MASCOT Server EEFDEERHE 1

BERDEZAE (mod_file)

Mascot MRFRIZIBIT 27T I /B OEH (Mascot MFRFX E MM ® Fixed modifications 5 LY Variable
modifications U A MIFERINDEMHMAICHIE) (X mod_file 7 7 A VOHFTEHZESNTWVET, mod_file 7 7
AMITHFAPTHEEINTEY, ROERUIZ L2 > TEEDEMOERNEZET LY | HlloEM%8
M4z &mMTEET,

W mod_file 274 ILDOEFEER A

C:¥inetpub¥mascot¥config 7 # VX ZH Y £9°,

B &ESE N

TXADMET 4 X %fH>T mod_file #BHE, MEL T EE, ElE, [(AF— M A=a— - [FrrsT
2] — [Mascot] — [config] — [Mascot modifications file] ZR#NJ % & AERTHIANED T, MELT
<TEE0,

O L DODEMDERITEAT TR S, MOBRIERDIT 7 ry 7 LIZ7 A2 ) A7 (k) TREIY 9,

Title:Acetyl (K)

Residues:K 170. 105528 170. 2090
*

Title:Acetyl (N-term)
Nterm:43. 018390 43. 0446

Mascot IZIRD 3 DDV T ADELEFRE VA — F L TWET,

B 75X1 - Residues W

FRE LT BRI L CTEMZ M 5T 258 1S LET,
T ARG XIS (D) &g I UM (B) [T 5 AFT AT L (-0-H — -0-CH3, 7 A/XTF
CERFEAL(115) -1 + 15 = 129 / v I Umeikks (129) -1 + 15 = 143 ) OERBIZRLET,

Title:Methy! ester (DE)
Residues:E 143.05825 143.142
Residues:D 129.04260 129.115
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1478 : Title
A MATTT, Title F—U— FOKIZXTH] Methyl ester (DE) 2% & £9, ZOIXTFSNE Mascot MR
REMmED Fixed modifications 35X O Variable modifications U A F& XN Mascot MiZEFERDHF THERE
NET, B OERPEETE 2 XTI E2ERL TSV, RN O STF IS (alphanumeric
character) B L VPAR—AROENE T, £, LFELFORDAN—RTEREFHLET (RFFShET),
21TH : Residues
FRIEEFRAT TS, Residues F—U— RORIZROILTHIDHEE £
I XFREOT I/ Ea— R E
¢ AR—R "

B NVE I U (B) BT /) T4 Y My 7 EE (Monoisotopic mass) 143.05825

” 7

. AR— R

s I Uk (B) EREOFEE & (Average mass) 143,142
317H : Residues
297H L REETT,

B Y95X2 (RFFFK) - Nterm / Cterm W

ARTF RO C RKIE 21T N KIRIKE L THERM & 53 558 IR L E T,
RTF RO C R D A F LT AT AL (~HN-R-CO- — ~HN-R-CO-0-CH3, +31) DEHEBEZRLET,

Title:Methyl ester (C-Term)
Cterm:31.01839 31. 03422

1478 : Titile
B A MAATTY, Title F—U— FDO%IZIFH] Methyl ester (C-Term) 2 & £4, Z OXFHNE Mascot
IR EHE O Fixed modifications 358 Variable modifications U A hd LN Mascot #REEFERDOHTH
RENFET, B hOBRMERTE L LTFHZERL T EEW, FEIMWNO CFETEH LT (alphanumeric
character) I[ZBRONFET, £/, LFLLFOMDAR—AIERERFHLET (REINET),
2478 : Cterm
KIBEFRITTT, Cterm (F7zi Nterm) ¥ —U— FOEITRO LTI E £7,
CAFNTATFNVEDOE ) T A Y Ny 7B & (Monoisotopic mass) 31.01839
c A= 7

s AFNVT AT IVIEOEYE B (Average mass) 31.03422
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B Y25R2 (B2/898) - ProteinNterm / ProteinCterm W
X %78 (intact protein) O C RKuiE 721% N RKiglZxt L TERI 259 258125 LET,

B RO N R B R 2k (-NH-CR-CO~ — HCO-NH-CR-CO~, +29) DEFEMBIZ R L £,

Title:N-Formyl (Protein)
ProteinNterm:29. 002740 29.0180

1478 : Title

A MATTT, Title F—T— FO#KIZICTS] N-Formyl (Protein) 23t 3, Z DT FE Mascot FrFR
REMmE D Fixed modifications 35O Variable modifications U A FE LN Mascot MR DHF THERE
NET, B OERPEETE 2T E2ERL TSV, RN O STF ST (alphanumeric
character) I[ZBROGNET, /o, XFLLFOMDAR—RIEREFLET (RESNET),
217H : ProteinNterm

RIRERITTT, ProteinNterm (F721% ProteinCterm ) F—U— FOBITKROLFHINFEE £7,

TRV INEDOE )T A Y FE Y 7 E (Monoisotopic mass) 29.002740

- AR

IRV I VO HE E (Average mass)  29.0180

B 7 5X3 - ResiduesNterm / ResiduesCterm W
FEE LT2oRKu 7 2 BRFRFE D C Riln F 7213 N Kl xt L & 2 53 258 1cx s L9,
ZURIBONRKGIVEZ I (Q EIENERLEN T Pyro-Glutamine (272 5854 (NH2 FE24 45 DIEIKR, —16)

DEFRBEZRLET,
gLazy Q) ERJIILE = U (pyro-Glu) + NH3
[1+128] [128 - 161 + 1 + 16
H—NH—CH—C0— HN—CH—C0—
N (RN
CH2 - 0=C CH2 + H—NH2
e AN
0=C—CH2 CH2
I
NH2

Title:Pyro—glu (N-term Q)
ResiduesNterm:Q -16.01872 -16. 023

1478 : Title
A IATTT, Title ¥—U— FOH%IZCFH] Pyro-glu (N-term Q) 23Fix 4., ZDOXFHL Mascot

HiREEE D Fixed modifications 331" Variable modifications U & F3 XN Mascot MR FER DT THR

SHET, B P OEERPEECE XTI EZERLTLLZI N, FHIMAOCFIF IS (alphanumeric



MASCOT Server {EEFiDEZERAE 4

character) I[ZRHNET, F7o. LFLLFOMDAN—ATEREFHLET REFSNET),
2178 : ResiduesNterm
RIMEFIT T, ResiduesNterm (F7-1% ResiduesCterm) %—U— ROBIZKROTTHNRE £,
I XFRREOT I /Ba—FKQ
*NH2 3 DE /T A Y 'y 7 EE (Monoisotopic mass) —16.01872

- RN

« NH2 5> D& & (Average mass) -—16.023

BB, 7T A3 TRHEMERITITIZIOE DOREDAEZERTHIENTEET, IWEL T, NKxZLZ I
VW (B) ZRIEDBR{L S 4L T Pyro—Glutamine (272 2356 (OHFEY 43 DML, —17) HEFE LI WIGAITIMSLIZESR
THLEND Y £,

JILE s U (B) EnJLE s VB (pyro-Glu) + H20
[1+129] [129 - 171+ 1+ 17
H—NH—CH—C0— HN—CH—C0—

N [N
CH2 - 0=C CH2 + H—0H
7 N
0=C—CH2 CH2
|
OH

Title:Pyro-glu (N-term E)
ResiduesNterm:Q -17.002740 -17.0074

BloplE LT, NRiiZ U ok (6) oY A MA UL (myristoylation) DFIZRLE T,

H-Gly~ - H3C-(CH2) ,,~CO-Gly~
[1+57] [ 211 + 57 ]

Title:Myristoylaton (N-term Q)
ResiduesNterm:G 211.206191 211.3635

B EEL-EHEHRRZICE@MICKRTIELLLGLMEE B

B LI Efi 2 Mascot MREFEM@E D Fixed modifications 331X Variable modifications U 2 hiZFmw
L BRWEAE. RofBlo X oz, Title F¥—U— R{TORDITIZ Hidden 2B L TL7E&EW,
Title:Pyridyl (K)

Hidden

Residues:K 247.13208 247.29880
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H -a—F+7)LAX N

TIITA T =V a VOBRICEMN =2 — b T 25 &L 2954 1E, Neutralloss ¥ —U— R&ffi> T
RETHZ ENTEET,

Vomfbsiize )y ), AvA=r (1) 280777 A MAvR=a—sTm 2 (BLY o H3PO4,
98) ZHIFEIFTHBOERGEZRLET,

Title:Phospho (ST)

Residues:S 166. 998359 167.0572
Residues:T 181.014010 181. 0838
Neutralloss:97. 976896 97. 9952

1178 : Title
2 A MWATTT, Title ¥—U— FO®KIZICT S Phospho (ST) 2Hix F9, Z DO3CFHIIT Mascot MR E ]
H® Fixedmodifications 35X O Variablemodifications U X Fis X MMascot B FERDOFTRRINET,
L POBENERETE 2 FH A EHE L TLIZE W, FHIMNOSIFIT ST (alphanumeric character) (&
RONET, £, XFLEXTFORDOAR—RIERER/FHET RS ET),
2178 : Residues
FRILEFRITTY, Residues F—U — FORITKDOILFHINHE £,
I XFRFEOT I /Ba—FK S
U VEBlbEneR ) VEREOE ) T4 Y Yy 78R (Monoisotopic mass)  166. 998359
N T S S
sV UMb EnTo e ) RO R (Average mass)  167.05672
3178 : Residues
21TH L HERTT,
478 : Neutralloss
Wi U >l H3PO4 DEFTTTY, Neutralloss F—U— ROBIZKOLTFHINFEE £7,
< LY g H3PO4 DF ) T A Y RN 7R (Monoisotopic mass) 97.976896
N T S S

< LY B H3P04 DOFEE (Average mass)  97.9952

FIEED =2 — F I Ar AZFARICBIEEZTHERH Y 7, UV BRI MbNTHETR, =
a— I REFIEEIIRVWEE L, 80Da (HP03) H2DVNE 98 Da (H3P04) D==2— kT AR & T
LA ENREFHZECDZ ZERH ET, 72 ZE, 0Da k98 Da D=a— T u ZARNREKIIEIY 5 DHED
REIFRDE ST £7,

Title:Phospho (STY)
Residues:S 166. 998359 167.0572
Residues:T 181.014010 181.0838
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Residues:Y 243.029660 243. 1532
NeutrallLoss:97. 976896 97.9952 0
NeutrallLoss:0 0 0

547H & 64TH ® NeutrallLoss 170 3 &K H D% (0:master £7-1% 1:slave) #ffio-TC==a—hF/la R|Z
EZRT B E—7 % Mascot DA TIZMRT 2N E I DERETDHZENTEET,

5178 : NeutrallLoss
Wi U >k H3PO4 DEFTTTY, Neutralloss F—U— ROBIZKOLTFHINFE £7,
<Y il H3POA OF ) T A Y Ry Z7/EE (Monoisotopic mass) 97.976896
C AR
< iV g H3P04 DFEXJE R (Average mass) 97.9952
C AR
cma— AR RCERTHE—7 2 ZaTIIMET 5 (naster == — kF/Lm2) 0
6178 : NeutralLoss
Za— "IN REBERIIRNIE (Thbb=a—1FF1r X "0") OEXRITTT, Neutralloss *¥—
T — ROBIRDLFHB e E 3,
cE)TAY ME Yy ZEE (Monoisotopic mass) 0
C AR
- E¥JE & (Average mass) 0

¢« ANR— R

cZa— F T RITERTAEY—7 22 TN T 5 (master ==—hFF /LX) 0

7255, Neutralloss 170 3 & H O¥ T (master=0 F7/=i% slave=1) (T4 7> a3 o TT, ZOFT v a ViifF
FELBRWEARIT 0 EAARIhET (ThbbEELLE=2— I r X RET S E— 271X Mascot A2 7N
REIhET),

Mascot IX master ==— k7Ll u AZERNT 5 E— 7 FHOMATOF TRb A7 OEmWEREZRRLET, b
L slave =a— I AR AZERT 2= PIHET 2H5BIEFENODOE =213/ A ADOE—2 U A FpbIidkk
SR, D4 Mascot A3 7 IIFENCHE < 720 97, IRD Mascot MR BilE,

(1) EfizzER L

(2) Phospho (STY) + 0 Da master + 98 Da master

(3) Phospho (STY) + 0 Da master + 98 Da slave
DT,

[BET—% MS/MSE—2 1R F) ]
# Enzyme © Lys—C/P
# Modification : Phospho (STY)
# Peptide Tol = 50 ppm, MS/MS tol = 0.3 Da
# Instrument © ESI-QUAD-TOF
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# PROTEIN KINASE ELM1 (EC 2.7.1.-), IPTPIK + Phospho (STY)
BEGIN IONS

TITLE=CID Spectrum of a Candidate of Phosphopeptide by Dr. Ken-ichi Yoshino
PEPMASS=748. 43

CHARGE=1+

748. 43 100

730.05 10

668.11 9

650. 45 40

537.36 6

440.31 70

392.72 10

357.27 30

294.19 10

260.20 2

147.12 6

END [ONS

[ Mascot #FEHRE ]

a2 £] £]
FALE RO % BRAD® v-AD  AMTE 7D REEO FRW BRCAIW Y-MD AT D REQ FrW BRAIE V-MD AW

o O-RNAhe @H-Luw TELAD) [ &) nips//smile/mascot/ceilper] . (D O RNR e @M-LPux TELAD) [ http//smile/mascot/cei/oept] () O NRbe H-Lux TELAD) | &] htto://smile/ mascot/cei/peptide viewplile=. /data/s v | [ T8

(5[]
,-’.

iivers Mascot Search Results ieivers Mascot Search Results fE5E Mascot Search Results
Peptide View Peptide View Peptide View
MS/MS Fragmentation of DLYPIK MS/MS Fragmentation of [PTFIK MS/MS Fragmentation of IPTPTK

Found in MSBB_ECOLL, (P24205) Lipid A biosynthesis (KDO)2-(auroy))-lipid VA acyltrd Found in ELMI1_YEAST, (P32801) Serine/threonine-protein kinase ELM1 (EC 27.137) | Found in ELM1_YEAST, (P32801) Serinefthreonine-protein kinase ELM1 (EC 2.7.1.37)

Match to Query 1:747.422724 from(748 430000, 14) Match to Query 1747 422724 from(748 430000, 1+) Match to Query 1: 747422724 fom(748 430000, 14)

CID Spectrum of a Protonated Peptide (MEH=748.43) which is a Candidate of Phosphopept] CID Spectrum of a Protonated Peptide (MH+=748.43) which is a Candidate of CID Spectrum of a Protonated Peptide (ME+=748.43) which is a Candidate of Phosphopeptide by Dr. Ken-ichi Yoshino
From data file C:\Inetpub\MASCOT\mskk\elm1p-748_neutralLoss.mgf From data file C\InetpubMASCOT\mskk\elm1p-748_neutralLoss. mgf From data file C:\InetpubMASCOT\mskk\elm1p-748_neutralLoss.mgf
Click mouse within plot area to zoom in by factor of two about that point. Click mouse within plot area to zoom in by factor of two about that point Click mouse within plot area to zoom in by factor of two about that point:
or, 100 1o 750 Da or, 100 to 750 Da or, 10 Jto 750 |Da
‘ § & ‘ § & ‘
il | [ | \ [N | il | i [N
& £ £ ) P ) £ & B E P Py £ o & £ % ) B e 2

Monoisotopic mass of meutral peptide Mr(calc): 747.39
Variable modifications:
with neutral losses 97.93 (shovn in table), 0.00 | 13 : Phospho (STY10), with neutral losses 0.00(shown in table), 97.38

© mass of meutral peptide Mr(calo): 747.42
11 Expect: 7.2
1d Red): 3/20 fragment ions using 8 mest intense peaks b

Variable mo

Tons Score: 51 Expect: 0.00045 Tons Score: 24 Expect: 0.34
T B s ey e Matches (Bold Red): 6/32 fragment ions using 8 mest intense peaks Matches (Bold Red): 6/32 fragment ions using 8 most invense peaks
1/116.03 9802 D 3 ¥ [0 e v [v [ e e Fealy [ [0
20229.12[211.11) L 63340/616.37|5, 111400 1 A 11114.00 1 s
3[392.18|374.17| Y |520.3150329]4 221114 P [537.34[52031519.335 221114 P [63532/61829 617315
41489.23471.22| P |357.25]340.22[3 3294.18(276.17| T [440.29 423.26|422.28[4 3392.16/374.15| T |538.26/52124/520.254
51602.32/58431| T [260.20|243.17)2 4[39123[373.22] P [35725[340.22 3 4/489.21/471.20 P 534022 3

K [147.11]130.09]1 550432048631 T [26020243.17 2 5/60229(584.28) I 2602 2
6 K 147.11/130.09 1 6 K 147.11 130.09 1
X
g, e o.
H ] 8
5 o < € o
o & o & o
15 2% 20 E E) E
1S error 43 o ass O o o
B B o B B 0 & B
NCBIBLAST search of DLYPIK RS ervar 42 ass o RIS errar 42 po ass @
ters blastp, nr protein databs 20000, no fier, PAM30
(arameters blsty ey e e no e ) NCBIBLAST search of [PTPIK. NCBI BLAST search of IPTPIK
(Parameters: blastp, nr protein database, expect=20000, no fiter, PAMS30) (Parameters: blastp, or protein database, expect=20000, no fiter, PAM30)
Other BLAST web gateways we Wi
Mascot: hitphwwew.matrizscience.com/ e ety Other BLAST web gatewways
Mascot: http:/fwww matrixscience. com/ Mascot: http:/fwww. matrixscience.com/
€] R-INRTENELE &l &) «—nmransLe s

U VI X DFHRRZIERI TIE, 98Da D=2 — h I AR RAZL > THELZT B Y7 M AL OO E— 7 PV
WENGEEFESTIC) VML SN B VSRR VA= OFERFR S ET, i, ZoTa sy
M AL OE—7 PERI SN NGEIET v v OFENRBINET, Mascot TIEINHOBGE YR — T
B0k D 2 50OF—T— K (PepNeutrallLoss, RegPepNeutralloss) Zffi 95 Z &N T&E £7,

PepNeutralLloss ¥—U— Rlii=a2— IR Lo THELIEEY =22 ) A XD —27 U X ML L E
T LER-T, 2055 Mascot A2 7 IFHRIIIICHE L 72 ) 5,

RegPepNeutralloss % —7 — KX PepNeutralloss % —U— N & REIREDOHEEZFHH E 425, A7 MLoOH|C
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Za—FIABRZESTHELEE— 2 BULTEELRTIR D £ A, b LEOEY—7 BEELRWEAIE

—a— FIABARKROE— I BIFELTZE LTH Mascot 2 FITIFBEE N EH A DT RegPepNeutrallLoss

F—U— REFEHTLEEXEESMLECTT, RegPepNeutralloss ¥—V— Rz G EEMEZRLET,

Title:Phospho (ST-ReqgPepNL)
Residues:S 166.998359 167. 0572
Residues:T 181.014010 181.0838
Neutralloss:97.976896 97.9952 0
NeutrallLoss:0 0 O

ReqgPepNeutralloss:97. 976896 97. 9952

72, BORLIEEET — 0 b=a— b R Lo THUT 650.45 ODE— 7 ZHIBLI-ERET—Z L

Variable modifications & LT LIcx L7=EM> Phospho (ST-ReqgPepNL) Z1{#JH L 7= Mascot #aZ& a4~ L £

D

[ Mascot #RFEHER ]

2 LEE
CoOr LD REE RBRW BRLAG  U-LI AT 7

 QOF5 - NEhe H-Lns { TELAD! [ &] hitp/Femile/mascot/cei/master results plifile=. /datz v | [£J 1581

Timestamp 2 27 Jun 2006 at 08:50:24 GMT

Probability Based Mowse Score

Toms score is -10*Log(P), where P is the probahility that the ohserved match is a random event
Inclivicdual inis scorss = 21 indicate peptidss with signifisat horology.

Indrvidual ions seores = 32 indicate identity or extenstve hormology (p=<0.05).

Protein scores are derived from ions seores as a non-probahilistic basis for ranking protein hits

[
=3

W

Number of Hits

o

o Y £

1.5 1z
Probability Based Mowse Score

Peptide Summary Report

Format As ] |F’eplide Summary V|

Help
Signifiance thaeshiold p< Wex warber of kits
Standard scoring () MudPIT scoring © Tons scors .:m,nffD Show sub-sets []

Show pop-ups (%) Suppress pop-ups O Sort

1| Decreasing Score | Recuire hold ved []

Tt results inte BT
l Select All ] [ Select Mone ] l Search Selected ] [ Error tolerant Archive Repart
1 MSEE_ECOLT Mass: 37386  Score: 12

Queries matched: 1
{P24205) Lipid A biosynthesis (KDO)2-ilauroyl)-lipid IVA acyleransferase (EC 2.3.1.-}

[Jcheck £o include this hit in error toleramt search or archive reporc

Query Observed Mr(ewpt) Mr(cale)

Delta Miss Score Expect Rank Peptide
1 148.43 747.42 747.42

001 0 12 5.8 1 K.DLYPIE.-

Proteins matching the same set of peptides:
MSEEL_SHITL Mass: 37386 Queries matched: 1
(PEO1989) Lipid A biosynthesis (KDO)Z-ilauroyli-lipid IVA scyltransferass 1 (EC 2.3.1.-)

Score: 1z

2. SYLE_RQUAR Mass: 73942 Score: 17 Queries matched: 1
{066680) Leucyl-tIMh synthetase alpha subunic (EC 6.1.1.4) (Leucine--tIML ligase alpha subunit] (Le

[Jcheck £o include this hit in error toleramt search or archive reporc

&

A

€ (SR
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B 73/ BRICERLAEVE—, 1
72 BEANCER LW e — 7 OHBIR TR IN DG AIL. lgnore ¥— U — RE2oTENLEEET D L
HICEHETDHZ N TEET,

Title: ICAT_light

Hidden

Residues:C 545.23419 545. 71100
Neutralloss:345. 17224 345. 45600
Ignore:227. 08543 227. 30070
Ignore:284. 14328 284. 39570
Ignore:328. 16950 328. 44870
Ignore:403. 23791 403. 55890
Ignore:477. 22055 477. 65610
Ignore:501. 22055 501. 67810

HX—7J—FDELEH N
mod_file 7 7 A VDOHTHHATE X% —U— FLEXTRO@ED T,

Title:string

Hidden

Cterm:mono avg

Nterm:mono avg
ProteinGterm:mono avg
ProteinNterm:mono avg
Residues: X mono avg
ResiduesCterm: X mono avg
ResiduesNterm: X mono avg
NeutrallLoss:mono aveg flag (0/1)
PepNeutrallLoss:mono avg
RegPepNeutrallLoss:mono aveg

lgnore:mono avg

string X Mascot HiZRER EMim @ Fixed modifications 8L X Variable modifications U & 3 X UM Mascot
BB RO TERRENDFBIT (identifier) TY. FHIMANOILTFIIHEEILT (alphanumeric character) |Z
ROIET, T2, LFL LFOMDAR—ZIBEREEHLET (RFINET).,

mono X&) T A4V My 7EE (Monoisotopic mass). avg 1T FEHEE (Average mass) T,

X T —XFRFLEDORIEAL TT,
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NeutralLoss @ f/ag IX master=0 . slave=1 OEFHLHNOfEE &V 5,

Mascot MAFRFREMMICH D ICAT O 2#F = v 732 & HERYIZ ICATHeavy & ICATLight D 2 SDELINA

Nz £9, 57 4 b Tld ICATHeavy 131E£fi4 ICAT_heavy (2. |CATLight 1X{&fii4 ICAT_light (23 E
ENTUVET, LoD ICAT Z35E L= WA 1. mascot. dat 7 7 A /L®D Option B2 ¥ 3 ZIRDITEBEINL T

7ZE0,

|CATHeavy |CAT_heavy
ICATLight ICAT_light

—— & EFSTIE (mod_file) FHZ ZF T

B EYDZENRHY ELTBEAFAT R — M THHE<TZS 0,

MA TRIX TRTAIVALEGIT -
SCIENCE

<N 72 Az ARk S A

E+F A—/L :support—jp@matrixscience.com

R :03-5807-7895

7727331 :03-5807-7896

fEFT: T101-0021 HOU#R TARH XA H 6-10-12 KN EJL 3 %



