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Urea 0.5M
Guanidine-HCI 0.5M
Glycerol 1%
Alkali metal salts 0.02M
Tris buffer 0.05M
NH,HCO, 0.05M
Phosphate buffer 0.01M

SDS, CHAPS, PEG, Triton
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4700 MSIMS Precursor 1215.54 Spec #1 MC[BP = 969.6, 2242]
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4700 MSIMS Precursor 1803.87 Spec #1 MCI[BP = 744.6, 10400]
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MASCOT Peptide Mass Fingerprint

Y our name |***

| Email |======@====_======

Search title |

Database(s) |EEED:

MCEBInr
contaminants
CcRAP

MSDB

Enzyme |Tr'fpsir| V|

Allow up to missed cleavages

Taxonomy | All entries

" |

__ Fixed | carbamidomethyl (C)
modifications

Display all modifications [

Variable | oxidation (M)
modifications

Protein mass I:I kDa

Mass values & mMy+ G‘Hr O M-H-

Acetyl (K)

Acetyl (N-term)

Acetyl (Protein N-term)
Amidated (C-term)

Amidated (Protein C-term)

Ammonia-loss (N-term C)

Biotin (K)

Biotin (M-term)
Carbamyl (K)
Carbamyl (N-term)

Carboxymethyl (C)

Peptide tol. + |1CID || ppm V|

Monoisotopic & Average O

Data file

%

Query

MB Contents
of this field
are ignored if
a data file

is specified.

Decoy [ ]

| start Search ...

Report top | AUTO % | hits

| Reset Form |

(=
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MASCOT MS/MS lons Search

Your name |*** | Email |***@***.***
Search title | |
Database(s) |Fungi_EST A Enzyme |Tr':.rpsin V|
Environmental EST
SwissProt = Allow up to missed cleavages
MNCBInr —
contaminants ] Quantitation |Nc:|r|e b
Taxonomy |AII entries V|
Fixed | carbamidomethyl (C) mTRAQ (N-term) Al
modifications mTRAQ (Y) |
MTRAG:13C(3)15M(1) (K)
MTRAD:13C(3)15MN(1) (N-term)
MTRAQ:13C(3)115MN(1) (Y)
Display all modifications [ NIPCAM (C)
Variabl Oxidation (HW)
arlable | oxidation (M) Phospho (ST =
modifications phusghu E‘f’] ) =l
Propionamide (C)
Pyridylethyl (C) e
Peptide tol. + 100 |[ppm ¥| g13c|o ¥| MS/MStol. £ [0.5  [[Da ¥|
Peptide charge |1+ V| Monoisotopic & Average O
Data file | (BR._
Data format | Mascot generic V| Precursor I:I mfz
Instrument | MALDI-TOF-TOF v | Error tolerant []
Decoy [ | Report top | AUTO | hits -1..
[ start Search ... ] [ Reset Form ] > $
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MAT. RIX}
SCIENCE.

User

Email

Search title
MS data file
Database
Timestamp
Top Score

Mascot Search Results

: sst

: shutacsun@im.ac.on

: Project: 20100126, Spot Set: 20100126\12, Label: D4, Spot Id: 202120, Peak List Id: 441368, MS Job Run Id: 21426
: pmf D4 130376206501.txt

: NCBInr 20110419 (13767831 sequences; 4728199773 residues)

: 25 Apr 2011 at 07:39:50 cGMT

: 119 for gi|l2666724, gluccamylase [Talaromyces emersconii]

Mascot Score Histogram

Protein score is -10*Log(P), where P is the probability that the observed match is a random event.

Protein scores greater than 84 are significant (p<t0.05).

2 =N\
Al
g 10
5 -
0 - s ?§§ T T T T T T q__ﬁ
50 100 125

Protein Score

Concise Protein Summary Report

[ FormatAs | |Cancise Protein Summary V| Help

Significance threshold p< Max. number of hits

(continued)




o~

[ Re-Search All ] [ Search Unmatched ]
1. gi|l2666724 Mass: £5502 Score: 119 Expect: 1.7e-05 Matches: 13

glucoamylase [Talaromyces emersonii]

2. gi|326532060 Mass: 57375 Score: 75 Expect: 0.48 Matches: 9
PREDICTED: tyrosine-protein kinase HCE-like [Meslesagris gallopavo]

Search Parameters

Type of search : Peptide Mass Fingerprint
Enzyme : Trypsin

Fixed modifications 1 Carbamidomethyl (C)
Variable modifications : Oxidation (M)

Mass wvalues : Monoisotopic
Protein Mass : Unrestricted
Peptide Mass Tolerance : * 100 ppm

Peptide Charge State : 1+

Max Missed Cleavages 1

Number of cqueries HE

Selected for scoring : 29

Mascot: http:/www.matrixscience.com/
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Mascot

PMF 7 8515
ETHE, BFMEoHh

»  S=-10*Log(P),
> P HEXTULHECH)—ABEAL S B AT B K/
>  P=EIN, E=#{H,

N=%$#& = 8 5 R4 H #IK/b
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Number of Hits
b=t
1

Peptide Summary Report

T T
300

[ Format As J |Peptide Summary

|

Significance threshold p<

Show pop-ups @ Suppress pop-ups O Sort unassigned | Decreasing Score

i
400

Protein Score

[SelectAIIJ [ Select None ] [

Search Selected

]

1. gi|l2666724

glucoamylase

[1 check to include this hit in error tolerant =sesarch

Mass:

Query Observed

13 1435.
23 1587.
38 1735.
46 1834.
65 2440.
76 3124.

5845
6808
8329
9109
1653
3113

63502

[Talaromyces emersconii]

Mr (expt)

1434,
1586.
1734,
1833.
2439,
3123.

5772
6735
8256
9036
1580
3040

Max. number of hits

Standard scoring © MudPIT scoring © Ions score or expect cut-off ICI Show sub-sets EI

[] Error tolerant

Score: 356

Mr (calc)

1434,
1586.
1734,
1833.
2439,
3123.

6204
7213
8788
9585
2281
3663

ppm Miss Score Expect Rank Unique
-30.

-30.
-30.
-29.
-28.
-19.

Matches:

11
09
85
89
75
92

o

[= == R = Y o ]

6(5)

47
58
78
68
T0
Té

Sequences:

0.19
0.021
0.00024
0.0025
0.0011
0.00014

e s

6(3)

u

g € ¢ g ¢

Help

FoE Ry oRE

v | Require bold red [

Peptide
. SDPNYIFYSWIR.D
. YXTPSDGSLTEQFSR.T

DLEQTIQOYISAQAR.V

SITAINSGIAEGSAVAVGR. T
TDGTPLSASATTWSYASLLTASAR.R
DVNSILGSIHTFDPAGGCDDSTFQFCSAR . A
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User

Email

Search title
MS data file
Database
Timestamp
Warning

Top Score

sst

shutacsun@im.ac.on

Project: 20100126, Spot Set: 20100126\12, Label: D3, Spot Id: 202119, Peak List Id: 4413732, MS Job Run Id: 21427
ppw D3 130376210200.txt

NCBInr 20110419 (13767831 sequences; 4728199773 residues)

25 Apr 2011 at 07:44:29 GMT

A Peptide summary report will usually give a much clearer picture of MS/MS search results.

466 for gi|l2666724, gluccamylase [Talaromyces emersonii]

Mascot Score Histogram

Protein score is -10*Log(P). where P is the probability that the observed match is a random event.
Protein scores greater than 84 are significant (p<0.05).
Protein scores are derived from ions scores as a non-probabilistic basis for ranking protein hits.
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0 1 I LI 1 1 1 LI 1 1 1 LI LI | F-l_l
100 200 300 400 500
Protein Score
Protein Summary Report
[ Format As ] |Pr0tein Summary (deprecated) ,V| Help

Significance threshold p= Max. number of hits




Index

Accession
1. gill2666724
2. gi|194859648
Results List
1.

gi|l2666724

Mass Score Description

65502
106930

Mass:

466 glucoamylase [Talaromyces emersonii]
[Drosophila erecta]

87 GG23SES

65502 Score: 466

glucoamylase [Talaromyces emersonii]

Observed
1114.5933
1210.6034
1435.5845
1435.5845
1587.68808
1587.68808
1735.8329
1735.8325
1755.7350
1834.5109
1834.5109
1556.5%371
2440.1653
2440.1653
2927.4656
2547.3777
3124.3113
3124.3113

No match to:

1467.5940, 1477.5%47,

Mr (expt)
1113.5860
1209.5961
1434.5772
1434.5772
1586.6735
1586.6735
1734.8256
1734.8256
1758.7277
1833.9036
1833.9036
1555.5258
2439.1580
2439.1580
2526.4583
2946.3704
3123.3040
3123.3040

Mr (calc)
1113.6142
1209.6394
1434 .6204
1434 .68204
1586.7213
1586.7213
1734.8788
1734.8788
1758.7809
1833.5585
1833.5585
1555.%800
2439.2281
2439.2281
2926.5076
2546 .4076
3123.3663
3123.3663

585.4664, 585.9¢616,
1552.7001, 1571.7124,

Expect: 3.5e-40 Matches: 18

ppm Start

-25.30 223
-35.74 51
-30.11 73
-30.11 73
-30.0% 420
-30.0% 420
-30.865 102
-30.865 102
-30.24 S84
-25.89 31le
-25.89 31le
-25.66 117
-28.75 434
-28.75 434
-lc.84 51
-12.61 555
-15.52 274
-15.52 274
1025.4773,

End Miss Ions

233
101

83

83
433
433
11le
11le
558
334
334
136
457
457
1lle
580
302
302

o]

[ = N = s s s s [ s [ s s s s R s
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Peptide
R.ALVEGNALATE.L
E.YLVDAFIAGNE.D
R.SDPNYFYSWTR.D
R.SDENYFYSWTR.D
E.¥TPSDGSLTEQFSRE.T
E.¥TPSDGSLTEQFSRE.T
K.DLEQTIQQYISAQRE.V
E.DLEQTIQOYISAQLE .V
E.NQTDGTIVWEDDEFNR .S
R.SIYATINSGIREGSAVAVGR.Y
R.SIYATINSGIREGSAVAVGR.Y
K. VQTISNPSGDLSTGGLGEPE.F

R.TDGTPLEASALTWSYASLLTASAR.R
R.TDGTPLEASALTWSYASLLTASAR.R
K. YLVDAFIAGNFEDLEQTIQOYISAQAR .V
R.ADAYTNSNPLWYVIVNLPPGTSFEYE.F

E.DVNSILGSIHTFDPAGGCDDSTFQPCSAR.A
E.DVNSILGSIHTFDPAGGCDDSTFQPCSAR.A

1233.5402, 1236.5833, 1245.5348, 1302.5693,
1579.6885, 1595.7002, 1596.6962, 1596.69%62,

1351.5854, 1434.5857,
le02.6752, 1lel2.6851,




Protein View

Match to: gi|l2666724 Score: 466 Expect: 3.5e-40
glucocamylase [Talaromyces emsrsconii]

Found in search of ppw_D3_130376210200.txt

Nominal mass {Mr}: 65902; Calculated pI wvalue: 4.44

MNCEI BLAST search of gi|l2666724 against nr

Unformatted ssequence string for pasting into other applications

Taxonomy: Talaromyces emersonii

Fixed modifications: Carbamidomethyl (C)

Variable modifications: Oxidation (M)

Cleavage by Trypsin: cuts C-term =side of ER unless
Seguence Coverage: 31%

next residue is P

Matched peptides shown in Bold Red

1
51
101
151
201
251
301
351
401
451
501
551
601

MASLVAGALC
IGENGADVAS
KDLEQTIQQY
PQRDGELALEL
STFDLWEEVE
FLOSYWTGSY
ARALANHEVV
ARRAEQLYDRE
DIISAVQTYG
LLTASARRQS
GSSTTTSSAE
IPLEADAYTN
TVEAYCGQTT

ILGLTPALFA
ASLGIVVASE
ISAQAKVQTI
TALIAYANYL
GSSFFTTLVY
VLANFGGSGR
TDSFRSIYAI
IYQWERIGSI
DEYLSIVEEY
VVELSWGESS
CTTPTSVAVT
SNPLWYVTVN
ATILDDSWQ

RLEVARRATG
SESDPNYFYS
SNPSGDLSTG
IDNGERSTAD
HEALVEGNAL
SGERDVHNSILG
NSGIAEGSAV
SITDVSLPFE
TPSDGSLTEQ
ASSVPAVCSA
FDEIVSTSYG
LPFPGTSFEYR

[ Show predicted peptides also

SLDSFLATET
WTRDAATTAR
GLGEFPKFNVN
EIIWPIVQND
ATRLNHTCSN
SIHTFDFAGG
AVGRYPEDVY
RDIYPSAMAVG
FSRTDGTPLS
TSATGPYSTA
ETIYLAGSIPE
FEFENQTDGTI

PIALQGVLNN
YLVDAFIAGN
ETLFTGEHGR
LEYITQYWNS
CVSQREQVLC
CDDSTFQECS
QGGNEWYLAT
TYNSGSTTEN
ASALTWSYAS
TNTVHESSGS
ELGNWSTASE
VWEDDPNRSY

| Sort Peptides By | @ Residue Number O Increasing Mass O Decreasing Mass i .




Start - End Observed Mr (=xpt) Mr (cala) ppm Miss Sequence

73 - B3 1435.5845 1434.5772 1434.6204 -30 0 R.SDPNYFYSWTR.D (No match)

73 - B3 1435.5845 1434.5772 1434.6204 =30 0 R.SDPNYFYSWTR.D (Ions score 47)

91 - 101 1210.6034 1209.5561 1209.63%4 -36 0 K.YLVDAFIAGNK.D (No match)

91 - 116 2927.4656 2926.4583 2926.5076 -17 1l K.YLVDAFIAGNKDLEQTIQQYISAQAK.V (No match)
102 - 116 1735.8329 1734.8256 1734.8788 -31 0 K.DLEQTIQQYISAQAK.V (No match)

102 - 116 1735.8329 1734.8256 1734.8788 -31 0 K.DLEQTIQQYISAQAK.V (Ions score 78)

117 - 136 1956.9371 1955.9298 1955.9800 -26 0 K.VQTISNPSGDLSTGGLGEPK.F (No match)

223 - 233 1114.5%33 1113.5860 1113.6142 -25 0 R.ALVEGNALATR.L (No match)

274 - 302 3124.3113 3123.3040 3123.3663 -20 0 K.DVNSILGSIHTFDPAGGCDDSTFQPCSAR.A (No match)
274 - 302 3124.3113 3123.3040 3123.3663 -20 0 K.DVNSILGSIHTFDPAGGCDDSTFQPCSAR.A (Ions score 76)
316 - 334 1834.9109 1833.9036 1833.9585 -30 0 R.SIYAINSGIAEGSAVAVGR.Y (No match)

316 - 334 1834.5109 1833.9036 1833.9585 -30 0 R.SIYAINSGIAEGSAVAVGR.Y (Ions score &68)

420 - 433 1587.6808 1586.6735 1586.7213 =30 0 K.YTPSDGSLTEQFSR.T (No match)

420 - 433 1587.6808 1586.6735 1586.7213 -30 0 K.YTPSDGSLTEQFSR.T (Ions score 58)

434 - 457 2440.1653 2439.1580 243%.2281 —-29 0 R.TDGTPLSASALTWSYASLLTASAR.R (No match)

434 - 457 2440.1653 2439.1580 2439.2281 -29 0 R.TDGTPLSASALTWSYASLLTASAR.R (Ions score 70)
555 - 580 2947.3777 2946.3704 2946.4076 -13 0 R.ADAYTNSNPLWYVIVNLPPGTSFEYK.F (No match)
584 - 598 1759.7350 1758.7277 1758.7809 -30 0 K.NQTDGTIVWEDDFNR.S (No match)
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LCoCUS CRC28076 618 aa linear PLN 14-NOV-2006

DEFINITION glucocamylase [Talaromyces emersonii].
LCCESSION CrC28076

VERSICN CACZ28076.1 GI:12666724

DESOURCE embl accession AJ304803.1

FEYWCORDS .

SOURCE Talaromyces emersonil (anamorph: Geosmithia emersonii)

ORGENISM Talaromyces smersonil .

Eukaryota; Fungi; Dikarya; Ascomycota; Pezizomycotina; -
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Scinvers Mascot Search Results

Peptide View

MS/MS Fragmentation of DLEQTIQQYISAQAK
Found in gij12666724, glucoamylase [Talaromyces emersonii]

Match to Query 38: 1734.825624 from(1735.832900,1+) intensity(0.0000) index(3)

Title: Label: D3, Spot_Id: 202119, Peak List Id: 441379, MSMS Job Run Id: 21428, Comment:

Data file ppw_D3_130376210200.txt

Click mouse within plot area to zoom in by factor of two about that point

or, [ Plotfrom | [400 'to [1300 |Da
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Monoisotopic mass of neutral peptide Mr(cale): 17324.8788
Fixed modifications: Carbamidomethyl (C)
Icns Score: 78 Expect: 0.00024

(apply to specified residues or termini only)




# Immon. a a* a? b b* b? Seq. v y* y° #
1| 88.0393| 88.0393 70.0287| 116.0342 98.0237 D 15
2 86.0964 201.1234 183.1128| 229.1183 211.1077 L 1620.8592 1603.8326 1602.3486 14
3/102.0550, 330.1660 312.1554| 358.1609 340.1503 E 1507.7751 1490.7486 1489.7645 |13
4/101.0709| 458.2245| 441.1980 440.2140  486.2195| 469.1929 4638.2089 Q 1378.7325/1361.7060|1360.7219 12
5 74.0600| 559.2722| 542.2457 541.2617| 587.2671| 570.2406| 569.2566| T |1250.6739 1233.6474 1232.6634 11
6| 86.0964 672.3563| 655.3297| 654.3457| 700.3512| 683.3246| 682.3406 I |1149.6263 1132.5997|1131.6157 10
7101.0709| 800.4149 783.3883 782.4043| 828.4098 811.3832| 810.3992| Q 1036.5422 1019.5156 1018.5316, 9
8 101.0709| 928.4734| 911.4469 910.4629 056.4684  939.4418 938.4578| Q | 908.4836 | 891.4571 | 890.4730 8
9/136.0757/1091.5368 1074.5102|1073.5262 1 1119.5317|1102.5051 1101.5211| Y 780.4250 | T763.3985 762.4145 7

10 B86.09641204.6208 |1187.5943 1186.6103 |1232.6157/1215.5892/1214.6052| I 617.3617 | 600.3352| 599.3511| 6

11| 60.0444/1291.6529/1274.6263 1273.6423 | 1319.6478|1302.6212/1301.6372 S 504.2776 | 487.2511| 486.2671 S

12 44.0495 1362.6900|1345.6634 1344.6794 1390.6849|1373.6583|1372.6743 A | 417.2456 | 400.2191 4

13/101.07091490.7486 |1473.72201472.7380| 1518.7435/1501.71691500.7329| Q 346.2085 329.1819 3

14| 44.0495/1561.7857 |1544.7591 1543.7751| 1589.7806|1572.7540/1571.7700| A 218.1499| 201.1234 2

15/101.1073 K 147.1128 130.0863 1

Seq ya ¥b Seq ya yb Seq ya yb

LE 215.1390 243.1339 LEQ 343.1976/371.1925 LEQT  |444.2453|472.2402

LEQTI |557.3293585.3243 LEQTIQ 685.3879 713.3828 EQ 230.1135/258.1084

EQT 331.1612 359.1561 EQTI 444.2453 |472.2402 EQTIQ |572.3039 600.2988

QT 202.1186/230.1135 |QTI 315.2027 343.1976 QTIQ  443.2613/471.2562

QTIQQ 571.3198 599.3148 TI 187.1441215.1390 TIQ 315.2027|343.1976

TIQQ  443.2613|471.2562 TIQQY 606.3246 634.3195 1Q 214.1550242.1499

1IQQ 342.2136/370.2085 IQQY 505.2769533.2718 IQQYI |618.3610 646.3559

QQ 229.1295/257.1244 1QQY 302.1928 420.1878 QQYI |505.2769 533.2718

QOQYIS |592.3089/620.3039 QQYISA |663.3461(691.3410 QY 264.1343/292.1292

MVT 2TT IR ANS 13T INVTLS AAA TENA 1 AQT FASTMVTE A A8 IRTRIEAT IRA
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» Mann Lab, University of Southern Denmark
Max Planck Institute of Biochemistry
» Gygi Lab, Harvard University
» Yates Lab, the Scripps Research Institute

» Heck Lab, University Utrecht
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