16:46  PGLYCO 0% 1 KB
I =| pGlycoDB-GP-FDR-Pro.txt I 2017/10/25 15:24 TE30HE 5,284 KB

21 BIFind Studio



x Open pGlycoDBGP-FDR-Pro.txt in Microsoft Excel

X Column information
GlySpec spectrum nameadgw_name.scan.scan.charge.mixid.dta
PepSpecsame asslySpec
RT: retention time in seconds
Peptide / Mod: peptide and modification information

pGlycowill automatically convert N in NK-S/T/C to J

A B G D E F &

1 |GlySpec PepSpec RT Precursarh Rank Peptide Maod

2 |lowg_mixZ2-2_726.21843.21843.3.0.dta cwao_mixZ2-2_726.2 617681 3293287 1 DAINTQFC null

3 lowaomix2-1_726.26887.26887 4.0.dta cwo_mix2-1_726.2 7450003 4498831 1 FLTHLMNME null

4 |owo_mix2-2_726.9206.9206.3.0.dta cwao_mix2-2_7269 2795644 3337371 1 HATSIGTY null

5 |lowg_mixZ2-2_726.44070.440704.0.dta cwao_mix2-2_726.4 1192581 5813396 1 YWYD3SAC null

B |cwo_mixZ2-2_726.14860.14860.3.0.dta cwo_mix2-2_726.1 4318687 4078553 1 VHLECFGS 5 Carbamidomethyl[C];
7 lowgomixZ2-1_726.39880.39880.3.0.dta cwo_mixZ2-1_726.3 1076624 4221863 1 QYMEIVTL null

B |lowg_mix2-2_726.9231.9231.3.0.dta cwao_mix2-2_7269 2802167 3175318 1 HATSIGTV null

9 |cwo_mix2-2_726.21501.21501.3.0.dta cwo_mix2-2_726.2 6087804 4064674 1 EGLINIGTE null

22



x Column information:

Glycan(H,N,A,G,F): glycan composition,
H = #Hex, N = #HexNAc, A = #iNeuAc G = #iNeuGqG F = #uc

PlausibleStructplausible glycan structure in canonical form, we
can decode the canonical string into the structure (see next slidk

GlySite glycosylated site of peptide sequence

| J K L M M
Glycan(H M A GF) PlausibleStruct GlylD GlyFrag Glyhass  GlySite
92000 INIMHHHXHHDHHHEED) 367010000 1864634 3
132000 NIMHHHMHMHHEHEHDHHHBHE 1734010000 2512845 13
92000 INIMHHHHNHHBRHEHEDD 308010000 1864634 b
132000 NINHHHMHNHHBHHEHEH 1718 010000 2512845 10
132000 RIRIEIGIEEE I EDNIEIE 1707010000 2512845 13
92000 INIMHHHBHHIHHMHEHED ) 366010000 1864634 b
B2000 R ENEEENEIED 218010000 1702581 5

23
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x Decoding the canonical structure
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