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Step2: Importing the results of

Stepl: Setting parameters de novo sequencing of MS data
A A
85l Clunction - >
Parameters Input and Output
Enzyme Digesticn Mode Max. Missed Cleavages Denovo C5V with all Candidates
Trypsin/P e [ Specific “ z e CA\Users\\52615\Desktop\3%_20,0.
: CA\Users\52615\Desktop\46_20,0. Load
Frecursor Tolerance 20 ppm s
Remowve
Modifications < >
Acetyl [K] s Carbamidomethyl [C] Peptide List
Acetyl [M-term]
Acetyl [Protein N-term] » : I
Amidated [C-term] Fixed Load
Amidated [Protein C-term] <
Carbamyl [K]
Carbamy! [N-term] Remove
Deamidation [N] Oxidation [M]
el > Output Directory Step3: Setting the
Variabie
Methyl [E] 4 il C\Usersi52615\Desktop (s path to the Output file
Phosoho [5]
£ >
@ Get lunction Peptide
Max. Number of Variable Modifications per Peptide |2 e 7 : Start
O Cuyg/ﬂmn Analysis
4
. . : : 113 "
Step4: Selecting the “Get Step5: Clicking “Start

Junction Peptide" option to run the program



In the second step above, the input file needs to satisfy the following format, with the contents of
each line separated by commas: name of the MS raw file, scan number of the MS2 spectrum, peptide
identified by de novo sequencing, monoisotopic mass of the precursor ion, and charge, respectively.

39 20,0.028:0.05.c5v

3 UPLC3 DBJ QC HELA 3o9frac Trypsin 1.raw",: WVWLALVPR, 483
UPLCE DBJ QC HELA 39frac Trypsin l.raw",! VVLAVLPR,4
UPLC8_DBJ_QC_HELA 39frac_Trypsin_l.raw",: VVLAVLPR, 4
UPLCE DBJ QC HELA 39%frac Trypsin 1.raw",! VVLGLLPR,4
UPLC8_DBJ_QC_HELA 39frac_Trypsin_1.raw",: VWLGLLPR, 4
UPLCE DB] QC HELA 39frac Trypsin 1.raw",! VVLLAVPR, 4

PLCE DBI QC HELA 39frac_Trypsin_l. '
UPLCE _DBJ_QC_HEL frac_Trypsin_1.
UPLCE DBI QC HEL frac_Trypsin_1.
UPLCB_DBI_0QC HEL frac_Trypsin_1.
UPLCE DBJ QC HEL frac_Trypsin 1.
UPLCB DBI_QC HEL frac_Trypsin_1.
UPLCE DBJ_QC_HEL frac_Trypsin_1.
UPLCE DBI QC HEL frac_Trypsin_1.
UPLCB_DBI_QC HEL frac_Trypsin_1.
UPLCB DBJ] QC HELA 39frac Trypsin 1.
UPLCE_DBI_QC_HELA 39frac_Trypsin_1.
UPLCB DB] QC HELA 39frac Trypsin 1.
UPLCB DBJ QC HELA 39frac Trypsin 1.

' UPLC8_DBJ_QC_HELA 39frac_Trypsin_1.
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1. When the program is finished running, two files are available: Result.txt and JunctionPeptide.fasta.

2. In the Result.txt, all of the possible junction peptides corresponding to the MS2 spectrum are shown after the
colon in each row.

3. JunctionPeptide.fasta provides all possible non-redundant junction peptides enumerated from the MS dataset.

Result JunctionPeptide

JunctionPeptide.fasta

Ln

>JunctionPeptide 1
VWWLALVPR
I >JunctionPeptide 2
L L PALMAFR
+»JunctionPeptide 3
i FLLLLSGPK
Y| »JunctionPeptide 4
8 LFLLLSGPK
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 DBJ_QC | i 3 _'.raw",lBH#H:'
UPLCE DBJ QC_HELA s raw,18843: ;
JPLC8_DBJ_QC_HELA _Tryps _' Lraw”, 18844 ;
UPLCE_DBJ_QC_HELA .raw”, 18847 ;
JPLCE_DBI_QC_HELA 2
UPLCE_DBJ_QC_HELA
JPLC8_DBJ_QC_HELA
UPLC8_DBJ_QC HELA
JPLCE DBJ_QC_HELA
UPLC8_DBJ_QC_HELA
JPLC8_DBJ_QC_HELA
_UPLC8_DBJ_QC_HELA_
UPLC8_DBJ_QC_HELA o sin_ ‘3
_UPLCS _DBJ_QC_HELA _Trypsin_1.raw",10128:LLPALZAFR;
UPLC8_DBJ_QC_HELA ' i3
_UPLC8 DBI_QC_HELA_
DE3_UPLCE_DBJ_QC HELA_
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>JunctionPeptide 5
18 FOMLLLFLEK
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»JunctionPeptide ¢
APTMLLFLEK

I >JunctionPeptide

* KKMLLPGR
>JunctionPeptide B
LLPALMAFR

7 »JunctionPeptide !

8 LLMALLPR
»JunctionPeptide 18

28 DHTWRSTGPAK
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