TMTc Tutorial

In order to work with TMTc quantification in Hyperplex, a few things have to be set up correctly.

As a first step one has to import the quantification method files (TMTcPro 16_8plex.method and
TMTc 6_5plex.method) provided with Hyperplex in the folder “HyperplexConfig”:
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The desired quantification methods have to be added to the study:

Workflows

Study Definition [Jil=n 451

Analysis Results

Grouping & Quantification

Dimethylation 3plex (C2H6, C2H2D4, 13C2D6)
Full 180 Labeling {02 | 1802)
Incomplete 180 Labeling (02 | 0180 + 1802)
iodo TMTGplex

iTRAQ 4plex

iTRAQ 8plex

Low Resolutioniodo TMT &plex

Low Resolution TMTe 6plex

SILAC 2plex (Argil, Lys6)

SILAC 2plex (Arg10, Lys8)

SILAC 2plex (Tles)

SILAC 3plex (4rgh, Lys4 | Arg10, Lys8)
SILAC 3plex (Argh, Lys6 | Argl0, Lys8)
TMT 10plex

TMT 11plex

TMT 2plex

TMTc 6_Splex

TMTcPro 16_8plex

TMTe 6plex

TMTe 6plex (ETD)

TMTpro 16plec

Samples .
{ AY
Study Summary [ Quantfication Methods Add~
Study Name: DIA-TMTc
Study Directory:  C:\Usersimarkus trenkwalder\Deskiopireg TMT WAL .
Study Type: General T
Last Changed:  11/8/2022 9:08:03 AM TMTcPro 16_8plex X
Creation Date: ~ 9/14/2022 8:26:21 AM TMToFra 18 Saier
TMTe Gplex %
Study Description R
TMTpro 16plex x
THT o i6piex
Study Factors Paste Copy Add~

The the correct quantification method has to be assigned to the input files:

@Q Add Files [ﬁ Add Fractions x Remove Files f{;}. Open Containing Folder £ Mew Analysis 1_:] Open Analysis Template
Study Definition | @LWHAZIEEN | Samples || Analysis Results
Emor| ID & |Name File Type Quan Method Sample Information
5 [ [=] M [=] - [=] - [=] M
F1 20170908_QexHF4_RSLC1_Muhar_Zul| .raw TMTc 6_Splex ~ | Sample Type: [Sample]
F2 20220523_E0_Neol_FAIMS_uPAC_Bor| .raw TMTcPro 16_8plex ~ Sample Type: [Sample]




Then the Hyperplex node has to be configured:

Hide Advanced Parameters

v 1. General
Reporter Mass Toler 20 ppm
CQuantification Methe TMTc
Main Method TMTe
Reporter Masses file C:\Program Files'. Thermo\Proteome
Indistinguishable Co
Fallback to TMT Re Falze
Apply impurty comec False
Write MZ table Falze
Debug Mode False

w 2 Algorithm Settings
Interpret thresholds : False
b-Fragment threshal: 10
y-Fragment thresholc 10
M52 Precursor thres 10
Separate precursor ¢ False

For TMTc quantification please select TMTc as the “Quantification Method” and as “Main Method”.
Depending on whether a 6-plex TMT or a 16-plex TMTpro kit was used the correct Reporte Masses
file needs to be selected for parameter “Reporte Masses File”.

Please note that for 6-plex TMTc only 5 channels can be used (126, 127, 128, 130 & 131) as the TMTc
reporter ion for channel 129 are identical with the ones produced by the label of channel 130. The
same is true for channels 126 & 127C of the TMT-pro kit. Furthermore N- and C- labels of the same
reporter mass cannot be distinguished in the TMTc cluster which currently allows to only use 8
channels of the 16-plex kit (127C, 128C, 129C, 130C, 131C, 132C, 133C and 134N).

TMTe &_3plex (not used, readonly)

Quan Channels

Residue Modification: TMThplex / +223.163 D

o

N-Terminal Modification; | TMT6plex /+225.163 Da

TMT Reporter lon Isotope Distributions

Mass Tag Reporter lon Mass -2 -1 Main +1 +2 Active
126 126127726 0 0 100 0 0 Used
127 127.124761 0 0 100 0 0 Used
128 128.134436 0 0 100 0 0 Used
129 129.131471 0 0 100 0 0 Mot Used
130 130.141145 0 0 100 0 0 Used
131 131.13818 0 0 100 0 0 Used
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TMTcPro 16_8plex (not used, readonly)

Quan Channels

Residue Modification: [ TMTpro /+304.207 Da

N-Terminal Modification: | TMTpro / +304.207 Da

TMT Reporter lon Isotope Distributions

Mass Tag Reporter lon Mass -2x13C -13C-15M  -13C -15N Main +18N  +13C  +18N+13C +23C Active
126 126127726 0 0 0 0 100 0 0 0 0 Not Used
127N 127 124761 0 0 0 0 100 0 0 0 0 Not Used
127C 127.131081 0 0 0 0 100 0 0 0 i Used
128N 128128116 0 0 0 0 100 0 0 0 0 Not Used
128C 128134436 0 0 i 0 100 i 0 i 0 Used
125N 125.131471 0 0 0 0 100 0 0 0 0 Not Used
125C 12913779 0 0 i 0 100 i 0 i 0 Used
130N 130.134825 0 0 0 0 100 0 0 0 0 Mot Used
130C 130.141145 0 0 i 0 100 i 0 i i Used
131N 131.13818 0 0 0 0 100 0 0 0 0 Mot Used
131C 131.144455 0 0 0 0 100 0 0 0 0 Used
132N 132141535 0 0 0 0 100 0 0 0 0 Not Used
132C 132 147855 0 0 0 0 100 0 0 0 0 Used
133N 133.14485 0 0 0 0 100 0 0 0 0 Mot Used
133C 13315121 0 0 0 0 100 0 0 0 i Used
134N 134 148245 0 0 0 0 100 0 0 0 i Used
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If you want to correct for isotope impurities, please fill in isotope impurity information supplied with
your batch of TMT reagent in the Quantification Method. This can be facilitated using the “Reporter
lons Quantifier” Node in the Consensus Workflow (Parameter “Apply Quan Value Corrections”).

w 2 Reporter Quantification
Reporter Abundance Based On Imtensity
Apply Quan Yalue Comections True



