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1. Select TKO standard and upload RAW file

http://tko.hms.harvard.edu/

2.
TKO Viewing Tool

Saleci Opliors and Upload & Fika o Begin

1. Select Plex and Enzyme

Plzx Enzyme
=4, Select the enzyme

TMT Pro D-plex
TMT Pro 16-phax

® THT P 1e-pcn 2. Select the TMT reagent

2. Upload File
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2. Email notification

Please wait until the data is processed. This will take a few minutes.

Enter your e-mail to get a notification when the results are ready,
or reload this page after a few minutes.

E-Mail Address: XXX@XHX.COM 1. Enter email address

2. Click to start search

€ Notification Enabled

. - -
Please wait until the data is processed. This will take a few minutes. Recelve emall
You will get an e-mail 1o notify you when the data is ready. notification ("‘1 5 mln)

Your RAW file submitted on 2021-09-30 12:46 has been processed and the results
are ready to view:

https://wren.hms.harvard.edu/tko viewer/?id=6155e9d66e486 3. Click on link

RAW file processed: ea07033.raw
Search 1D: 2252(for future comparison)

MOTE: TVT uses reactive widgets to dynamically display data. As such it is
incompatible with the Microsoft Edge Browser (Internet Explorer). Please use
another browser such as Google Chrome or Mozilla Firefox to ensure functionality.

Date File 1D SearchlD
2021-05-30 eal7033.raw 6155e9d66e136 2252




3. Viewer homepage
Drop-list

options

Home TKO Proteins ~ Unchanging Proteins ~ I Instrument Performance ~ JattTngs /Help ~ Admin

1 Performance Stats

Performance Comparison

TAMIY Y, Cawroo-o.ravy

Unfiltered Statistics:

Total Proteins: 1439
Total Peptides: 5625 Overa”

Data loaded successfully! Numbers

Welcome! Please select an option to view below:

& TKO Proteins & Unchanging Prot.

alll Instrument Stats o Settings / Help

TVT DGYGIL%@ thermoscientific

THS =

Protein Quant ID: 2131 | Search ID: 2252 | RAW: ea07033.raw

Click for options

Select an option for
Instrument Performance:

= Instrument Statistics

@, performance Comparison



4. Settings/advanced configuration
1

Settings / Help ~ Admin

Home TKO Proteins Unchanging Proteins - Instrument Performance ~

2 A
Help

RAW: ea07033.raw

Unfiltered Statistics:
Total Proteins: 1439
Total Peptides: 5625

2.3

Data loaded successfully!

Select TMT summed signal-to-noise threshold

Filter Settings:
Sum Signal Cut Off:

Ipolation Spec. Cut Off:
03] : Click To Confirm
200

Select isolation specificity (isolation purity threshold)

Protein Choices: Define your own lists TKO protein
TKO Proteins: Unchanging Proteins:
KO Protein 1: Unchanging Protein 1:

METé hd GLN4 b
KO Protein 2: Unchanging Protein 2:

PFK2 hd FRS2 hd
KO Protein 3: Unchanging Protein 3:

URAZ2 - SCP160 b

Click To Update Proteins




5. Assess interference with TKO proteins

Home  TKOProteins - Unchanging Proteins ~  Instrument Performance ~  Settings/Help~  Admin

e KO Peptide Table Select from TKO proteins menu

KO Graphs
e RAW: ea07033.raw
Interactive Graph (IFI)

Unfiltered Statistics:
Total Proteins: 1439
Total Peptides: 5625

2.5

Data loaded successfully!

Only Show TKO Proteins? KO peptlde table

Show As Percentages?

Gene Symbol:  Num. of Peptides: IFI +/- 5td.Dew. i X avg(TMT S: NfOT KO)
METé 7 0.842+/-0.066 = 1—

avg(TMT S: N for nonKO)
PFK2 11 0923440079
URAZ 34 0765+/0.226

Interference-Free Index (IFI):
1 denotes no interference

METE using 7 peptides THO Peptides (n = 52)
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6. Check CVs of known unchanging proteins

Home  TKOProteins+  Unchanging Proteins ~ Instrument Performance ~ Settings/Help~  Admin

) t:'*i:'lﬁﬁgfl‘lgEES-ti:eTeblf Select unchanging menu
nchanging Graphs
RAW: ea07033.raw

Unfiltered Statistics:
m Total Proteins: 1439
2.5 Total Peptides: 5625

Data loaded successfully!

Only Show Unchanging Proteins? UnChanging Pept|de Table

Show As Percentages?

Gene Symbol: MNum. of Peptides: = %CV +/- Std.Dewv. CV _ SD
GLN4 9 14.152%+/- 3.886  Mean
FRS2 7 15523%+/- 3774

SCP160 16 15.279% +/- 4.062

2
Total Unchanging 32 . 15.015%+/-3.866 Calculates coefficient of
variation (CV)

GLH4 usng 9 peptices Unchanging protein plots
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7. Instrument performance statistics

Admin

Home TKO Proteins ~ Unchanging Proteins ~ Instrument Performance ~ Settings / Help ~

1. Check tables and plots

Performance Comparison

TAMIY Y wawroo-onrave

Unfiltered Statistics:
Total Proteins: 1439
Total Peptides: 5625

2.5
Data loaded successfully!
Mean Median Minimum  Maximum  Std Dev Unique Peptides 4578
Comet XCorr 2.81 9.564 4.18 21.00 249 Validated Reverse Hits 12
PPM -0.52 -0.55 -31.02 20.09 1.54 Total Peptides 5364
Missed Cleavages 0.03 0.00 0.00 2.00 017 Total Protein 1144
Charge 247 2.00 2.00 5.00 0.56 Sensitivity 63.25%
Peptide Length 2.59 $.00 6.00 30.00 3.0 Success Rate 28.2%
Peak Width Summed signal-to-noise
Mazn 56 . Mean 124244
- Median 051 o Median 730.3
- Min. 30 i Min 1504.20
g Max. 655 g oo Max. 18534.60
© 00- Std.Dev 0.10 o Std.Dev 0.00
Count  5367.00 300~ Count 5367.00
o ) ' ¢ o \ o T
) 0 5000 10000 15000
min
Summed signal-to-noise
Isolation Specificity Precursor Max Intensity
- Mean Q.50 Mean 2158435776
oo Medizn 098 4o Median 440462350
1500 Min Q.16 3000 Min. 2100427239
é ’ Plax. 100 E Max. 2931623680.00
O 1000- Std Dev 018 O 2000 stdDev 9327274
s00 Count 5367.00 1000 Count 5367.00
—‘ W
0.50 ..I 5 1.ICICI C'e—IC'CI lelCIS 2_;'39 =—IC?
Isolation Specificity Precursor Max Intensity




8. Performance comparison across standards

Home TKO Proteins - Unchanging Proteins = Instrument Performance - Settings / Help ~ Admin

~mm  Performance stats ————

1 . Performance Comparison

MAYY.,. Cau s Jg-oJ.ravy

Unfiltered Statistics:
Total Proteins: 1439

2.5 Total Peptides: 5625

Data loaded successfully!

Performance Comparison:

To compare this run (Current) against others, put up to 9 other search ids into the box below,
comma separated.
These search ids (SIDs) can be found at the bottom of the page of each instance of TVT.

Search ID(s) to compare:

2. Enter other SIDs to compare
(Find SID in email - Section 2)

2236

Unfiltered Statistics:

2252(Current) 2236 Peak Wldth:
Total Proteins 1439 1253 current._sid2252
Total Peptides 5625 4324 25 sidzee

2252(Current) 2236
. 2 Mean 0.56 132
IFI Comparison: Vo 0ot | 115
Gene Symbol:  2252(Current) 2236 2 35 5D 0.30 0.54
MET6 0.842+/-0066 0108 +/-0.427 > HMax 655 11
PFK2 0.923+/-0079  -9.287 +/-15.446 1 Xein 010 oo
URAZ 0.765+/-0226 0775+-0.144 o W0 |
Total TKO 0.809+/0.198 -0.712+/5776 -
0 current_sid2252 sid2236

Number of TKO Peptides:

Gene Symbol:  2252(Current) 2236

METS 7 6
PFK2 11 3
URAZ 34 14

Total TKO 52 23
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