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APPLICATION NOTE Proteome Discoverer 2.3 software

Using TMTpro 16plex reagents with
Proteome Discoverer 2.3 software

Creating modifications

for Thermo Scientific™

TMTpro™ reagents

1. Starting at the home screen of
Thermo Scientific™ Proteome
Discoverer™ 2.3 software, select
“Maintain Chemical Modifications”
under the “Administration” tab.
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2. Import the file “Modifications” using the “Import” tab.

@ fpply  # Edended Properties 3 Remowe |"Q Irnport | B Export

Is Active \T| Modification 2 | Abbreviation | [i=lba Ma:f | Delta Average Mass | Substitution | Leaving Group | Position | Unimod Accession Mo,

-Bl=l Tl Zlez|u] P I a7 7= Zeal e -

- % Add a Modification...
A T T 274,152478 F24,2994  H{Z0) CO12) MEZY OF2) Pratein_N_Terminus 739 I
[]--_ Ird TMT TMT 224.152475 224,2994 H{20) C(12) N(2) O(2) Any_N_Terminus 739
B M T MT 224.152478 2242994 H(20) C(12) NiZ) O(2) Ay 73
[]--_ Ird TMTZplex TMTZplex 225,155833 225.2921 H(20) C(11) 13C N(Z) OFZ) Any T
N R v TMTZplex 225,155833 225,2921 H(20) C(11) 13C N(2) 02) Pratein_N_Terminus 738
[]--_ I’ TMT2plex TMT2plex 225.155833 225,2921 H{20) C(11) 13C N(2) O2) Any_N_Terminus 735
[]--_ I’ TMTeplex TMTeplex 229.162932 229,2634 H{20) C(3) 13C(4) M 15M O(2) Any 737
[]--_ I’ TMTeplex TMTeplex 229.162932 229,2634 H{20) C(3) 13C(4) M 15M O(2) Protein_M_Terminus 737
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3. Select “Local File” in the “Import From” field and browse for the modification
file. Select the file and click “Import”.

Import Modifications - - M
Import From:
Local File » CMUsershwsifd.sha msgroup'\Desktop'App Note Pro 2. [:]
[ Overwrite Existing [ Import ] [ Close ]

4. If an error occurs, check for an existing modification with the name
“TMTpro”, and rename or remove if present. Click “Apply” before importing
the modification file. It may be necessary to close and reopen Proteome
Discoverer software to implement the changes.

5. The modifications should appear in the window as shown below:

@ 2pply # Extended Properties 3 Rernowe | & Import b Export

Is Active T| Modification | Abbreviation | Delta Mass | Delta Average Mass | Substitution | Leaving Group | Position | Urimod Accession Mo,
CE=| 7 BT B =| =| | | | =|
- % Add a Modification...

— I
Bl I TMTpra 0 TMTpro 0 295, 15959 2953773 H(Z5) C(15) M(3... any_M_Te... -1
[+ v TMTpra 0 TMTpra 0 295,1896 295,159 Hi{25) C{15) Mi3... Pratein_M... u]
=8 I TMTpra TMTpro 304,2071... 3043127 H(ZS) C(8) 1300, Any -1

Aming Acid Mame | One Letter Code | Classification |
Lysine K Isotopic label
1
- # Add an Amino Acid Site...
| Leaving Group | Position Unimad Accession Ma,

amina Acid Narme | Ore Letter Code | Classification |

M-Terminus Isotopic label

- # Add an Amino Acid Site...

Is Active  + Miodification | abbreviation | Delta Mass | Delks Average Mass | Substitution
=Y TMTpro 2| mpra 2| a7 2| 3043127 2| Hizs) o) 1. 2|

zl Any_M_Te...

-1

6. Click “Apply” after implementing any changes to the modifications table. It
may be necessary to close and reopen Proteome Discoverer software to
implement the changes.

Creating a TMTpro 16 plex quantification method
7. Under the “Administration” tab, select “Maintain Quantification Methods”.
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8.

9.

Import the file “TMTpro 16plex lotUH290428.method” using

the “Import” tab.

g Add 3 Remove 2 Edit ||€] Import | ] Export
Skatus Merhnd Mame Description Is Active
i V| v
v Full 180 Labeling (02 | 1802) 180 labeling method for Fully labeled samples v
v Incomplete 180 Labeling (02 | 0180 + 1802) 180 labeling method for incompletely labeled samples v
v indo TMT &plex Method for cysteine-reactive 6-plex Tandem Mass Tag® of Proteome Sciences ple v
v iTRAQ 4plex Method For iTRAQ™ 4-plex mass tags by Applied Biosystems v
v iTRAC Splex Method For iTRAG™ &-plex mass tags by Applied Biosystems v
v Low Resolution iodo TMT éplex Method for low resolution cysteine-reactive 6-plex Tandem Mass Tag® of Proteome Sciences plc v
v Low Resolution TMTe 6plex Method For low resolution 6-plex Tandem Mass Tag® of Proteome Sciences plc v
v SILAC Zplex (Argl0, Lysa) SILAC Zplex {Argl0, Lysa) Method Iv
v SILAC Zplex (Arglo, Lysa) SILAC Zplex {Argl0, Lysa) Method v
v SILAC Zplex (Tled) SILAC Zplex (Tled) Method v
v SILAC 3plex (Args, Lys4 | Arglo, Lysa) SILAC 3plex (Args, Lys4 | Arglo, Lyss) Method v
v SILAC 3plex (Args, Lyse | Arglo, Lysa) SILAC 3plex (Args, Lyse | Arglo, Lyss) Method v
The following window should appear:
Quantification Method Editor: TMTpro 16plex atUH290428 (=5
[uan Channels
Residue Modfication: | TMTpra / +304.207 Da -k [+
M-Terminal Modification: ’ TMTpro / +304.207 Da i ]
Reporter lon |sotopic Distribution Correction Factors
Mass Tag Reporter lon Mass -2 Affects -1 Affects Main +1 +2 Active
126 1261277 0 A 0 A 100 0 Used
127N 12712476 0 [ 0 [ 100 0 |zed
127C 12713108 0 A 07 126 100 0 Used
128N 12812581 0 M7A 0.75 127N 100 0 Used
128C 12813443 0 MR 1.34 127C 100 0 Used
123N 123.13147 0 A 1.29 128N 100 5.48 0 Used
125C 12913779 0 [ 2.34 128C 100 487 0 |zed
130N 13013482 0 236 125N 100 457 0 Used
130C 13014114 0 267 T25C 100 385 0 Used
131N 13113818 0 27N 130N 100 373 0 Used
131c 1311445 0 3169 130C 100 277 0 Used
132N 132.14153 0 251 131N 100 2.76 0 |zed
132C 13214785 0 41 131C 100 163 0 Used
133N 13314483 0 309 132N 100 1.58 0 Used
133C 13315121 0 483 132C 100 0.28 0 Used
134N 13414824 0 482 133N 100 0.86 0 Used
Reporter quan methad, enly correction factors can be edited

Ok ” Cancel ”

Help

Note: Each TMTpro quantification method contains prefilled correction
factors that are specific for each lot of tags. An example is shown for

lot UH290428.




thermo scientific

10. Click “OK” and designate a file name if desired. Save as a new method.

@ Save as New Method:  TMTpro 16plex lotUH230428

11. A correction factors file should now be visible in the list of
quantification methods.

12. Proceed with data analysis of TMTpro RAW files.
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