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Keys to success for cross-linking MS

Work with someone who knows how to prepare cross-linked proteins.
Have purified proteins (enriched or recombinant) of known sequence.

Use an appropriate cross-linking agent.
DSSO is a great choice for many experiments.

Off-line fractionation of proteins may be needed.

Separate proteins on a 1-D gel for in-gel digestion and MS analysis.
Analyze peptides on a high-performance mass spectrometer.

Use Mascot for database searching and cross-link determination.
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In brief

Molecular features regulating DNA
binding and the transactivation activities
of the androgen receptor (AR) and the
greater steroid receptor family have
remained elusive. Using cryo-EM and
mass spectrometry, Wasmuth et al.
reveal a tunable mode of dimerzation and
define allosteric surfaces important for
AR activities and development.
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Allosteric interactions prime androgen
receptor dimerization and activation
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SUMMARY

The androgen receptor (AR) is a nuclear receptor that govemns gene expression programs required for pros-
tate development and male phenoty pe maintenance. Advanced prostate cancers display AR hyperactivation
and transcriptome expansion, in part, through AR amplification and interaction with oncoprotein cofactors.
Despite its biological importance, how AR domains and cofactors cooperate to bind DNA has remained
dusive. Using single-particle cryo-slectron microscopy, we isolated three conformations of AR bound to
DNA, showing that AR forms a non-obligate dimer, with the buried dimer interface utilized by ancestral ste-
roid receptors repurposed to facilitate cooperative DNA binding. We identify novel allosteric surfaces which
are compromised in androgen insensitivity syndrome and reinforced by AR's oncoprotein cofactor, ERG,and
by DNA-binding motifs. Finally, we present evidence that this plastic dimerinterface may have been adopted
for transactivation at the expense of DNA binding. Our work highlights how fine-tuning AR's cooperative in-
teractions transkate to consequences in development and disease.

INTRODUGTION

Androgen receptor |AR) signalingis atightly controlled and mutti-
faceted process, regulated through an orchestra of i

and testostarone, bind to AR's LBD in the cytosd and faciitate
AR's nuckear translocation.

The nuclear AR binds both palindromic and direct repeats of
DA s known as elements (AREs)

lar and external cues. A bettar ing of the rules g -
ing AR activation is of great importance, as multiple pathologies
are associated with abamant AR transerptional sutput, including
prostate cancer and androgen insensitivity syndrome {AlS). That
these disorders prasant with a spactrum of physical and melec-
uar phanotypes (C ome Atlas Research MNetwork,
2015, Jeske : Lee at al,
5 McPhaul at & ., 2015) suggests AR
canexist in fully and partly primed states,

Atype | nuclear receptor (MR) and member of the 3-ketostercid
receptor (3K-S5R) subfamily, AR encodes an approxmately
100-kilodatton (kDa) protein with an intrinsically dis ordered N-ter-
minal domain (NTD), a DNA-binding domain {DBD), a flexible
hinge, and a ligand binding domain (LBO) (Figure S14) {Wallum
el al, 201H. Androgens, including dihy ane (DHT)

:, Molecular Call 82, 2021-2031

This is an open access article under the CC BY licansa (http/foreative

toactivate its gane exprassion program, and is further regulated
through assodation with numerous protein cofactors that bind
the NTD or LBD through LXXLL and relsted matifs (Bro
et al,, 2008; Waikum et al, 2018). AR can tolerate higher levels
of sequence dagenamcy within its ARE, an impornant feature
required for normal development and a unique featurs among
steroid receptors (Adler at al, 1883 Sahu et al, 2014), with
T0% of its cistrome comprised half-sites and up to 83% exhibit-
ing some levd of degeneracy (Massie < al., 2007; Wilson et al.,
fuetal, 2010). Athough many of these sites are not nor-
mally associated with active transcription, the overaxpression of
AR cofactorsin prostate cancer is thought to activate expression
of pro-profferative genes at theselower affinity degenerate sites

R 4;Livet al i Mao et al,

. Juna 2, 2022 & 2022 The Author{s). Published by Blsevier Inc. 2021
ommons.orglicensasbyw'd 0.




Androgen receptor
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AR regulation in the cytoplasm and nucleus

NTD, N-terminal domain
DBD, DNA binding domain

AR, androgen receptor LBD, ligand binding domain
ERG, transcriptional regulator ERG

Domain structure of AR and ERG



Be sure you have the correct sequences

>EWas01l Androgen receptor (530-899) (AR), mouse, NP 038504.1, GS N-terminus
GSDYYFPPQKTCLICGDEASGCHYGALTCGSCKVFFKRAAEGKQKYLCASRNDCTIDKFRRKNCPSCRLRKCYEAGMTL
GARKLKKLGNLKLQEEGENSNAGSPTEDPSQKMTVSHIEGYECQPIFLNVLEAIEPGVVCAGHDNNQPDSFAALLSSLN
ELGERQLVHVVKWAKALPGFRNLHVDDOMAVIQYSWMGLMVFAMGWRSFTNVNSRMLYFAPDLVENEYRMHKSRMYSQC
VRMRHLSQEFGWLQITPQEFLCMKALLLFSIIPVDGLKNQKFFDELRMNYIKELDRIIACKRKNPTSCSRRFYQLTKLL
DSVQPIARELHQFTFDLLIKSHMVSVDFPEMMAEIISVQVPKILSGKVKPIYFHTQ

>EWas02 ERG isoform 2, human, NP 004440.1, GS N-terminus
GSMIQTVPDPAAHIKEALSVVSEDQSLFECAYGTPHLAKTEMTASSSSDYGQTSKMSPRVPQODWLSQPPARVTIKMEC
NPSQVNGSRNSPDECSVAKGGKMVGSPDTVGMNYGSYMEEKHMPPPNMTTNERRVIVPADPTLWSTDHVRQWLEWAVKE
YGLPDVNILLFONIDGKELCKMTKDDFQRLTPSYNADILLSHLHYLRETPLPHLTSDDVDKALONSPRLMHARNTDLPY
EPPRRSAWTGHGHPTPQSKAAQPSPSTVPKTEDQRPQLDPYQILGPTSSRLANPGSGQIQLWQFLLELLSDSSNSSCIT
WEGTNGEFKMTDPDEVARRWGERKSKPNMNYDKLSRALRYYYDKNIMTKVHGKRYAYKFDFHGIAQALQPHPPESSLYK
YPSDLPYMGSYHAHPQKMNFVAPHPPALPVTSSSFFAAPNPYWNSPTGGIYPNTRLPTSHMPSHLGTYY

>MSLO02 sp|P11308-3|ERG_HUMAN Isoform 2 of Transcriptional regulator ERG OS=Homo
sapiens 0X=9606 GN=ERG
MIQTVPDPAAHIKEALSVVSEDQSLFECAYGTPHLAKTEMTASSSSDYGQTSKMSPRVPQODWLSQPPARVTIKMECNP
SQVNGSRNSPDECSVAKGGKMVGSPDTVGMNYGSYMEEKHMPPPNMTTNERRVIVPADPTLWSTDHVRQWLEWAVKEYG
LPDVNILLFQNIDGKELCKMTKDDFQRLTPSYNADILLSHLHYLRETPLPHLTSDDVDKALONSPRLMHARNTGGAAFT
FPNTSVYPEATQRITTRPDLPYEPPRRSAWTGHGHPTPQSKAAQPSPSTVPKTEDQRPQLDPYQILGPTSSRLANPGSG
QIQLWQFLLELLSDSSNSSCITWEGTNGEFKMTDPDEVARRWGERKSKPNMNYDKLSRALRYYYDKNIMTKVHGKRYAY
KFDFHGIAQALQPHPPESSLYKYPSDLPYMGSYHAHPQKMNFVAPHPPALPVTSSSFFAAPNPYWNSPTGGIYPNTRLP
TSHMPSHLGTYY



Cross-linked AR and ERG
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15

kDa
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Search against a non-specific database

MATRIX
% MASCOT Search Results SwissProt
User : Sam Pardo
E-mail : pardo@uthscsa.edu
Search title : Olsen Wasmuth M2021-005 2010

30min, 5ul, GB3)

MS data file : M:\Olsen 2021-005\Xcalibur\201003\201003S0Is03_C3.raw
Database : SwissProt 2019_10 (561,356 sequences; 201,858,328 residues)
Timestamp : 4 Oct 2020 at 21:14:10 GMT
Re-search | @ All O Non-significant O Unassigned  #[help] Export As XML v
Not what you expected? Try Zlthe select summary.
} Search parameters
» Score distribution
» Modification statistics for all protein families
» Legend
Protein Family Summary

Format Significance threshold p< -_D.DS Max. number of families

Target FDR (overrides sig. threshold) |(not set) v |FDR type

Display non-sig. matches Min. number of sig. unigue sequences

Show Percolator scores O

Dendrograms cut at

Preferred taxonomy | All entries

» Sensitivity and FDR (reversed protein sequences)

J Proteins (293) || Report Builder || Unassigned (47484) |

503_C3.raw (SwissProt) trypsin-1 Ox(M) Carb(C) D(NQ) Ac{Protein N-term) (Olsen Wasmuth M2021-005 DSSO Frac 11, Band C3, cOT_TS_cIT_ddHCD,

A[help]

| §_perma|inkl

Protein families 1-10 (out of 285)

(0 lpsrrase 2 [2)[3) [1][2][g] - o] o]

j._ExPand aII_i i_CoIIa_pse all |

| Accession

v |[contains v I | Find | | Clear |
b1 _I 1 ERG_HUMAN 36607
2 FLI1_BOVIN 1597
e |
= & 3 =
1 ANDR_MOUSE 21698

b2 _I
2 PRGR_RANDY 85

Transcriptional regulator ERG OS=Homo sapiens OX=3606 GN=ERG PE=1 5V=2
Friend leukemisz integration 1 transcription factor OS=Bos taurus OX=9913 GN=FLI1 PE=2 SV=1

Androgen receptor OS=Mus musculus OX=10090 GN=Ar PE=1 5SVW=1
Progesterone receptor O05=Rana dybowskii 0X=71582 GN=pgr PE=1 Sv=1




Search against a non-specific database

MATRIX

SCIENCE
User
E-mail
Search title

MS data file :

Database
Timestamp

[ Re-search
Mot what you expected? Try Efthe select summary.
» search parameters

» score distribution

» Modification statistics for all protein families

} Legend

Protein Family Summary

Format

MASCOT Search Results

: Sam Pardo

: pardo@uthscsa.edu

: Olsen Wasmuth M2021-005 2010
30min, 5ul, GB3)
M:\Olsen 2021-005\Xcalibur\201003\201003S0Is03_C3.raw
: SwissProt 2019_10 (561,356 sequences; 201,858,328 residues)

14 Oct 2020 at 21:14:10 GMT

SwissProt

503_C3.raw (SwissProt) trypsin-1 Ox(M) Carb(C) D(NQ) Ac(Protein N-term) (Olsen Wasmuth M2021-005 DSSOQ Frac 11, Band C3, cOT_TS_cIT_ddHCD,

| @ all O Non-significant O Unassigned  «[help] | Export As E')_(ML v

| Significance threshold p< DDS_l Max. number of families AL_.ITO_I =[help]
Target FDR (overrides sig. threshold) | (not sef) v_iFDR type | PSM i
Display non-sig. matches O Min. number of sig. unigue sequences |1_v
Show Percolator scores O Dendrograms cut at 'D_ R

b2 _I

1 ERG_HUMAN 36607 Transcriptional regulater ERG OS=Homo sapiens OX=9606 GN=ERG PE=1 5V=2
2 FLI1_BOVIN 1597 Friend leukemia integration 1 transcription factor O0S=Bos taurus O¥=9913 GN=FLI1 PE=2 5V=1
1 ANDR_MOUSE 21698 Androgen receptor O0S=Mus musculus OX=10090 GN=Ar PE=1 SV=1
2 PRGR_RANDY 85 Progesterone receptor OS=Rana dybowskii OX=71582 GN=pgr PE=1 5V=1
1 ANDR_MOUSE 21698 Androgen receptor 05=Mus musculus OX=10090 GN=Ar PE=1 SW=1

2 PRGR_RANDY 85 Progesterone receptor OS=Rana dybowskii OX=71582 GN=pgr PE=1 SV=1




Add a database with the recombinant sequences

W% MASCOT Search Results

User : Sam Pardo
E-mail : pardo@uthscsa.edu

Search title : Olsen Wasmuth M2021-005 2010
cOT_TS_cIT_ddHCD, 30mi ul

MS data file : M:\Qlsen
Databases : 1: SwissProt —10 (561,356 sequences; 201,858,328 residues)
2: MSLdb 200921 (578 sequences; 213,622 residues)

Timestamp : 5 Oct 2020 at 12:09:43 GMT

[ Re-search | ® All O Non-significant O Unassigned ~ ofhelp] | Export

Not what you expected? Try Elthe select summary.

} Search parameters

} Score distribution

» Modification statistics for all protein families

» Legend
Protein Family Summary

Format Significance threshold p< -_D.DS

Target FDR (overrides sig. threshold) | (not sef_j v |FDR type

m

Display non-sig. matches

Show Percolator scores

Preferred taxonomy | All entries

} Sensitivity and FDR (reversed protein sequences)

J Proteins (295) || Report Builder || Unassigned (47408) |

| As XML

Max. number of families [auTo

SwissProt and “MSLdb”’

| €

=help]
iPSM_ - V.:

Min. number of sig. unique sequences |1 v |

Dendrograms cut at 0

]|

|§_permalinki

Protein families 1-10 (out of 285)

QBB ) [

ﬁ
(D
>
%

(10 v]per page

Accession v: ;:contains bl
»1 1 2:EWas02
| |: 2 1::ERG_HUMAN
3 1::FLI1_BOVIN

T T T T T

R & g 2

| Find | | Clear |
36828 ERG isoform 2, Full-length, G5 N-terminus, human
36605 Transcriptional regulator ERG OS=Homo sapiens OX=9606 GN=ERG PE=1 SV=2
1597 Friend leukemia integration 1 transcription factor O5=Bos taurus OX=3913 GN=FLI1 PE=Z SV=1




Add a database with the recombinant sequences

W MW=

MATRIX .
science MASCOT Search Results SWlSSPrOt and “MSLdb”

User : Sam Pardo

E-mail : pardo@uthscsa.edu

Search title : Olsen Wasmuth M2021-005 2010 .raw (MSLdb; SwissProt) trypsin-1 Ox(M) Carb{C) D(NQ) Ac{protein N-term) (Olsen Wasmuth M2021-005 DSSO Frac 11, Band C3,
cOT_TS_cIT_ddHCD, 30mi ul

MS data file : M:\Qlsen
Databases : 1: SwissProt —10 (561,356 sequences; 201,858,328 residues)
2: MSLdb 200921 (578 sequences; 213,622 residues)

Timestamp : 5 Oct 2020 at 12:09:43 GMT

| Re-search | @ All O Non-significant O Unassigned  #fhelp] [ Bxport | As [xmL 4
Not what you expected? Try Elthe select summary.

} Search parameters

} score distribution

» Modification statistics for all protein families

» Legend

Protein Family Summary

Format Significance threshold p< -_D.DS Max. number of families [auTo =Thelp]

Target FDR (overrides sig. threshold) | (not sef_j v |FDR type | PSM v

m

Display non-sig. matches Min. number of sig. unique sequences |1 v |

Show Percolator scores J Dendrograms cut at 0
Preferred taxonomy | Al entries v |
} Sensitivity and FDR (reversed protein sequences)
J Proteins (295) | | Report Builder | | Unassigned {47408) | I&mi

Protein families 1-10 (out of 285)

(10 viperpage 1 [2][2] [4] [s] [g].. [29] [vext|  [Expandal] collpseall]

2::EWas02 6828 ERG isoform 2, Full-length, GS M-terminus, human
ERG_HUMAN ©6605 Transcriptional regulator ERG OS=Homo sapiens OX=9606 GN=ERG PE=1 5V=2
FLI1I_BOVIN 1597 Friend leukemia integration 1 transcription factor 05=Bos taurus O¥=93313 GN=FLI1 PE=2 SV=1




Proteins from the expression system are likely to be present

J Proteins (295) || Report Builder || Unassigned (47408} |

Protein families 1-10 (out of 285)

(2] (3] [2] s/ [e] - [29] et

|10

|!§1_;:|ermalinki

V: per page

Accession v .-contains |
o
T R e
B & 5 ”
b2 _l
—r T
S =] o < ™ =
| &
Pa _I
—— T —r—r—1———1
& 2 g & it
bs _I
T | | T I
(-] L) = o= =
= ™ o = @
’e
»7
bs _l
e =
u S 1] o L8 ~ =
bo
b10
(10 v]perpage 1 [2][3][4][s]]

[y

... [20] [mext

2::EWas02
1::ERG_HUMAN
1::FLI1_BOVIN

1::ANDR_MOUSE
1::PRGR_RANDY

1::DNAK_ECOHS

1::TRYP_PIG
2:PromTArtS

1::LON_ECOLI
1::LON_HAEIN

1:TIG_ECOBW
1::CRP_ECOLI

1::HFQ_ECOBW
1::HFQ_COLP3

2::YGup04

1::GCH1_ECO24

_-Expand all| '-Collapse aII:E

. IzincE :Clear|

36828
36605
1597

21696
85

3730

3280
1592

3151
260

1128

1059

285

823

524

Expand all | | Collapse all |

ERG isoform 2, Full-length, GS N-terminus, human
Transcriptional regulator ERG OS=Homo sapiens OX=9606 GN=ERG PE=1 SV=2
Friend leukemia integration 1 transcription factor O5=Bos taurus OX=9%13 GN=FLI1 PE=2 SW=1

Androgen receptor OS=Mus musculus OX=10090 GN=Ar PE=1 SV=1
Progesterone receptor O5=Rana dybowskii OX=71582 GM=pgr PE=1 SV=1

Chaperone protein Dnak OS=Escherichia coli ©9:H4 (strain HS) OX=321112 GM=dnak PE=3 SV=1

Trypsin O5=Sus scrofa OX=9823 PE=1 SW=1
Promega trypsin artifact 5 K to R mods (2239.1, 2914)(1987, 2003)

Lon protease OS=Escherichia coli (strain K12) OX=833332 GN=lon PE=1 SV=1

Lon protease OS=Haemophilus influenzae (strain ATCC 51507 / DSM 11121 / KW20 / Rd) OX=71421 G..

Trigger factor OS=Escherichia coli (strain K12 / MC4100 / BW2952) OX=595496 GN=tig PE=1 SVW=1

cAMP-activated global transcriptional regulater CRP OS=Escherichia coli (strain K12) OX=83333 GN=crp ..

RMA-binding protein Hfg OS=Escherichia coli (strain K12 / MC4100 / BWZ2952) OX=5954396 GN=hfg PE=3...
RNA-binding protein Hfg OS=Colwellia psychrarythraea (strain 34H / ATCC BAA-621) OX=167879 GN=hf..

Tagged-5SMARCA4-ATPase domain 731-1394-His&6-SUMO

GTP cyclohydrolase 1 OS=Escherichia coli 0129:H28 (strain E24377A / ETEC) OX=32231111 GN=folE PE=3




Proteins from the expression system are likely to be present

[

b1 — 2::EWas02
| | 1::ERG_HUMAN

J Proteins (295) Report Builder 3 1::FI—I1_BGUIN l§_perma|ink_!

r||1-'r||1rr|1|rr||'-rr|1|r|||'-r||1|r||1'r||1'

[ %]

Protein families 1-10 (ou

[10 v |per page 1 E| Ei E

]G
p.c
1@

5]

Accession v || contains v

b2 1 1::ANDR_MOUSE

O . -
i =9606 GN=ERG PE=1 SV=2
i F=1 2 1"pRGR— NDY S=Bos taurus OX=9913 GN=FLI1 PE=Z SV=1
ST e e T

| ] MN=Ar PE=1 SvV=1
-I Fez GN=pgr PE=1 SV=1

” e . - (k3 1::DNAK_ECOHS

’ 3 ’ 4 1 1::TRYP_FIG K (strain HS) OX=331112 GN=dnak PE=3 SV=1
2 22:PromTArtS

ba —I r T T L) T T T T L] T

b14)(1987, 2003)

Ps 23333 GN=lon PE=1 SV=1
-I kTCC 51907 / DSM 11121/ KW20 / Rd) OX=71421 G..

1 i T 1 ps 1 1::LON_ECOLI

]
s 4 & 3 2 1::LON_HAEIN
| [ T I I
’ [ FL00 / BW2952) OX=595496 GN=tig PE=1 SW=1
= = = = =
»7 2. A 2 A 0OS=Escherichia coli (strain K12) OX=83333 GN=crp ..
o m [n} Lo =
’ 1 K12 / MC4100 / BW2952) 0X=393436 GN=hfg PE=3..
-l ==a (strain 34H / ATCC BAA-681) OX=167879 GN=hf..
— T T T T
| X5 1::TIG_ECOBW
S 5 B 2%

»7 1::CRP_ECOLI

bo SUMO

»10 b g 1::HFQ_ECOBW 2 (strain E24377A/ ETEC) OX=321111 GN=folE PE=3 _
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Use specific databases and add cross-linker (DSSO)
variable mods to verify reaction

MU MASCOT Search Results
User 1 5.T. Weintraub M Ldb

E-mail : weintraub@uthscsa.edu
Search title : Olsen Wasmuth M2021-005 Distiller update201003S0Is03_C3.raw (MSLdb UniProt_E_coli Con

Wasmuth M2021-005 DSSO Frac 11, Band C3, cOT_TS_cIT_ddHCD, 30min, 5ul, GB3) U n | Prot ECO“ ref

MsS data file : M:\Olsen_Shaun\M2021-005%Xcalibur\201003\201003S0Is03_C3.raw

Databases : 1: MSLdb 230513 (685 sequences; 267,424 residues) CO ntam I nants m I nus bOS ta urus

2: Contaminants_minus_Bos_taurus 20120713_20210211 (124 sequences; 62,564 residues)
3: UniProt_E_coli 20180227 (6,130 sequences; 1,398,442 residues)

Timestamp : 25 May 2023 at 23:52:19 GMT

iin N-term) (Olsen

Re-search :' ® all O Non-significant O Unassigned  #[help] Export As E)E(ML N
Mot what you expected? Try =the sslect summary.

(  Ox(M) Carb(C) D(NQ) Ac(Protein N-term)
DSS0175(K) DSSO176(K)

Protein Family Summary

Format | significance threshold p< Max. number of families AU‘I:O = [help]
Target FDR (overrides sig. threshold) ) v |FDR type | PSM v |
Display non-sig. matches O Min. number of sig. uniqgue seguences §_1_ V_i
Show Percolator scores O Dendrograms cut at D
Preferred taxonomy iﬁl_l__e_n?:__r_i_e_g_ S|
P sensitivity and FDR (reversed protein sequences)
J Proteins (212} || Report Builder | | Unassigned (45376} | |§_permﬂ
Protein families 1-10 (out of 207)
_-10 v | per page 1 |;_| @ |§! |£: |_§| @! |Next! | Expand all ::Collapse all |
:Accession v || contains V_. | || Find Clear
b1 1 1::EwWas02 73770 ERG isoform 2, human, NP_004440.1, G5 N-terminus
| l 2 1::MSLD2 73156 =p|P11308-3|ERG_HUMAN Isoform 2 of Transcriptional regulator ERG OS=Homo sapiens OX=3606 GN=E..
3 1::DLibD3 3054 EWS-FLI1_human-BirA_E_coli-ZxHA

RARRRAANRARRIRALANRARREARERN AERARRERLY

bl & 3 g




Use specific databases and add cross-linker (DSSO)

variable mods to verify reaction

} search parameters

} Score distribution

P Modification statistics for all protein families
P Legend

Protein Family Summary
Format

Significance threshold p< :.D.DS

Target FDR (overrides sig. threshold)

Display non-sig. matches O
Show Percolator scores O

Preferred taxonomy All entries

} Sensitivity and FDR (reversed protein sequences)

Max. number of families

Min. number of sig. unique sequences

(not set) v fFDR type

Dendrograms cut at

#[help]

N
<

£ i'.D

J Proteins (212) | | Report Builder | | Unassigned (45376 | |§_perma|inki
Protein families 1-10 (out of 207)
|10 v |per page 1 I@I E m E E - |21 |Next Expand all | | Collapse all |
| Accession v || contains v | || Find Clear |
b1 1 1:EWas02 73770 ERG isoform 2, human, NP_004440.1, GS N-terminus
| I 2 1::MSLO2 73156 sp|P11308-3|ERG_HUMAN Isoform 2 of Transcriptional regulator ERG OS=Homo sapiens OX=3606 GN=E..
3 1:DLib03 3054 EWS-FLI1_human-BirA_E_coli-3xHA
T T e T e ey
] & 5 =
3z 1::EwWas04 41962 Androgen receptor, mouse, NP_038504.1, GS N-terminus
Score Mass Matches Sequences emPAI
2.1 #1: :EWas04 41962 Q9758 2035 (2035) 50 (50) 281.04 Androgen receptor, mouse, NP_038504.1, GS N-terminus
¥1 sameset of 1::EWas04
ef1::EWas01 41962 43527 2035 (2035) 50 (50) Androgen receptor (530-893)(AR), mouse, NP_038504.1, GS N-terminus
w1943 peptide matches (238 non-duplicate, 1705 duplicate)
Auto-fit to window
foery IE_\;}__:_»EE Observed Mr(expt) Mr (calc) pEm M Score Expect Rank U Peptide
=fa66 P33 411.1831 820.3517 820.3497 2.41 0 19 2e-05 P11 U K.NPTSCSR.R ~
=580 ’5 411.7644 821.5143 821,5123 2,43 0 39 0.00013 P31 U R.QLVEVVE.W
=993 1 412.2580 822.5015 §22.4963 6.33 0 31 0.00072 P U R.QLVHVVE.W + Deamldated (NQ)
H1664 P g 433.1506 864.3667 864.3647 2.31 0 43 0.0001 pq U R.NDCTIDE.F




Use specific databases and add cross-linker (DSSO)
variable mods to verify reaction

nERE MASCOT Search Results

Protein View: EWas01

Androgen receptor (530-899)(AR), mouse, NP_038504.1, GS N-terminus

Database: MSLdb
Score: 41962
Monoisotopic mass (M.): 43527
Calculated pI: §.90

Sequence similarity is available as an NCBI BLAST search of EWas01 against nr.

Search parameters

MS data file: M:\Clsen ShauniM2021-005\Xcalibur\201003\201003501s803 C3.raw
Enzyme: Trypsin: cuts C-term side of KR unless next residue is P.
Fixed modifications: Carbamidomethyl (C)

Variable modifications: Acetyl (Protein N-term), Deamidated (NQ), Oxidation (M}, Xlink:DSSO[175] (K], Xlink:DSS0O[176] (K]

Protein sequence coverage: 94%
Matched peptides shown in bold red.

1 GSDYYFFPQE TCLICGDEAS GCHYGALTCG SCEVEFFERAA EGEQEYLCAS
51 ENDCTIDEFE ERENCPSCELE ECYEAGMTLG ARFKLEFKLGNL KLOQEEGENSH
101 AGSPTEDPS(] EMTVSHIEGY ECQPIFLNVL EAIEPGVVCA GHDNNQPDSF
151 AALLSSLNEL GERQLVHVVE WAFALPGFEN LHVDDOMAVI QYSWMGLMVE
201 AMGWRSFTHV NSEMLYFAFD LVFNEYRMHE SEMYSQCVEM RHLSQEFGWL
251 QITPQEFLCM EFALLLFSIIF VDGLENQEFF DELEMNYIKE LDREITACERE
301 NFTSCSRERFY QLTELLDSVQ FPIARELHQFT FDLLIESHMV SVDFPEMMAE
351 IISVQVPKEIL SGEVEPIYFH TQ

Unformatted sequence string: 372 residues (for pasting into other applications).

Sort by ® residue number () increasing mass () decreasing mass
Show (® matched peptides only () predicted peptides also

fmery Start — End Observed Mr{expt) Mr (calc) Fpm M Score Expect Rank U Peptide
36445 11 - 33 §59.6807 2576.0202 2576.0223 -0.800 47 6.3e-05 1 U K.TCLICGDEASGCHYGALTCGSCE.V
36446 11 — 33 859.6819 2576.0239 2576.0223 0.62 0 34 0.0013 1 U K.TCLICGDEASGCHYGALTCGSCE.V
364483 11 — 33 1285.0206 2576.0266 2576.0223 1.70 @ 70 3.7e-07 1 U EK.TCLICCDEASCGCHYGALTCGECH.V
38452 11 - 33 859.6830 2576.0273 2576.0223 1.85 0 T2 2.2e-07 1 U E.TCLICGDEASGCHYGALTCGSCE.V
36454 11 - 33 859.6832 2576.0277 2576.0223 2.08 0 29 0.0042 1 U K.TCLICGDEASGCHYGALTCGSCE.V
36456 11 — 33 859.6832 2576.0277 2576.0223 2.132 0 27 0.0064 1 U K.TCLICGDEASGCHYGALTCGSCE.V
=36457 11 - 33 859.6834 2576.0283 2576.0223 2.340 47 7.8e-05 1 U E.TCLICGDEASGCHYGALTCGSCE.V
38480 11 - 33 859.6835 2576.0286 2576.0223 2.44 0 i3 0.046 1 U E.TCLICGDEASGCHYGALTCGSCE.V
H36462 11 - 33 §59.6836 2576.0291 2576.0223 2.64 0 60 4e-06 1 U K.TCLICGDEASGCHYGALTCGSCE.V




Use specific databases and add cross-linker (DSSO)
variable mods to verify reaction

MATRIX
SCIENCE

MASCOT Search Results

Protein View: EWas01

Androgen receptor (530-899)(AR), mouse, NP_038504.1, GS N-terminus

Database: MSLdb
Score: 41962
Monoisotopic mass (M.): 43527
Calculated pI: §.90

Socaouesnce similarity jc gwvailable oo an MCBT BIAST cearch of EWos01 ggainst nr

MS data file: M:%\0l=zen Shaun\M2021-005\Xcaliburh\201003\201003501=03 C3.raw
Enzyme: Trypsin: cuts C-term side of KR unless next residue is P.

Fixed modifications: Carbamidomethyl {C)
Variable modifications: Acetyl (Protein N-term), Deamidated (NQ), Oxidation (M), Xlink:DSS0O[175] (K], Xlink:DSS0O[176] (K)

Protein sequence coverage: 94%

Matched peptides shown in bold red.

1
51
101
151
201
251

GSDYYFEPQK
ENDCTIDEFR
AGSPTEDPS(Q
AALLSSLNEL
AMCWRSFTNV
QITPQEFLCM

TCLICGDEAS GCHYGALTCG
RENCPSCELE ECYEAGMTLG
EMTVSHIEGY ECQPIFLHVL
GERQLVHEVVE WAFALPGFEN
HERMLYFAPD LVFHNEYRMHE
FALLLFSIIF VDGLENQEFT

SCEVFFERAA
ARFLEFLGHNL
EATEPGVVCA
LEVDDOMAWT
SEMY SQCVEM
DELEMNYTEE
FDLLIESHMY

EGEQEYLCAS
ELQEEGEHSH
GHDHHQFDSF
QY SWHGLMVE
RHLEQEFGIWL
LDRITACERE
SVDFPEMMAR

301 NPTSCERRFY
351 IISVOVPEIL

QLTELLDEVQ FPIARELHQFT
SGEVEPIYFH T(Q

K.TCLICGDEASGCHYGALTCGSCE.V
K. TCLICGDEASGCHYGALTCGSCE.V
K. TCLICGDEASGCHYGALTCGECE.V
K.TCLICGDEASGCHYGALTCGSCE.V
K.TCLICGDEASGCHYGALTCGSCE.V
K. TCLICGDEASGCHYGALTCGESCK.V

B859.
859.
859.
B859.
B859.
859.

6830
6832
6832
6834
6835
6836

.95 0 T2
0s 0 29
.13 0 27
.34 0 47
.44 0 19
64 0 60

2.2e-07
0.0042
0.0064
7.8e-05
0.046
4e-06

2576.0273
2576.0277
2576.0277
2576.0283
2576.0286
2576.0291

2576.0223
2576.0223
2576.0223
2576.0223
2576.0223
2576.0223

=f36452
36454
f36456
36457
36460
=f36462

11 - 33
11 — 33
11 - 33
11 - 33
11 - 33
11 - 33

(SRR C R R E I
HipiR iR
dgddgdd




Use specific databases and add cross-linker (DSSO)

variable mods to verify reaction

308
308
308
308
308
308
308
308
308
308
308
308
308
308
308
308
308
308
308
308
308
308
308
308
308
308
308
309
309
309
303
303
309
309
309
309
309
309
309
309
309
309
309
309
309
309
309

324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324
324

T4Z.
T42.
T42.
55e.
T42.
T42.
556.
T42.
T4Z2.
556.
T42.
T42.
T4Z2.
T42.
T42.
T42.
T4Z2.
T42.
T42.
T42.
T4Z2.
T42.
T42.
T42.
T4Z2.
T42.
T42.
631.
946,
631.
631.
946,
631.
946,
689.
689.
1034.
690.
1034.
690.
517.
1034.
690.
690.
690.
6390,
690.

0673
0673
0674
8024
0674
0675
8025
0a77
0a77
8026
06879
0673
0&a739
0680
0680
0681
0682
0682
0685
0685
0688
0694
3952
3956
3956
3957
3968
3516
5378
3614
3615
5385
3632
5417
7047
7054
0553
0324
5452
0326
T764
5455
0330
0330
0330
0331
0331

2223,
2223,
2223,
2223.
2223,
2223,
2223,
2223.
2223,
2223,
2223,
2223.
2223,
2223,
2223,
2223.
2223,
2223,
2223,
2223.
2223,
2223,
2224,
2224,
2224,
2224,
2224,
1891.
1891.
1891.
1891.
1891.
1891.
1891.
2066.
2066.
2066.
2087.
20867.
2067.
2067.
20867.
2067.
2087.
20867.
20e7.
2067.

1800
1800
1804
1804
1804
1807
1807
1814
1814
1814
1818
1815
1820
1822
1822
1824
1827
1825
1838
1838
1845
1865
1639
1649
1a51
1653
1685
0330
0611
0624
0628
0632
0678
0688
0524
0943
0360
0755
0758
0761
0763
0764
0771
0772
0772
0774
0774

2223,
2223.
2223.
2223,
2223,
2223.
2223.
2223.
2223,
2223.
2223.

2223

2223
2223
2223
2223
2223
2223
2223
2224
2224

1891
2066
2066

2087

2067

1722
1722
1722
1722
1722
1722
1722
1722
1722
1722
1722

1722
2223,
2223,
2223,

1722
1722
1722

1722
L1722
L1722
L1722
1722
L1722
L1722
L1562
L1562
2224,
2224,
2224,
1891.
1891.
1891.
1891.
1891.
1891.

1562
1562
1562
0567
0567
0567
0567
0567
0567

L0567
L0870
.0870
2066.
2067.

0870
0710

L0710
2067.
2067.
2067.
2067.
2067.
2067.

0710
0710
0710
0710
0710
0710

L0710
2067.

0710
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0.0048
0.012
0.041

0.0057
0.016

0.0047

0.00085
0.00028
0.03
0.0045
.011
011
L0435
.045
.048

0.0042
0.032
0.036

0.00027
0.008
0.0024
0.0024
0.02
0.00047
0.003%
0.0007
0.00058
0.00062
0.0001
-5e-07
00011
.3e-06
.8e-07
00017
.Te-05
.00035
0.0004
0.002
0.00031
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0.0047

0.0045

0.00011
0.00048

0.0031
0.029
0.002
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PP PR PP AP NP EEEPEPNPIPPPERNPYMPPRIMOPEIPEPPIORIPIPPERE D

RFYQLTELLDSVQPIAR.E + Xlink:DSS0[176] (K)
RFYQLTELLDSVQPIAR.E + Xlink:DSSO[176] (K)
RFYQLTELLDSVQPIAR.E + Xlink:DSSO[176] (K)
RFYQLTELLDSVQPIAR.E + Deanidated (ND); Xlink:DSS0[175] (K)
RFYQLTELLDSVQPIAR.E + Xlink:DSSO[176] (K)
RFYQLTELLDSVQPIAR.E + Deamidated (ND); Xlink:DSS0[175] (K)
RFYQLTELLDSVQPIAR.E + Xlink:DSSO[176] (K)
RFYQLTELLDSVQPIAR.E + X1ink:DS30[176] (K)
RFYQLTELLDSVQPIAR.E + Deamidated (ND): Xlink:DS50[175] (K)
RFYQLTELLDSVQPIAR.E + Deamidated (ND); Xlink:DSS0[175] (K)
RFYQLTELLDSVQPIAR.E + Xlink:DSSO[176] (K)
RFYQLTELLDSVQPIAR.E + Deanidated (ND); Xlink:DSS0[175] (K)
RFYQLTELLDSVQPIAR.E + Xlink:DS50[176] (K)
RFYQLTELLDSVQPIAR.E + Deamidated (ND); Xlink:DSS0[175] (K)
RFYQLTELLDSVQPIAR.E + Xlink:DSSO[176] (K)
RFYQLTELLDSVQPIAR.E + Deanidated (ND); Xlink:DSS0[175] (K)
RFYQLTELLDSVQPIAR.E + Deamidated (ND): Xlink:DS50[175] (K)
RFYQLTRLLDSVQPIAR.E + Xlink:DSS0[176] (K)
RFYQLTELLDSVQPIAR.E + Xlink:DSSO[176] (K)
RFYQLTELLDSVQPIAR.E + Xlink:DSSD[176] (K)
RFYQLTELLDSVQPIAR.E + Deamidated (ND): Xlink:DS50[175] (K)
RFYQLTELLDSVQPIAR.E + Xlink:DSSO[176] (K)
RFYQLTELLDSVQPIAR.E + Deamidated (ND); Xlink:DSS0[176] (K)
RFYQLTELLDSVQPIAR.E + Deamidated (ND); Xlink:DSS0[176] (K)
RFYQLTELLDSVQPIAR.E + Deamidated (ND): Xlink:DSS0[176] (K)
RFYQLTELLDSVQPIAR.E + Deamidated (ND); Xlink:DSS0[176] (K)
RFYQLTELLDSVQPIAR.E + Deamidated (ND); Xlink:DSS0[176] (K)
FYQLTELLDSVQPIAR.E

FYQLTELLDSVQPIAR.E

FYQLTELLDSVQPIAR.E

FYQLTRLLDSVQPIAR.E

FYQLTELLDSVQPIAR.E

FYQLTELLDSVQPIAR.E

FYQLTRLLDSVQPIAR.E

FYQLTRLLDSVQPIAR.E + Xlink:DSSO[175] (K)
FYQLTRLLDSVQPIAR.E + Xlink:DSSO[175] (K)
FYQLTRLLDSVQPIAR.E + X1ink:DSS0[173] (K)
FYQLTELLDSVQPIAR.E + Deamidated (NO): Xlink:DS50[175] (K)
FYQLTRLLDSVQPIAR.E + Xlink:DSSO[176] (K)
FYQLTRLLDSVQPIAR.E + X1ink:DSS0[176] (K)
FYQLTRLLDSVQPIAR.E + Xlink:DSSO[176] (K)
FYQLTRLLDSVQPIAR.E + Xlink:DSSO[176] (K)
FYQLTRLLDSVQPIAR.E + X1ink:DSS0[176] (K)
FYQLTRLLDSVQPIAR.E + Xlink:DSSO[176] (K)
FYQLTRLLDSVQPIAR.E + Xlink:DSSO[176] (K)
FYQLTRLLDSVQPIAR.E + Xlink:DSS0[176] (K)
FYQLTRLLDSVQPIAR.E + Xlink:DSSO[176] (K)

H




Set up cross-linking method

MATRIX

rch help Contact Useful links

Loegged in as stweintraub | Edit | Logout

Welcome

This is the home page for your in-house Mascot Server, a powerful search engine that
uses mass spectrometry data to identify and characterise proteins from sequence
databases. To assist you, the help text for Mascot forms a substantial knowledge base
concerning protein identification by M5,

If this is your first visit, start here. If you include results from Mascot in a publication,
please cite either www.matrixscience.com or Electrophoresis, 20{18) 3551-67 (1999)
(abstract).

Security

Mascot incorporates a role based security model, which allows the system administrator
to control which functionality is available to individual users. If security has been
enabled, you may be prompted to log in if you attempt to access a page or perform a
task that requires authonsation. If security is not enabled, which is the default, the
following links will simply confirm this.

" Login

* Log out

* Change password

* Edit settings

* Current session information

Whether or not Mascot security is enabled, in order to comply with the licensing
conditions, access to this Mascot server must be restricted to authorised users. We
strongly recommend that your server is protected by a secure firewall.

Mascot Utilities
Your system administrator may have restricked access to these utilities
Database Status

View the status of all the sequence databases. Links to database statistics,
search status, log files, etc.

Search Log
A tabular view of the search log. Can be filtered to find specific search results.
Configuration Editor

Browser-based configuration editors, including security administration and




Mascot Configuration S.T. Weintraub | Logout |

Amino Acids Amino Acid Data
Modifications Modification definitions

Symbaols Symbols used in chemical formulae
Linkers Linker definitions
Enzymes Enzyme definitions
Instruments Fragmentation Rules
Quantitation Quantitation Methods
Crosslinking Crosslinking Methods
Configuration Cgtions Global Options in mascot.dat
Dratabase Manage Sequence databases, Parse Rules and automated downloads
Security Security Administration Pages

Mascot Configuration: Crosslinking Methods

Name

Mone

Disulfide bridge in Lysozyme

EDC MND1_ARATH+HOPZ2_ARATH

HSA Xlink:DSS

Xlink:Glutaraldehyde

Wasmuth Xlink:DSS

— > Wasmuth EwWas01AR _EWas02ERG Xlink:D550

Wasmuth EWas01AR_EWas03F0xXAL Xlink:DS50
Wasmuth EWas01AR EWas02ERG_EWas03F0xALl Xlink: 0SSO
Wasmuth EWas01AR_DMNAK Xlink:DSS0

Wasmuth EwWas02ERG_EWas03F0xXAl ¥link:DS50
Wasmuth EWas04FL_AR._EWas04FL_AR Xlink:DSS0
Wasmuth EWas04FL_AR._EWas03F0XA1 Xlink:DS50
Gupta_Yogesh_¥YGupl2 Nspléwt ¥YGupld NsplOwt Xlink:BS3
Sung PSun20BLM_PSun21CTC1_PSun22S5TM1 Xlink:DSS50
Sung PSunz0BLM_PSun21CTC1_PSun22S5TN1 Xlink:D5S
Gupta_Yogesh YGupl5Primase Xlink:DSSO

Wasmuth EWas01AR_EWas02ERG xlink:DSS

Wasmuth EWas01AR WI1FT18 DMNAK Xlink:DSS50
Wasmuth EWas03F0XA1_ _WIFT18_DNAK Xlink:DSS50

| New crosslinking method | | Main menu |

Strategy
None
Brute-force
Brute-force
Brute-force
Brute-force
Brute-force
Brute-force
Brute-force
Brute-force
Brute-force
Brute-force
Brute-force
Brute-force
Brute-force
Brute-force
Brute-force
Brute-force
Brute-force
Brute-force
Brute-force

S.T. Weintraub | Logout |

Copy
Copy
Copy
Copy
copy
Copy
Copy
Copy
Copy
Copy
Copy
Copy
Copy
Copy
Copy
copy
Copy
Copy
Copy

Delete
Delete
Delete
Delete
Delete
Delete
Delete
Delete
Delete
Delete
Delete
Delete
Delete
Delete
Delete
Delete
Delete
Delete
Delete

ENCrosslinking Methods

Print
Print
Print
Print
Print
Print
Print
Print
Print
Print
Print
Print
Print
Print
Print
Print
Print
Print
Print




Set up cross-linking method

Edit Crosslinking Method:Wasmuth S.T. Weintraub
EWas01AR_EWas02ERG Xlink:DSSO | Logout |

Name | Wasmuth EWas01AR_EWas02ERG X| Description | |

Method | XML

Property Value Action
Strategy | Brute-force w |

InterLink
Intralink

LoopLink
Linkers Linker : | ¥link:DSSO (K) v
W A~ ¥link:DSS0 (K) i
. M _— ¥link:D5S0 (Protein N-term) -
Monolink : I DoesMNotPairWwith : [Delete
5 w W
Linker [}{an:DSSG (Protein N-term) « |
W Klink:DSS0 (K a
) M o ®link:DSS0 (Protein N-term) —_—
Monolink : " DoesMotPairwith | Defete]
S W W

Accessions Database name : | Accession @ |[EWas01 | | Delete]
Database name : Accession : |EWas02 | Delete ] | Add parameter |
Filters Name : | MinLen | Value : |3 | | Delete || Add parameter |

Settings [ Add parameter |




Set up cross-linking method

Edit Crosslinking Method:Wasmuth
EWas01AR_EWas02ERG Xlink:DSSO

Name | Wasmuth EWas01AR_EWas02ERG X| Description |
Method | ML
Method
Property Value
Strategy |m_|
InterLink
Intralink
LoopLink
Linkers Linker : | ¥link:DSSO (K)
W .
Monolink : T DoesMotF.
5 w
Linker [}{an:DSSG (Protein N-term) « | I
W e
Monolink : :’1 DoesMotF
5 W
Accessions Database name ; |—| Accessior
Database name: | | Accessior |
Filters Name : ‘El Value : |3

Settings

[Add parameter |

5.T. Weintraub
| Logout |

| ¥link:DSSO (K)

¥link:DMP (K)

Xlink:DMP (Protein M-term)
®link:DST (K)

¥link:DST (Protein N-term)
¥link:DSS (K)

¥link:DSS (Protein N-term)

g Xlink:DSS0 (K)

®link:DSS0 (Protein N-term)
¥link:EGS (K)

®link:EGS (Protein N-term)
Xlink:BulrBu (K)
®link:BulrBu (Protein N-term)
¥link:DTEP (K)

Xlink:DTBP (Protein N-term)
Hlink:DTSSP (K)

¥link:DTS5P (Protein N-term)
¥link:SMCC (C)

¥link:SMCC (K)

®link:SMCC (Protein N-term)

. I

"

Action

elete ]

elete ]

W

| elete ] | Add parameter |

[ Delate | | Add parameter ]




Re-search using a cross-linking method

nRx MASCOT Search Results

User : S.T. Weintraub
E-mail : weintraub@uthscsa.edu
Search title :

Olsen Wasmuth M2021-005 Distiller update201003S0Is03_C3.raw (MSLdb UniProt_E_coli Contam_minus_Bt ) trypsin-2 DSSO175(K) DSS0176(K) 0x(M) Carb{C) D{NQ) Ac(Protein N-term) (Olsen
Wasmuth M2021-005 DSSO Frac 11, Band C3, cOT_TS_cIT_ddHCD, 30min, 5ul, GB3)

MS data file : M:\Olsen_Shaun\M2021- 005\ Xcalibur\2010034201003501s03_C3.raw

Databases : 1: MSLdb 230513 (685 sequences; 267,424 residues)
2: Contaminants_minus_Bos_taurus 20120713_20210211 (124 sequences; 62,564 residues)
3: UniProt_E_coli 20180227 (6,130 sequences; 1,398,442 residues)

Timestamp : 25 May 2023 at 23:52:19 GMT

Re-search~=® All O Non-significant O Unassigned  Thelp] |  Export | As E_XML v |

Not what you expected? Try select summary.
} Search parameters
P Score distribution
» Modification statistics for all protein families
} Legend

Protein Family Summary

Format Significance threshold p< DDS Max. number of families AUTO = help]
Target FDR (overrides sig. threshold) | (nat se._.t_j_ ~ |FDR type [Psm v
Display non-sig. matches Min. number of sig. unique sequences 1 V_._f
Show Percolator scores ] Dendrograms cut at D
Preferred taxonomy f.\';ll. ent-;i-es v |

} Sensitivity and FDR (reversed protein sequences)

J Proteins (212) || Report Builder || Unassigned (45376)

§_permalink

Protein families 1-10 (out of 207)

10 «] per page 1 |§| E; E @ !§| @| i@ __-iExpand all | ;-Collapse all |

Accession v | contains v || | Find Clear |
b1 1 1::EWas02 73770 ERG isoform 2, human, NP_004440.1, G5 N-terminus
| I 2 1:MSLD2 73156 =sp|P11308-3|ERG_HUMAN Isoform 2 of Transcriptional regulator ERG O5=Homao sapiens OX=9606 GN=E..
3 1::DLibD3 3054 EWS-FLI1_human-BirA_E_coli-3xHA

AR RN AR R AR AR R AR

b & E £




Re-search using a cross-linking method

MATRIX
SCIENCE [ Search this sie ]

Access Mascot Server e search help Contact

Mascot database search > Access Mascot Server > MS/MS lons Search Logged in as weintraub | Edit | Logout

MASCOT MS/MS lons Search

Your name | weintrauh v Email |weintraub@uthscsa.edu

Search title |Olsen Wasmuth M2021-005 Distiller update201003501s03_C3.raw (MSLdb Unif]

Database(s) | contaminants_minus_Bos_taurus £ |Amino acid (A4} .
| MSLdb (AA) o Ab_plus
| UniProt_E_coli (AA) < Bacillus_thuringiensis
v contaminants
cRFF

GAG_mouse_UniProt
Mycobacterium_tuberculosis

NCBIprot
Papio_anubis
Phage_0105phi7-2 i
Taxonomy | All entries v
Enzyme | ;I'rypsin v Allow up to [2 v |missed cleavages
Quantitation | None M
Crosslinking ':ND”E ¥
 Fixed [ idomethyl (C) A | (SCS)Ni cofactor, oxidized (K) |
modifications > (SCS)Ni cofactor, reduced (K)
E: | Acetyl (K)
w | Acetyl (N-term)
| Amidated (C-term)
Display all modifications || | Amidated (Protein C-term)
Variable |, otyi (Protein N-term) A ot o
nrodifications ; ] : Carbamidomethyl (N-term)
s | Deamidated (NQ) Carbamidomethyl:2H(2)13¢(2)
Oxidation (M) < | carbamyl (K)

| Xlink:DS50[175] (K) v | carbamyl (N-term) v |



Re-search using a cross-linking method - revise title

MATRIX
SCIENCE [ search thie site

Access Mascot Server [REEEEELR-T-E ge s Bat=/ S e gir= o

Mascot database search > Access Mascot Server > MS/MS Ions Search Logged in as weintraub | Edit | Logout

MASCOT MS/MS lons Search

Your name | weintraub v Email \weintraub@uthscsa.edu

Search title |rs 55591 XLink DSS0O EWas01_EWas02 tryp-2 -mods Olsen Wasmuth M2021-0

| MSLdb (AA) = Ab_plus
| UniProt_E_coli (A&) < Bacillus_thuringiensis
W contaminants
cRFP

GAG_mouse_UniProt
Mycobacterium_tuberculosis
NCBIprot

Papio_anubis
Phage_0105phi7-2

th ]
Taxonomy | All entries »
Enzyme | Trypsin ~ Allow up to |2 v | missed cleavages
Quantitation | None ¥
Crosslinking | None ¥
. Fi.."‘.."fd | carbamidomethyl (C) A [SCS)Ni cofactor, oxidized (K)
odicatnin [>] | (SCS)MNi cofactor, reduced (K)
- | Acetyl (K)
> | Acetyl (N-term)
| Amidated (C-term)
Display all modifications [} | Amidated (Protein C-term)
= | Ammonia-loss (N-term C)
Variable - 7 .
sirolBates | Acetyl (Protein N-term) Carbamidomethyl (N-term)
T | Deamidated (NQ) = | Carbamidomethyl:2H(2)13C(2)
Oxidation (M) [ <] Carbamyl (K)

| Hink:DS50[175] (K} v | Carbamyl (N-term) v |




Remove variable mods

MATRIX
SCIENCE [ search this site

Access Mascot Server earch help Contact

Mascot database search * Access Mascot Server > MS/MS Ions Search Logged in as weintraub | Edit | Logout

MASCOT MS/MS lons Search

Your name | weintraub ~ Email weintraub@uthscsa.edu

Search title r555591 'Xi_-inllc DSSD EWasUl_E‘u'ufasUEtrypz -modsb.lsen .‘J'-.;asmLEh MEDElD

Database(s) | Contaminants_minus_Bos_taurus [ — |Aming acid (AA) A
| MSLdb (AA) = Ab_plus
| UniProt_E_coli (AA) = Bacillus_thuringiensis
v contaminants
R cRFP

GAG_mouse_UniProt
Mycobacterium_tuberculosis
MCBIprot

Papio_anubis
Phage_0105phi7-2

W
Taxonomy | All entries ¥
Enzyme | Trypsin v | Allow upto |2 v |missed cleavages
Quantitation | None =
Crosslinking | None b

Fixed | Carbamidomethyl (C) A | (SCS)Ni cofactor, oxidized (K) ™

modifications > {SCS)Ni cofactor, reduced (K)

7 | Acetyl (K)
e | Acetyl (M-term)

Acetyl (Protein N-term)

Display all modifications [ | Amidated (C-term)
Variable | ;iiation (M) A :midatgd EPI’UtE?D:ﬂtC'tEVg:]
A | | Ammonia-loss (N-term
modifications = ’

| Carbamidomethyl (N-term)
< Carbamidomethyl:2H(2)13C(2)
v | Carbamyl (K) v




Select cross-linking method

MATRIX
SCIENCE

earch tnis site

| v

hlnul- Access Mascot Server EREEREE] arch help Contact

Logged in as weintraub | Edit | Logout

Mascot database sei

Disulfide bridge in Lysozyme
EDC MNDI_ARATH+HOPZ_ARATH
MASCOT HsAXlink:Dss
Klink:Glutaraldehyde
Your name | Wasmuth Xlink:DSS raub@uthscsa.edu

Wasmuth EWas01AR_EwWas02ERG Xlink:DS50

Search title

th M2021-0]
Wasmuth EWas01AR_EWasD3F0xAL Xlink:DSS0 =

Database(s) A
Wasmuth EWas01AR_EWasl2ERG_EWasi3FDXAL Xlink:DSS0 _plus
Wasmuth EWas01AR_DNAK Xlink:DSS0 :cillus_thuringiensis
Wasmuth EWas02ERG_EWas03F0XAL Xlink:DSS0O ntaminants
Wasmuth EWas04FL_AR_EWasD4FL_AR Xlink:DSSO E
AG_mouse_UniProt
Wasmuth EWasi4FL_AR._EWasi3FOXAL Xlink:DSS50 | k .
ycobacterium_tuberculosis
Gupta_Yogesh_YGupl2_Nspléwt YGupl4 NsplOwt Xlink:BS3 CBlprot
Sung PSun20BLM_PSun21CTC1_PSun22STM1 Xlink:DSS50 ipio_anubis
Sung PSun20BLM_PSun21CTC1_PSun22STN1 Xiink:DSS 2ge_0105phi7-2 v
Taxonomy Gupta_Yogesh YGupl5Primase Xlink:DSSO
Wasmuth EWas01AR_EWasO2ERG Xlink:DSS |
Enzyme | missed cleavages
ik Wasmuth EWas01AR_WI1FT18_DMAK Xlink:DS50
Quantitation | wasmuth EWas03FOXAL_W1FT18_DNAK Xlink:DSSO V
Crosslinking | None v
. Fi_’.‘.‘“—..d ' Carbamidomethyl (C) N - (SCS)Mi cofactor, oxidized (K) * !
modifications > (SCS)Ni cofactor, reduced (K) |
" Acetyl (K)
v/ Acetyl (N-term)
Acetyl (Protein N-term)
Display all modifications [] Amidated (C-term)
- Amidated (Protein C-term)
Oxidation (M) il Ammonia-loss (N-term C)
_:’_ Carbamidomethyl (N-term)
: < Carbamidomethyl:2H(2}13C(2)
v - Carbamyl (K) v




Oops - no decoy search when using a cross-linking method

@ g1200mas-ap0lwp.win.uthscsa.edu

Error: Cannot combine Decoy with Crosslinking




Ready to search

me | weintraub V‘ Email \weintraub@uthscsa.edu

Search title |rs 55591 XLink DSSO EWas01_EWas02 tryp-2 -mods Olsen Wasmuth M2021—0|

Database(s) | contaminants_minus_Bos_taurus ™ — Amino acid (AA) ~
MsLdb (AA) |i| Ab_plus
UniProt_E_coli (A&) | <| Bacillus_thuringiensis
i T contaminants
cRFF

GAG_mouse_UniProt
Mycobacterium_tuberculosis
NCBIprot

Papio_anubis
Phage_0105phi7-2

b
Taxonomy | All entries v)
Enzyme | Trypsin Vi Allow up to |2 v |missed deavages
] | None b4 |
Crosslinking | Wasmuth EWas01AR_EWas02ERG Xlink:D5S v |
Fixed Carbamidomethyl (C) A . [SCS)Mi cofactor, oxidized (K)
| > | [SCS)Mi cofactor, reduced (K)
|":'| Acetyl (K)
ot = Acetyl (N-term}
Acetyl (Protein N-term)
Display all modifications [ Amidated (C-term)
Vartabile — o Amldate_d (Protein C-term)
il - | Oxidation (M) — Ammonia-loss (N-term C)
li‘ Carbamidomethyl (N-term)
| <| Carbamidomethyl:2H(2)13C(2)
v o Carbamyl (K) v
Peptide tol. + [20 lppm v | #13c[o v|  MS/MStol.+ (0.8 v]
1+, 2+ and 3+ M

Data file M:\Olsen_Shaun\M2021-005\Xcalibur\201003\201003501s03_C3.raw

Data format Mascot generic

Instrument | ESFTRAP v | Error tolerant []

Decoy [] Target PSM FDR | (no target) v

Start Search .. Reset Form|




Search results - Xlink EWas01AR-EWas02ERG

MATRIX

SCIENCE
User
E-mail
Search title

MS data file :
: 1: Contaminants_minus_Bos_taurus 20120713_20210211 (124 sequences; 62,564 residues)

Databases

Timestamp

Re-search

MASCOT Search Results

DSS0O176{K) Ox(M) Carb(C) D(NQ) Ac{Protein N-term) (Olsen Wasmuth M2021-005 DSSO Frac 11, Band C3, cOT_TS_cIT_ddHCD, 30min, 5ul, GB3)
M:\Olsen_Shaun\M2021-005\Xcalibur,2010034201003S0Is03_C3.raw

2: MSLdb 230513 (685 sequences; 267,424 residues)
3: UniProt_E_coli 20180227 (6,130 sequences; 1,398,442 residues)

: 26 May 2023 at 00:36:17 GMT

® All O Non-significant O Unassigned  «f[help] Export As XML v

} search parameters

» Score distribution

» Modification statistics for all protein families

} Legend

Protein Family Summary

EOlDAE

} Sensitivity

| significance threshold p< [0.05 |Max. number of families [auTo | “[help]
Display non-sig. matches [ Min. number of sig. unigue sequences |1 v
Dendrograms cut at :D

Preferred taxonomy All entries v |

J Proteins (185) || Report Builder || Unassigned (45933) |

1 rs 55591 XLink DSSO EWas01_EWas02 tryp-2 -mods Olsen Wasmuth M2021-005 Distiller update20100350Is03_C3.raw (MSLdb UniProt_E_coli Contam_minus_Bt ) trypsin-2 DSSO175(K)

E_§_permalink_

Protein families 1-10 (out of 179)
[10 v | per page 1 @ E B @ .@_. @ | Next Expand all | :-C.ol.l.apse aII

Accession

v || contains v | || Find | Clear |

P1 1 2:EWas02 69353 ERG isoform 2, human, NP_004440.1, G5 N-terminus
_|—|: 3 2::DLib03 2939 EWS-FLI1_human-BirA_E_coli-3xHA
2 2::MSLO02 67101 =p|P11308-3|ERG_HUMAN Isoform 2 of Transcriptional regulator ERG OS=Homo sapiens OX=3606 GN=E...

b2

2::EWas01 43554 Androgen receptor {330-8339){AR), mouse, NP_038504.1, G5 N-terminus




Search results - Xlink EWas01AR-EWas02ERG

NRE MASCOT Search Results

Protein View: EWas01

Androgen receptor (530-899)(AR), mouse, NP_038504.1, GS N-terminus

Database: MSLdb
Score: 43554
Monoisotopic mass (M,): 43527
Calculated pI: 8.90

Sequence similarity is available as an NCBI BLAST search of EWas01 against nr.

Search parameters

MS data file: M:\Olsen Shaun\M2021-005%Xcalibur’2010034201003501s03 C3.zraw
Enzyme: Trypsin: cuts C-term side of KR unless next residue is P.

Fixed modifications: Carbamidomethyl (C)

Variable modifications: Oxidation (M}

Linkers: Xlink:DSSO (K}, Xlink:DSSO (Protein N-term}

Protein sequence coverage: 100%
Matched peptides shown in bold red.

1 GSDYYFPPQE TCLICGDEAS GCHYGALTCG SCEVFFERAA EGEQEYLCAS
51 RNDCTIDEFRE RENCPSCRLR ECYBAGMTLG ARFKLEFKLGNL KLQEEGENSH
101 AGSPTEDPS( EMTVSHIEGY ECQPIFLNVL EAIEPGVVCA GHDNNQPDSF
151 AALLSSLNEL GERQLVHVVE WAFALPGFRN LHVDDOMAVI QYVSWMGLMVE
201 AMGWREFTHV NSEMLYFAFD LVFNEYEMHE SEMYSQCVEM RHLSQEFGWL
251 QITPQEFLCM FALLLFSIIP VDGLENQEFF DELEMNYIEE LDRIIACERE
301 NPTSCSRREY QLTELLDEVQ PIARELHQFT FDLLIESHMYV SVDFPEMMAE
351 IISVQVPKIL SGEVEPIYFH TQ

Unformatted sequence string: 372 residues (for pasting into other applications).

Sort by ® residue number () increasing mass O decreasing mass
Show (® matched peptides only () predicted peptides also

foery Start-End Observed Mr(expt) Mr(calc) ppm M M Score Expect Rank U Peptide

=f33324 1i-10 824.3640 2470.0702 2470.0457 9.52 0 0 17 0.025 1 - . GEDYYFPPQE.T Protein N-term<—Xlink:D5S50—>F2 SEPNMNYDE[2
+ Oxidation (M)

33398 i-10 824.3643 2470.0711 2470.0457 10.3 0 0O 15 0.043 1 - . GEDYYFPPOE.T Protein N-term<—Xlink:DSS0—>K2 SEFPNMNYDE[2
+ Oxidation (M)

=f33398 1-10 §24.3648 2470.0724 2470.0457 10.8 0 0 16 0.034 1 - . GSDYYFPPQK.T Protein N-term<—Xlink:DSS0O—>K2 SKFNMNYDK[2
+ Oxidation (M)

36445 11 — 33 8595.6807 2576.0202 2576.0223 -0.80 0 - 47 5.5e-05 1 U E.TCLICGDEASGCHYGALTCGSCE.V

38448 11 — 33 859.6819% 2576.023% 2576.0223 0.62 0 - 34 0.0012 1 U E.TCLICGDEASGCHYGALTCGSCE.V

eagaag 11l 33 1289 0208 SlE D2 EL Lot X ] 2 1 _J0. 0 - 20 2 de_07 1 I K Tl IR SCCHYCAL TOOSOr oL




Search results - Xlink EWas01AR-EWas02ERG

Search parameters

MS data file:

Enzyme:

Fixed modifications:
Variable modifications:

H:\Glsen_Shaun\HEDEl—DDERKcalibuI\EDlDDS\EDlDDSSGlSDS_CS.Iaw
Trypsin: cuts C-term side of KR unless next residue is P.

Carbamidomethyl {C)
Oxidation (M)

MATRIX
SCIENCE

n MASCOT Seal|

Protein View: EWas01

Androgen receptor (530-899)(AR}

Database: MSLdb Linkers: Xlink:DSSO (K}, Xlink:DSSO (Protein M-term)
Score: 43554

Monoisotopic mass (M.): 43527 .

Calculated pI: 8.90 Protein sequence coverage: 100%

Sequence similarity is available as an NCBI

Matched peptides shown in bold red.

Search parameters

MS data file:
Enzyme:

Linkers:

Fixed modifications:
Variable modifications:

Protein sequence coverage: 100%

Matched peptides shown in bold red.

M:\Olsen Shau 1
Trypsin: cuts C
Carbamidome thy
Oxidation (M}

Xlink:DSSO (K},

51
101
151
201

GEDYYFPPQE
ENDCTIDEFER
AGSPFTEDESEQ
AALLSSLNEL
AMGWREFTHV

TCLICGDEAS
EENCPSCELR
EMTVSHIEGY
GERQLVHVVE
HSRMLYFAFPD

GCHYGALTCG
ECYEAGMTLG
ECQPIFLHVL
WAFALPGFEN
LVFHEYRMHE

SCEVFFERAA
ARFLFFLGNL
EATEPGVVCA
LHVDDOMAWT
SEMYSQCVEM

EGEQEYLCAS
ELQEEGENSH
GHDHNQFDSF
OF SWMG LMVE
RHLSQEFGWL

251
301
351

DELEMNYTEE
FDLLTESHMY

LDETTACERE
SVDFPEMMAR

QITPQEFLCM
NPTSCSRRFY
IISVQVERIL

RALLLFSIIP
QLTRLLDSV(Q
SCRVRPIYFH

VDGLENQEFT
PIARFELHQFT
TQ

1 GSDYYFPPQE
51 RNDCTIDEFR
101 AGSPTEDPSQ
151 AALLSSLNEL
201 AMGCWRSFTHV

TCLICGDEAS GCHYGALT
RENCPSCRLE ECYEAGMT
FMTVSHIEGY ECQPIFLN]
GERQLVHVVE WARALPGE
NSEMLYFAPD LVFNEYERML

251 QITPQEFLCM
301 NFTSCSRRFY
351 IISVQVPKIL

FALLLFSIIF VDGLENQFFF DELEMNYIEE LDRIIACERE
QLTELLDSVQ PIARELHQFT FDLLIKSHMYV SVDFPEMMAE
SGEVEPIYFH TQ

H Score
o 17

Expect Rank
0.025 1

E Peptide

- GESDYYFFPQE.T Protein N-term<—X1ink:DSS0—>E2 SKPNMNYDK([2::EWas02]
Oxidation (M)

- GEDYYFPPQE. T Protein N-term<—Xlink:DS50—>E2 SEFPNMNYDE[2::EWas02]
Oxidation (M)

LGEDYYFPPQE.T Protein N-term<—X1link:DS50—2E2 SKPNMN?DR{EiiEHEEEE]
+ Oxidation (M)

0 E.TCLICGDEASGCHYGALTCGSCE.V
0 E.TCLICGDEASGCHYGALTCGSCE.V

+

0 15 0.043 1

+

0 16 0.034 1

47
34

5.5e-05
0.0012

=

-0.80 0O
0.62 0

=t




Search results - Xlink EWas01AR-EWas02ERG

H24860 309 — 324 690.0338 2067.0797 2067.0710 4.20 1 - 30 0.0016 1 U R.FYQLTKLLDSVQPIAR.E + X1ink:DSSO[W]
A24861 309 — 324 690.0339 2067.0798 2067.0710 4.211 - 22 0.0083 1 UR .E + X1ink:D330[W]
24862 309 — 324 690.0339 2067.0798 2067.0710 4.211 - 28 0.0073 1 UR .E + X1ink:DS50[W]
24863 309 — 324 690.0339 2067.0798 2067.0710 4.241 - 25 0.005 1 UR .E + X1ink:DS50[W]
f24864 309 — 324 1034.5472 2067.0798 2067.0710 4.261 - 52 2.1e-05 1 UR .E + X1ink:DS50[W]
24865 309 — 324 690.0339 2067.0799 2067.0710 4.271 - 38 0.00028 1 UR .E + X1ink:DS50[W]
24866 309 — 324 690.0339 2067.0799 2067.0710 4.281 - 24 0.02 1 UR .E + X1ink:DS50[W]
24867 309 — 324 690.0339 2067.0799 2067.0710 4.30 1 - 31 0.0064 U R. .E + X1ink:DS50[W]
A24865 309 — 324 690.0340 2067.0801 2067.0710 4.371 - 30 0.0014 1 UR .E + X1ink:D330[W]
24863 309 — 324 690.0340 2067.0801 2067.0710 4.391 - 19 0.017 1 UR .E + X1ink:DS50[W]
24870 309 — 324 690.0340 2067.0801 2067.0710 4.391 - 19 0.016 1 UR .E + X1ink:DS50[W]
f24871 309 — 324 690.0340 2067.0802 2067.0710 4.42 1 - 49 2.5e-05 1 UR .E + X1ink:DS50[W]
24872 309 — 324 690.0340 2067.0802 2067.0710 4.431 - 27 0.0033 1 UR .E + X1ink:DS50[W]
24873 309 — 324 1034.5474 2067.0802 2067.0710 4.451 - 23 0.014 1 UR .E + X1ink:DS50[W]
24874 309 — 324 690.0340 2067.0803 2067.0710 4.491 - 23 0.0068 1 UR .E + X1ink:DS50[W]
24875 309 — 324 690.0341 2067.0804 2067.0710 4,501 - 39 0.00024 U R.FYQLTEKLLDSVQPIAR.E + Xlink:DS50[W]
24876 309 — 324 690.0341 2067.0805 2067.0710 4.581 - 21 0.0096 1 U R.FYQLTELLDSVQPIAR.E + Xlink:DSSO[W]
24877 309 — 324 690.0341 2067.0805 2067.0710 4.581 - 28 0.0023 1 UR .E + X1ink:DS50[W]
f24878 309 — 324 690.0341 2067.0805 2067.0710 4.59 1 - 30 0.0016 1 UR .E + X1ink:DS50[W]
24873 309 — 324 690.0341 2067.0806 2067.0710 4.62 1 - 31 0.0013 1 UR .E + X1ink:DS50[W]
2488 309 - 324 690.0342 2067.0807 2067.0710 4.651 - 41 0.00024 1 UR .E + X1ink:DS50[W]
#2488 309 — 324 690.0342 2067.0807 2067.0710 4.681 - 20 0.013 1 UR .E + X1ink:DS50[W]
fz2488 309 — 324 690.0342 2067.0808 2067.0710 4.721 - 20 0.014 1 UR .E + X1ink:DS50[W]
2488 309 — 324 690.0342 2067.0808 2067.0710 4,731 - 27 0.0033 1 UR .E + X1ink:DS50[W]
efz488 309 - 324 1034.5477 2067.0808 2067.0710 4.741 - 34 0.00058 U R .E + X1ink:DS50[W]
2488 309 — 324 690.0342 2067.0809 2067.0710 4.781 - 18 0.031 1 UR .E + X1ink:DS50[W]
2488 309 — 324 690.0343 2067.0810 2067.0710 4.791 - 45 6e-05 1 UR .E + X1ink:DS50[W]
2488 309 — 324 690.0343 2067.0810 2067.0710 4.841 - 25 0.021 1 UR .E + X1ink:DS50[W]
24888 309 — 324 1034.5478 2067.0810 2067.0710 4.841 - 45 6e-05 1 UR .E + X1ink:DS50[W]
2488 309 — 324 690.0344 2067.0815 2067.0710 5.04 1 - 38 0.00026 1 UR .E + X1ink:DS50[W]
24830 309 — 324 1034.5482 2067.0818 2067.0710 5.231 - 34 0.00077 1 UR .E + X1ink:DS50[W]
24831 309 — 324 690.0346 2067.0819 2067.0710 5.231 - 25 0.0058 1 UR .E + X1ink:DS50[W]
24892 309 — 324 1034.5546 2067.0946 2067.0710 11.41 - 14 0.048 U R. : .E + X1ink:DS50[W]
39633 309 — 324 681.8586 2723.4054 2723.4105 -1.851 1 15 0.036 R.FYQLTRLLDSVQPIAR.E K314<—X1ink:DSS0—>K5 WGERK
43321 309 — 324 796.1778 3180.6820 3180.6681 4.351 0 33 0.00074 U R.FYQLTKLLDSVQPIAR.E K314<-Xlink:DSSO—>K365 K.V
47377 309 — 324 951.7306 3802.8930 3802.8732 5.231 2 27 0.031 1 R .E
+

=f49033 309 — 324 1058.7566 4230.9972 4230.9759 5.051 1 44 8.1le-05 [

—_— ¥
49401 1096.3159 4381.2345 4381.2264 1.851 1 49 2.5e-05 1
30325 921.4772 4602.3497 4602.3329 3.661 1 42 0.00011 1
50326 921.4779 4602.3530 4602.3329 4.361 1 20 0.013 1

#4542 556.3279 1110.6413 1110.6397 1.42 0 - 35 0.00037 1 U K.LLDSVQPIAR.E

#4543 556.3281 1110.6417 1110.6397 1.78 0 - 20 0.011 1 U R.LLDSVQPIAR.E

4544 556.3281 1110.6417 1110.6397 1.81 0 - 32 0.00072 1 U R.LLDSVQPIAR.E

#4545 556.3282 1110.6419 1110.6397 2.030 - 22 0.0066 1 U K.LLDSVQPIAR.E




Search results - Xlink EWas01AR-EWas02ERG

Peptide View

MS/MS Fragmentation of ETPLPHLTSDDVDKALQNSPR Kl4=Xlink:DSS0—K6 FYQLTKLLDSVQPIAR

Found in EWas02 in MSLdb, ERG isoform 2, human NP _004440.1, GS N-terminus
Found in EWas01 in MSLdb, Androgen receptor (330-899)(AR), mouse, NP 0385041, G5 N-terminus

Match to Query 49401 4381.234496 from(1096.315900.4+) intensity(29940.8160) scans(52769) rawscans(sn52769) rtinseconds(6033.2714) index(43834)

Title: 43835: Scan 52769 (rt=100.5533) [M:\Olsen_Shaun'M2021-005"Xcalibur'201003\201003501s03_C3 raw]

Data file M:\Olsen Shaun'M2021-005'Xcalibur\201003'201003501:03_C3 raw

0 0

) A
RS0
xL

L8908 9
ETjLﬂHLQSDDVDﬂmg‘”ﬁ‘ lons score - 49

VARV E ARy Expect - 2.5e-05
L L Error - 1.85 ppm

i

MS2 m/z 1096.316 (4+)

—
oo
—
o
=

% ofbase peak
vl 10}

m/z

1000

o
0 5

n
s 2

b=
400 =
00 &
0
observed

@ £ If':i'-\i! |r’:‘i: I:i :‘;'I rﬁiﬁ | |
= 56 54, & 8¢ (104 [to|1700.73 |

Label all possible matches ()  Label matches used for scoring @

Monoisotopic mass of neutral linked peptide Mr{calc) 1 4381.2264

Monoisotopic mass of neutral free alpha peptide Mr{calc): 2332,15659

Monoisotopic mass of neutral free beta peptide Mr(calc) : 1891.8567

Fixed modifications: Carbamidomethyl (C) (apply to specified residues or termini only)
Intact link : Alpha K14<-Xlink:D5S0-»K6 Beta

Ions Score: 49 Expect: 2.5e-85

Matches : 37/386 fragment ions using 77 most intense peaks  (help)




Search results - Xlink EWas01AR-EWas02ERG

Peptide View

MS/MS Fragmentation of ETPLPHILTSDDVDEALQNSPR Kl14=Xlink:DSS0—=K1 KNCPSCR
Found in EWas02 in MSLdb, ERG isoform 2, human, NP_004440 1, G5 N-terminus
Found in EWas01 1n MSLdb, Androgen receptor (330-899)(AR), mouse, NP_038504.1, GS N-terminus

Match to Query 45029: 3410.572856 from(853.650490.4+) intensity(131677.4200) scans(30748) rawscans(sn30748) rtinseconds(4011.8647) index(24223)
Title: 24224: Scan 30748 (rt=66.8644) [M:\Olsen_Shaun'M?2021-005Xcalibur'2010031201003501s03_C3.raw]
Data file M-\Olsen,_Shaun\M2021-005'Xcalibur'201003'201003S01:03_C3 raw
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Label all possible matches () Label matches used for scoring @

=]

Monoisotopic mass of neutral linked peptide Mr(calc) : 3418.5653

Monoisotopic mass of neutral free alpha peptide Mr(calc): 2332.1659

Monoisotopic mass of neutral free beta peptide Mr(calc) : 928.3956

Fixed modifications: Carbamidomethyl (C) (apply to specified residues or termini only)
Intact link : Alpha K14<-X1ink:D550-:K1 Beta

Ions Score: 34 Expect: 8.88871

Matches : 22/278 fragment ions using 63 most intense peaks (help)




Search results - Xlink EWas01AR-EWas02ERG

Peptide View

MS/MS Fragmentation of ETPLPHI TSDDVDEALQNSPR K14=Xlink:DSS0—=K1 KNCPSCR
Found in EWas02 in MSLdb, ERG isoform 2, human NP_004440.1, GS N-tepminus
Found in EWas(01 in MSLdb, Androgen receptor (5330-899)AR), mouse, NP 038504.1, G5 N-terminus

Match to Query 45032: 3410.586656 from(853.653940.4+) intensity(172497.6000) scans(30980) rawscans(sn30980) rtinseconds(4030.1333) index(24440)
Title: 24441 Scan 30980 (rt=67.1689) [M-\Olsen_Shaun'M?2021-005Xcalibur'2010031201003501s03_C3 raw]
Data file M-\Olsen_Shaun\M2021-005\Xcalibur'2010031201003S01s03_C3 raw
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Label all possible matches () Label matches used for scoring @

P o—

Monoisotopic mass of neutral linked peptide Mr(calc) : 3419.5653

Monoisotopic mass of neutral free alpha peptide Mr(calc): 2332.1659

Monoisotopic mass of neutral free beta peptide Mr(calc) : 928.3956

Fixed modifications: Carbamidomethyl (C) (apply to specified residues or termini only)
Intact link : Alpha K14<-Xlink:D550->K1 Beta

Ions Score: 27 Expect: 8.8827

Matches : 38/278 fragment ions using 88 most intense peaks  (help)




Search results - Xlink EWas01AR-EWas02ERG

% of base peak
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Export search results for xiVIEW

MATRIX

SCIENCE
User
E-mail
Search title

MS data file :
: 1: Contaminants_minus_Bos_taurus 20120713_20210211 (124 sequences; 62,564 residues)

Databases

Timestamp

Re-search

MASCOT Search Results

DSS0O176{K) Ox(M) Carb(C) D(NQ) Ac{Protein N-term) (Olsen Wasmuth M2021-005 DSSO Frac 11, Band C3, cOT_TS_cIT_ddHCD, 30min, 5ul, GB3)
M:\Olsen_Shaun\M2021-005\Xcalibur,2010034201003S0Is03_C3.raw

2: MSLdb 230513 (685 sequences; 267,424 residues)
3: UniProt_E_coli 20180227 (6,130 sequences; 1,398,442 residues)

: 26 May 2023 at 00:36:17 GMT

® All O Non-significant O Unassigned  «f[help] Export As XML v\

} search parameters

» Score distribution

» Modification statistics for all protein families

} Legend

Protein Family Summary

EOUaE

} Sensitivity

| significance threshold p< [0.05 |Max. number of families [auTo | “[help]
Display non-sig. matches [ Min. number of sig. unigue sequences |1 v
Dendrograms cut at :D

Preferred taxonomy All entries v |

J Proteins (185) || Report Builder || Unassigned (45933) |

1 rs 55591 XLink DSSO EWas01_EWas02 tryp-2 -mods Olsen Wasmuth M2021-005 Distiller update20100350Is03_C3.raw (MSLdb UniProt_E_coli Contam_minus_Bt ) trypsin-2 DSSO175(K)

i_§_permalink

Protein families 1-10 (out of 179)

Accession

[10 v |per page 1 @ E E @ E_u IQSI | Next Expand all | :"C..ol.l.apse aII

v || contains v | | Find | | Clear |

P1 1 2:EWas02 69353 ERG isoform 2, human, NP_004440.1, G5 N-terminus
_|—|: 3 2::DLib03 2939 EWS-FLI1_human-BirA_E_coli-3xHA
2 2::MSLO02 67101 =p|P11308-3|ERG_HUMAN Isoform 2 of Transcriptional regulator ERG OS=Homo sapiens OX=3606 GN=E...

b2

2::EWas01 43554 Androgen receptor {330-8339){AR), mouse, NP_038504.1, G5 N-terminus




Export search results for xiVIEW

MAIRX. MASCOT Search Results

User

E-mail

Search title : rs 55591 XLink DSS0 EWas01_EWas02 tryp-2 -mods Olsen Wasmuth M2021-005 Distiller update201003S0Is03_C3.raw (MSLdb UniProt_E_coli Contam_minus_Bt ) trypsin-2 DSSO175(K)
DSS0176(K) Ox(M) Carb(C) D(NQ) Ac{Protein N-term) {Olsen Wasmuth M2021-005 DSSQ Frac 11, Band C3, cOT_TS_cIT_ddHCD, 30min, 5ul, GB3)

MS data file : M:\Olsen_Shaun\M2021-005\Xcalibur\201003%201003S0Is03_C3.raw

Databases : 1: Contaminants_minus_Bos_taurus 20120713_20210211 {124 sequences; 62,564 residues)
2: MSLdb 230513 (685 sequences; 267,424 residues)
3: UniProt_E_coli 20180227 (6,130 sequences; 1,398,442 residues)

Timestamp : 26 May 2023 at 00:36:17 GMT

Re-search | @ All O Non-significant O Unassigned  #[help] |  Export As (XML v |

P search parameters XML

P score distribution csv

P Modification statistics for all protein families mzldentML

P Legend FASTA
XVIEW-CSV

Protein Family Summary N

I Format Significance threshold p< |0.05 éMax. number of families MG!_: Peak. LISt rlhelpl
Display non-sig. matches [} Min. number of sig. unique sequences |1 v
Dendrograms cut at ] B
Preferred taxonomy _;\II entries N ¥

} sensitivity

J Proteins (185) || Report Builder || Unassigned (45933] |

Protein families 1-10 (out of 179)
[10 v |per page i |§_! E| EI @ I_E| @| Next jfxpand all | | collapse all |

| Accession v || contains v || | Find | | Clear |

b1 1 2::EWasD2 59353 ERG isoform 2, human, NP_004440.1, GS N-terminus
_I—l: 3 2::DLibD3 2939 EWS-FLI1_human-BirA_E_coli-3xHA
2 2:MSL02 67101 sp|P11308-3|ERG_HUMAN Isoform 2 of Transcriptional regulator ERG OS=Homo sapiens OX=9606 GM=E..

» 2 2::EWas01 43554 Androgen receptor {330-899)(AR), mouse, NP_038504.1, GS N-terminus




Export search results for xiVIEW

MATRIX

SCIENCE
User
E-muail
Search title

MS data file :
: 1: Contaminants_minus_Bos_taurus 20120713_20210211 {124 sequences; 62,564 residues)

Databases

Timestamp

| Re-search

MASCOT Search Results

DSSO176(K) Ox(M) Carb{C) D(NQ} Ac(Protein N-term) (Olsen Wasmuth M2021-005 DSSO Frac 11, Band C3, cOT_TS_cIT_ddHCD, 30min, 5ul, GB3)
M:\Olsen_Shaun\M2021-005\Xcalibur,20100320100350Is03_C3.raw

2: MSLdb 230513 (685 sequences; 267,424 residues)
3: UniProt_E_coli 20180227 (6,130 sequences; 1,398,442 residues)

: 26 May 2023 at 00:36:17 GMT

| () Non-significant () Unassigne The | ot | As i - v |
MO Non-sipihcant O Wnassigned. =Thelpl) [ Bol [iAs VISR

P search parameters

} Score distribution

P Modification statistics for all protein families

} Legend

Protein Family Summary

omals

» Sensitivity

| Significance threshold p< |0.05 .?Max. number of families ':AUTC_]___ | #help]
Display non-sig. matches [_] Min. number of sig. unique sequences |1 v
Dendrograms cut at |0
Preferred taxonomy 3__AII entries - v“;

J Proteins (185) || Report Builder || Unassigned [45933) |

1 rs 55591 XLink DSSO EWas01_EWas02 tryp-2 -mods Olsen Wasmuth M2021-005 Distiller update201003S0Is03_C3.raw (MSLdb UniProt_E_coli Contam_minus_Bt ) trypsin-2 DSSO175(K)

&permalink

Protein families 1-10 (out of 179)
| 10 v: per page i E| EI m E |§ |g !M Expand all | | Collapse aII:;

| Accession

v || contains v || || Find Clear |

b1 1 2:EWas02 69353 ERG isofarm 2, human, NP_004440.1, GS N-terminus
_|—|: 3 2::DLibD3 2939 EWS-FLI1_human-BirA_E_coli-3xHA
2 2::MSLOD2 67101 sp|P11308-3|ERG_HUMAN Isoform 2 of Transcriptional regulator ERG OS=Homao sapiens OX=9606 GM=E..

b2

2::EWas01 43554 Androgen receptor (520-893)(AR), mouse, NP_038504.1, GS N-terminus




Export search results for xiVIEW

MATRIX
SCIENCE _-

Access Mascot Server [EsE{elE arch help Contact

Maszcot database search > Access Mascot Server » Export search results Logged in as weintraub | Edit | Logout

Export search results Help
Export format ﬁ-:nci\.-’]:EW-CSV v
Significance threshold p< UUS | at Oidentity ®homology

Display non-significant matches [

Max. number of hits |AUTO
Min. number of sig. unigue sequences |1 w

Protein scoring (JStandard @®MudPIT

Group protein families

Require bold red

* Occasionally requires information to be retrieved from external utilities, which can be slow

| Show command line arguments Export search results




Export search

results for xiVIEW

MATRIX
SCIENCE

ViR DLl =g =T 8 Database search help Contact

Mascot database search > Access Mascot Server > Export search results

Exporting is ready to be started.

i_DownIoad |

| search this site L® ]
B bl i S .

Logged in as weintraub | Edit | Logout

Opening F0535593.cov

You have chosen to open:

£37) F055593.csv

which is: Microsoft Excel 97-2003 Worksheet
from: http://g1200mas-ap0lwp.win.uthscsa.edu

What should Firefox do with this file?
Ggpen with | Excel (default)

l@lﬁave File

[] Do this autormatically for files like this from now on.

oK

Cancel




Export search results for xiVIEW

MATRIX
SCIENCE

Access Mascot Server earch help Contact

Mascot database search > Access Mascot Server > Export search results Logged in as weintraub | Edit | Logout

Export search results Help

Export format [ xVIEW-CSV v

Significance threshold p< | XML lentity ®homology
Display non-significant matches 3y
) mzldentML
Max. number of hits
FASTA
Min. number of sig. unique sequences MVIEW-CEV

Protein scoring | Mascot DAT File  dPIT

MGF Peak List
Group protein families B4

Require bold red

* Occasionally requires information to be retrieved from external utilities, which can be slow

| Show command line arguments Export search results




Export search results for xiVIEW

MATRIX
SCIENCE

ELINEN Access Mascot Server lataba: rch he Contact

Mascot database search > Access Mascot Server > Export search results Logged in as weintraub | Edit | Logout
Export search results Help
Export format -FASTA ~
Significance threshold p< DEIS | at Oidentity @®@homology

Display non-significant matches [

Max. number of hits |AUTO

Min. number of sig. unigue sequences |1 v
Protein scoring (JStandard @®MudPIT

Include same-set protein hits
(additional proteins that span [_]
the same set of peptides)

Include sub-set protein hits
(additional proteins that span |1
a sub-set of peptides)

Group protein families

Require bold red

* Occasionally requires information to be retrieved from external utilities, which can be slow

Show command line arguments | Export search results




Export search results for xiVIEW

MATRIX
SCIENCE e

Access Mascot Server [BElELE arch help Contact

Mascot database search > Access Mascot Server = Export search results Logged in as weintraub | Edit | Logout
Export search results Help
Export format I FASTA v
Significance threshold p< | XML entity @homology
Display non-significant matches SV
) mzldentML
Max. number of hits
FASTA

Min. number of sig. unique sequences VIEW-CEV

Protein scoring | mascot DAT Eile  dPIT

Include same-set protein hits | MGF Peak List \
{additional proteins that span

L]

the same set of peptides)

Include sub-set protein hits
{additional proteins that span |1
a sub-set of peptides)

Group protein families

Require bold red

* Occasionally requires information to be retrieved from externzl utilities, which can be slow

| Show command line arguments ' Export search results |




Export search results for xiVIEW

MATRIX
SCIENCE |

PR D RNl =TTl Database search help  Contact

Maszcot database search > Access Mascot Server » Export search results Logged in as weintraub | Edit | Logout

Export search results Help

Export format | MGF Peak List  »

(® original order (for use with mzldentML or mzTab)

_) Mascot guery order \

Qutput spectra in

| Show command line arguments | | Export search results |




Export search results for xiVIEW

MATRIX
SCIENCE |

PR D RNl =TTl Database search help  Contact

Maszcot database search > Access Mascot Server » Export search results Logged in as weintraub | Edit | Logout

Export search results Help

Export format | MGF Peak List  »

) original order (for use with mzldentML or mzTah)
Qutput spectra in
@ Mascot guery order

| Show command line arguments | | Export search results |




xiVIEW

HOME
UPLOAD
MY DATA

SIGN OUT

DEMO
MZIDENTML
CSV FORMATS

PRIVACY

RAPPOILE

Supported by

wellcometrust

Upload files into xiVIEW

Home

xiVIEW is a web-based visualisation tool for the analysis of cross-linking / mass spectrometry results, it is independent of the search software used. It

provides multiple, linked views of the data, including:
* 2D network (xiNET or circular)

e the supporting annotated spectra using xiSPEC.

e 3D structure view using NGL.
The video tutorials give an overview of xiVIEW's many features.
xiVIEW is an open source project on GitHub. Report issues and request features here.

When using xiVIEW please cite: Graham, M., Combe, C. W., Kolbowski, L. & Rappsilber, J. xiView: A common platform for the downstream analysis of

Crosslinking Mass Spectrometry data. doi: 10.1101/561829.

MNew User?

CREATE NEW ACCOUNT

R R L R

AD MAGE ASSVG | | CLEAR HIGHLIGHTS.




xiVIEW

HOME
UPLOAD
MY DATA

SIGN OUT

DEMO
MZIDENTML
CSV FORMATS

PRIVACY

RAPPOILE

Supported by

wellcometrust

Upload files into xiVIEW

Upload

Data upload video tutorial /
P oo

Identification file: Select a mzldentML or csv file to upload
Peak list file(s): No peak list file(s) selected - spectra will be unavailable
Sequence file: No FASTA file selected, protein identifiers must be UniprotKB accession numbers

xiView accepts three types of input data:

. Peptide Identifications (required)
Supported file formats: mzldentML (file extension must be "mzid') and Comma Seperated Values (file extension 'csv').

ii. Peak Lists (optional)
Supported file formats: mzML, mgf, and ms2 (& zip/gz archives of these). File extension must be ‘mzML, "mgf’, 'ms2' or zip'

If peak list data is uploaded then it must be complete, i.e. all spectra identified must be present, or the upload process will result in an error.
mzML tip: Filter out MS1 spectra to reduce file size and upload/parsing time. (e.g. ‘MS level 2-' in MSconvert)

. Protein Sequences (optional)
Supported file formats: FASTA (file extension must be 'fasta'), sequences can also be contained in mzldentML files.

If you do not provide a FASTA file, then your protein 1Ds must be valid UniProtKB accession numbers.
If you do provide a FASTA file, then your protein IDs must all match identifiers in the FASTA file.

+ Only the peptide identifications file is required, but without uploading peak lists you won't be able to inspect the supporting spectra using
xiSPEC.

e Thereis a 10GB size limit on uploaded files.

EXAMPLE DATA SETS




Upload files into xiVIEW

¥ File Upload
= v I < lcgbiowinuthscsa.edu > MSL1 » Olsen_Shaun » M2021-005 » Mascot_XLink > Distiller update 2023 05 » xiVIEW » v [&] O Search xiVIEW
Organize * Mew folder =~ T @
MSL i MNarme Date maodified Type Size
MNIH Strategic Initiative_1507 2023 5:50 PM Eile folder
ORIP Strategic Planninc Conf_150703 023 5:33 PM Microsoft Excel C... 47 KB
Photos || F035593 fasta /26/2023 7:37 AM FASTA File B3 KB
PPTfiles Bj F0355%3.mgf 5/26/2023 7:39 AM MGF File 430,922 KB
PROTECT 1| F5539T.cav 5/27/2023 329 PM Microsoft Excel C... 26 KB
| 055594 fast 5/26/2023 T:43 AM FASTA Fil 80 KB
Proteome Software J e ’ - - "
D F055594.mgf 5/26/2023 T:46 AM MGF File 371,319 KB
Revi
EvIEws B33 FO55601.csv Microsoft Excel C... 65 KB
SA Met Ballet | FO55601 fasta 5/27/2023 4:48 PM FASTA File 104 KB
Samples [7] Fo33601.mgf 023 4:35 PM MGF File 520,442 KB
Sergio IEl F035602.csv 5/27/2023 544 PM Microsoft Bxcel C... 64 KB
Students | FOS5602 fasta 5272023 4:43 PM FASTA File 104 KB
STW [ Foss602.mgf 5/2772023 4:47 PM MGF File 520,442 KB
‘Sching I@ F0535603.c5v 5/27/2023 48 PM Microsoft Excel C... 100 KB
e el | Fo55603.fasta / 23 4:46 PM FASTA File 104 KB
. || FD35603.mgf MGE File 520,442 KB
Thermo
Trinity
T5C 510
UPR_RCMI
UT System Protecrnics Core Metwork
UTEP
UTHSCSA
UTSA
WHS
We
£ Network
T lcgbio.win.uthscsa.edu
v
File name: v | All Supported Types (“.mazid;™.ct ~ |
e




Submit files for xXiVIEW

xiVIEW

Upload
Data upload video tutorial

G =nL=b | svsuromn |
UPLOAD
MY DATA Identification file: FO55593.csv ¢

Peak list file(s): F055593.mgf v
SIGN OUT

Sequence file: F055593fasta ¥
DEMO xiView accepts three types of input data:

MZIDENTML . Peptide Identifications (required)

Supported file formats: mzldentML (file extension must be "mzid') and Comma Seperated Values (file extension '.csv').
CSV FORMATS

. Peak Lists (optional)

ERINRCY Supported file formats: mzML, mgf, and ms2 (& zip/gz archives of these). File extension must be ‘mzML, "‘mgf’, ‘ms2' or ‘zip"

If peak list data is uploaded then it must be complete, i.e. all spectra identified must be present, or the upload process will result in an error.
mzML tip: Filter out MS1 spectra to reduce file size and upload/parsing time. (e.g. ‘MS level 2-' in MSconvert)

. Protein Sequences (optional)
Supported file formats: FASTA (file extension must be 'fasta'), sequences can also be contained in mzldentML files.

If you do not provide a FASTA file, then your protein 1Ds must be valid UniProtKB accession numbers.
If you do provide a FASTA file, then your protein IDs must all match identifiers in the FASTA file.

RAPPOILEER

» Only the peptide identifications file is required, but without uploading peak lists you won't be able to inspect the supporting spectra using
xiSPEC.

e Thereis a 10GB size limit on uploaded files.
Supported by

wellcometrust

EXAMPLE DATA SETS




Open results file in xiVIEW

[¥] Visualise Network | Spectra Only [#] Upload Time [] Upload Error ||j Warnings | Agg Group

|D|:fct|:
B

F055603.csv View Spectra ] (B
FO055602.csv View Spectra [
F055601.csv View Spectra Y (B
E055594.csv View Spectra _
F055593.csv / View Spectra [ EE]
FO55600.csv View Spectra . . (B
F055599.csv View Spectra
F055266.csv View Spectra (B
FO55012.csv View Spectra 1 _ - |
F055012.mzid View Spectra . (B
F051211.csv View Spectra [B
FO54048.csv View Spectra _”_ b
F054047.csv View Spectra ] (B
F054046.csv View Spectra [
F054045.csv View Spectra Y (B
F054044.csv View Spectra [E
F054042.csv View Spectra _ - |
F054041.csv View Spectra . (B
F053907.csv View Spectra [B

I




XiVIEW - linear view

# IMPORT VIEWS PROTEIN-SELECTION GROUPS ANNOTATIONS EXPORT HELP DISPLAY ¥ | LAYOUT: AUTO IRe VAL BN Enter Save Layout Name SAVE | DOWNLOAD IMAGE AS SVG

Proteins: 2
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XiVIEW - circular view and linear view

A IMPORT VIEWS PROTEIN-SELECTION GROUPS ANNOTATIONS EXPORT HELP DISPLAY ¥ | LAYOUT: (Kol 1ol @l Friter Save Layout Name | DOWNLOAD IMAGE AS SVG

Proteins: 2
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Mascot search results - score distribution

YIRS MASCOT Search Results

User

E-mail

Search title : rs 55591 XLink DSSO EWas01_EWas02 tryp-2 -mods Olsen Wasmuth M2021-005 Distiller update201003S0Is03_C3.raw (MSLdb UniProt_E_coli Contam_minus_Bt ) trypsin-2 DSSO175(K)
DSS0176(K) 0x(M) Carb{C) D(NQ) Ac{Protein N-term) {Olsen Wasmuth M2021-005 DSSO Frac 11, Band C3, cOT_TS_cIT_ddHCD, 30min, Sul, GB3)

MS data file : M:\Olsen_Shaun\M2021-005\Xcalibur\201003\20100350Is03_C3.raw

Databases : 1: Contaminants_minus_Bos_taurus 20120713_20210211 (124 sequences; 62,564 residues)
2: MSLdb 230513 (685 sequences; 267,424 residues)
3: UniProt_E_coli 20180227 (6,130 sequences; 1,398,442 residues)

Timestamp : 26 May 2022 at 00:36:17 GMT
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Peptide score distribution. Ions score is —101log(P), where P is the

probability that the observed match is a random event.

There are 5,096 peptide matches abowve identity threshold and
6,266 matches above homology threshold for 52,199 queries. On
average, individual ions scores > 23 (beyond green shading)
indicate identity or extensive homology (p<0.05).

» Modification statistics for all protein families

} Legend

Protein Family Summary

Protein Score

[Deprecated] Protein score distribution. Score distribution for
family members in the first 50 proteins. Protein scores are derived
from ions scores as a non-probabilistic basis for ranking protein
families.

Format Significance threshold p< |0.05 Max. number of families AUTO =[help]
Display non-sig. matches Min. number of sig. unique sequences |1
Dendrograms cut at 0
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Mascot search results - score distribution

YIRS MASCOT Search Results

User

E-mail

Search title : rs 55591 XLink DSSO EWas01_EWas02 tryp-2 -mods Olsen Wasmuth M2021-005 Distiller update201003S0Is03_C3.raw (MSLdb UniProt_E_coli Contam_minus_Bt ) trypsin-2 DSSO175(K)
DSS0176(K) 0x(M) Carb{C) D(NQ) Ac{Protein N-term) {Olsen Wasmuth M2021-005 DSSO Frac 11, Band C3, cOT_TS_cIT_ddHCD, 30min, Sul, GB3)

MS data file : M:\Olsen_Shaun\M2021-005\Xcalibur\201003\20100350Is03_C3.raw

Databases : 1: Contaminants_minus_Bos_taurus 20120713_20210211 (124 sequences; 62,564 residues)
2: MSLdb 230513 (685 sequences; 267,424 residues)
3: UniProt_E_coli 20180227 (6,130 sequences; 1,398,442 residues)

Timestamp : 26 May 2022 at 00:36:17 GMT

Re-search | @ all O Non-significant () Unassigned  =Thelp] | Expor‘t As XML v |
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¥ Score distribution

Number of Hits
(o]
L=

Number of Matches (le+d)

T 1
TS0
Protein Score

T T T
1o 0 25000

core distribution for

Peptide score distribution. Ions score is —101og(F), where P is the |t scores are derived
probability that the observed match is a random event. s for ranking protein

There are 5,096 peptide matches above identity threshold and
6,266 matches above homology threshold for 52,199 queries. On
average, individual ions scores > 23 (beyond green shading)
indicate identity or extensive homology (p<0.05).

Protein Family Summary

Format Significance threshold p< |0.05 Max. number of families AUTO =[help]
Display non-sig. matches Min. number of sig. unique sequences |1

Dendrograms cut at 0
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XiVIEW - linear view with minimum match score set to 23
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XiVIEW - linear view with minimum match score set to 23
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XiVIEW - annotated cross-linked peptide spectrum
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AR cross-linked with E. coli chaperone DNAK
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ERG modulates AR activity through association with the AR LBD
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ABRF iPRG 2020 cross-linking study

ISB/SPC Trans Proteomic Pipeline ::

Home Files

Welcome

This tutorial focuses
on these three —
pipeline steps.

ANALYSIS PIPE

PPPPPP

TPP Tools ~

Generate mzML
Kojak Search

' Analyze Peptides

Quantify Annotated lons

Study divided into two parts.

Part 1: Participants given self-guided, graphical
tutorials (Mascot or Kojak) that instruct them
on how to complete data analysis on half the
study data.

Part 2: Participants apply what they learned in
Part 1 to the remaining data. They can use the
same analysis pipelines, or explore new tools.

No prior knowledge of crosslinking analysis is
required to participate.
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Step #3: Click Update
Page to finish.

Select which peptide sequence to overlay
on the spectrum from these tabs.
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