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— @ TIC from Bromocrip_IDA-DBS inplasma_T=0.wiff (sam._.Grad Luna C18 (1x100mem) 2 5u_250ulmin 40CS0pghul.
& TIC from Bromocrip_IDA-DBS in plasma_T=1.wiff (sampl...in Grad Luna C18 (1x100mm) 2.5u_250ulimin 40C50pgiul. —
9.874 B
0.E00 10.378
2.5¢7 4 10.345
3911 '1&?1?1‘6:
2.0e7 1 ’
IE‘ i
_ﬁ 157 4
1.0e7 4
B.Dek 4
D.E!DL T T L T
% 17 18 19
4. Select Experiment CH2t A XS € 2{™ Show > Total lon Chromatogram (TIC)S = 2/ ¢fL|Ct.

5. Period 1, Experiment 1 - TOF MS (100 - 2000)E ME{$H = OKE S &/ 2L Ct

A3 5-3 Process All Overlays CH3} 44X}

-

Process All Overlays? @

Do you want to "Show TICs" for all overaid data sets or
only the active one?

I Active Only

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

oK ] [ Cancel
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=] =M 0| M2| 2 WOFCE EA|Z|+= Process All Overlays Cli 3t A XS S8l AL A= 2
= NMe|Z2X| 2d SEfel =X T M| K| MEig 4= JELCHL 2% 20| ZE F

S
HME) g2 I:'|X|7| 20 2= =82 XN2|sh= 20| gL Ct.
6. All Overlaid& ME{SL|CY,

7. Only show the dialog again if the shift key is down |3 2t AE MEHS) 0| E 7|2 S&
o= MENgtL|Ct,

8. OKE Z2/gfL|LCt.
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9. 7ZIZTIC #E &7 = Show > Base Peak Chromatogram (BPC).& = 2%} L| T},
A

=]

10. BPC Options L2t & X0 A E 0] et 2732 #HEsH 218 5-42| 2tk YX[A|ZI = OKE
Z2I5kL|C}
=2 g .

12! 5-4 BPC Options CH3} AFX}

BPC Options ==

Mass tolerance: 0.1 Da

| Use limited mass range
Start mass: 00 Da

End mass: 1000 Da

| Use limited time range
Start time: 4 mir

End time: 3 min
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Process All Overlays Cli 3t A X10j A All Overlaid M2 MEiSH 5 OKE 2 &lstL|Ct

MER E2 7|ETICECH ZM H|w 7} ZHEHSET 0|8 BPCE £ 0f & LIC

% 5-5 BPC
- .
PBPC from Bromocrip_IDA-DBS in plasma_T=0.wiff (sample 1) - Bromocriptine T=0 min 30uM (dil 30x E=ach |
G@ELs - %Ahe- «a Ul - 0QEEE® .
- @ TIC from Bromocrip_IDA-DBSinplasma_T -0.wiff (sample _ulimin 40CS0pg/ul.. Experiment 1.-TOF MS (100 - 2000) +
@ TIC from Bromeocnp_IDA-DES in plasma_T=1.wff (sample 1)...30ulimin 40C50pg/ul. Expeniment 1. -TOF M3 (100 - 20000 —
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2e7 1
]
£
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= @ BPC from Bromocrip_IDA-DBS inplasma_T=0.wiff (sample ... Experiment 1. -TOF MS (100 - 2000): 500.0- 1000.0 Da +
& EPC from Bromocnp_I0A-DES in plasma_Te1will (sample 1) . L. Expenment 1. -TOF MS (100 - 2000): 5000 - 100000a —
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=2 X| Ol

=

A1 BPCE OIS Q83 4 UXIRHIPY B3 0|2 WSS BIABILCHMHE T
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13.6.09=0] BPC &= G = S 2L},

14. Process All Overlays Cli 2} 2 XOf| A| All OverlaidE MEist = OKE 22/8fLCt.

7 o od
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HOIA T=1hr ML E )OI MOl ZBE7HT =0 MZOMQ| 2= =Ck et 20| BTt
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- @ BPC from Bromocrip_|DA-DBS inplasma_T =0 waff (sample . Expenmant 1, -TOF MS (100 - 2000): 500.0- 10000 Da +
@ EPC from Bromocnp_ID&-DBS w plasma_T=1wf (sample 1) . L. Expenment 1, -TOF MS (100 - 2000): 5000 - 1000008 —
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~ @ BPC from Bromocrip_IDA-DBS inplasma_T=0.wiff (sample ... Experiment 1, -TOF MS (100 - 2000): 500.0- 1000.0 Da +
@ BPC from Bromocrip_i0A-DES in plasma_T=17wiff (sample 1) L Expenment 1, -TOF MS (100 - 2000): 5000 - 1000.0 Da
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Spectrum from Bremecrip_IDA-DBS in plasma_T=0.wiff (sample 1) - Bromecriptine T=0 min 30ub (di... = -'IEE
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- @ BPC from Bromocnp_IDA-DBS inplasma_T=0 wifl (sample ... Expanment 1, -TOF MS (100 - 2000): 500.0- 1000.0 Da +
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- @ Spectrum from Bromocrip_IDA-DBS inplasma_T =0 wifl (sa_jul. Expenment 1. -TOF MS (100 - 2000) from 5526 man +
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1. File > Open Multiple SamplesS 2 2|HL|C},
2. DataSet61.wiff ~ DataSet66.wiff It 2= MESH = Selected I 2 2 O| S A|Z L|LC}
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13 5-9 Multiple Samples Selected

Select Samples
Source: | D\SCIEX OS Data\Example ProjectiData *| [ Browse... |
Avalable Selected
=R Sample Data a-E Sample Data
+-|8] Bromocrp_IDA-DBS alone_T=1.wiff =) |‘£| DataSETE1 wiff
] a Bromacrip_|DA-DES in plasma_T=0 wiff P ¥ mpSTDS
& Z]| Bromocrip_|IDA-DBES in plasma_T=1wiff _‘|- fj DataSETE2 wiff
E RP_digests wiff s "] ImpSTDﬁ
+-|Z] RP_intact wif

=-(E) DataSETE5.wi
- § mpSTDS
=) (H] DataSETEE wif

o i Imp STD 10

oK Cancel

3. OKE =] o|-|_| |:|-_
4. Show > Total lon Chromatogram (TIC)S £ 2|} L| T},

5. Select Experiment CHS} & X}0{| A Period 1, Experiment 1= M EHS!L|C},
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13 5-10 Select Experiment CH S} &%}

Select Experiment @
Period 1

Period 1, Experiment 2 +TOF MS™2 (100 - 1000}
Period 1, Experiment 2 +TOF MS"2 (100 - 1000}
Period 1, Experiment 4 +TOF MS™2 (100 - 1000}
Period 1, Experiment 5 +TOF MS™2 (100 - 1000)
Period 1, Experiment 6 +TOF MS"2 (100 - 1000)
Period 1, Experiment 7 +TOF MS™2 (100 - 1000)
Period 1, Experiment 8 <TOF MS™2 (100 - 1000}
Period 1, Experiment 9 +TOF M52 (100 - 1000}
Period 1, Experiment 10 +TOF M52 (100 - 1000}
Period 1, Experiment 11 +TOF M52 (100 - 1000}

| ok || Ccancsl

6. OKE S2/gfL|LCt.

7. Process All Overlays Clii S} 2 Xt0| A All OverlaidE M Ei$H & OKE 22T L|CL A==
o Ly 2 ME0] CHet TiIc AE0LEQRMO| SH S BAIZ L CE
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o2 MEE XY

18 5-11 Overlaid TICs from Experiment 1 of DataSet61.wiff through DataSet66.wiff

[TIC from DataSET6L.wiff (sample 1) - Imp STD 5, Experiment 1, +TOF MS (10.., [ro| =] ]
File Edit Show Graph Process BioToolKit Window Help p - 5 X

o Reketa il ICY==]=F2
TIC from DataSETE1 wiff (sampl.. Ament 1, +TOF MS {100 - 1000)

GEREA+ - S ho- e il - GRAEOE®

3=
— @ TIC from DataSET61 wiff (sample 1) - Imp STD 5, Expeniment 1, +TOF MS (100 - 1X00) +
&

@ TIC from DataSETE2.wiff (sample 1) - Imp STO 6, Experiment 1, +TOF MS (100 - 1000)
@ TIC from DataSETE3 wiff (sample 1) - Imp STD 7. Expeniment 1, +TOF MS (100 - 1000)
QO TIC from DataSETE4 wiff (sample 1) - Imp STD &, Experiment 1, +TOF MS (100 - 1000)
@ TIC from DataSETES.wiff (sample 1) - Imp STD 3, Experiment 1, +TOF MS (100 - 1000)
@ TIC from DataSETEE wiff (sample 1) - Imp STD 10, Experiment 1, +TOF MS (100 - 1000)

det
3e6
g 2e6
Te6
et :
1 2 3 4 5 6 7 8 9
Time, min

2d FH M2 EEMHZ HEA|ELCL Ol M=o 21Z0| A= Of0| 22 S| &5 7t t
groz Ho| YO et B2 S7H0| M-S E L ot

_

8. Show > Overlaid Traces as Heat Map= 223t 2 Z21} H0| A MY KO E 475 min%
7+0.57t £| 11 max%~7F 1000| &| == L Ct.

1 QEZ HES 2ot = MY M 07} 20[X| @i= B Show Appearance Control=

9. AZOIEO M & LHEE 22/t = Hides all other panes O}0|2& S &lgtL|LCt,
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10.

1% 5-12 Heat Map Chromatogram

File Edit Show Graph Process BioToclKit Window Help -8 x
BEe=~ AR OB 1
e % U @AEEE® =

Heat Map Chromatogram
Imp STD 10

Imp STD 9
Imp STD &
Imp STD 7

Imp STD &

Imp STD 5

1 2 3 4 5 [ 7 8 9
Time, min

ro data < min min % max max%  >max

el | O e

o ke =S LIELE B o8 2EZS SO 4 ME0| 2L 22

H=
M =etS Sl B2 T|O|E HE S 5HX| ROPALL 27t 2= ME W 7MY 2 25
0] 0.5% 0|2+l XS LIEILH T D2t 2 05%Q X|E S, WM 71 2 2= U E L
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Hoil= of & 7Holl M 25 74l T A@5=20M 6.5F AHO)7F EAIZIOf A2 6522 TAE
M QIsta m 39| HrZ 0| ChFSHA LIEfLEL S L Ct,

Aol =MeE ME0| 22 E =M S LSHX| 2 O 4 HO[X| & = ASLICE O] oo M =
=M 7t Mgt

M LEZ HE S 225t S Show Samples TableS S2/8L|CH X7|0f 5| EWO| 22
Z0| MZ ®7} EA|E LIC}. Drag and drop to rearrange the panes O}0|2& =21} H
EWsictoz Eefast 7|E & oftziof A= BE O|SAIZ &= JSLICH
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File Edit Show Graph Process BioToolKit Window Help - 8 X

F@ e~ BABEE® |
Gilex ) BDQEEE® =
Heat Map Chromatogram

Imp STD 10
Imp STD 9
Imp STD 8
Imp STD 7
Imp STD &
Imp STD S
1 2 3 4 5 6 7 8 9
Time, min
no data < min min % min MEK max % = maE
| | os [ oo [ O ooscae
HEE BQEEE® =
Index Display Name Sample Name Sample ID Sample
6 Imp STD 10 Imp STD 10 DataSETEE. wiff (sample 1)
5 Imp STD 9 Imp STD 9 DataSETES wiff (sample 1)
4 Imp STD & Imp STD 8 DataSETE4 wiff (sample 1)
3 Imp STD 7 Imp STD 7 DiataSETE3.wiff (sample 1)
2 Imp STD & Imp STD & DataSETE2 wiff (sample 1)
1 Imp STD 5 Imp STD 5 DataSETE1 wiff (sample 1)
HOl= 2t ME0) A E CHst A E TE HO0| ZSHE L|CE Display Name €2 HE 7t
SOHX[2HLIHX| 2 17| HME8YLLCL 2= EE MBS BE ZRSIA MEHIIEL +
UqE Lo,
11. Imp STD 100 A 5,52 F|E MEiSH = QtZ S = ¥ S 2Lt
MERSEY AHEH FO| M0 TH 2T HR7Hx=0| 2A|E LT
Explorer XFE M
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File Edit Show Graph Process Bio ToolKit  Window  Help -

BE e~ TAEHDOE @
e % U DAEHEE®

Heat Map Chromatogram
Imp STD 10

Imp STD &
Imp 5TD 8
Imp 5TD 7
Imp STD &
Imp 5TD 5

Time, min
min mia max i Fmax
D -
wihe % L OAEHES®

Heat Map Spectrum from 5.402 to 5.667 min
mpsto 10 { || /] | ‘ | ’ ‘| |’ |
Il

Imp STD 8 - ||
Imp 5TD 8 1

200 300 400 500 500 700 200 500
Mass/Charge, Da

Imp STD 7 {|
min mia max i Fmax
D -

nodata < min min %

| | 05

Imp STD &
Imp 5TD5 1

nodata < min min %

| | 05

~HEHS 2 H 79| EZH400 m/z0| M 460 m/z AHO[)2 2 QI8 MEHZI A|ZH F oA Z
EOt =0 K= AS gl = A& L
12. Imp STD 10 A4 Z0f| CHBH Mass/Charge Da 401 =2| H2tS MEist 5 Q 2Z HEZ 22|10

| 2
Show Spectra for Selected SamplesS M Ei 5t L|C},

O| A2 MEHEl MEOf CHot AHEHZ WM SHL|CH O] A| oA o] ABE O] EA|E L|LCE
2 5-15 LHE S EXSHAI2.

H
13. S| EH XICE /g5t T S| ET AT EZ0j| M Mass/Charge Da 401 =2 &S

g 238
L Ct.
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o2 MEE XY

a8 515 249E™

-

File  Edit Show  Graph  Process  BioToolKit  Window  Help

SB@Ee=m DAQAEEBEE 8@

[Spectrum from DataSETE6.wiff (samplel) - Imp 5TD 10, Experiment 1, +... E\@

= X

e % U D AEHEE

Heat Map Chromatogram

1 2 3 4 5 B 7 8 9
Time, min
no data < min min % min masx ma % = maE
0.5 B oo 0 eoscme

ST eomomm

R e % A TG =05
Heat Map Spectrum from 5.402 to 5.667 min .
my
Imp 5TD 5 | | I | | , , .
200 300 400 500 600 700 200 500
Mass/Charge, Da
no data < Imin min % miin o0 T = maE
05 - 1000 [ O weoscee
MAEL s -% e =  JAECOE®
Spectrum from DataSETEE. wiff (sample 1) - Imp STD ..nt 1, +TOF M5 (100 - 1000) from 5.401 to 5.667 min +
401.2692 -
R 285.1855

% 1000 25,_1,45| 413-1955:3222 &

a 402.2723 :
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i B || .
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Mass/Charge, Da
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HO|R £ 7|E 7|52 2 =Y 6

O 42 2ZEQO{2HIO|R =7 7| E U7 =0 M A& 7tstt €7 5488 dHYLICHL

—

1: 0 7|50 MM A5t HIO|2 B4 7| E OIO| 32 7|55 BHEA| Edshsof &L
Ef EFA*EM 22 W7 A&7ttt 42 BEO|E BHE, =5 X7 5I0|2t0| E 7}

X =3 K78 StO[2t0|E M A= HotE LT 22| L E ZA0f|A HO|2 =51 7| E OtO
EELLIVES _<2I-A-|2|.E XI-XO|.AIA|2

AL A

s NEA
Ol SME A28l A3}E CHM A MZ 0| MS/MS AHE  HO|HE 502 A|ZASILICE,
1. 9 =7 230{|A Open Sample OI0| 2& Z2!5tL|C},

Select Sample CH2} & A7} S & L|CE,

2. Sample Data ZL{ 7} Ot&! MERE[X| Q2 B2 BrowseE = 2510 Sample Data ZHE &
AHBHL|C}
== .

3. RP_digests.wiff It 2= MEiot £ OKS S &L T}
Open IDA Sample CH3} & X7+ S E

13 6-1 Open IDA Sample CH3} &%}

Open IDA Sample @

How do you want to open this DA sample?

@ : With the |DA Explorer
As a standard TIC

Only show this dialog again f the shift key is down

oK | | Cancel

4. With the IDA Explorer &M 0| MEHE| QI =X| 2015t £ OKE S22 L|C}

NE-I! Explorer
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HiO|R =3 7|E 7|52 R

zel

12 6-2 RP_digests.wiffOf| A| H| 2 El A™ E R
[IDA Viewer for RP_digestswiff (sample 1] =N iR ==
File Edit Show Graph Process Bio ToolKit Window  Help .8 X
F@ e B =
BEE-owil L DAEEE Foaihks % bu € - 4= =
+ Fitering Controls Spectrum from RP_digest... - 2000) from 2.281 min +
= 5 Precursor: 551.8 Da, CE: 30.0 -
12200 | Tabie 300 &
Time versus Precursor ...rge for IDA Dependents 551.7826
1200 4 1109.5214/3.10 " 250
11004 4
=2 1000 200
£ =0 z 5522841
g &0 R
7 700 -
= 600 100
519.7829
0 50 8524130
Time, min f? "M‘Il‘/“
500 1000 1500
1182 spectra visible Mass/Charge, Da
5. Table &2 22/gtL|C}
6. Time 12.7301 Al m/z 471.23982 M EABtL|C},
7. 2HE & 2515 AR Graph > Duplicate GraphS 2 &/gHL| Tt
MEHE F T H(471.2)0f CHE M2 AHEH HO| HELICHLIDAE M| E A 2 AHEH
0| AHE = AS UL
Explorer NN
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HO|R =7 7|E 7|52 2 XY

A8 6-3 HEE AlZ12.730| M T K| 471.23980] LSt AHEF
[Spectrum from RP_digests.wiff (sample 1) - Sampled01, Experiment 3, + TOF MS... o || & | =2
File Edit Show Graph Process BioToolKit Window Help - 8 X
E@Ee2~ i QEEE®
MRLEr-% Ao (o, 0QEOEH® =
Spectrum from RP_digests.wff (sample 1) - Sample001. Experiment 3, +TOF MS"2 (80 - 2000) from 12,735 min +
Precursor: 471.2 Da, CE: 30.0 —_—

&
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2500 4

o001 | B40437 4717417
& 136.0750 738,3833
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HO|R = 7|E 7|22 &Y

& 6-4 Sequence Options CH3} A X}

P

Sequence Options

[l

Match tolerance:  0.050 Da lgnaore isctopes and check charge state
Usze Amino Acid Override Name s
A
C
CICAM] =
C[Cmec]
D
E M
F
G
H
I I
K
M
M[Oci]
i
P
a
R
5
S[Fho] i

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

[

oK | | Ccanesl

Ha: 9 A FA LTS LEY M 30 Ciet M3 8 20F MEE B
X @2 Mot SEE Z= Ol T Acte £5 Of0| it S
Al

Create Sequence CH{ 2} A X7+ HEILILCE,

Explorer
84/113
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13 6-5 Create Sequence CHZ} A}

-

Create Sequence £3

| Create Sequence ffor Peptide Fragments Pane)
@ Assume y-series

Assume bseries

Precursor m/z: 471.2354

Precursor charge: 2
Fragment charge: 1

Only show this dialog again f the shift key is down

| OK | | Cancel |

H: 0| thst YAHS S AEAt=y S b Al2|= 0| 21t L UO| =& A[RAE 0|29 ™
SF SFEHOf| CHH

8% =+ AL FES Sl Hlo|Eof x| 1o ZX|E MEot

11. Create Sequence (for Peptide Fragments Pane) X{| 3 &t A7} MEHZ| O}
12. Precursor charge ZE0f 28 &t C},

rr

x| gholgtct,

13. Fragment charge ZE L =3 A| 3L E2|E 22 MELE I
Ct.

14. OKE 2 &/gfL|Ct.

ATEY 07} M2 DA E[O] M7k XM S 2 YE[0|EE AMER NS BA[SID AT

EHHOIHOM =t = EE W HW MES| HIHQ Of0[ = 4t5 HA[RLC
NE-I! Explorer
RUO-IDV-05-2906-K0O-B
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18 6-6 25 NHAH AMEY %7 7h5 4

]
[Spectrum from RP_digests.wiff (sample 1) - Sample001, Experiment 3, + TOF ... o= ==
File Edit Show Graph Process BioToolKit Window Help - &8 X

@ e IREES®

ﬁ"&ﬂ_%'f%kk“_*i‘lﬁr""- ﬁq\\_”:?:"ﬁ =
Spectrum from RP_digests.wiff (sample 1) - Sample001, Experiment 3, +TOF MS"2 (80 - 2000) from 12.735 min +
Precursor: 471.2 Da, CE: 30.0 —_—
200 - v 591.3148 1L &
200 M[Dxxi]
600 4
2 500 1
£ 5753135
_g 400 47" £03.3152
300 1 592,324 625.2984
200
L
“Ul |
0 .l illl.Jli.J. W ll Ll IKLI |lJJ| Ill||||.| J. ll

575 580 585 530 595 600 605 610 615 620 625
Mass/Charge. Da

15. FII2 A|ZAL| Z 2 w7t 5

AZEQOZ7I M2 DHEO AHEF HO[EOM X HRM MEQ| Of0| b2 HA[TILILCE,
ES H

= -

16. A4 M QI 2= Of0| .= A0 =HE W7hX| EA 158 Bh=gfL|Ct.

Explorer Xt M
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1% 67 +5 NAAE AHEY

[Spectrum frem RP_digests.wiff (sample 1) - SampleD01, Experiment 3, + TOF ... = || B2
File Edit Show Graph Process BioToolKit Window Help - 8 X
F@ e GAEES®
@Edr-% Ao a0 A E® =
Spectrum from RP_digests wiff (sample 1) - Sample001, Experiment 3, +TOF MS™2 (80 - 2000) from 12.735 min +
Precursor; 471.2 Da, CE: 30.0 ) _—
&
3000 4 Y E L G F
120.0801
2500 4
2000 4 471.7417
%" 136.0750 738.3833
= 1
g 1500 4 187.0710
B Jg6.0863 4337243 524 3320
292.1656 I
1000 1 355.6974 5913148
575.3136 7393857
500 603.2152 7784093
AL.
200 300 400 500 600 700 800
Mass/Charge. Da
B 02670 WHE S8t =MM=F>G>1/L>E> YYLICH
J— e o =t
Bt AZEQO{ 0| M StLt O| o] ZAHE QI OFD| e &t2 XS 7|0 =™ E At CHE
= L
ksl O] HAIZ gH2 ) Ofn| i AF

XS My 4R djCE 2 3lHoz SED
chE b LX|SHE CheFS et CY,

HELO| = CHETF I ZE £5 AHA

1. Bio Tool Kit > Peptide FragmentsS 2 2|3tL|C}.

WEfO|S B 0| Fa|0] +5 AIHAE AHERT AL,

—

HEM
RUO-IDV-05-2906-K0-B

Explorer
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=

12685 NHAE AMED HFE WELO|S B %
[Peptide Fragments] =8 Eoh =~
File Edit Show Graph Precess BieToolKit Window  Help = 8 X
FE@ e~ I QABEEE®S
m-—&f'%-:“ﬁk“"-z-’lr’:}&ﬁqEm =
Spectrum from RP_digests wiff (sample 1) - Sample001, Experiment 3, +TOF MS"2 (80 - 2000) from 12.735 min +
Precursor: 471.2 Da, CE: 30.0 _
&
3000 3 Y . E L G F
2500 4
4717417

2 20009 Hh3go7so _
g I 187.0710 3
g 1004 ' 4337243 ’
= 186.0869 1 278,207 I 3

1000 4 78.2076 vl _

575.2136 739.3857
500 b
4
Ddl Ll ' ! '.lllll & ].l.l..r IJl l.ll ..I“.] ” | " L
200 300 400 500 600 700 800

Mass/Charge. Da

Bel B Q =
Precursor charge: 2 Target fragment charge: 1

Sequence: [204.0891}-FGIEY-[127.0861]

Table | List Theoretical precursor m/z: 471.2398

ER

Sy.
>
G 5702146 |2 | 38019351 | 408.18343 | 39116188 | 591.3126 | 574.28610 | &
I [ 11308406 |3 |43327758 |52127249 | 50424594 | 534.29119 | 51726464 |3
E 12904259 |4 |62232017 | 65031500 | 62328854 | 421.20712 | 40418057 |2
Y [16306333 |5 | 78538350 | 81337842 | 79635187 | 292 16453 | 275 13798 | 1
J 4 m P
Bl & O|O|EHQt YX|5t= Ofb| e ih2 & ROl ZHO|M WM S EMZ HA|E LICHL
2 OOl ef YX|SHX| 2 CHE S THE T5HE 7HE ofD| =42 # B Z oM et
A O|MEIN = EA[E LT

2. List¥= S2igL|ct
3. Show > Mass CalculatorsE S 2!3!L|C}

4. AA Property® S 2 2lotL|C}

Explorer
88/113
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%3 6-9 R A 47| — AA Property Tab

[Peptide Fragments] E] [
[N File Edit Show Graph Process Bio ToolKit Window Help = 8 X
X Rl =1
@rie %ihe « D@EL 5AEEE0 ﬁ
Spectrum from RP_digest .. 2000) from 12.735 min
Precursor; 471.2 D2, CE: 300 — | Precursor charge: 2 Target fragment charg

& Sequence: [204.0891-FGIEY-[127.0861]
0041 v e jbfs| F ,
2800 T |TEH£ | List Theoretical precursor m/z: 471.2358
84,0487 117497 T T
= 2000 4 L AfTiraT Name  Charge MassiCharg” Error Se ~
o 136.0750 S yalby |1 114.08134 | =
E valby |2 122.07061 3
yzlby |1 130.043987 E
¥y-17 |2 138.07263 Y
¥y 2 146.58530 Y
200 400 E0O 800 Ik 1|;, lh. 12 ] 150 58174 GI'F
Mazz/Charge. Da

GBI QAEHBE®

Unit Conversion | Custom Elements | AA Mo-dﬂcaﬁons|
| Mass Property AA Property |Mass h::cumcarl lzotopic Distribution | Blemental Compaosiion |Hrpemnass |

ER

AA sequence: [204.0831}-FGIEY-[127.0861] Calculate
(Charge state: 2 [¥] "H+' charge agent (glse electron)
Compostion: {204.0991} CITHIINS08 {127.0861) H24

Charged monoisotopic mass: 942 47962
Monaisotopic myz: 471.23981
(Charged average mass: 942 380

o FFAMI = 5 A|EAE AHEH Xt HEEHLCHL A EZHO|AM HZE Of
O] .= AF AR A = AA sequence 2 E 0| EA|E L|CE

5. AHEH X0| 29 AEj Y [ Bio Tool Kit > Set Sequence Creation ParametersE 22/ &t

Create Sequence Ci{ 2} & Xt7F S EILICE,

&M Explorer
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=

12 6-10 Create Sequence CH3} A X}

-

Create Sequence £3

| Create Sequence ffor Peptide Fragments Pane)
Assume y-series

@ Assume bseres

Precursor m/z: 4112353

Precursor charge: 2

Fragment charge: 1

| OK | | Cancel |

6. CH=1t Z 0| Create Sequence CH2} & XHE =g gL Ct,

 Create Sequence (for Peptide Fragments Pane) | 3 &t A7t MEHE| O =X| =}OISHL| T,

e Assume b-series S ME4BIL|CE,

» Precursor m/z Z =0 471.23982 & gfL|LCt.

e Precursor charge ZE0f 28 22
o

= =
* Fragment charge ZE=0] 12 YL C},
7. OKS S L L

HEIO|E THH & Sl A2 AT B2 A2 HO|H YHO|EE M= D FE Lo
8. Peptide Fragments® 0| A Table &2 222t L|Ct.

Explorer Xt M
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= Xl £ | Aol E & 74 ol C Chif Xt
A8l 6- 11 M2 E =& AE2E 2HER N AAE HELO| S THH &
IN File Edt Show Graph Proces  BioToolKt  Window Help - 9 x
F@ e+~ QAEBEE®
AEL+-% A, df“&“_._ﬂQI:II:I & o
Spescir rrlrcv' EP_digests « 20000 from 12 735 man ]
Precursed 4712 (s, CE ﬁ:. o | Procumsor chamge: 2 Target fragment charge: 1
& | sequence [129. 101 THYEIGF-[202 0235]
Tabde | List Thesratical precursor m/z- 471 2358
- Symbol Res. Mass (N} & b k- 17 ¥ ¥-17
; .|Y 16306333 |1 | 254.16957 | 292,168 | 27513733 | 81237847 | TR IIN
£ I 3121216 | 421.20707 | 40418052 | 650.31514 | 613 23250
1 506 29622 | 534 291U | & 52127254 | 502 24599
|6 |5 4 | 563.31769 | 591.31260 | 5 | 408.18848 | 391.16193
! |F [wroessr |5 | 71038600 | 7383800 | 7, T | 35116702 | 334 14047
200 200 500 800 IE
Mass/Charge Da
il Ry =l=l=] o
Miass Property | A& Proosty | Mass Accuracy | lsctopic Distrbution | Bemental Compostion | Hypemass | Unt Conversion | Custom Bements | AA Modéications ad
A soquence 125,101 THYEIGF {202 0835) Calculste |
Charge siate 2 o M+ charge agert jslse sleciron)
Composition {125.1017) CIIHIANSOE (302 0835) H2«
Charged mongisclopsc mass: 34247362
Meonotsotopss mi'z 4.2
Charged average mass 2520

9. AHEZ H0| 29 HEf I Bio Tool Kit > Clear Manual Sequencing= = 2|2} L|C}.

RE 3 MBS A7} HAHE L E

=& M8 oto|2to| E =7} B XA

Add Manual Reconstruct Highlights S 42 ALESHH AHE 20| i | O|EX 2l m/z
X E LIEIW = 7|2 & FIte = JASLLCEHO| 7| s2 2AHEH0| CtE LI E 714 @47 &
el 2 2d"EYM £ DAt S YT+ R_+_01| SHE =X R E &l I F88
I-| Ct. Remove Manual Reconstruct Highlights & A8 7|2 E Mg L

ENJISE MER X2 O|SSHHE 7|29 NEME MER m/iz {2 EjagtL Lt

fot

B 7|25 &dotste]H 7|20 M2 = oY ot JE 22 S S LICH

= Hd=tE 7|
27t miz RIKIE EAIE LT

l

1. 42 =7 220 A Open Sample Ot0|2& S &lgtL|C},

Select Sample Cif =t &fAH7F S L O,

2. Sample Data =7} Ot 2] MEHL|X| 2 AL BrowseS =2!/35l0] Sample Data ZH S &
MBHL| T}
= .

3. RP_Intact.wiff It 22 MEASH = OKZ 2 2L}

&M Explorer
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12! 6-12 RP_Intact.wiff TFU 0| A 2] TIC

[TIC from RP_Intact.wiff (sample 1) - Sample001, +TOF MS (500 - 2500)] =3 o =55
File Edit Show Graph Precess BieToolKit Window Help - 8 X
F@E = TAEEE®
@ELr-9sheo- el - TAEEE® =
TIC from RP_Intactwiff (sample 1) - Sample001, +TOF MS (500 - 2500) +
502 &

1.0e7

8.0e5 4
2
£ 6.0e6

4.0e5 4

ElM‘ L

oo

1 2 3 4 5 6 7 88 9 10 11 12 13 14 15 16 17 18 19
Time, min

4. DRI 2O AL mA2| ¢t FAU(G.I1 ~6.002)2 A8 Bt ATEH S M MHBtL|CE

o

Explorer
92 /113
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[Spectrum from RP_Intact.wiff (sample 1) - Sample001, +TOF MS (500 - 2500) ... == foE =
File Edit Show Graph Process BioToolKit Window Help - 8 X

F@E e I QAEEE S

BEihs-%rhe- a= Ul - JAEEBE® =
TIC from RP_Intact wiff (sample 1) - Samplel01, +TOF MS (500 - 2500) +
1.0e7 &
._g 5.0e5
0.

54 56 58 60 62 64 66 68 70 72 74 78 78
Time, min

MELt- %o =37 GQEEE® 4
Spectrum from RP_Intact wiff (sample 1) - Sample001, +TOF MS (500 - 2500) from 5.910 to 5.536 min +
808.2421 -._RBJE.?Ed‘I —
7000 | 738.0050_ Bez.1612 &
6000 - 737.9184 MB~42.?BE-5
= 5000 4
T 000 10604382
] 1211.5271
= 3000 14135737 1541.9%39
2000 1541.7204
1000 1 [ 1695.8905
L L .
600 800 1000 1200 1400 1600 1800 2000 2200 2400

Mass/Charge, Da

5. Spectrum? O] 2Hd ArE{ Y [T} Bio Tool Kit > Add Manual Reconstruct Highlights.E = 2
gLt
= .

Add Manual Reconstruct Highlights to Graph Ci 3} 2t X7t @ 2/ LT},

&M Explorer
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=

18 6-14 20| 5 WA sfolato|£ 37}

P

Add Manual Reconstruct Highlights to Graph @

@ Mass, Formula or Sequence

Value: |

Monoisotopic mass (when formula or sequence used)

Mass / Charge and Change

Charge agent: -

OK ‘ [ Cancel

6. Value Z 5016950 & 2igkL|C},
=
E

7. Charge agent= H+
StO|Z2}0| EE Zeloto] A== M2 g LT}

18 6-15 27 Bj0|2t0|E7t EBHE AMEY

fat WA - % T ke L =, o Q EEE e
Spectrum from RP_Intact wiff (sample 1) - Samplel01, +TOF M5 (500 - 25000 from 5910 to 5936 min
TR IR RN 8181 B 16415 14 #1323 #1211 +10 +3 +8 +7
7 4 738.0050
Eggg (im1nriy 942 7247
i 998.1194
- 5000
& 4000 1060.4332
g 1211.9271
= 3000 14135787 1541.5939
2000 1 1541.7204
1000 1695 2905
II | T L T T r T L T = T T
&00 200 1000 1200 1400 1600 1800 2000 F200 2400
Mass/Charge, Da
8. Bio Tool Kit > Remove Manual Reconstruct HighlightsS £2l3}| 7| & X7t Ct.
SHO|2IO|EZF MAHEH dej== M2 DHE LT
Explorer NN

94/ 113 RUO-IDV-05-2906-KO-B
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HO|2 E3 7|E 7| 502 X

O S AMEoll XYl THHEO| AFEXAL FolEl 24 282 Qo st 0| 2X 2l BEHO]
EANEA0 et YE S 2EL

A8 W ARDE &8
=7 250 A= Ofo|2E A8 B0 wet 27| § ZEELIC

: & OFO|Z AR 2 A[XSH= Ol =4 25 W [T 0 71 ofo| 22 2 & =7 250
b

2 LHOf| M ZEot BFT|

A2 A8l Sequence 2EO|N 7|E HAES A0t M2 HAER HIPHAIL.
=
=

u}oﬁ

2/stL|C},

1. A|EA Lol M Fof HHL7| Of0| 22 2&l¢!
Find and Replace Text Cii 3} 2 X7+ € 2l L|Ct,

12l 6-16 Find and Replace Text CHZ} A X}

-

Find and Replace Text @

Find: |

Replace:

| OK | | Cancel

2. Find 2E0|A CHH 2 HEE &gt Ct,

3. Replace 2E0|M MESH HEE &L CE

NE-I! Explorer
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Ol EME A28l Sequence ZEO0f| A Bl A
A

#7| o] 2= EHYLIL.

Find Text CH<t & A7t S & LICE

112! 6-17 Find Text CHE} AKX}

Find: |

[ Find Text [5m]

1. Bio Tool Kit > Digest Protein.2 =

=

Protein 0| E&/LILCH.
Explorer Xt M
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ze

HH X1 H 1 O] =
1 6-18 S & - ST G HELO|E
[Protein Pane] [ e
File Edit Show Graph Process BioTeelKit Window Help = 8 x
& E = = ===k :
. s AR ] o — jo— _\’- Q
Proten & Peptides | Vadabls Modfications ©
Enzyme ;Trvp-an ¥ | Max, missed cleavages [0 =] | Digest
Matched Peptide  AA Index Moo, Mass Ave. Mass Modifications  Sequenct
rul =] s L IT = S
2. MEE EE0|M CHE = HEO|E A|EAF YL T

Xb71. O| AFR X|&l Z2 2340| 7

4% LSDGEWQQV LNVWGKVEAD IAGHGQEVLI RLFTGHPETL

EKFDKFKHLK TEAEMKASED LKKHGTVVLT ALGGILKKKG HHEAELKPLA QSHATKHKIP IKYLEFISDA IIHVLHSKHP
GDFGADAQGA MTKALELFRN DIAAKYKELG FQG(O| 22 2 Hl A& A)7F AFR & & LT}

3. EnzymeS ME4TL|CH

IO ALE XM Z2 030l A2 EEAO| AHEE|AS LT
4. Max. missed cleavagesS M E{SHL|C}.
B O ALE XA Z2 20 42 00| MEHE|ASLICE
5. DigestE =& oLt
ATEQO = ARE HEO|E A A Cio 02X HEIZ X E 5 E YHETYL|CH

AEM
RUO-IDV-05-2906-K0-B
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12 619 0|2% Hu7t UHE chm g
[Protein Pane] E@@
File Edit Show Graph Process BioToclKit Window Help -8 X
SE+«=-~7 IQEEE®
miM QAEEBm o

Protein & Peptides | Vardable Modfications ®
Enzyme: [TI}'DF'I V] Max. missed cleavages:
AR selection: (None)
}1 % © | Matched Peptide AAindex Mano. Mass Ave. Mass Modfications  Sequence
21 IAGHGOEVL - ; - -
31 RLFTGHPETL T1 116 _IEH 83515 1816.004 _GLEDGEWQ.
;] %‘g‘é W (T2 [17-3 ieoseamar 160679 VEADIAGHG .
?} 'uﬂmliLWT m T3 32-42 127065575 1271436 LFTGHPETLEK
EY | K7 T 43-45 40820088 408.455 |FDK
o 'LEYLEHA—E;@EEL W |75 |d6-47 29317384 293,365 [
111 [IHVLHSKHP_ w | . I |45 a I
= LA 48-50 |396.24850 | 3%6.4%0 | HLK
131 |MTKALELFRN. | 17 §1-5 | 707.31599 707.801 | TEAEMK
L E%mﬂm W (T8 [57-62 66132827 £51.710 ASEDLK
- T 63 146.10553 145,189 K
W (TI0 |84-77 137783439 1378679 HGTVWLTAL .
® thn | m 146.10553 146.189 K
W T2 | 146.10553 145.189 K
B T3 |80-% 185235440 1854056 GHHEAELKP. .
] Ti4 97-98 28316444 oo hch] HEK
W T15  [99-102 46932642 469 625 IPIK
B e |103-118 188401454 1885134 YLEFISDAIH. .
@ Ti7 119-133 150166198 1502 626 HPGDFGADA...
W T8 [134.139 | 747.42793 747.893 ALELFR
W T3 |140-145 | 6£30.331369 630693 NDIAAK
W T2 |146-147 30976886 309.365 | (YK
B T21 |148-153 64930714 649701 ELGFQG
|

6. Variable Modifications Bi2 2

2zt

Explorer
98 /113
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13 6-20 Protein Pane - Variable Modifications Tab
[Protein Pane] EG‘E
File Edit Show Graph Process BioToolKit Window Help - 8 X
(=3 ﬁ L W 7] ':—\ ===
badiedt - W O N ==l =] =
Protein &Pepﬂdgg Vanable Modifications ﬁ
Max. number of simultaneous modifications: '3 -] To apply modffications. press Digest on Protein & P
lsze Symbol Mass Shift Type Applies To Name =
E2] ] [1Ac] 420106 Amino Acid SKC Acetyl il
[E2] &) [DAc] 45,0284 Amino Acid KSTYH Acetyl:2H(3)
s B [IFED) 414,1937 Emino Acid | CK Aicetyl-PEO-Biotin
[E2] W [Rec] 59.01%4 Amino Acid ST AEC-MAEC
H [Amd] 420218 Amino Acid C Amidino
&) [&mn] 15.0108 Amino Acid Y Aming
&) [dAm] -17.0265 Amino Acid M Ammonia-loss
] | TAch] 634 6628 Aminc Acid | C Archaesl
W [AGA] -43.0524 Amino Acid R Arg->GluSA
[ ITienl -47 14 Lmmina i =] i [0 .
J Fi m 3
7. Max. number of simultaneous modificationsS M EigtL|C}.
30 A8 XIH T2l FP 30| MY EUELIC
8. MAETH+HO| R Use EO| M3 HHAE MEHSHL|CE,
El1 OtO| 20| M| A Bt A X0 LIEIL= 3 TAM of0| Mt SR E= 81 P El= 35S M
3t 4 QL
1: O AFE X == 120 A2 [1AO CHEH A2 HATE MERE| RS L|C}
&M Explorer

RUO-IDV-05-2906-K0-B
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=

=t

a3 6-21 MEYEl

=78 M

-

[Protein Pane] = | &R
File Edit 5how Graph Precess Bie ToclKit Window  Help - 8 X
F@ =~ TAEEE®
Luh EAEEE® =
[ Protein &Pﬂ)ﬁdggr Vanable Modfications | W
Mz number of simultaneous modifications: | 3 - To apply modffications. press Digest on Protein & P
Usze Symbol Mass Shift Type Applies To Name 2|
2] F | A | 42,0106 Amino Acid | SKC | Acetyl m
i [¥] |C.Cys
¥ | K Lys
[ | S Ser
Usze Symbol Mass Shift Type Applies To Hame
& H [Dac) 45,0284 Amino Acid KSTYH Acetyl ZH(Z)
] [ [PEQ] 4141537 Amino Acid CK Acety|-PED-Bigtin
] [Aec] 59.01%4 Amino Acid ST AEC-MAEC
[ | lamd] 42,0218 Amino Acid | C Amidine -
J 4 m ¥
9. Protein & Peptides §{S 2 &lstL|C}
10. DigestE 22/ gtL|C},
— o -
# A= AMEALS| MBS BHASHE & =F E LT

Explorer
100/ 113
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A3 6-22 +8E YE7 YHE TUE

- [Protein Pane] =9 Eol ™
File [Edt Show Graph Process BioToolkit Window Help - & X

o =+ BEQEEE®

LN KY=1=1=1_ =
Frotein & Peptides | Viarisble Modfications ®
Engyme :lem "'; Max. missed cleavages: |() = Dgnﬂ |

AA pelection; (Nonae)

%1 R s:gr:crgnvgg?smjm@émpa Hmsas?r;u © || Matched Pepsde &;& m ﬁf“ Modficaions Sequence
51 LKKHGTVVLT ALGGILKKKG HHEAELKP|A h
3t (GSHATKHKIP KYLEFISDA IIHVLHSKHE m 1-16  |181489515 | 1816.004 GLSDG
L %ﬂmﬂuammﬁm W Tt [1-16 195690571 1858041 |[1Ae) @ o |GLSOG.. |
W T 1-16 | 185891628 1900078 |21Ac) GLSDA.. |7
W T2 1731 | 160584747 | 1606.799 VEADIA
W (T 32-42 1270065575 1271436 LFTGHP
W T3 |32-42 111268632 1313473 |[1Ac) LFTGHP
(-] T4 43.45 40820088 408455 FDK
W (TE(43-45 45021145 |450452 |[1Ac) FOM(1A2)
W (TS5 46-47 |293173%¢ |293.366 X
a T5 46-47 | 33518451 335403 |NAg) FEl1Ac]
W (T6  4B-50 39624850 |396.450 HLK
W (TE 4B-50 43325907 |438527 |[1Ac) HLK1A2)
W (T7 (S1-% 073150 707801 TEAEMK
W (T7  |51-56 74932656 (749338 |[1Ac) TEAEM
" | T8 57-62 | BE132827 61710 ASEDLK
] T8 57-82 (70333884 |\ TOITAT | [1Ac](@bo.. ASEDLK | _

LCMS HE}O| E XY 14

LCMS HEIO|E M| S AHEZH 0|3 E Al téi'“l.:l_ AEHLE AHEH O F0M CE22FEMNMSE
TR LICH LM BE[O|= A7H E7E = 7R S X e0] 0|20 M LT AW, o3 &
| 4k 202 ES S WAS XS + ULICH SN, =7 59 2k Alzjx 2 Fet A
B|<E W ASHs D2 TS AO0 U7E D 1M 940 24 AAS BaFLT

09l =3 220{ A Open Sample Ot0|2& S &gt}

Select Sample CH=2} & X7 S EIL|CE

2. Sample Data & 7| Ot&| MEHE|X| Q2 A2 BrowseE = &|510| Sample Data ZC{ £ Ef A
ot
= .

3. RP_digests.wiff I} 2= MEiot £ OKS S &L T
o
=

Open IDA Sample Cli 3} A X}7¢
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112! 6-23 Open IDA Sample CH3} 44Xt

-

Open IDA Sample @

How do you want to open this IDA sample?

71 With the IDA Explorer

[ Oy show this dialog again f the shift key iz down

oK ] [ Cancel ]
4. As a standard TIC 40| MEHE| QI =X| =05t = OKE =& LC

X R == Ol IDA Survey from RP_dige
0l

_ st
NEIRHER oISt A2, TRt AP 0] £52 MegL|ct

113 6-24 IDA Survey from RP_digests.wiff

s.wiff (sample 1) - Sample0010| EEX = &

[IDA Survey from RP_digests.wiff (sample 1) - Sample001] = ECE =
File Edit Show Graph Process BioToolKit Window Help - 8 X
AR A - Wh,&iu =70l - TAEEE s @
— & IDA Survey from RP_digests wilf (sample 1) - Sample001 +
@ IDA Dependent Sum from RP_digests wiff (sample 1) - Samplel01 —_
100% - 24738 25508 &
90% 4 24318
20% 4
T 0%
=
o =
E 5:"'
= 50% +
E 40%
S 3%
® 13.
20% 4
1074 3122 10620 11552
A i
2 4 6 8 10 12

5. Bio Tool Kit > LCMS Peptide Reconstruct (with peak finding)=

LCMS Peptide Reconstruct Options CHi 3} A X} 74 G 21 L|C},

=z '<|'3;||- |_| |:|-.

= 1
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13 6-25 LCMS Peptide Reconstruct Options CHS} A4 X}

LCMS Peptide Reconstruct Options

Time Range

Minimum retention time: 0.00 min Maximum retention time: 0.0

‘Enhance’ Peak Finding

Approximate LC peak width: 1T Minimum intensity in courts: B

Perform background subtraction Chemical noise intensity multiplier: 1.5

Charge Deconvolution

Mass tolerance: 0.100 Da =

courts

Maximum charge: 5
oK | | Cancel
6. NSE EEOAMCHS 4f2 et Lt
e Minimum retention time ZEZ0{|A{ 9.00 & &

e Maximum retention time X|3 B}AE ﬁE—h"‘ﬂ S ECoM 8 16.002 A
6.0

e Approximate LC peak width Z Z0f A

Ha: A DR F2HE 22| & LEMS FYot=0 AHEE L.

e Minimum intensity in counts 2Z =0 A 57} 2 E &
e Chemical noise intensity multiplierZ =0{|A{ 1.5 & &
e Mass tolerance Z =0 A{ 0.100 Da & =

e Maximum charge ZE=0|A 5 & =

M0 HOLCIZS2M MM L D2 5|8 OX2 Sof PN E TATH0|EHO = A3tE
H (o)

(=] o o
TH RO BXSH=X] D210 S 2ot HEO|E0f| £ THE m/z 20| AE8tE=

SELE

iEE%ICHi I3‘| TS *I’*Oﬂ EEPEP T ol E|= HEO|=0f Tt #5 20FLICE OS2 LIE
| Z cCE

XM
RUO-IDV-05-2906-K0-B

Explorer
103/ 113



HO|R =7 7|E 7|52 2 XY

a8 6-26 7Y€ T3 2 AE

File Edit Show Graph Process BioToolKit Window Help - 8 X
FE "] =N
Ak -(sthe- eyl -  FAEEE® =
— @ IDA Survey from RP_digests wiff (sample 1) - Sample001 +
@ IDA Dependent Sum from RP_digests wiff (sample 1) - Sample001 _
100% 24593 25508 g
3w 24,908
ol
B 60%
2
[ 40%
g 13, 1300? 1.318
= o 3122 h1 15.77 iw
0!' v L EZJ | 1 ﬂ_
2 4 6 8 10 12 ¥X®
Time, min
LR DS = =
+ FRitering
Ret. Mass / Irit.
Indzx Time Mass Charge Sum
904 4451103 1.21e2
2 9.05 4153126 | 6.50e1
3 910 417.3722 | 3.60e1
E 9.51 563.1863 1.21e2
5 957 400.1640 | 5.20e1
3 964 393.3841 1.50e2
7 9.72 616.3044 1.4%2
8 572 400.1647 | 4.40e1
o FETp— aer =
8. Filtering= =& 510] AHE 753t E

A2 7tset 2EH 2 SM0f| CH3 0| Z2HE LICE Intensity threshold, Min. Num. Peaks, 3!
Show matched peaks only.

Explorer XFE M
104 /113 RUO-IDV-05-2906-KO-B



HIO|R £ 7|E 7|22 &Y
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L o
L% BAEES® E=
—| Filtering
Intensity threshold: :,
Min. Num. Peaks: [] Show matched peaks only
Ret. Mass / Irt. =1l Mass / .
Index Time Mass D?:fge Sum Mum. F'eakD D'?:rsge Intensity Charge  Mong
504 4451103 1.21e2 |2 446 1176 6.90e1 1
2 5.05 4191126 6501 |1 4471153 5201 1
23 9.10 473722 |36l |1
4 951 hE3.1863 121e2 |2
5 557 4001640 |5.20e1 |1
[ g4 897 3871 1607 |4 i
9. StLt O &bl HHE MESIOl o el ofHE ZFe LT
1: 0| Afﬂ XN Z2 WM 22 LA 22 2.39%4 3 E| A X2 S E|ASLICH Num,
uIEL 42 MHE|ASL|CE
18 628 MM |3 2| AE BE{YE
il o Erm
il 1 = =
—| Filtering
Intensity threshold: 9y
Min. Mum. Peaks: _ [ ] Show matched peaks only
Ret. Mazs / Irt. Mass / - -
Index Time Mazs D?:fge Sum Mum. F‘eakJ D?:rsge Intensity Charge Maono. —
1062 1501.6620 2385 |17 R01.5605 2584 |3 =
2 11.55 1270.6542 2985 |16 R0 2047 17%d |3
3 1268 540 4651 1535 |9 502 2231 141ed |3 I
4 1315 1605 8489 B62eb |18 502 5619 54Ee3 |3
5 15.76 563.3048 153h |4
h02 8562 23%3 |3
& 15.78 TAT 4268 1565 |4
h03.2294 3582 |3
7h1.8383 38%4 |2 i

A A
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o | 2HEF SIXIC EA
e
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Za: H OfO| 2 AN 2 AESH= Ol =7 2& W %5 o4 7 Of0| 2= e & =+ 2 Z0f
M4 '%'i.F L|C}.
2HER S XICEA
2HEY MU XICEA| O}0| 25 WSt 32 ChE AHER B XCE0| €8
A% 6-29 2HER 3l XIC 21 EA|
[Spectrum from RP_digests.wiff (sample 1) - Sample001, Experiment 1, +TOF ... == ECE |
File Edit Show Graph Process BioToolKit Window Help - 8 X
@ e QEEBEE®
AL +-% e o= WAL LE ¢ -%The |- &
Spectrum from RP_digests ... - 2000) from 10,627 min + — @ XIC from RP_digests_wi__): 50156 +- 0.10 Da +
—_— @ XC from RP_digests wif .0): 50189 +- 01002 —
751 8388 & @ XIC from RP_digests wif...0): 502.23 +- 0.10 Da &
3.5e4 @ XIC from RF_digests wif...0): 502.56 +- 0.10 Da
@ XIC from RF_digests wif . 0): 502 30 +/- 0.10 Da
3.0e4 1 @ XIC from RP_digests.wif...0): 503.23 +- 0.10 Da
& XIC from RP_digests.wif...0): 751.84 +/- 0,10 Da
2 524 @ XIC from RP_digests wif ..0): 752 34 +- 0.10 Da
,‘5 15026733 © XIC from RP_digests wif ..0): 752 B4 +- 0.10 Da
2 2.0e4 4 7528398 O XIC from RP_digests wif...0): 753.34 +/- 0.10 Da
-_E 1503.6759 Sttt mmn o m s nmen
1504 4 2e5 0
1.0t | 7533410 1504673 |8
5.0e3 ] 778.7935 1505.6801 ‘_E 1e5
D.Deﬂ" ‘illﬁ‘ e i
5 1000 1 W0 105 110
Mass/Charge, Da Time, min

dgE Ms AHER0| U0 HELO| I:OI 2E0| 7|0} & M speE T 2 T3 Off{of] EA|E L
. BEfO|E Wato] 7/0)8 AH 2 miz T 20| T3 XICE QEZ0| Y Ho| FHO 2 BA

EELY

IDA MS/MS 2H ER HA|

IDA MS/MS 2HE A O}0| 25 M&St= 2 LS AHER g0 2L
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C}HH
| B |

A

A31E E%F Lcms HEIO| E x|

—_

. Bio Tool Kit > Digest Protein.S 22|32 L|C}.

Protein & 0| & &IL|LC},

2. Protein® 0| A{ Drag to a protein pane to set its peak list OtO| 22 Reconstructed Peak
List& o2 cafjaghL|Ct,

NS E L3 55 LY oj| O] S0F YL KX|St= TH & & Of| A HEHO| = A| A A E HA|SHH Protein
ZO| M2 DFE L CH w7tAo] SEM 2 HA|E Protein® 2| tHH-2 Reconstructed Peak
List& 0| M H=otA LXK E 2ha= CHEQIL|CH M7 HE XA 2 BA|Zl CHEH2 o g B
0| Reconstructed Peak List2 2| Match Z 20| A 23 Q0| EA|El St MEfE SR
2 4% Reconstructed Peak List& Of| A QX[ El CHEQILICH Z7EM S XM =2 BA|E CHEZ2
Reconstructed Peak List& 2| O (C{ot CHH L E AX[SHX| Q&L Lt
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RUO-IDV-05-2906-K0O-B 107 / 113



HO|R = 7|E 7|22 &Y

a3 6-30 T EE T3 SE AZE THUE Fof et ol B HE

-

[Reconstructed Peak List] o || =2
File Edit Show Graph Process BioToolKit Windew  Help - 8 X
B@ e~ BADEE® |
GEAE+ -[Bhke wsnul- BAEEES | @
— @ IDA Survey from RP_digests wiff (sample 1) - Samplel01 +
@ IDA Dependent Sum from RP_digests wiff (sample 1) - Sample001 _
100% 13_153 18007 19.460 21.318 &
A U o i s
2 4 [ 8 10 12 $ 16 12 20 2 24 26
Time, min
-l Y =4 =
—! Fitering
Intensdy thresheld: J
Min. Num. Peaks: [7] Show matched peaks only
Indenc $:“ Mass m: grth Murm. Pe| = g?i: 4 |ntensity Charga Mono. ;
M s 1501620 2305 17 || (I 2% |3 ol
| [ [ | ] 501.8347 32224 3 Tl
2 1155 1270.6542 25985 |16 T -
| | | | ! —|| 502.2281 141e4 |3 |
3 1268 540 4651 1935 |9
| { { 5025619 |546e3 |3 £
4 13.15 1605.8489 8625 (18 <1502 8362 29823 9 -~
el W e Y =l=1=T ﬁ
Protein & Peptides | Vanable Modfications |
Enzyme: |T!ypsi1 '| Max. missed cleavages: |0 -
AA selection: 1, Mono, MW: 75.03203, Ave. MW Sequence Coverage: 43.8%
1 GLSDGEWQQY LNVWGKVEAD - Matched  Peptide AA Index Mono. | =
21 IAGHGQEVLI RLETGHPETL T .
41 EKFDKFKHLK TEAEMKASED “Tl 1-16 1814.89 =
61 LKKHGTVVLT ALGGILKK] 3= i
81  |HHEAELKPLA QSHATKHKIP M |7 17-31 1605.84
101 IKYLEFISDA IIHVLHSKHP_ [¥] T3 32-42 127065
121 GDFGADAQGA MTKALELFRN 1
141 |DIAMKYKELG FQG [ |14 |43-45 4D8.200
[} T8 46 - 47 293173
— Ic A0 E0 20 240 s

C}HH XI Al

|_|- i — xI'I o

Ol SMES ALEdH 2710 RO B HE(EA FA)S =Lt

1. 9 =7 230X Open Sample OI0|2& Z2|5tL|Ct
Select Sample CH2} A Xt7F S EIL|CE,

2. Sample Data Z {7} O%| MEHE|X| %42 AL BrowseS 22510 Sample Data ZC £ &
ABSEL|CY,
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3. RP_Intact.

wiff It 2 S HEiol = oks S &etH T

12! 6-31 RP_Intact.wiff TFU 0| A 2] TIC

[TIC from RP_Intact.wiff (sample 1) - Sample001, + TOF MS (500 - 2500)] [ollE ]
File Edit Show Graph Process Bie ToolKit Window  Help - 8 X
@@ e I AEEE®
MELs-%vhe-lass~| )0 -- FQEEE =
TIC from RP_Intact wiff (sample 1) - Sample001, +TOF MS (500 - 2500) +
593 &

1.0e7 4

8.0e6 4
§ E.0e6 4

4.0e6 4

2.0e6 4 L

1 2 3 4 5 6 7 88 9 10 1 12 13 14 15 168 17 18 19
Time, min

4. 59322 £ 0| I3 S S AL B AHEZHS ML Ch 18 632 LHES &X
SHAA| 2.
&M Explorer
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File Edit Show Graph Process BioToolKit Window Help -

F@Ee~ I AEBEE®

[Spectrum from RP_Intact.wiff (sample 1) - Sample001, +TOF MS (500 - 2500) ... o= ==

Al s -% rheoe- =200 - TAEE=E® =
TIC from RP_Intactwiff (sample 1) - Sample001, +TOF MS (500 - 2500) +
1.0e7 &
._E 5.0e6
54 56 58 60 62 64 66 B8 TO 72 T4 T& T8
Time, min
AEALt-%ho - warml FQREES® =
Spectrum from RP_Intact wiff (sample 1) - Sample001, +TOF MS (500 - 2500) from 5.910 to 5.536 min +
808.2421 -._KNE.?EH -
7000 | 738.0050_ 893.1612 &
17379184 ™
5000 ['342.7305
2 5000 4
a 2000 1060.43382
= 1211.927
= 3000 14135787 1541.9%39
2000 4 1541.7204
a
1000 1695.8305
L L .

Mass/Charge, Da

600 800 1000 1200 1400 1600 1800 2000 2200 2400

5. AHEH &0| 24 AEjY [ Bio Tool Kit > Reconstruct ProteinS
Reconstruction Options CH@} & X7} S &l L|C}.

18 6-33 Reconstruction Options

g

i

Reconstruction Options @
Output mass range
[T]iTee limited input m/z range! Chat mass: 15000 Da
Stop mass: 18000 Da
Step mass:  1.00 Da
Parameters
Input spectrum isctope resolution:  Moderste (10000) Charge agent: H+ -
ok | | Ccancsl
Explorer Xt M
110/ 113 RUO-IDV-05-2906-KO-B



HO|R =7 7|E 7|52 2 XY

6. LS M0 Cisll HE ¢ ¢t YHSLICH

—

>

e Start mass: 15000 Da
e Stop mass: 18000 Da
e Step mass: 1.0 Da

7. M E3t Input spectrum isotope resolution: Moderate (10000)= 41 &gt L|Ct,

HO: AMSA AL S S 220 H0|He 32 Y AHERY S| 24 Zols i)

[=]
= LA O[3 F of7H B4=2F A LT

8. X3t Charge agent: H+S M EHSHL|C}

9. OKE 28&/grLC}.

2 I E Q0= 8E A= Reconstruction, Input spectrum isotope resolution [user selection]
o £ T HOJA HRAE ST AMESS ML

112! 6-34 Reconstruction Pane

[Spectrum from RP_Intact.wiff (sample 1) - Sample001, + TOF MS (500 - 2500) ... =l =<
File Edit Show Graph Process BieToolKit Window  Help - 8 X
F@Ee~" IQAEBEER
Aridhes -%rhe - a=7 Ul - DAEEE® =
TIC from RP_Intactwiff (sample 1) - Sample001, +TOF MS (500 - 2500) +
1.0e7 s 2
=
|-
‘E 5.0e6
0. T T S - . T T T ; i T -
54 56 58 €0 62 B4 66 6.8 7.0 7.2 74 78
Time, min
M es - % e a9~ i JQAEBRE® =
Spectrum from RP_Intactwiff (sample 1) - Sample001, +TOF MS (500 - 2500) from 5.910 to 5.9%6 min +
735.0050 995.1194 -
2 s 1812 ¢ 10s0.3758 &
® 12116419 14135787
2 ‘ 1 l’ 1542.1758
MU e
€00 800 1000 1200 1400 1600 1800 2000 2200 2400
Mass/Charge, Da
MELs - %o - a7l DAEEE® =
Spectrum from RP_Intact wiff (sample 1) - Sample001, «TOF MS (500 - 2500) from 5.910 to 5.936 min +
Recenstruction, Input spectrum isctope resolution: Moderate (10000) -
5e5 &
4e5 169509
F s
2 2e5
- 1eb
15500 16000 16500 17000 17500
Mass, Da
&AM Explorer
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0. ASXAAHS E)| 2SO0 Q| AL Ol M= 2 Reconstruction, Peak width
[value] & L| C}.

—

10 A E BT T3S MegrLCY,
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[Spectrum from RP_Intact.wiff (sample 1) - Sample001, +TOF MS (500 - 2500) ... =l =<
File Edit Show Graph Process BioToolKit Window Help - 8 X

F@e~" I QAEEE B
AELe-%he- =7 ull -  DAEEE®

TIC from RP_Intactwiff (sample 1) - Sample001, +TOF MS (500 - 2500)

1.0e7

ol +§

5.0e6

Intensin

w |+ 8

| nten sity

@ | +h

54 568 58 60 62 64 66 68 70 72 74 78
Spectrum from RP_Intactwiff (sample 1) - Sample001, «TOF MS (500 - 2500) from 5,910 to 5.99€ min
5000 J 12117843 15419939
600 800
Mass/Charge, Da
Recenstruction, Input spectrum isctope resolution: Mo:ri_gﬁt_e (10000)
35

Time, min
:ﬁ-—&f % 0 A E - ‘-e-’ar.z ﬂrc\' ﬁqgm
+EERRIRRAT IR SIS 1F16+15+14 #1713 <12 +1 +10 +3 +8 +7
707.379% 0| | 9982363 i
14135787 .
1 l r ﬁsss_lnsu
1000 1200 1400 1600 1800 2000 2200 2400
RELt - % e = DQEEHE®
Spectrum from RP_Intact wiff (sample 1) - Sample001, «TOF MS (500 - 2500) from 5.910 to 5.936 min
5e5 I~
4e5 ©OYi1E950.9
Ze5
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Intensity

16920 16930 16340 16950 16960 16970 16330 16990 17000
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