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2 277 cont_P02538 Keratn, type I cytoskeletal 6A OS=Homo sapiens GN=KRT 6/
o az8 cont_pesces Keratin, type
< 573 5921173 Barrier-to-automtegraton factor
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Please also visit our online compilation of FAQs

http://cores.imp.ac.at/protein-chemistry/faqs/




The xIsm file is structured in 6 tabs:

» Main: containing the list of all identified proteins

» Coverage Details showing the detailed sequence coverage of each identified protein

» PSM Details containing the list of all identified peptide spectrum matches (PSMs)
» GO Terms Gene Onthology analysis
» Quality Control containing quality control graphs

» Analysis Summary containing parameters used for database search

Main Coverage details PSM details GO Terms Quality control Analysis summary



> tabl Main:

each accession is hyperlinked to an online database
e.g. NCBI entry

containing the list of all identified proteins
and their according accession number, description, molecular weight and precursor area

molecular weight

protein description from used database |

area is calculated by iIBAQ method; The sum of all peptide intensities
is divided by the number of observable peptides of a protein;
it is a semi-gquantitative value reflecting the protein abundance

maximum
highest value

midpoint
percentile 50

Minimum
lowest value

Some proteins may appear with a red area and
a value of 'zero'. This is due to the fact, that the
protein in this sample consists only of shared
peptides, but no "unigue peptides.

Some proteins may appear in italic. They are usually
rather weak and they are not identified, but their mass
traces have been found by a method called "match
between runs". This approach takes the mass traces
of identified peptides and compares them to other
samples, where the corresponding protein has not
been identified.
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1 |Main
2
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3 control_I_mingus| control_M_minus mple_I Ius&am le_M_plus
S oe Accession Description MW [kDa]- = 5"" 1 = _“\{ T‘Q pe_Lp =
4 area | Area 1 ©aea Area |
contaminants 5 | 250 cont_P00761 Trypsin 0S=Sus scrofa PE=1 SV=1 24.4 1.34E+10 2.05E+10 3.75E+10 4.23E+10
arzrgarke‘:. by C"t‘m 5 | 774 cont_P15636 Protease 1 OS=Achromobacter lyticus PE=1 Sv=1 68.1 3.24E+10 1.75E+10 1.99E+10 6.94E+00
an refix con
vP - 7 414 _ENSEMBL:ENSBTAPO000002¢(Bos taurus) 47 kDa protein 46.5 6.02E+07 3.78E+07 1.34E+10 1.10E+10
260840769 Keratin, type I cytoskeletal 10 58.8 2.88E+10 2.47E+10 1.18E+10 1.05E+10
238054406 Keratin, type II cytoskeletal 1 66.0 2.05E+10 1.36E+09 6.23E+09 4.56E+09
cont_P02533 Keratin, type I cytoskeletal 14 OS=Homo sapiens GN=KRT14 SilE 7.68E+09 3.26E+08 5.64E+09 4.43E+09
11 | 908 cont_P08779 Keratin, type I cytoskeletal 16 OS=Homo sapiens GN=KRT16 51.2 7.68E+09 3.26E+H08 5.64E+09 4.43E+09
12| 50 cont_Q7Z794 Keratin, type II cytoskeletal 1b OS=Homo sapiens GN=KRT77 61.9 B8.01E+09 4.66E+08 4.76E+09 4.12E+09
3| 276 cont_P04259 Keratin, type II cytoskeletal 6B OS=Homo sapiens GN=KRT6B 60.0 1.08E+10 4.52E+H18 3.92E+09 3.27E+09
14 | 121 cont_P35908 Keratin, type II cytoskeletal 2 epidermal OS=Homo sapiens G 65.4 6.15E+09 2.42E+08 3.54E+09 3.62E+09
15 | 785 r 547751 Keratin, type I cytoskeletal 17 48.1 6.48E+09 2.45E+08 3.54E+09 3.12E+09
16 | 203 e 311033484 Keratin, type I cytoskeletal 19 441 6.22E+09 2.35E+08 3.49E+09 3.07E+09
17 | 907 cont_P35527 Keratin, type I cytoskeletal 9 0S=Homo sapiens GN=KRT9 PE 62.0 1.58E+10 1.09E+09 3.37E+09 3.86E+09
12| 864 cont_P42212 Graen fluorascent protein OS=Aequorea victoria GN=GFP PE:  26.9 | INERO0ER00 3.11E+09 3.01E+09
19 | 128 cont_Q9ROHS Keratin, type II cytoskeletal 71 05=Mus musculus GN=Krt71 | 57.3 2.83E+09 1.75 3.09E+09 3.07E+09
20 | 816 cont_Q7Z3Y8 Keratin, type I cytoskeletal 27 OS=Homo sapiens GN=KRT27 49.8 3.15E+09 1.59E+08 2. 1.61E+09
216337 125799 1g kappa chain V-III region NG9 10.7 2.48E+09 -23E+09
22 | 277 cont_P02538 Keratin, type II cytoskeletal 68A OS=Homo sapiens GN=KRT6&# 60.0 5.04E+09 1.86E+08 2.31E+09 2.38E+09
23 | 428 cont_P48668 Keratin, type II cytoskeletal 6C OS=Homo sapiens GN=KRT&( 60.0 5.54E+09 1.86E+08 2.31E+09 2.38E+09
24 | 573 M 5921173 Barrier-to-autointegration factor 10.1 1.53E+06 2.25E+09 1.76E+09
25 862" 90110027 Keratin, type II cytoskeletal 8 53.7 5.41E+09 1.7 1.97E+09
26 047" 143811411 Keratin, type II cytoskeletal 5 62.3 541E+09 1.72E+08 +09
27 | 768 " 269849755 Keratin, type I cytoskeletal 13 49.6 1.96E+09 1.07E+08 1.63E+09 1.31E+09
25| 512 125862 Prelamin-A/C 74.1 2.02E+H06 2.11E+07 1.42E+09 3.33E+08
29 | 388 125083 Keratin, type I cytoskeletal 18 48.0 1.31E+09 09.30E+07 1.37E+09 1.11E+09
30| 178 1350762 60S ribosomal protein L6 32.7 B8.92E+07 6.96E+07 1.09E+09 3.76E+08
31| 699 I 47117765 605 ribosomal protein L26 17.2 1.65E+08 8.37E+07 1.06E+09 3.57E+08
32 | 287 cont_Q01546 Keratin, type II cytoskeletal 2 oral 0S=Homo sapiens GN=KR 65.8 2.14E+09 1.21E+08 1.06E+09 1.21E+09
33 562" 54039239 605 ribosomal protein L7a 30.0 1.65E+08 1.13E+08 1.02E+09 4.15E+08
34 | 6417 81175191 60S ribosomal protein LS 34.3 1.55E+08 1.37E+08 9.69E+08 2.96E+08
35 | 265 M 22002063 605 ribosomal protein L4 47.7 1.50E+08 9.00E+07 0.42E+08 2.29E+08
36 | 346" 52783206 Plasminogen activator inhibitor 1 RNA-binding protein 44.9 2.49E+08 1.48E+08 9.28E+08 1.81E+08
37 | 899 M 23396835 605 ribosomal protein L26-like 1 17.2 5.26E+07 3.28E+07 0.22E+08 3.47E+08
38 | 813 " 82654947 Keratin, type II cytoskeletal 4 57.3 1.57E+09 9.42E+07 B8.97E+08 1.06E+09
39| 793 i 51338637 605 ribosomal protein L233 17.7 1.31E+08 1.28E+08 B8.8BE+08 2.59E+08
40| 518" 1174630 Lamina-associated polypeptide 2, isoforms beta/gamma 50.6 6.97E+06 8.81E+05 B8.75E+08 1.42E+08
41| 765" 1174689 Lamina-associated polypeptide 2, isoform alpha 75.4 6.97E+06 8.81E+05 B8.75E+08 1.42E+08
42 (125 I 730640 405 ribosomal protein 519 16.1 2.95E+08 1.02E+08 B8.75E+08 2.53E+08
43 | 961 M 1350706 605 ribosomal protein L29 17.7 2.33E+08 1.28E+08 B.42E+08 3.01E+08
44 | 236 I 51702823 605 ribosomal protein L8 28.0 5.69E+07 4.52E+07 B8.37E+08 2.88E+08




» tabl Main: containing the list of all identified proteins
and their according accession number, gene name, description, molecular weight,
sequence coverage, number of peptides, number of PSMs and precursor area

| by clicking on "+" symbal hidden information can be made visible by expanding the columns

each protein sequence coverage is hyperlinked to the each # PSM is hyperlinked to the according
according Detailed Coverage region in tab2 Detailed PSM region in tab3
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3 2 009_QexHF2_RSLC8_Samwer_Gerlich-IMBA_onbead_try_dig_control_I_minus| con M_minus|_sample_I_plus| sample_M_plus

# Accession Description MwkDa] hh‘:; =2 — = T M = — 2 g_. — 1 /t_uﬂ: — 1‘ et l et ~
4 Area T\“Nm'm. Area W Coverage MPept\des ‘l Unique Peptides ‘l # PSMSA/ Area 1 Area W Area
5 | 250 cont_P00761 Trypsin 05=Sus scrofa PE=1 SV=1 24.4 1.34E+10 5.80E+07 29.44% 14 14 145 2.05E+10 3.75E+10 4.23E+10
6 | 774 cont_P15636 Protease 1 OS=Achromobacter lyticus PE=1 SV=1 68.1 3.24E+10 4.96E+H)7 17.92% 30 30 398 1.75E+10 1.99E+10 6.94E+09
7 | 414 _ENSEMBL:ENSBTAP0000002: (Bos taurus) 47 kDa protein 46.5 6.02E+07 1.44E+05 18.38% 9 - 16 3.78E+07 1.34E+10 1.10E+10
g 249 I 269849769 Keratin, type I cytoskeletal 10 58.8 2.88E+10 4.93E+07 62.84% 69 51 352 2.47E+10 1.18E+10 1.05E+10
9 264" 238054406 Keratin, type II cytoskeletal 1 66.0 2.05E+10 3.18E+07 67.86% 99 84 1143 1.36E+09 6.23E+09 4.56E+H09
10| 153 cont_P02533 Keratin, type I cytoskeletal 14 OS=Homo sapiens GN=KRT14 51.5 7.68E+09 1.63E+07 68.86% 51 14 262 3.26E+08 5.64E+09 4.43E+H09
11|908 cont_P08779 Keratin, type I cytoskeletal 16 OS=Homo sapiens GN=KRT16 51.2 7.68E+09 1.62E+07 63.85% 47 21 226 3.26E+08 5.64E+09 4.43E+H09
12| 50 cont_Q7Z794 Keratin, type I cytoskeletal 1b OS=Homo sapiens GN=KRT77 61.9 8.01E+09 1.39e+07 14.36% 16 7 128 4.66E+08 4.76E+09 4.12EH09
13| 276 cont_P04259 Keratin, type II cytoskeletal 6B 0S=Homo sapiens GN=KRT6B 60.0 1.0BE+10 1.91E+07 54.08% 50 2 283 4.52E+08 3.02E+09 3.27E+H09
14| 121 cont_P35908 Keratin, type I cytoskeletal 2 epidermal OS=Homao sapiens G 65.4 6.15E+09 9.63E+06 74.65% 63 38 352 2.42E+08 3.54E+09 3.62E+H09
15| 785 I 547751 Keratin, type I cytoskeletal 17 48.1 6.48E+09 1.50E+07 40.51% 28 8 107 2.45E+08 3.54E+H09 3.12E+H09
16 203" 311033484 Keratin, type I cytoskeletal 19 44.1 6.22E+09 1.55E+07 14.00% 7 a 27 2.35E+08 3.49E+09 3.07E+09
17 | 907 cont_P35527 Keratin, type I cytoskeletal 9 0S=Homo sapiens GN=KRT9 PE 62.0 1.58E+10 2.54E+07 80.42% 86 85 934 1.09E+09 3.37E+H09 3.86E+HD9
13 | 864 cont_P42212 Green fluorescent protein OS=Aequorea victoria GN=GF? PE:  26.9 | N0ER00 0.00E+00 16.39% 3 ] 5 3.11E+09 3.91E+09
109|128 cont_QJ9ROH5 Keratin, type II cytoskeletal 71 0S=Mus musculus GN=Krt71 | 57.3 2.83E+09 5.40E+06 4.01% 8 a 109 1.75E+08 3.09e+09 3.07E+09
20| 816 cont_Q7Z3Y8 Keratin, type I cytoskeletal 27 OS=Homo sapiens GN=KRT27 49.8 3.15E+09 6.87E+06 3.02% 8 1] 102 1.50E+08 2.67E+09 1.61E+09
21| 633" 125799 Ig kappa chain V-III region NG9 10.7 0 1] 0 2.48E+09 2.53E+H09
22| 277 cont_P02538 Keratin, type II cytoskeletal 64 OS=Homo sapiens GN=KRT6# 60.0 5.54E+09 9.83E+06 56.03% 53 2 248 1.86E+08 2.31E+09 2.38E+H09
23 | 428 cont_P48668 Keratin, type I cytoskeletal 6C 0S=Homo sapiens GN=KRT6&( 60.0 5.54E+09 9.83E+06 24.26% 52 1 243 1.86E+08 2.31E+09 2.3BE+HD9
24| 573" 5921173 Barrier-to-autointegration factor 10.1 1.53E+06 1.72E+04 0 1] 0 2.25E+09 1.76E+09
25 | 862" 90110027 Keratin, type II cytoskeletal 8 53.7 5.41E+09 1.12E+07 13.66% 13 1 124 1.72E+08 1.97E+09 1.97E+09
26 947" 143811411 Keratin, type II cytoskeletal 5 62.3 5.41E+09 9.17E+06 55.93% 56 33 282 1.72E+08 1.97E+09 1.97E+09
27 | 768 " 269849755 Keratin, type I cytoskeletal 13 49.6 1.96E+09 4.28E+H)6 8.17% 12 1] 38 1.07E+08 1.63E+09 1.31E+09
285127 125962 Prelamin-A/C 74.1 2.02E+06 3.04E+03 4.67% 2 2 2 2.11E+07 1.42E+09 3.33E+H08
29 388" 125083 Keratin, type I cytoskeletal 18 48.0 1.31E+09 3.05E+06 1.63% 1 1] 4 09.30E+07 1.37E+09 1.11E+09
30| 178" 1350762 605 ribosomal protein L6 32.7 8.92E+07 3.10E+05 21.18% 6 [ 10 6.96E+07 1.09E+09 3.76E+H08
31 699" 47117765 60S ribosomal protein L26 17.2 1.65E+08 1.14E+06 27.59% 5 1 12 B.37E+07 1.06E+09 3.57E+H08
32 | 287 cont_Q01546 Keratin, type II cytoskeletal 2 oral OS=Homo sapiens GN=KR' 65.8 2.14E+09 3.36E+H06 11.91% 17 a 64 1.21E+08 1.06E+09 1.21E+09
33 s62” 54039239 60S ribosomal protein L7a 30.0 1.65E+08 6.19E+05 18.80% 6 ] 10 1.13E+08 1.02E+09 4.15E+08
34 641" 81175191 605 ribosomal protein L5 34.3 1.55E+08 5.23E+05 23.57% 2 a 19 1.37E+08 0.69E+08 2.96E+08
35| 265" 22002063 605 ribosomal protein L4 47.7 1.50E+08 3.50E+05 12.88% 5 5 11 9.00E+07 9.42E+08 2.29E+H08
36| 346" 52783206 Flasminogen activator inhibitor 1 RNA-binding protein 44.9 2.49E+08 6.10E+05 49.75% 22 22 46 1.48E+08 0.28E+08 1.81E+08
37 890" 23396835 605 ribosomal protein L26-like 1 17.2 5.26E+07 3.63E+05 27.59% 5 1 10 3.28E+07 9.22E+08 3.47E+H08
38| 813 " 82654947 Keratin, type II cytoskeletal 4 57.3 1.57E+09 2.94E+06 11.42% 9 2 36 9.42E+07 8.97E+08 1.06E+09
39 7037 51338637 605 ribosomal protein L23a 177 1.31E+08 8.40E+15 35.26% 6 [ 17 1.28E+08 B8.88E+08 2.59E+H08
10| 5187 1174690 Lamina-associated polypeptide 2, isoforms beta/gamma 50.6 6.97E+06 1.53E+04 12.56% 4 0 4 8.81E+05 8.75E+08 1.42E+08
21| 785" 1174689 Lamina-associated polypeptide 2, isoform alpha 75.4 6.97E+06 1.00E+04 9.94% 5 1 5 8.81E+05 8.75E+08 1.42E+08
12| 1257 730640 405 ribosomal protein 519 16.1 2.95E+08 2.03E+06 22.76% 3 3 3 1.02E+08 B8.75E+08 2.53E+H08
43 961" 1350706 60S ribosomal protein L29 17.7 2.33E+08 1.47E+06 9.43% 3 3 9 1.28E+08 8.42E+08 3.01E+08
a4 2367 51702823 605 ribosomal protein L8 28.0 5.60E+07 2.21E+05 13.23% 3 3 7 4.52E+07 8.37E+08 2.88E+HDB

this column shows the total number of peptides this column shows the total number of distinct peptides

including peptides shared with homologue proteins uniguely assigned to the according protein




> tab2 Coverage details: showing the detailed sequence coverage of each protein
covered regions are highlighted in green
modified amino acids are highlighted in red

sequence coverage of each sample

A B C o | E F G H
C_m!e(age details
bandL band2
£ Accession Description MWkDa] - o
- D'"‘“i“ ge Sequence fcovurage Sequence |
s I~ }> |~ L Ad 4 i~
3 QlliME431IspIPATIDIECT HUMAN  golectin7 [Homo sapiens] 15.1!:&29% e i 8o ity
=
DROTOVY T RELL
37 QBNINA.ZIKZCTS HUMAN keratin, type I 78 isoform 1 [Homo sapiens] s6.8 (38.27% 7o -92% avor sigs
BCRTILFKIVESSLETSITY SCATILFKIVESSLETSITY
N S e
1 1IPROX1 HUMAN [Hamo sspiens] 21 I‘lm i kb 9.60% £ it o
=
BAS K
x
I rgeTETAATTGRL TraHT iy
DETYR
ans e QUL CEDGLAGES
19 gil2s 2IRPBL HUMAN  Rechame: RNA Hsubunt RPE  217.0 [84.97% o o o .07 et
S reery —
TMEQY: Las
EQL TERDIVEITTVLG: ILAL
2
Lyl Liopnene e
racrts
3 iy
40 gil 21BAZIB HUMAN  ty protein kinase BAZ1B [Homo sapiens] 170.8 [80.82% 12.59%
.
o ey
oaxa AR
szt b
| >
41 gil118276|spIPO710R.2IACHE HUMAN  acyl-CoA-binding protein isoform 3 [Homa sapiens] m.uﬁ:me mmmmmmmmmmmm No coverage.
42 gil4750598515p| PE15B2.1INP7 HUMAN  Rechame: Full=Endogenous retrovirus group K member 7 N, 5.8/ Ho coverage. No coverage.
= ——pPern e et py 20
43 gil115442(5pIP05109.11S1048 HUMAN  protein S100-A8 [Homa sapiens] 10.8111.83% B3.56%
s




> tab3 PSM Details containing the list of all identified PSMs (peptide spectrum matches)

and their related values

sequence of identifed peptide
red highlighted amino acid indicates modification

precursor area

site probability of modified residue

protein accession
from used database

protein description
from used database

«" marks the identification

probabilistic search engine
identification score

chemical or post-translational
madification

(localization probability)

- t 1L / | /
S S |9
# |Accessions Protein descriptions o 2 & |Sequence Amanda Score Peakjuggler Area Modifications ptmRS: Best Site Probabilities
z & [Sihd Ro1hd S
1 116241284 Chromobox protein homolog 3 X 438.4 2E+06
2 16241284 Chromobox protein homolog 3 X 266.6 FE+15
3 16241284 Chromobox protein homolog 3 299.8 SE+05
4 116241284 Chromobox protein homolog 3 423.4 1EH16
5 16241284 Chromobox protein homolog 3 X 211.9 JEHIS
6 116241284 Chromobox protein homolog 3 X 493.2 2EHI6
7 16241284 Chromobox protein homolog 3 X VEEAEPEEFVVEE 327.2 1E+HI6
s 8on47131 La-related protein 4 X TNARRMIMGRPFQE 292.4 JEHIS M6(Oxidation); M8(Oxidation) M6({Oxidation): 100; M8(Oxidation): 100
9 son47131 La-related protein 4 X SSGESEHSTEGSVSLEDERLNR 349.4 1E+06
10 189047131 La-related protein 4 X ETSTLQVEQNGDYGR 375.9 1E+HI6
11 189047131 La-related protein 4 X DLIEDSSVQE 180.1 1E+HI6
12 189047131 La-related protein 4 X ISRPHPSTRESK 161.0 7E+06
13 189047131 La-related protein 4 X ISRPHPSTRESK 239.0 3E+06
14 189047131 La-related protein 4 X NEDNGAPENSVEKPHEKPEAR 4349 2E+06
15 189047131 La-related protein 4 X SSEMVQVDEK 190.5 6E+06 M4(Oxidation) M4{Oxidation): 100
16 189047131 La-related protein 4 X SSEMVQVDEE 184.8 6E+06 M4{Oxidation) M4{Oxidation): 100
17 189047131 La-related protein 4 X HNETVIGHREQTYLQK 402.8 1E+HI6
18 189047131 La-related protein 4 X SECCEEHSTECSVELEDELLNR 325.6 9E+06
19 189047131 La-related protein 4 X SSGESEHSTEGSVSLEDERLNR 403.3 2E+HI6
20 189047131 La-related protein 4 X ETSTLQVEQNGDYER 348.0 3E+06
21 189047131 La-related protein 4 X ETSTLQVEQWGDYGR 384.2 4E+06 N10(Deamidated) N10(Deamidated): 99.59
22 189047131 La-related protein 4 X HPEELVLENR 254.3 1E+07 M1(Oxidation) M1(Oxidation): 100
23 189047131 La-related protein 4 X DLIEDSSVQE 203.3 2E+07
24 189047131 La-related protein 4 ® DELNGITIEVSPESTTEESR 285.4 3IE+06
25 189047131 La-related protein 4 X EPSSVLVRPLR 184.5 ZE+07
26 189047131 La-related protein 4 X EIPETTPIEEVE 229.8 8EHIG
27 89047131 La-related protein 4 X EICETTPIEEVE 201.4 BE+HIG
28 189047131 La-related protein 4 X EYEVMYSSSCETTR 369.5 9E+H15 M5(Oxidation); C10{Methylthio) M5(Oxidation): 100
20 189047131 La-related protein 4 X RSTASECNNNINARTAVALQEER 314.5 3E+06 C7({Methyithio)
30 189047131 La-related protein 4 X RSTASECNNNINARTAVALQEER 381.7 9E+05 C7({Methyithio)
31 189047131 La-related protein 4 X LTTDPDLILEVLR 264.9 1E+06
32 |189047131 La-related protein 4 S5GESEHSTEGSVSLEDEQLNR 278.5 1E+06
33 "18904?131 La-related protein 4 MPGELVLENR 262.6 2E+06 M1(Oxidation) M1{Oxidation): 100




> tab3 PSM Details

positive charges of peptide |

number of missed proteolytic
cleavage sites

| measured mass over charge ratio |

mass accuracy

‘ calculated peptides mass ‘

percentage of interference
by co-isolation within the
precursor isolation window

1

|

containing the list of all identified PSMs (peptide spectrum matches)
and their related values

scan number

‘ name of mass spec run file

\ \ ] 7 } ! !
# Missed Cleavages| Charge mjz [Da] MH+ [Da] AM [ppm] Isolation Interference [%] RT [min] First Scan Spectrum File
1 2 831.4165 1,661.8257 -0.68 47 80.49 14339 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_I_plus_S0per_LysC.raw
2 767.3683 1,533.7293 -1.70 19 97.59 16792 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_I_plus_S0per_LysC.raw
2 767.3696 1,533.7319 -0.02 97.67 18037 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_M_plus_50per_LysC.raw
1 2 831.4171 1,661.8270 0.06 32 80.73 15884 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_M_plus_50per_LysC.raw
2 767.3601 1,533.7309 -0.66 099.12 20083 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_control_I_minus_50per_LysC.raw
1 2 831.4167 1,661.8262 -0.38 39 81.18 16598 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_control_M_minus_S0per_LysC.raw
2 767.3702 1,533.7332 0.85 7 98.00 10638 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_control_M_minus_S0per_LysC.raw
1 2 784.8682 1,568.7292 -1.04 31.23 7167 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_L plus_S0per_glycine.raw
3 720.9965 2,160.9748 -0.18 13 63.46 12398 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_L plus_S0per_glycine.raw
2 848.8940 1,696.7807 2.01 70.96 13784 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_L plus_S0per_glycine.raw
2 567.2877 1,133.5682 -0.26 38 71.56 13875 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_L plus_S0per_glycine.raw
1 3 437.2330 1,309.6845 -1.03 61 17.11 4152 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_L_plus_S0per_LysC.raw
1 2 655.3463 1,309.6854 -0.41 4 17.20 4172 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_L_plus_50per_LysC.raw
2 3 783.0349 2,347.0902 -0.31 29.23 6334 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_L_plus_50per_LysC.raw
2 568.2695 1,135.5318 1.60 27 39.16 7932 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_L_plus_S0per_LysC.raw
2 568.2687 1,135.5302 0.21 18 38.51 7829 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_I_plus_S0per_LysC.raw
2 940.9673 1,880.9273 1.25 43.05 8538 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_I_plus_S0per_LysC.raw
3 720.9964 2,160.9746 -0.26 24 63.19 11668 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_I_plus_S0per_LysC.raw
2 1,080.9910  2,160.9747 -0.25 11 63.28 11680 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_I_plus_S0per_LysC.raw
2 948.8918 1,696.7763 -0.58 2 70.55 12812 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_I_plus_50per_LysC.raw
2 §40.3848 1,697.7624 0.64 74.61 13497 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_I_plus_50per_LysC.raw
2 587.3000 1,173.5927 -0.46 9 76.76 13822 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_I_plus_50per_LysC.raw
2 567.2878 1,133.5683 -0.15 28 71.15 12899 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_I_plus_50per_LysC.raw
1 3 699.3716 2,096.1002 0.94 29 §7.01 15264 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_I_plus_50per_LysC.raw
2 612.8507  1,224.6941 -0.43 28 94,29 16352 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_I_plus_50per_LysC.raw
2 692.8666 1,384.7259 3.81 39 90.71 15830 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_I_plus_50per_LysC.raw
2 692.8658 1,384.7244 2.75 22 91.26 15910 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_I_plus_50per_LysC.raw
2 873.8385 1,746.6697 2.39 91.56 150959 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_I_plus_S0per_LysC.raw
3 787.0425 2,359.1131 0.07 125.41 20885 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_I_plus_S0per_LysC.raw
2 1,180.0599  2,359.1126 -0.13 125.45 20891 20151009_QexHF2_RSLC8_Samwer_Gerlich_IMBA_onbead_try_dig_sample_I plus_S0per_LysC.raw



> tab4 GO terms

Gene Onthology analysis

A & ane can simply fiter on GO terms (unction, pracess, localization) Pfam IDs  Molecular Function Cellular Component Biological Process
i and hit "apply to main”
1] GO Terms and prute\‘r’]pli\él on tab1 "Main" will be filtered according to filters set.
2 |(Apoly to main
a
GO Terms
Molecular Function Cellular Component Biological Process
= - @
8 5 = . 5|8 £ ulo o @
# Accession Description MW[kDa]] Pfam IDs g [l 2o g g g £ é = 2 E‘ = E: = E g 2 b g g g
R s = e e I 5 = g Els 2| 8l 8[%| 5 8 82| | |g [€
L e O = e O O e B = 5
el e e e B i B B R e B e e B e e e e e e e e R e RS
e R EEEEEE e B R EE R AR EEEE
HEEHEEEHEEE EEHEEEEEE R e EEEEEELEEEE B EEEEEE
1 gil239938650|splP35908.2|K22E HUMAN  keratin, type II cytoskeletal 2 epidermal [Homo sapiens] 65.4 Pf00038; Pf08614; Pf12128; Pf1316¢X X X X X X X X
2 gil2698497691sp|P13645.6]K1IC10 HUMAN RecName: Full=Keratin, type I cytoskeletal 10; AltName: Full 58.8 Pf00038; Pi04111 X X X X X X
3 11230938886 sp P35527.31K1CO HUMAN  keratin, type I cytoskeletal 9 [Homo sapiens] 62.0 Ff00038; Pf13166 X X X X
4 gil238054406|sp|P04264.61K2C1 HUMAN  keratin, type II cytoskeletal 1 [Homo sapiens] 66.0 Pf00038; P01576; PfO5103; Pf0595:X X X X X X X X X X X X X X
5  gil229463044|sp|P02533.4]K1C14 HUMAN RecName: Full=Keratin, type I cytoskeletal 14; AltName: Full 51.5 Pf00038; Pf13514 X X X X X X X X
6 gil143811411|spiP13647.3|K2C5 HUMAN keratin, type II cytoskeletal 5 [Homo sapiens] 62.3 Pf00038; Pf01576; Ff02994; Pf0396:X X X X X X X X X X
7 gil23503075|sp|P08779.4|K1C16 HUMAN  keratin, type I cytoskeletal 16 [Homo sapiens] 51.2 Pf00038; Pf07888; Ff13514 X X X X X X X X X X X
8 11616659 P35579.4|MYH9 HU RechName: Full=Myosin-9; AltName: Full=Cellular myosin he:  226.4 Pf00063; Pf01442; Pf01496; Pf0157¢ X X X X X X X X X X X X X X X X X X
9 gil215274129|spiP35580.3|MYH10 HUMAN  myosin-10 isoform 2 [Homo sapiens] 228.9 Pf00063; P00769; P01496; PfO157¢ X X X X X X X X X X X X X X X X X
10 0il1181771sp|P01040.1|CYTA HUMAN cystatin-A [Homo sapiens] 11.0 Pf00031 X X X X X X X X X
11 gil20141302]sp|P81605.2|DCD HUMAN dermcidin isoferm 1 preproprotein [Homo sapiens] 11.3 Pf15291 X X X X X X
12 gil1346344|sp|P02538.3 |K2C6A HUMAN keratin, type II cytoskeletal 6A [Homo sapiens] 60.0 Pf00038; Pf04111; Pf13166 X X X X X X X X X
13 gil340986621sp|092576.31PHF3 HUMAN PHD finger protein 3 isoform 1 [Homo sapiens] 229.3 Pf00628; PFO7500; PI07744 ) X X X X
14 1139135817 P " HU polyubiquitin-C [Homo sapiens] 77.0 Ff00240; Pf11976; Pf13019; Pf1388 X X X X X X X X X X X X X X X
15  qil2380544041sp|P04259.5|K2C68 HUMAN  keratin, type I cytoskeletal 68 [Homo sapiens] 60.0 PfO0038; Pf01576; PA04111; PF1316(X X X
16 gi[133061|sp|P05387.1|RLA2 HUMAN 60S acidic ribosomal protein P2 [Homo sapiens] 11.7 Pf00428 % X X X X X X X
17 gi 4980. IMAL HUI nuclear mitotic apparatus protein 1 isoform 1 [Homo sapiens  238.1 Pf04111; Pf07888; Pf12128 X X X X X X X X X X
18 @il5477511sp1Q04695.2|K1C17 HUMAN keratin, type I cytoskeletal 17 [Homo sapiens] 48.1 Pf00038; Pf07888 X X X X X X X X
19 il1206491sp|P04406.31G3P HUMAN RecMame: Full=Glyceraldehyde-3-phosphate dehydrogenase 36.0 PfO0044; P02800 X X X X X X X X X X X X X
20 i146397. 711.1 A€ T Full=Actin, 1; AltName: Full=Beta-act 41.7 Pfo0022 X X X X X X X X X
21 Qil1357731sp|P10599.3|THIO HUMAN thioredoxin isoform 1 [Homo sapiens] 11.7 Pf00085; Pf00462; Pf13098; Pf1389¢ X X X X X X X X X X X X X X X X X
22 gil12585257]sp1099878.3|H2A1) HUMAN histone cluster 1, H2aj [Homo sapiens] 13.9 Ff00125; PfO0S08 X X X X
23 707, WV Ha histone H4 [Homo sapiens] 11.4 Pf00125; Pf02969; Ff15630 X X X X X X X X X X X X
24 0il215273944|sp|QINZT1.2|CALLS HUMAN in-like protein 5 [Homo sapiens] 15.9 Pf00036; Pf12763; Pf13202; Pf1340: X X X
25 Qil115444|sp|P06702.1|S10A9 HUMAN protein S100-A9 [Homo sapiens] 13.2 Pf00036; Pf01023; Pf13499; Pf1383 X X X X X X X X X X X X X X X X X X
26 i P07355.2 | ANXA2 HUMAN annexin A2 isoform 2 [Homo sapiens] 38.6 Pf00191 X X X X X X X X X X X X X X
27  gil6685537]sp|014152.1 EIF3A HUMAN eukaryotic translation initiation factor 3 subunit A [Homo sapi  166.5 Pf01399 X X X X X X X X X X
28 gil122028|sp|P10854.2|H2BIM MOUSE histone H2B type 1-D [Homo sapiens] 13.9 Pf00125; PFO0S0O8 X X X X X
29 i P31944. PE_HI caspase-14 precursor [Homo sapiens] 27.7 PfOD656 X X X X X X X X
30 0il125145]sp1P01834.1[IGKC HUMAN RecName: Full=Ig kappa chain C region, partial [Homo sapie 11.6 Pf07654 X X X X X X XX
31 gil3081535901sp|Q72794.31K2C1B HUMAN  keratin, type II cytoskeletal 1b [Homo sapiens] 61.9 PfOD038; Pf03962; PF13166; Ff1481:X X
32 32747 77406.2| MYH14 HUMAN  myosin-14 isoform 2 [Home sapiens] 227.7 Pf00063; Pf01576 X X X X X X X X X % | X
33 qil269849755|sp|P13646.4|KIC13 HUMAN Rechame: Full=Keratin, type I cytoskeletal 13; AltName: Full 49.6 Pf00038 X X X X X
34 Qil353526311(splP60174.3ITPIS HUMAN tri isomerase isoform 2 [Homo sapiens] 30.8 PfO0121 X X X X X X
35 i| 171 10.. H1 HUMAN clathrin heavy chain 1 isoform 1 [Homo sapiens] 191.5 Pf00637; P01394; Pf04053; PfO926¢X X X X X X X X X X X X X X
36 gi11346431 [sp|P47929.2|LEG7 HUMAN galectin-7 [Homo sapiens] 15.1 Pf00337 X X X X



> tab 5

Quality Control plots:

- mass deviation - missed cleavages - methionine oxidation
- ID rate - identified spectra - ID speed - search space
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> tab 6 Analysis summary

containing parameters used for database search
useful for materials & methods section of a manuscript

For peptide identification, the RAW-files were loaded into Proteome Discoverer (version 2.1.0.81, Thermo Scientific).

All hereby created MS/MS spectra were searched using MSAmanda v2.0.0.9849 (Dorfer V. et al., J. Proteome Res. 2014 Aug 1;13(8):3673-84).

Forthe 1st step search the RAW-files were searched against the human swissprot database, using following search parameters:

The peptide mass tolerance was set to £5 ppm and the fragment mass tolerance to 15ppm.

The maximal number of missed cleavages was set to 2.

The result was filtered to 1 % FDR on protein level using Percolator algorithm integrated in Thermo Proteome Discoverer.

A sub-database was generated for further processing.

Forthe 2nd step the RAW-files were searched against the created sub-database called subdb_20171124_QexHF2_RSLC2_Dimitrova_Peters_IMP_inSol_try_dig_20per_sample_and_band_hsSorrorin_Sf9_Ecoli_conta_stepl.fasta
1,057 sequences; 782,301 residues).

The following search parameters were used:

Beta-methylthiolation on cysteine was set as a fixed modification, oxidation on methionine, deamidation on asparagine and glutamine, acetylation on lysine, phosphorylation on serine, threonine and tyrosine, methylation on
lysine and arginine, di-methylation on lysine and arginine, tri-methylation on lysine, ubiquitinylation residue on lysine were set as variable modifications.

Monoisotopic masses were searched within unrestricted protein masses for tryptic enzymatic specificity.

The peptide mass tolerance was set to £5 ppm and the fragment mass tolerance to +15 ppm.

The maximal number of missed cleavages was setto 2.

The result was filtered to 1% FDR on peptide level using Percolator algorithm integrated in Thermo Proteome Discoverer.

The localization of the post-translational modification sites within the peptides was performed with the tool ptmRS (Taus T. et al., J. Proteome Res. 2011, 10, 5354-62).

Peptide areas have been quantified using Peakjuggler.



We also would like to draw attention to our online compilation of FAQs,
which has proven helpful in better understanding of the mass spec result:

Please Notice This

http://cores.imp.ac.at/protein-chemistry/faqs/

CORE FACILITIES. +

FAQs

Whatis LC/IMSMS?

What is shotgun proteocmics?
What is # peptides?

What is 3 protein group?
What is Protein Inference?

Offered service

Sample submission

Palicy

What is # unigue peptides?

Whatis # PSMs?

What is a missed cleavage?

What is MS Amanda Scare?

Which modifications can be identified?

Protocols

.

Quality control

What are the concerns about mapping PTM sites?

What can | do fo increase the sequence coverage of my protein(s) of interest for mapping PTMs?
‘What is ptmRS?

How is the False-Discovery-Rate (FOR) calculated?

What is the protein area?

Equipment

.

Software

.

Research & Development

How is the normalization of the protein areas performed?
= What is miz?

Tutorials « Whatis MH+2
» What is search space?
Members » What is Isolation Interference [%]7
s What are GO terms?
Location « What is sequence coverage?

Why are some protein areas wiitten in bold and some not?

‘What is match-between-runs (MBR}?
| expected one single protein in the band we cut from the gel, but the result shows one hundred proteins.

FAQs How come?
« | see guite a lot of kerating in my resultlist of identified proteins. Where do they come from?

Publications

= What is the detection limit and how many proteins can be detected in a typical proteomics analysis?

Is it possible to distinguish between modifications that differ in decimal region of mass?

| cannot find my protein of interest in the list of identified proteins. Does this mean itis notin the sample?

| found some interesting and promising candidates (potential members of my protein complex or binding
partners of my protein of interest) in the mass specresult What can | do next as follow-up ta confirm thase
proteins?

How can | evaluate the quality of my data?

.

‘What can | do if | cannot find the mass specresultfiles you sent me anymaore?

Can the raw data be accessed too?



