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# | + f

BEL+-viche-anm il JAEEHE®
Spectrum from RP_digests wiff (sample 1) - Sample001, Experiment 3, +TOF MS™2 (20 - 2000) from 12.735 min
Precursor: 471.2 Da, CE: 30.0
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2l 6-8 3 AEY 2HEHN AZE HEO|E THE H
[Peptide Fragments] =N o =
File Edit 3Shew Graph Process BioToolKit Window  Help - 8 X
F@ e BQ =1
A% 0 Ale - i WQEBEE® =
Spectrum from RP_digests wiff (sample 1) - Sample001, Experiment 3. +TOF M52 (20 - 2000) from 12.735 min +
Precursor: 471.2 Da, CE: 30.0 —_
&
30005 Y E ) h J|g F
2500 4
4717417
2 2004 l13g0750 v
| am—
5 ] 187.0710
= M \ge0ses | 4337243 e
1000 | U a7s 2076 ||
\ 575.3136 739.3857
500 1 L~ #
AL i
0 ] RAT L IL..“.' ...II.JJ. ” | . —
200 300 400 500 &00 700 £00
Masz/Charge, Da
mEal & Q =f ﬁ'
Precursor charge: 2 Target fragment chame: 1
Sequenca: [204.0991}-FGIEY127.0861)
Table | List Theoretical precursor m/z: 471.2398
Symbol Res Mass #(N) 3 b b-17 ¥ y-17 #(C)
BIF 147.06841 |1 32317205 | 351.16697 | 33414042 | 73838107 | 721.35452 | § '
G 702146 |2 38015351 | 408.18843 | 391.16188 | 591.31265 | 57428670 |4
I 113.08406 |3 45327758 | 52127245 | 50424594 | 534 29119 | 51726464 | 3
E 12804259 | 4 €22,32017 | 650.31509 | 63322854 | 421.20712 | 40418057 | 2
Y 16306333 (5 78538350 | 81337842 | 79635187 | 292.16453 | 275.13798 |1
_l F m b
10 M OO|E e YX|SH= ofO| . 4t2 H|O| = Fo| SOl Wt 72 I EE HA|
gLt &9 Ho|HQt LX|SHX|TH X THH MSEI} CHE Of0| 42 H|O|E 2| Hof
MBI 7| SYER BAIE LT
2. 3E Y2 gurchL
HA| > 2 ALI|E GLICH
4. AASY ®S GLICh
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[Peptide Fragments] [EI |

-

IN File Edit Show Graph Process BioToolKit Window Help - 8 X
B@E e DQ =
e % Ae - ﬂlﬁi UAEEE® =
Spectrum from RP_digest . 2000) from 12735 min T+ bl
Precursor: 471.2 Da, CE: 30.0 — | Precursor charge: 2 Target fragment charg
& | sequence: 09911FGIEY{127.0861
00041 v | el lel £ BquEn _ (2040551} | ]
i Tahle | List Theoretical precursor m/z: 471.2358
= MName Charge Mass/Charg” Error Se »
D y3lby |1 114.09134 | =
£ yalby |2 122.07061 IE
yzlbg |1 130.04987 E
yi-17 | 2 138.07263 Y
¥y 2 146.53590 Y
200 400 600 200 J ) 1|J'. lh. |2 11| 1RMN A2 i ﬁlllf
Masz/Charge, Da

G OAEEE®
Uit Conversion | Custom Elements | AA Modfications |
] Mazs Fmpatjrl AA Property IHass Accuracy l Izotopic Distrbution 1 Blemental Composition l Hypemass

ER

AA sequence: [204 0931}-FGIEY-[127.0861]
Charge state: 2 [¥] "H+' charge agent (else electron)
Composiion: {204.0851} C31H33NS08 {127.0861} H24

Charged monoisotopic mass: 942 47562
Monoisotopic m/z: 471.23581
(Charged average mass: 942 380

0 Y AN 5 NAAH AHEH XS AZELCH AHEH0A U RE
A TEO| EAIFLCH
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-

Create Sequence

5

Create Sequence for Peptide Fragmerts Pane)
() Assume y-series

@ Assume b-series

Precursor m/z: 471 2358

Precursor charge: 2

Fragment charge: 1
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LN File Edt Show Graph Process BioToolKt  Window Help -

F@g =~~~ 0QEBEE®

BELr-%che - w4+~ RGH BABEEE® e
;_p::'rrl:;hfr ?E‘:'?EME: :II:I-E'ECI::H’rm'IZTES"'m t P = : |
& | saquence (129,101 TFYEIGF-(202 0235]
Toble | Lat Theoratical precursor m/'s: 471 2358
= Symbol Res. Mass 2 (N) B b k- 17 ¥ ¥-17
: p ¥ [ 76306333 [1 36616957 | 292.1668 | 27513793 | 81337647 | T I51H
£ E [12904253 |2 | 3321216 |421.20707 | 404.18052 | 650.21574 | 63322859
[T [11308806 |3 | 50627923 5342911 | 517.26850 | 62127254 | 508 24508
|G | 5702146 |& | 563.31769 | 591.31260 | 574.28605 | 408.15848 | 391.16193
:r '_:.:.'::m'. :5 :zmm;m: .z_?s_ma?;::'lzs-u: :151 15m9i:m'.m.'
200 <00 00 B00 J" r
Mass/Chaige Da
Cill ReY=l=l=] -
Miass Propedy | AA Propety | Mass Accuracy | Isctopic Distrbution | Bkemental Compostion | Hypermass | Lint Conwersion | Custom Bements | A% Modfications il
AR pagusrics NZ 101 THEGF{202 08358 | Caculste |
Charge sate 2 o He chamge agert (slse slecion)
Compostion 25,1017 CIIHZANSOE (202 0835) H24
Charged monolsotops: mass: 542 47362
Monoisotope m.e Pl ]
Charged average mass: 47 220
9. AHEZ 0| 293t=l HE{0|A Bio Tool Kit > =& Al A X|27|E Z2/gtL Lt
BE 35 AEL BAZFHAE L
A= H__I.LA-I 2t X T x |.E|| -” -|
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& M7d ZZ HA HA SHE A8 7|2 & MAg L o
EN72E MER /KR O|SSHHT 7|22 MEME MER m/z ¢t 2 E2j gLt

7|5 E 3ol ®™ 7| o] M2EM = sifT MSE MEf 20|22 S&letL C 9 3tE
7|27t m/iz IK|E BAIZHL|CH

1. X =P IS0 ME 27| olo|2S BLCH
ME M Chst 4RE7L FRLICE,
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12 6-12 RP_Intact.wiff It 2| TIC

P

[TIC from RP_Intact.wiff (sample 1) - Sample001, +TOF MS (500 - 2500)] =3
File Edit Show Graph Process BieToclKit Window Help - 8 X
W e §Q
QRAs-%ho-lasr il - Ao =
TIC from RP_Intactwiff (sample 1) - Sample001, +TOF MS (500 - 2500) +
k:x] &
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=
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P

[Spectrum from RP_Intact.wiff (sample 1) - Sample001, + TOF MS (500 - 2500) ... =N cR =
File Edit Shew Graph Process BioToolKit Window Help - 8 X
F@E e D QAEEE®
DBl s -%rheoe- =l - GAEEE® 99
TIC from RP_Intact wiff (sample 1) - Sample001, +TOF MS (500 - 2500) +
. 1.0e7 \%_93 &
2 50e
D. T | T T T T —Tr T T T T
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Time, min
AEL s - % heo-ea=sm i fAEEE® L=
Spectrum from RP_Intactwiff (sample 1) - Sample001, +TOF MS (500 - 2500) from 5910 to 5956 min +
808.2421 ~ 3427247 —
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] 7379184
6000 1 /513198, 542 7805
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a8 614 22 =0 =3 78 E= BEA| F7¢

P

Add Manual Reconstruct Highlights to Graph

@ Mass, Formula or Sequence

Walue: |

Manoisotopic mass (when formula or sequence used)

71 Mass / Charge and Charge

Charge agent: -

oK

Cancel

WAELr - o=l D RAEEE®
Spectrum from BP_Intact wiff (sample 1) - Samplel01, +TOF MS (500 - 2500) fram 5.910 to 5996 min
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®6-1 =7 23 0f0|E

Oto|2 [OI& (=T 273)

st Find and replace in sequence

T Convert selection to uppercase

88 Find sequence

11: Deletes this pane Of0| 22 2 A&tz O] =4 EZ2| OFX|8f 67} Ol0| 22 &
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Lo
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Find and Replace Text @

Find: |

Replace:
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SolIE =2 |o|-|_||:|-

B — R — |
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B2 7| ofo| 22 223
S AE K| 2} ARp7F SYLICH

2 617 HIAE AH7| CH3} AMK}

Find: | |

[ oK ] [ Cancel ]
2. HI|ZEoAM HESH HEE Lot
3. =olE ZElgtLCt,
A2ZEQ0 = LX[StE HAEE ZARTHL|CH
O| =% CheElA Hof
1. Bio Tool Kit > CHEi & 2ol S S &|gtL|Ct.
CHEH A &to| S &L Ct,
712l 6-18 Protein Pane - Protein & Peptides &
File Edit Show Graph Process BioToolKit Window Help - 5 X
i == 0 q =f J
LR DQEEE®m @
Proten & Pegtides | Variable Modéications | o
Enzyme: | Topsin | Max. mssed cleavages. o - | Digest |
I
- Matched Peptide AAIndex Maono. Mass Fove. Mass Modifications  Sequenct
2. NSE ZEof tHelE £= HEO|E A|RAS Y3t Ct
&1: 0| X5 M0 A= LNVWGKVEAD IAGHGQEVLI RLFTGHPETL EKFDKFKHLK
TEAEMKASED LKKHGTVVLT ALGGILKKKG HHEAELKPLA QSHATKHKIP
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5. 2812 2Lt
AZEYo{ EefE BEtO|S ot ST A|BA T3 0| 2N M2 2 0|22 ML

Protein Pane

H=a1T=
[Protein Pane] =l (=0 =3
File Edit Show Graph Process BioToclKit Window Help - 8 X
F@Ee="0QAEEE®
~a DAEEEm =
| Proten & Peptides | Vanable Modfications ®
Enzyme: [TIWI'I 'l Mazc. missad cleavages:
AA selection: (None)
1 GLEDGEWQQY -
1 LNVWGKVEAD Matched Peptide AAlndex Mono. Mass Fove, Mass Modéfications Sequence
21 IAGHGGEVL T T T T T
1 RLFTGHPETL T1 1-18 1814.88515 1816.004 GLSDGEWQ
41 ENFDKERMLE - = T '
b TEAEMEASED ) _T2 _1.r Ed _150534?4? _15’36.?9‘9 VEADIAGHG..
61 LKKHGTVVLT B 13 32-42 | 127065575 1271.436 LFTGHPETLEK
71 ALGGILKKKG - t t 1 t 1
a1 HHEAELKPLA T4 43-45 | 408.20083 408.455 FDK
91 GSHATKHKIP e | [ | [
101 IKYLEFISDA || _TE Iﬂ!;ut? _293.1?394 _2'93.355 FK
11 [IIHVLHSKEHE. m Te 48-50 | 396.24850 396 490 HLK
131 |MIKALELFRN w77 §1-56 | 707.21599 707.801 TEAEMK
| peenas W T8 |s7-62 ee13827  |66LTI0 ASEDLK
o T8 63 14610553 145185 K
) 0 B4-77 137783439 1378679 HGTWWLTAL.
|| T 78 146.10553 145185 K
1} T2 73 14610553 145189 K
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[} T14 §7.98 | 283.16444 28333 HK
) TS5 99-102 | 469.32642 465 625 IPIK
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e

[Protein Pane] =N o =
File Edit Shew Graph Process BioToolKit Window Help - 8 X
B@E e+ IQAEES®
T W REIEED a
Protein & Peptides| Variable Modfications | ]
Max. number of simultaneous modifications: | 3 - To apply modffications, press Digest on Protein & P ..
Use Symbal  Mass Shift Type Applies To Name  »
£ [ [1Ac] 42,0106 Amino Acid SkC Acetyl F
M [Ditec] 45 0284 Amino Acid KSTYH Aeetyl: 2H(3)
[+ [ [PEQ] 4141937 Amino Acid CK Acety|-FEQ-Biotin
W [Aec] 59.01%4 Amino Acid aT AEC-MAEC
] [Aumd] 4202138 Amino Acid C Amidino
[ [Amn] 15.0109 Amino Acid Y Amino
[ [dim] -17.0265 Amino Acid M Ammaoniz-loss
= [Ach] 63466223 Aming Acid C Archaeol
[ [AGA] -43.0534 Amino Acid R Arg->GluSa
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O3 e-21 MEE B ol of
[Protein Pane] = @
File Edit Shew Graph Process BioToolKit Window  Help - 8 X
@@ e AEERE S
SN KY=l=1=1_ =
Protein & Peptides| Varable Modifications l
Max. number of simultaneous modifications: To apply modffications, press Digest on Protein & P ..
 Use Symbal  Mass Shift Type Applies To Name  »
2] ® |hAq | 42,0106 | Amino Acid | SKC | Acetyl m
: C.Cys
V] | K Lys
[#] |5 Ser
Uze Symbol Mass Shift Type Applies To Hame
[ [DAc] 45,0294 Amino Acid KSTYH Acetyl 2H(D)
) [ [PEQ] 4141937 Amino Acid CK Acetyl-PED-Eictin
-- ] [Aec] 559.0134 Amino Acid sT AFC-MAEC
- E [ [Amd] 420218 Amino Acid | C Amidino -
J P m ] b
9. CHMA SIHEEIO|E S 22/eFL|CH
10. 2oilS S =L
HIO| 22| Zut= AFEXIL| MEHS BT & =7HE LT}
A& SCIEX OS 2T E 20| TOF A|AEIE EtAH7|

RUO-IDV-05-15739-KR-A

95/109




Bio Tool Kit 7| 5 AlE
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[Protein Pane] B=N EOR =
File Edit Show (Graph Process BioToolKit Window Help - &5 X
e BQAEEE®
mRA BAEEE® =
HmmﬂPﬂdu:vmmm ‘
Ennpre :TI';'DH'I "j Max. missed cleavages -'l:l - Digest ,
AR selection: (Nane)
O e ol Bl e T e S —
&1 LKEHGTVVLT ALGGILKKKG HHEAZLKFLA
31  |QSHATKHKIP IKYLEFISDA HHVLHSRHE ER T 16 eiessss | 1ere004 GLSDG...
L W’*ELFRW W T1 116 185690571 1858041 [1Ac]@bo.. |GLSDG.. |
W T 1-16 | 185891628 |1900.078 | 2f1Ac) GLS[1A.. |~
W T2 17-31 | 160584747 1606799 VEADIA
m T3 32-42 |127065575 |1271436 LFTGHP
a T3 32-42 | TN266632 1313473 |1Ac) LFTGHF
W T4 43-45 |408.20088 (408455 FOK
m (T4 43-45 45021145 450452 |[1Ac] FOR]1Ac]
W TS 46-47 29317354 293365 FK
a T5 46-47 |Z3508451 335403 | DAc) FEl1Ac)
-] T6 48-50 |356.24850 396430 HLK
W TE 48-50 43325907 (438527 [12] HLK]1A]
w |17 51-56 70731599 | 707.801 TEAEMK
m |17 51-56 |749.32655 (749838 |[1Ac] TEAEM...
W |TE §7-62 66132827  &E1L.TI0 ASEDLK
[ | T8 57-82 (70333384  TOIT4T  |DAcl(2se.. ASEDLKE | _
LCMS HEO| = A7
LCMS HEIO|E 7+ H2 AHE E& o3 Aldstn AHE AHEY O|30|M L 2=FM
2 TS LICE LCMS EEO|E T8 7= F 7HXA| EHAE 20| O] RO & LICH AW, I
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2. Sample Data 27} Ot%] M
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3. RP_digests.wiff It 22 MEISH = =015 S 2|9HL|C}

!
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12 6-23 IDA ME E7| O3} A XL

Open IDA Sample @

-

How do you want to open this DA sample?

() With the DA Explorer

[] Only show this dialog again if the shift key is down

| ok | [ cancel

4. EFETICE SMO| ME|QUEX| o3 = olg 23Tt

X B E8|0|A 2l RP_digests.wiff(2{ = 1)2] | -
MEIRAEX] 2RIStHA|2. 2Rt B2 O] Efo|AF MEHTIL|CE

712! 6-24 IDA Survey from RP_digests.wiff

[IDA Survey from RP_digests.wiff (sample 1) - Sampled01] E]

File Edit Show Graph Process BioToolKit Window  Help - 8 X
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GEAt-[RRAhe-lasul- FAEEE® e
— @ |DA Survey from RP_digests wiff (zample 1) - Samplel +
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5. Bio Tool Kit > LCMS EEIO| = X d(T[2 7| Z3hHE St
LCMS HEIO|E Md SM CH3t ARt S & L|CH

AEM SCIEX OS 2T E 20| TOF A|AEIE EfAH7|
RUO-IDV-05-15739-KR-A 97/109



s A8

Bio Tool Kit 7|

E}O|= Xj

|
=

18 6-25 LCMS
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LCMS Peptide Reconstruct Options

Time Range

[ Masimum retertion time:

miry

0.00

Minimum retention time:

‘Enhance’ Peak Finding

counts

Minimurm intensity in counts:

3eC

Approxdmate LC pealc width:

15

Chemical noise intensity multiplier:

[] Perform background subtraction

Charge Deconvalution

Maximum charge:

0100

Mass tolerance:
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