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1.2 IDA (Information Dependent Acquisition)
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> || OFr 10 [Geo
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BELET, RECEER O EIL E W E D% RS> IDA Method @ Cycle time THIMr L %9,



*  HELEHE X For_10 (sec). After 1 repeat occurrences (272 0 £,

£%) For [ AMIME O Y — 7 BN OfE4 AT LE T, #EREITE— 27 i@ 20 BHOS5E 2 480E

LTV,

(5) After Dynamic Background Subtraction of Survey scan : N—ZF7 A LA F L EHHRTHI LT
Ny 779y RIZHHNTWA, A 42D MSIMS A7 MAPEHATESL LR F7,

¥ FzyvlEANET GELIFEEOIT APIQTRAP E& b L—= 7 2EBEEOI&
=89 Dynamic Background Subtraction (DBS)] #ZM < 72 &0y,
4. 2 IDA Criteria E%4 7 Y v 27 LT Add experiment % 3&4R L, Experiment % 1

SBMLET,
*  Experiment2 2B S E 7

7 fod | IDA - First Level Criteria | Inchide/Exchide | lsotope Pattern |
= W Acquisition Method
= Salsct 1 v to 1 | most ntense pesks ] Atter Dynamic Backeround
= S”;«S:csﬁgll;.‘:' Subtraction of Survey scan
+MRM Survey > IDA Experiment Exchude former target jons
Add eeperiment ;

S 1 Shimadzu LG 53 Hma e Ll | : i O Aimays [l atter: 2 oceurences)

ot O Never

& Injection ,I /) @Fr [0 |tee0)

3 1o
Mass Tolerance: | 250 ®mbs Opem
Which exceeds 500 o) (Da)
[ Rolling Callision Enerey
Acquisiion meithod : M5 | Advanced MS
S Y Acaursition Method: Byerimort |2 Z D) Corter / Wi
= @ oss Soec 641 min - s (ot e )
= & Period 6001 min Stantype | Ehanced Froduct kn (EPD % St Mmans
b Scanraste (10000 w| /o) - el Nl St
Polarity I

Miacta Lo e m (@) Positive

wt Ecuilibrate ) Negative

& lnjection == =

5. Experiment @ Scan Type (Z EPI Z3#R L, % E 217V %7, Start (amu) & Stop(amu)
WZHIE L=V 2 A7) L. Optimize Masses 27 U v 27 L£9, Z Z Tl Start 50,

Stop 315 # AJJ L7,

* Stop IT. MBM F 702 a D5 b5HEBKREY QL mass + 5 ODfEA AT L ET

M5 | Advanced MS|
. ! [ Genter / Width
Experiment |2 v
) [ Parameter Range —
e e
Start (Da) |  Stop (Da)
2 Ss)
Scan rate 10000 | (Dafsl ; 0 ED
Polarity 2
() Positive
O Negative
MCA O
Mumber of scans to sum: 1
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Intertace Heater (ihe)

12.LC R T, A — b Vo7 T7—5D

13. File Menu 7° 5 Save As ##R L. £ #IZ MRM-EPI % A/ L C Method Z#{#£1% L £

B

14. LC DT A » % MS |Z#:

100
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MRM-EPI HIEFEFIZ T, MS/MS A7 ML EISTE R > T256

MRM 7 v~ 77 ACEHI S N7 —27 %) 1000cps 28 EPI TOR M TRIED H0F &
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MS | Advanced MS

------------------
............

.....

" .

Sy oxles Profile > *..( Fixed LIT fll time |10 (ms) &
Step size: 012 (0a) © Dynamic fill time
Resolution Q1: Unit v

Q3 Entry Barrier: g o

Intensity threshold (total 0
countk

Settling time: 0 (ms)
Pause between mass
ranges: oy e | {ms)
Q0 Trapping :'. .
Fixed
AETE LIT Fill
time

QTRAP® LC/MS/MS System
3200 QTRAP® LC/MS/MS System 250
4000 QTRAP® LC/MS/MS System

AB SCIEX QTRAP® 4500 LC/MS/MS System

AB SCIEX QTRAP® 5500 LC/MS/MS System 100
AB SCIEX QTRAP® 6500 LC/MS/MS System
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MRM-EPI % 55— 7 53 Hr OHELERR E

P—=_Af 2% ¥ (MRM) TE =¥ —F 50803 % 6. Experimentl  (MRM) (29

WTC, TilOREZX INDHZ L EBEIDLET,
KN TNOFRED. Cycle time ZJH 53 72DI2fT> TWET

% MRM FrZ v 30 dwell time(msee) #4535 LT, % 500msec (2725 K 91T
dwell time(msec) % E L £,

dwell time(msec)iZ. QTRAP®, 3200QTRAP®, 4000QTRAP® Tix. 1 k4rdH7-v
5msec UL T, QTRAP®4500, QTRAP®5500, QTRAP®6500 CiX.1 %% &7- ¥ 2msec
PLETEBHEN S0,

* 10 k4 DA 1L, 500msec/10 = 50 msec
* 100 4 DAL, 500msec/100 = 5msec
* T 80 k4 DA . 500msec/80 = 6.5msec = Smsec

40 iy 225 X 9 08813, Advanced MS # 7% 27 Vw7 LET,

Pause time(pause between mass range) % bmsec 7°5 2msec [ZAH L 77,

15

M5 Advanced MS
Cowinat [T 9 Dlschsiod i
Scan type MRM (MRM} ~ assssssnssnnngy
01 Mass Da) | 03 Mass Da)3] Time (msec) | [ |
76 |ar9.100 23100 50 H
Polarity = 77 205100 109.100 250
@ Positive T8 208200 151.200 H
© Negative T8 |2raz00 109.000 150
B |z8100 166100 150
ot Euilbrate [l H =
2 bniection T e e (i
&3
]
85
&5
I,?:,fz.‘“,:j,";; [ Period Summary
Duration 5991 tmn}  Delay Time: 0 (sec)
Cycles 137 - Cycle: 26238 (soch
Acquisition method [MS | Advanced MS
= Acquisition Method
= £ Mass Spec 5991 min
= & Pendd 599 min
B +MRM 2 :
D AeGrtleria Resolution Q1: Unit v
+EPI Unit
+EPI Resolution 03
o +EP1
- j_ Shimadzu LG System Intensity threshold (total 0
2 Equilibrate countk
2 Ijection
Settling time: "9“ rasprs)
Pause between mass +*" 5 .
ranges: Y. | (ms) &
eay auns®



Cycle time, Pause time, Dwell Time & &

Peak Start Peak End
#7 HPLCO &S A TR =Dwell time+Pause time
10-30sec

o |
y .
H [—
: Dwell time

T hesea,, ) e = Pause time
‘." '.'.- 71'\“(/|‘7‘ 9 _‘ZM/W

FHEIFE HEH BRI

Ch.2 Ch.2 Ch.2 Ch.2
Ch Ch.d Chd Ch.

Cycle time

2<{FBIBHLTE. FhEh
AFro I TR E = T EE

Dwell Time & 1% 1 %45 % e 9 2 i (msec)

pause between mass range ® Z &,

1R ENE L%, Q2 (=Y va kL) 1[0iEs
Pause time & 1% oA A wgEH L, ROy 2R ET 5 &M ER
Z Y)Y Bz % I (msec).,

Default fE % 5msec,

1 A2 oWT 1 ARA > M
E T D DI 4 5 K E | = Dwell Time + Pause time
(msec)

MRM-EPI D&

Cycle time &I 1 Cycle Time =

MRM (msec) + EPI(msec) + EPI(msec) +
EPI(msec)

16



1.4 MRM-EPI (T & 0 JIE L7=T — &% OfftT

1. IDA Explore ®F 7~

Menu Bar ® Tools/Setting/Appearance Options % #4R L £ 9, IDA Explore O ¥ 7 %
7V v 27 L, Use IDA Explore to Display IDA Samples (ZF = 7 #7935 & IDA

e Y

EXplOI'e ) ﬂ:f IC VC i‘% Appearance Options E' -
— Graph Colors & Fonts Other Graph Options: Multiple Graph Options File Information | |. et
2N é j/[/ i —gﬂo Miscellaneous Graph Header Tool Tio Caleulstors Fragment Interpretation IDA Explorer &

* [] Use IDA Explorer to display IDA samples
Y ¥ !

2.  Explore O T | i Coumopons

. Intensity

N < E [Oscan
BEINTRRIND i [collision Enerey CE
T LR T i Dkt weanono
2 t  [“Dynamic Fill Time (DFT)

¥ ML=V TR RS L7 IDA O —% (MRM-EPLwiff) ZfEH L £9
3. T —HF DR
Window 2] Mass List View T, A 4> (m/z) 27 U v 7 L GEIRL T 72 &0,
Window A, IR LI=A A DI a~ T T L, AXT NUVRFRRINET,

IDA Explore TF/~ L7 M

T

LEUSn ¥ EF Taphorn i OB ey o - AXxETOE

Mss List View @ Time(min), -—
m/z, Intensity O ¥ A KL%

7V 735, FAIEBIE
TUBABZERTEETS, o

a3

[P

4. 7~ b7 AOFER

YO T — 2 B R T A0, TIC L COBRERITOET,

TIC ZHEmIZERT 521X, Tool Bar @ Show TIC icon R 7 Uvw 7 LET,

mﬂnalyat - [IDA Explorer — C:¥#Analyst Data¥Projects¥Training_sulfa3mix¥D

/A File Edit View Tools Explore Window Script Help
> & |[Explore Mode v: Bl o L |

5. TICoE@EMNRHEES, ©¥—2 L 29%) 2X¥7V7 ) v r325L, ZOFMO MRM
AT MLk 350 EPIMS/MS 227 MV (m/z265) BFELRIINET,
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¥ b BJIEZFIC MRM, EPI(CE20), EPI(CE35), EPI(CE50) &I UNE

LE T 0 SFME P 1 it (T / Max 2207 (94
|
_J A 4648
[ 0 15 10 78 & 15 w0 [ [ 55
R T = SO ST Y T
U sasa bl hsansnsnsssssssnsnnsion ’ |
T mans W5M20 IETX

QLG Wiaate, amy

—_ EFI(CE20,
[T 1o 21
[ e T m 1
@ W 1@ 1w W0 1 e 2w 20 e M0 ®e |
PTTTTTTTT T R PTTTTTTITT I oTe] _mis, dma )
§ I 5p1 265 26) Crarge (+0)CE (%) FT (2900 £39 0, 2 974 run Do Samgte 1 (100pg0) of MRMEPL1 w.
B EFI(CES5) |
0033 no
w0 21 :
Lwo 1 1 i L & x5
@

6. FOMDOE— 7 DR

TIC ® 2.9 3D —7 EOs#E KT v 7 LTHloE—2 (3.74) ~tBE#HxE
. BE%D 3.745D MRM A~<7 kLt 350 EPI MS./MS A7 kv (m/z311)
NERINFET,

¥ FRSETZ MS/IMS A7 bPADTA T T Y —RBEFECHDEELTUL, 29475V —
NOBGFB L UOBER] 2 T2HIES 0,

| TIC wom Sampie 1 (100pp0) of MRMEP 1 wif (Turbo Spran) Max 2267 cpt
29
oy [T ] i
.{ A f\. ﬁL 1%4%
s 1m0 15 m 15 F ) 1] 0w s 50 55
| Time, e
[ +hamd (3 pairs) Exp 1, 550 min rom Sample 1 (100p0b) of MRMEPS.1 wif (Turba Sprin) MEM ]
‘M.l
T s e Wm0 e

01503 Masses, ama

Charge (+0) CE 01T (250) Exp 3, 1684 min Som Sampie 1 (100558 of MRMEPS 1 w.

151

L 1730
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2

TAT T Y —~DREE L ORR

ZDETHERHZ L
Analyst® software ® 7 A 77 U —HEREIZ DWW THERL L £ 97,

FA4 75 Y —LliZ, MS/MS 227 "MLF—EX—20DZ & T, {bLEWER
X MS/MS A7 MVDXRgk, BN, fwtk, MBEEITO ZENTEET,

MRM THaH . RIE SN T, JiEO 55T EPIMS/MS A2
MERSL, 9477V —RBEEITHI Z LIk >T, MRM ODIRIEREFED
B EZEHOLZ LN TEET,

TAT TV =T —H_X— 2Dk
TA 7TV — DXk

T4 77 U —~OiBNN L iRk

TA4 77V =Dk

RN TA T TV =T = H =2 %R, T 251k
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2.1 TA T TN —F —H_X— ZADER S

T 57— _XR=2Z @R THENRIT L2 LR, BOT —F X=X 25,
BT DHIENTEET,

IFIVE REE FTW
FRELAD IB F¥fnalvst Data

BlzIE, BEDT —F =2 RT v IT DT —=F_X=ALEGHDOT 74 e I
iProjects

NEmdD)BNFIET 256, FA 77V —ICHMT 27 —F =A%) Lk

2] compounddb.mdb

D E& %_ T{i}zﬁ —C % i ‘a—o compoundlib.mdb

[ Trainine. mdb

X OEEN)200T —FRX—2EER LK, 1 DICASEDZ LT TEERTA,

BEL L
Training.mdb il L T, #fEZ1To TS 720,

1. Analyst® 7 b 7 =7 ® Explorer €— RIZ T, Tools A== — > Settings >
Optimization Options... Z®IRN L, HFOWEEZ R RS EET,

{ Eile Edit Wiew Tools Explore Window Script Help

S @S © e Compound Database T =)
: Galculators =
Restore Default Toolbars

S contieure Processing Options.
Eraject ¥ Appearance Options.

: Secur\l;rﬂmuwaw—-_ OptimEation Optione
2. Library Manager ¥ 7' ® Browse R ¥ > C, 457 — X _X—Z2 &R L £3,

3. Connection Z## L . Connection Successful D X vt —IU 0N A Z & 2MER L7,

4. OK%#7 YV v7 LET,

Optimization Options

Gompound Databaze Options | Library Manaser

fvailable Libraries
Choose a library to connect to

Compound Database
N

Available to all users of this machine,

!

Connection successiul.
Library Information
Database Information

Database type @ MS Access docald
............. M AL AN T e,
Tea,

Gbocston of databass:

.
LN .
L s
.................
..............................

Security Information
(@ Use a specific user name and password
User Name:  [admin |

Password: | |
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2.2 FTA T T U — DXk

% Training Tl& Project : Example, LIT 7 # /L% H1® Reserpine @ EPI 5 — % % {ifi [l
L/ i ﬁ‘o

1. Explore ® Open Data File #4727 U » 7 L, EPI CHfG L7727 — ¥ & E£7,
srma~v NI LEERNT v 7 TE—7 2RINL, e CGEREEX TNV Y w7 L
TMS/MS A7 hEFRRLET,

*  HoAHE LTISE, /A X0 mzih 7~V
BRNEHICLET, ZORHLY E oFV T
NV ENT mztE R T AT T ) —ITEERS
S0

2. WiE kb EAZ Y v 27 L, Add a Record # %R L ¥4, (F721% Tool Bar ®
Explore/Library Search/Add... Z®R L £ 5,)

3. LT 4> RUunBlE 90T, Mass Spectral Information % 72 C, Compound
Name, Formula, CAS Number 72 &% AJJLE T,

*  Mass Spectrum & Molecular Weight, m/z, Intensity. Mass Spec Data 25X HEITA T
INET,

*  Formula # AJj9° 5% &, FEERENFHE S, Molecular Weight IZE R SILE T,

vmul‘wu:: General Information
A e v Molsculer Srcture fide cam08 )
Synonyma: Cuhrabrt Dt Proac a8 amg it Tt sa Mol T iy #Fieis r‘l—if\ | o
Formula: CIIHAINZOS | Molecular Weiht: (6082 Da \E F o s N o™
OAS Number Compound Class Qomp 1D | | e
User Value: g Keyword | [Cinternal Standard o
Comment 1
W, P00 2) CEES 0) RT(.0) Max. 1,448 op. =
i [1__[1591685  5r4e9sa.6379 por
1468 [2_J1e01720 (41333331982
g 10 Ear 1612024 13333332832
2 j“ L zz  owsa W2 gy uaTa 1621959 14333332813
1671912 1666666.6074
180 200 280 300 350 m»:‘ﬂn:ﬁﬂ 800 #50 600 650 m “:2‘ :Ef 12"‘9‘9799 fzn 1 = - = = -5
urrent Spec:|+  Pracursor=6002 GE=450  RT=00(min) B M o sk
Database: | Gofault) v ) Weslangh Pagion Free g
wer bbor matan
Mass Spac Dats
Instrument Modet [0 Trap v lon Source! [ Turba Spray v
Polarity: |Positive % ScanType:  |EFL v
18t Pracursor /e 6092 |Da Collision Ener(45 | ces Charge State 1: |+ w. Crenant ene
2nd Precursor m/z: | |oa Excitation Enerey: Charge State 2 Pronct None
CAD Gas Type: v |CAD Gas Valus: [2 | IRetention Time: [0 min  Resohition |unit % Wt book Mass
Comment 2 worktock Page
Comment 3

/ ok | [ Concel | [ Pim | [ Hep |

AT MDD m/z DIEREILT, T LTZBERO &M

N HBIRIC KB S E T,
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4. General Information % 72T, Mol File TERL L 72fiERS° UV A7 MLVEEDOEH
RERLET, G2 B eI 5561, Open Molecular Structure File Name
® Browse...# 7 Vw7 LET, 77 A V%EZEIRLTOpen 27 U v 735 EMEEAN
Import ZiLE T,

% EERUT ISIS Draw b L < i% Chem Draw 72 EDfiflRd Y 7 b =7 #HWTIER L. &
572 C.mol DX THRFEL 7,

% Analyst®Y 7 b U7 [X.mol DR TRFE INT-EEX DO B FAIALAEETT,
VB2 U C Other Information ([ZfF# A AT L £9°,

5 OKZ7 Vw7425 L, BiIET TY,

2.3 TAT T Y —~DIBNE RS

BEICBER SN TODIEEWITI L, AR ML OB REREROERE N T ET,

1. Explorer £— KT, B L7V MS/MS A7 MvEFRLET,

lv P',x,n | Sample 1 (EPL10D0 amu/s, Fill-50ms, Q1 * %53% EI-] %J:T é ’tj_—\ / /], Z\O) m/Z i& ? /{/1/ L/ 7;_5:(/ \ J: 5 &:
2EEER ; il L i ‘J‘

- 'F = ZOBFSAMEY B SEV TAVENE me ERBTAT T
)l ESET,

2. Tool Bar @ Explore/Library Search/List Z &R L £,

ARy SV EBINT 5

3. THROT—Z_X—2ANRHXETOT, BT HILEHDOITEZEIN L, Append MS % 7
V27 LET,

M Librarian EE] Appond M5 [
foge
wuua
ganiilc

Wolaculs Weght o
omp. 10
Compound Hame| Formula| Molecular Weight (D) CAS Humber| Hum of 5|

1 |Glatenin C1SHI 70l 372.0877 FAES 3

2 |Pirstanide CITHIBN | 362.0936 sse37-279 1 T T

3 C15H1 02 320.0119 46-49-1 1

4 C25H380 418.2719 79902639 1

5 C12HBNS 2110746 TEa15TEE 1 i

5 C18H1 50 307.0870 81812 2

7 C12H1 N 2310770 50066 1

8 COH13MO! 183.0885 51434 2

5 CIOHISN 1971052 2

10 e |COHI3MO 183.0895 2

1 C32H4DB 6532213 25614.033 4 .

Ea | L m/z. Intensity, Mass
1

CI2H4IN 5753108

ﬁ:

Spec Data% (3 H IRy

AN ENET,

Totak 13 records i (default]

o ] [ ] [(Chm ] (o]
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4. BEEFREWR L, OKZ2 U v 7 LET,

BIRE A ZEES D

5. AHEIT{EMOITEERL . Edit 27 U v 7 LET WD TREREREZZLE L E T,

2.4 T4 77V —DfR
1. Explorer £— KT, B L7\ MS/MS A7 hML&EFRLET,

% Pl —=27"Ti%, Reserpine ® EPI MS/MS A7 hVZ&HEH L E7,

¥ FHFEAMEETEE, /ARXO mizaT7~ NV LWL LET, ZORAILY £, oF
DIV INT metERTTIAT TV —2RELET,

2. HmETAEHZ Y v L., Search Library Z iR L £ 7, (F 721X Tool Bar ®
Explore/Library Search % %R L £7°,)

3. MEMRNFRINET,

4., —F DT Unknown’s MS (HIE L7 MS/MS | rwen
AR ML), 27 B OBIIMAEREE T 1% B2 Hit Eq a
LIEALB DT A 75 U —2~0 FLTT, B

5. F72 View Manager 27 U v 2 L Show UVs (ZF
vV %3HE UV Ora~ 7T LARFRRSN
EJSRN

UV OF =2 BBESN TV DB AICORFRENET,
Fit : Unknown A7 MUK LT, AT TV —DAXRT MV %—EH L TWD 0

Revfit: 74 77V —D AT "iZkt LT, Unknown A7 MRl %—E L CTW\WB

Purity : Fit, Revfit OfERZ R AAIZRHE L7 — %R
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BERFMEAEEST D

K TITTRAUMF D mz TR T TR, BREHEROER EZREL TRENTE LT,

BRBET DT =2 ERVATLZ LN TEDTD, MBORENR ELET,

HELEIX, CE 35 X O 15t Precursor m/z DR EFEET 5 Z & TF,

kb —=27"TIlZ, Reserpine ® EPI MS/MS A7 NV AZfEH L E7,

%  CE=45, 1st Precursor | m/z609.2 T,

6. MS/MS A7 v bE%EA&Z Y w7 L, Search with Constrains.. Z3&R L £9°,

"N +EPI (609.20): 50 MGA scans from Sample 1 (EPL10DD amu/s, Fill-50ms, Q1 unit)

(02 4o | v e

CE DR BE

7. Collision Energy |25 = v 7 & AiL, +/-l2 0 %
AJTLET,

X WET—Z0 CEDEIFHE TR INET,

% Reserpine ® EPI MS/MS A7 kL%, Collision
Energy (CE) =45 THIE %17~ 7- DT, CE=45 T
BENTT = DOHRBETOET

1st Precursor m/z DR LR E

8. 1st Precursor m/z \ZF = v 7 & AL, +-lZ 1%
AT LET,

% IET —# O Precursor m/z OfEIT HE) TRk S
iﬂqo

% Reserpine @ Precursor ion (¥ m/z 609.2 72D T,
Precursor ion 7% m/z608.95~609.45 TH&H I 7=
T—H DHIRREATVET

9. Searchx#7 Vw7 L%EJ,

24

Search Gonstraints

Warimum Number of Match:

Preselect Constraints:
Mass Tolerance

[ Intensity Factor

12t Precursar méz

Collision Energy

[] 2nd Precursor méz

[ Excitation Energy

[ Retention Time

[] Record Contains UY Spectum

ra
]

Freset Tolerance:

+
bl

+
=[] = S| =
= T e o

] k]

Da

+
+

+
Ea
[=]

a

+
E
=

a

+ 4
O

mir

[] Record Contains Molecular Stuciure

Result Soted by:

X

Comment Contairs:

Kewword Contains:

Compound Marme |

Formula |

Compound Class |

CAS Mumber |

[Delault] [ Search I [ Cancel]

[ Apply ] [F‘eak Constraints >>]

Help




2.5 T A T TV —FT =2 =A% BT 5 5k
Analyst OB T A T TV —FT —FXR—REERTHZLITTEETAL, BEFD

Compoundlib.mdb % ##4%, 41428 LCRIA L £,
JrME REE #TW &F
Qm-Q- ¥ Pr=

1. Windows ® Explore T, X:¥AnalystData 7 # /L % # B & %

PELAD I@ D Analyst Data

‘a—o ) Projects
) Workwspaces

2. compoundlib.mdb 7 7 A/ L& 2 B —&X— A F LE T,

*  compoundlib.mdb EE5HZ7 Vv > Ry T T v T A=a—hb l Trainine. mdb
Copy IR L, HENWT T AN T HOEMEAnELH7 ) v 7> Ry 7T v T A=a—N b paste
FERLET,

3. copy ~compoundlib.mdb MELEINET DT, ARTEZEELTIEIN,

* copy ~compoundlib.mdb EEA7 Vw7 > Ry ST v A=a—7b Rename 38R L £,
(f5] : Training.mdb & 4)

4. Training.mdb (21, B#E CTHEH L7z Compoundlib.mdb OF —#NEENTCNETD
T, HET—ZEHIBRLTHEHL T Z30, T - ]

K Fo s OHBFEICSEE LTI, Tol Bar 0 | e
Explore/Library Search/List Z&R L, £itV 4> KU O
Delete AR ¥ > CTRITCTEET

ZOBEIZE D AFRTERR Y EFTHNENEST-LSFT
T =B R=AR2OETH 2 LI T, ZORT
X Analyst®” 7 b 7 =7 X compoundlib.mdb ZEERi#k L CWEI, Alal, FHEIER L=
Training.mdb ZfEHT25E1F. 21 =Y (2.1 94T TV —F — X _X— ZADER 5]
IR,

P kT, MRM—EPLIE~Z7 A 77V —hL—=2 73T TT,
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3

MRMS3 # W E&

ZDETHERHZ L
Analyst® software ™ MRM3 HEREIZ DU THERL L £ 77,

MRM3 &%, LIT (Linear Ion Trap) A % ¥ > &— KD —->, MS/MS/MS %
W EBHTIE T,

BHEN7 2nd Product Ion D AFX ¥ o F—Ehb~wAr7ua~ 7T A&AF
KTHZLI2ED, MBME— FX 0 HEm0EREL2 RN TEET,

MRM £— ROHIEICB W THEMR~ N v 7 AR EDO BTNy 7
7T RREL R AEAIT, BIRMEOE W MRM3 IC L5 ERIZIEFICHD
REETT,

% QTRAP4500. 5500, 6500LC/MS/MS > AT LA R HIEE— R T,

e 31 MS/MS/MS (MS3) &M\ ERIZ2WNT

e 3-2 MRMS3 Optimization Script % H\ 7= B B b
e 33 ~=aT L TOKiEL

o 34 AF YV —ADhE

e 3-5 Acquisition Method D{Efk

e 3-6 Explore £— R TOT — X Heid 5k

e 3-7 MS/MS/MS D& &t
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3.1 MS/MS/MS (MS3) %MWz E&EIZHOWT

3.1.1 MS/MS/MS &%
LIT(Linear Ion Trap) 2 % v > & — KDO—>T1,

Q1: Precursor Ion MR — q2 Collision Cell: Fragmentation — Q3 (LIT ® % — K): 2nd
Precursor Ion Mi#{ — Fragmentation— Scan (272 V) F 7,

MS/MS/MS (MS3)i%, q2 T L7 T AL M AL DI B, HEDT T T AL " A
Fr AL N Ty TNTHEEL, SBICT7 T AT —2arTH5AFy 20— RTI,

Q1 q2 Q3
s ‘ @, et
,.-J’ﬁﬁ — ,.,J NGO ©
’ R e o PO

»>Q1 T 1st Precursor Ion 7238 I FE 9,

> 1st Precursor Ion (%, q2(Qurve® LINAC® Collision Cel) T7 7 /' A>T —3 3
%5F, 1st Product Ion Z4p% L £9°,

> 1st Product Ion I%. Q3(Linear Accelerator™Ion Trap)iZEA SN, M7 v 7 ENFE
£

,x::‘a?"w’ ] P We
'-‘tug ’ fﬁffm : - “I,

»>Q3 T K7 v 7 Ii7= 1st Product Ton 725, 2nd Precursor Ion 3 77Ef SV E 5,

» 2nd Precursor Ion 1%, Q3 IZBWTH—ERETREIh, 777 AT —a
%%1F. 2nd Product Ion 2N ERE SV E T,

> £ &7z 2nd Product Ton 28 Q3 T R 7 v 7S th . Ax v SRSV E T,

2
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3.1.2 MRM3IZLDERSEIE

MS/MS/MS(MS3) A%+ » Z i L. #H &7z 2nd Product Ion D A T —Z i
~AZu~<x NI LEENTAHZEICEY . MRM £— FXL 0 & EWVERMEZRTZ LR T

EEN

MRM E— ROHIEICBWTEME/ 2~ b v 7 AR DTy 7 7T 7 K
F L R ABAIT, BIRMED EW MRM3 12 L A E&ITIEFICHER 2 FBETT,

R 7 7T 7 RBMEWEASIZIZ., MRM £— K CORIENFL T,

<V A 2@ Malathion Z MRM £— FEOMRM3 THlIE Lz, 7~ 7T 4T >

4ses Matrix interference
4.0e5
3.5e5
3.0e5
2.585
2.0e5
1.585
1.085
5.0e4

s ‘Kpsuag)

W ¥IC of +MRM (4 pairs); 330.9:93..... Max, 4 5e5 cps,

“  MRM
\' 331/99

n'D[J_IJ 05 10 15_ 20 25 30 35
Time, min

4.0

W 1C of +MS3 (330.90),(99.00) Ex

sok ‘Apsuapu|

2.9e7
2.5e7

Ll
=}
o

==

1.5e7

1.0e7

5.0e6

oo

SIN =147

21

Max. 29e7 cps.

MS/MS/MS
331/99/T1

oo

05 10 15

20 2
Time, min

30 35 40

MRM3 OFIRMEOE I BN F9,
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3.1.3 MRMS3 HIE DF

1. &Efk

\ 4

1) fv7a—Vavicksd, MS3 D&k % £l

<MRMS3 Optimization (B#EifE k7" 727 7 L) % Run 9% gD ¥ >
1) -1. YU VR ACL L0 FBEA A =7 OffER
1) -2. Starter Acquisition Method D{ERL

<MS3 Quant Optimization (H®&Eif#Ek~7" =~ 7 L) © Running>
1) -3. MS3 Quant Optimization ORI E

H#ElfmiE kic L0, MRM3 XV v RABEERR S LET

\ 4

2) MS/MS/MSMS3) D37 A—4 AF2 %~ == 7 )V CHifk

MRM3Opt1m1zat1on Script TYEEL L7= MRMS3 % Y v RTid, ¥ bV v 7 ADR B T
NS X, s E BRI NTZWGAIL, AF2 NT A —F &~ =27 )L Chaifk L
E3 I

MRM3 ® H @i b OfE S Log #2%12, Intensity O &\ 4L 2nd Precursor Ion 7 5 #H 5L
@ 2nd Product Ion & & &7 AF2 EAHE L £7°,

!

2. MRM3 X Y v K (Acquisition Method) D{ERK

#i% Experiment C. #%t® 2nd Precursor Ion Zf#A T, <~ U v 7 ZAAD B 7N EHITE
LFET,

3. Explore TDARY hivb~R7u~ k7T LDOHER
MRM3 # Y > RCHE LT —Z DA bV ED | w27 a~ b7 Na{E L,
ERETOIE—7 DEZHER L £7,

4. MRMS3 O & Ef#sT
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3.2 MRMS3 Optimization Script % F\ 7= H #hfciE b
*  Training TIXLEAE U RORT 0TS U 7T AEHERK Z AW T, it~ E&E TE
BLET, oy THREEROFIRIC THEZIT S Z & BRHRET,

3.2.1  MRMS3 Optimization Script DA > A h—/)L

Analyst® Software DA > A h—/VIRFIZA VA h—/L ENET,

3.2.2  MRMS3 Optimization Script ® £ ¥ v RF{ERK TH2
MRM3 # ¥ > NIZLLFONRICHE A DA% ¥ E— R AV, BERE{L 21T R0 ET,

1. 1st Precursor Ion OHIE

Enhanced Resolution (ER) 2% ¥ 2 L7,

%  ER I0fEtes BT, A A OMERERIITA Y h—TRE— L DRRZITO A ¥ ¥ F
— RT4, #FMITENE~=27 /L [QTRAP > 275 A3 U —XEMHMIEE) 228 TF
S,

2. DP BXU EPEEOHE
Q1 Multiple Ton (SIM) A ¥ ¥ & H L £,
3. 2nd Precursor Ion DHIE & FE&EA Y v FIZHWS 2nd Precursor Ton D4R
Enhanced Product Ion (EPD) A% x> CE=45V+20V %ML ET,
4. CE &EJEDfFAk

Multiple Reaction Monitoring (MRM) % L &7,

5. 2nd Product Ion OHITE & E&EA Y v RIZHWS 2nd Product Ton DR & AF2 &+
DAl

MS/MS/MS (MS3) AF% ¥ &L £7,

AF2 DX, EE% EIFTuW&, 2nd Precursor Ion 28 5% EiF T 5 EELEH
Liﬁ‘o

*  AF2 (3 LIT N T 2nd Precursor lon % #§ = % /L ¥ —T9, (QT5500 D&, Ov 235 0.3v
% 0.015v 4|7 CRamp L TW& £9)

PE LT AF2 LA HWT MS3 A% v &#HIE L, 4Rk L7z 2nd Product Ion
DHH, REEOR 2 HA2EIR L £1,
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7272 L. 2nd Precursor Ion ™4 7> &M, #4772 +4& (2nd Precursor Ion 4 v > M
+ A% L7z 2nd Product Ion @4 7 > b#R) @ 10%LL ETHHA 86, "7 T T A b A
v72 L (nofragments) ”& L THIBI S, A Y v FIIER SN ER A,

6. E&MH MRMS3 2 Vv FoBEHEWERK

il L7ofE 8, & bRV Intensity 238152 X472 2nd Product Ion % & &H
MRM3 2 Y > RELTEHLET,

3.2.3  MRMS3 Optimization (H#&f#E k7" 727 7 L) % Run 9% D %(H-1
U UR T VT 5~10pLl/min WiiiH CHEEMERR 2@kt E AL, Q1 A¥x ¥ T
SFREA A AR L ET,

1. fREEREAZRRE L £,

QTRAP® 5500, 6500 LC/MS/MS System Tl 100ng/mL 2. QTRAP® 4500
LC/MS/MS System Ti% 500ng/mL F2EZHE L E 3, 7272 L. HIEXMROREE IS
CC, BEZHMETLILERHY £7,

2. BEREZ YY) UVICED, VI URSTICEYy FLET,

3. F—RAF VAT L—DREEINTNDZ L ZHRLET,
A G —AD XA 7% Analyst®software B DA F~ADT A 2L %X T
NIV 7T HERRINET,

4. VUV A G =R LET,

5. Tune £— K® Manual Tuning # ¥ 7/ 27V v 7 LE7 (HmEAAEET),

Coenee ) Gt (71) (Canwo ] (MsMabos v| - [srspeonring] (12
Source/Gas | Compound | Resokdion | Detector MS | Advanced MS
6 Clowr /o i)
lon Source:  Tusbo Spray [#] Parameter Fange
Tempeishure Reached Scan type: o MS G} s
Curtain Gas (CLR) 200 |5 (_j Co ] C R R
pos Scan rate 7 1000 w (Dafs) . 550000 550,000
Colision Gas (CAD) 5 IS Polarity 2
¥ (& Positive
lonSpeay Volage (15) 55000 | ® ) Megative
Tempersture (TEM) o0 = MCA O
fon Source Gas 1 (G51) T Number of scans tosum |5
lon Source Gas 2 (GS2) [T =
Total Scan Time
(nchudes pauses) euck @ gl
Duration: 5013 {mind Delay Time: |0 (zac)
Oycles: ne |2
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o]

MO EEE L, AMO Scan type 2 QIMS(QDIZ/Z2 > TWH Z L&
B LET,
7. Scan rate ZEIR L £ 7,
*  Scanrate (¥, 10, 200, 1000, 2000Da/s Z &R T £,
*  Training TlZ, 1000Da/s Z &R L 7,
8. Positive T— K& D\ % Negative E— FZEIR L £,
% Training Ci, Positive Zi®R L £,
9. Scan type AP Start 35 O Stop (ZHIE L7z WEEFHZ A L E T,

WE . HEbAEW O 180D 10Da FEE/NSVWVED D, 50Da BEREVMET ¥ 27 K
EWRTD1D)E AN LET, BEOCEWERIRICEELT 256, TXTolG
W X D HPHIZERE LE T, Time (X2 O Scan @ 1 A 7 V&7 0 OFRERH (7))
T, HEITA ENET,

* LBILE DAL, Start-Stop (2 550 225 650 FTEANLET,

* TaEs ) TFUOWE, Start-Stop (21X 600 725 700 ETEASLET,
10. i R FE8O Duration (ZHIERF 2 AT L E T,

* VU U TOEBIEANLE L TWDENE D NEMHERT D702, 5~10 pREEZ AT LET,
11. ZEo Start 27 U v 7 L, HEZBMLET,

* Acquire...N¥ %7 Vw7 LTHIEZR L LRWESIE, WET — XM TFSEEA,
12. YV VR THAZ— b LET, s, 5~10pL/min #BE & LE T,

* B, Fa—TOFIZZTRASTNDE, AT MAPREEILRDZENDHY 3,

* LIEBSREDOERELET, BTV OEHEEIE, D LFTHI ), AR D S BT BT
THELET,
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<VYVUORVTDAE— N FFEE>

QTRAP® 5500 LC/MS/MS System (£ U ' UAR Y TR SN TNET DT,
Manual Tuning 7> 5l TE £7,

' Syringe Pump Method v [JUse (ISlaft Syringe F‘urnp) ‘

Harvard Syringe Pump Method Properties |

Syringe Diameter (mmi’/
4610 '

_F[c-w Rate: _ nit:
7.000 _ _uL/ min v

(1) Syringe Pump Method % 4R L . Syringe Diameter (23U > ¥ DN % Flow
rate |ZiiiiH & AN /)%, Start Syringe Pump A% > %27 U w7 LT,

* 7R ¥ 213 Stop Syringe Pump (22500 F£7,

(2) HIERD CHRIELZZET L7\ & =1L, Flow rate 2@ %2 A 1% . Set Flow rate
R EI w7 LET,

@) vV YRy TEIEDIWE X, Stop Syringe Pump R ¥ %27 U w7 LE
R

13. LT 4HBZFT =y 7 LTLIES, HEg#ELEZEITTHICHD . LLFOSEM:
Zllz L TR MLERZH Y £7°,
¥ ATFOruw b7 7 AEEICTTIC ALZELTND I L
%  Positive, Negative ® &5 5 CTA A MbT 20 MRTDH 2 &

L kT e s ) IF o084, Positive B— ROFTN LD A AL 38ENRL 720
7,

¥ HEULEWOSFBEA ARl Tn D 2 & (m/z 609 KU m/z 654)
% STBEEAACOMEMES TEH, BTHY 7 MIIEED £HA,
* DL 1x107~1x10%cps & E 5 & Sk & HE 2 D aTREtE MK < e ) £77,
14. R L7, £ LD Stop 227 V v 7 LHAIEZ 1L, Manual tuning B4 U £ 9,
H 2 PA D RNCRTTET 2008 D hOEENTETOT, No THLUET,
ZOLEZV VR CTEFEMNEEFIZLTEBNTL SN,
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3.2.4  MRMS3 Optimization (H#Ef#E L~ 7277 L) % Run 3 % §i D -2

2 HB)MS/MS/MS A YV v RE/ERKT 5 72 O Starter Acquisition Method % 1ERk L
To ZOAY Yy NIZTHFAT D m/z % BEIWIZHER L, TDH%, £OHFD7 7
T A AT Ol AT RN ET,

1. Analyst®software ® Acquire &— FK72>5, Build Acquisition Method # % 7 /7 U v

7 Lij‘o

2. O D X 9 72D Method Z1ER L £,

Scan Type |% Enhanced Resolution(ER) % 4R L | Center (2132 72872 A1 L &
9, Scan rate 1%,250Da/s DFEFIZ L T EE W, ZOEPETIEA AN T A —HIL,

TEM 7% (0] @ Default fED F FIZ L FE T,

M5 | Advanced MS|

Experiment:
" -

Polarity
@ Positive
O Negative
MCA El

Number of scans to sum: 1

Total Scan Time
(inchudes pauses):

ssEEEEE gy it
’-.l- 7 Taa,

5 *1 ."Parameter Range

Scan tygh: Enhanced Resolution (ER) v -
. : : of* ¥ Tii bl B

Scan rate:"n. 250 v| (Da/s) o8? .'. Comanile) e {e6¢) e

5% . '+, |500.000 &
..'-Il-lln *

lIllIllllIlIIIIOIIIIIIIIIIIIIIIII’

Import List

7

o =

Period 1 Experiment 1 Parameter Ta... rY|

-SourceJGas Compound
lon Source:  Turbo Spray
o‘--.'o
.. 0'
Curtain Gas (CUR f =,
ain Gas (CUR) d 100__:;-_
= -
Collision Gas (CAD) « |High vl I 0
sl Ll
R = | =
lonSpray Voltage (IS) s | ssoo0 |2 E Jo:
- b == 1 {m
Temperature (TEM H [ o0 14| &
emperature (TEM) :- . oo v :I
3 = -
lon Source Gas 1 (GS1) L 100 |2 »
sl ol |
L = P
lon Source Gas 2 (GS2) ‘F.. 00 .,:"
0’. ..0

3.  Syringe Pomp ® Diameter % 4.61, Flow rate % 5~10ul/min |Z3%E L £,

4. Method D4 Rii% 2 T Save L E77,

% bk L —=1 7 Tl Starter method. dam &\ 9 4RI CHRIEL £7,
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3.2.5  MRMS3 Optimization (H#f#E k> 7277 L) @® Running
MRMS3 Optimization DGR EZITVE T,

1. A==—/3—0 Script > MRMS3 Optimization %*iZRL £7,

HEO L 5 AT AT S ET,

Acquizition Method:
* OB AA WO Setting A | Browse..
BRIy sF B ETHERR |
T F j‘o Compound Mame: |FReserpine Pl:lagisitive
Expected m/z (Da): |609 i Megative
e - Calculate f i
2. Acquisition Method @ Browse...7?8 % 7 chamestomin <
75?7 U \\/7 L/\ 34 /\0_:/“«6{/’552 L/f: 31 Resolution: | Unit -
Starter AV v K&EfELET, 0K | concel | e —

* L —=17 TiT Starter method. dam % &R L £,

3. Compound Name (2L &M DL ETEZ AT L ET,
* L —=17"TiX Reserpine &£ ASJL £,

4. Q1 Resolution 7>% MS/MS X° MRM3 Z##IET HFED Q1 O/ fRie# IR L £,
*  FL—=2 7T Unit 23R L £,

5. Expected m/z (amu) (ZHifb L7z MSEZ AT LET,

¥ HTRAREDMLRVEAE, Caleulate from [ Lolculata m/z 3

chemical formula R % > %27 U v 7 L, #0055 il [ (AR o e
HIBHZEmTExET, Chemical Formula: | C33H40NZ09

Mum of charges: |+1 -

6. Polarity AN 1:/% ﬁ%%gﬁ§ A A :/,ﬂ:j— 2 Polarity i&ﬁg:ﬂ_\' Calculated mz
L¥ _a_o E09.281 Da

¥ hL—=2 7Tl Positive 2R L7, sl ] B

7. Setting D Advanced R¥ %27 U v 7 LET,

RAD LD REHAFRRSNET,
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W, Advanced Settings

Enhanced Heszolution

Finds the most intenze peak within a 2
['a window of expected 1zt precursor
molecular weight., Mazz range window
defaulted to 30 Da around expected
mazz to charge ratio.

Scan Rate: (10000 = | (Dafs)
Cycles:

31 Multiple lon

Optimizes OP and EP. DP re-optimized if
-10<EP<10. CEP iz optimized only when

applicable. Smaoaths TIC 2 times and finds

voltage vielding greatest ion count,

Start Stop Step

DF Ramp: [0 (200 [5 (0:200v)
Dwell Tirne: [ms]

Enhanced Product lon

Findz the most intenze 2nd precurzor
peaks, excluding any peaks within a 5
D13 window of 12t precurzor,

Scan Rate: [10000 | |Lass)
ZndPrecursors: [5 (1-10)
Maszs range: Iﬁ to W
cE: a0 ces: s
Cycles: li

Multiple Beaction Monitoring

Optimizes CE values for the most interse
2nd precursor peaks by cycling through
each #IC overlay. *IC graph smoothed
2 timez and woltage yielding greatest ion
count iz determined. (CE iz ramped for
itz entire range with a 2 step size]

Dol Tirne: [mnz]

.

Cancel I

MS5/M5 /M5

®IC graph zmoothed 2 times. Finds 2
mozt intense 3rd precursors at 5% mas
intenzity, Exclude peaks within 2 Da
window of 2nd precursar [parent must be
< 10% total ion count). [&F2 iz ramped for
optimal sensitivity. ]

Scan Rate: (10000 - | [Dars)

|v Usze Q0 Trapping
Fixed Fil Time: |20 [mz]
b ass range: W to | 1000

Generate Final Methods

Creates final M5 M5 MS methods with
magz range of B0 Da to 2nd precursor +
0.8 Da for each top 2nd precurzar.
Creates optimal M5 /45 /M5 method with
20 D'a mass range window arolnd most
intenze 3rd precursor,

¢ Save Al Final Methods
(" Sawe Optimal Method Only

oy

©)

3

Enhanced Resolution

Scan rate :

* ML —=227"T% 10000Da/sec IZ L £7

Q1 Multiple Ion

DP Ramp :

b Z17729 DP DO LUk

BELET,

ERAX ¥ L DAX ¥ A — RERIRL F 5,

*  hL—=17"Tl% Start {Z OV, Stop (Z 200V, Step {25V # A1 LET,

Enhanced Product Ion

Scan rate :

* kL —=1Z7"Ti% 10000Da/sec I{Z L £,

2nd Precursors :

FEHETEZBEME T 20 ERELET,

¥ hML—=227TIE I5] ITLET,

Mass rage :

2nd Precursor { A 2 D A ¥ v HiH %
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EPI X% v DAF ¥ A — REZRIRLF9,

HERLT=7 5 7 A 2 F(2nd Precursors)® 9 HIRE D E N J7 0N HAA]

BELET




(4) MS/MS/MS

Scanrate: MS/MS/MS A% ¥ LV DAF ¥y L AL — RAZEIN L F9,

k kL —=22"TI% 10000Da/sec IZ L £,

Mass rage : 3 rd precursor ( 2nd Precursor) A 4> DAF ¥ V#EiHZRE L E7,

(5) General Final Method

Save All Final Methods BAEHICAER SN D, EEH O MS/MS/MS X YV v K72
Tl BE{bEFTOA Yy RHEFELET,

Save Optimal Method Only BASHNCIERR SN D, EEH O MS/MS/MS £V v K

DIHERAE L ET,
%k L —=_27"Tl% Save All Final Methods Z &R L £7,
8. OKARX &I VwIT L, AAVHEEIZED £9,

9. Start RF &7 U v $5HL, HKEEMNRMBLET,

& MEM2 Optimization

* Select [Settingz] button to modify the current settings
* Select [Advanced] button in Settings to modify the advanced settings

-llll....

R

-t
', . Start

Settings

Current Settings: Enhanced Resolution
Analyst Project tRR 3 manual [] Determine actual 1st precursor
fdethod Starter method. dam 5
Compound Mame  Reserpine Q1 Multiple lon
071 Resolution Unit [] Optimize DP
Expected m/z E09Da
Palarity Pasitive
Advanced Settings:
ER Scan Rate 10000 Dals Enh d Product |
QIMIDF Ramp O to 2004 with 5 step fhaneed Froduct fon
EPl Scan Rate 10000 Dals [ Get 2nd precursors
EPl # 2nd Prec 5 o PP
M53 Scan Rate 10000 Dals L=
Final Methods Save all final methods [] Optimize CEs for 2nd precursors
M5 /M5 /M5

[] Optimize &F2s for 2nd precursars

and get 3rd precurzors [0 of 0]

Generate Final Methods

[ Generate final M5 S /M5
acquizition methods

DILFEI Vv I7T5HE
FBRENTWBET — X OWE A
I Vo RERDZENTEET,

. dam

B nS3 (554.19),(207 07): 2.134 min from Sam M. 355 cps Enhanced Resolufion
2.4e5
g 2% Wiff OXFEIY v 7T HL
5
L 1.5e5

= — —

2 iges FREINTWDLT —H % Analyst
= I

E

50e4 ETRLZZENRTEET,
&0 100 150 200 28,4, 200 itori
m/z, amu “-"' - y . Optimize CE s for 2nd precursors
o <=l . wiff |74
5, 20r2) <| > | dam ui & MS/MS/MS
T — et [ G R S e
5:43:43 Ph] No peaks found [parent not below 107 total ion count) - s et S pracarane ST oF 5
54343 Pt] > M55 S 2can of 2nd precursor 207 066 amu, 9.98E +0F cps
5:52:03 Ph]  Dptimized AFZ2 = 36 Generate Final Methods
5:52:03 Pt] No peaks found [parent not below 10% total ion count). E te final MS MG AMS
5:52.03 PM] > M5/MS/MS scan of 2nd precursor 346,021 amu, 9E7E+06 cps... w0 U acauistion methads
Expected hatch time: 155511 zec
Abart | T1]

37



<MRM3 Optimization (H®EhfiE{b7 227 7 L) OfEHE >

=lo1x|

[N Acquisition Methods

File Edit Yiew Favorites Tools Help ﬁ

FBack v = - | B search |%Folders @“ﬁ L x = | R

Address I@ C:lAanalyst Data\ProjectsiOpt MS3acquisition Methods j @Go
Folders x . b = _Mame ¢ | Size | Type

=] Analyst Data ~ D L a Starter Method, dam 15 KB  Analyst Document
23 Prajects a Reserpine_ER_609.281.dam 15KE  Analyst Document
B0 API Tnstrument: a Reserpine_Q1MI_RampDP_609, 172,dam 13KE  Analyst Document
£ Default Acquisition Methods [ajreserpine_Q1MI_RampEP_609.172.dam  13KB  Analyst Document
{1 Example a Reserpine_Q1MI_RampCEP_£09.172.dam 13 KE  Analyst Document
B opt Ms3 Select an item to view its description. ] Reserpine_EPI_CE_Spread_609.172.dam  25KE  Analyst Document
| 2. Lisition Methods See also: a Reserpine_MRM_RampCE_609,172,dam Z3KB  Analyst Document
(] Acquisition Scripts My Documents a Reserpine_MS3_RampAFZ_195.117.dam 22 KB  Analyst Document
E-{7 Batch | My Hetwork Places a Resarp?ne_MSS_RampAFZ_lT4. 149.dam  22KB  Analyst Document
{2 Biofinakyst My Computer @ Reserpine_M33_RampaFZ_397.169.dam 22 KB Analyst Document
®-] Data a Reserpine_M33_RampaFz_236,103.dam Z2KB  Analyst Document
{1 Loa a Reserpine_M53_RampAF2_365, 158, dam ZZKEB  Analyst Document
{2 Processing Methods a Reserpine_FinalM33_174,149,dam 22 KB Analyst Document
1 Pracessing Scripts a Reserpine_FinalM33_195.117.dam ZZKB  Analyst Document
-1 Praject Information a Reserpine_FinalM33_236,103.dam Z2KB  Analyst Document
{1 Quantitation Methods a Reserpine_FinalM33_365, 158, dam ZZ KB Analyst Docurment
{7 Results a Reserpine_FinalM33_337,169.dam 22 KB Analyst Document

(2] Templates A 1| | ﬂ

‘1? object(s) (Disk free space; 17.4 GE) 335 KB |@‘ My Computer 4

L ESNZHEA Y v R

b, HAWIE, FEbBICIER S 3172 A Y v Rid. Starter method Z1&7F L7z
7 4 VA L[ U Acquisition methods 7 4 /W Z I ARTF S IVE T,

REFSheA Y > Rix “UbEa]l + [(AF ¥ o # A 7T+ [m/d + .dam”. &5 & i

<7,

* ML—=U 71T, RELLIEER, o EEHO MRM3 X Vv FA4IL,
“ Reserpine2_FinalOptimalMS3_174.076.dam “T9,

ONERENTZAY v REHWT, MERY 7 VORIER EE2ITRVET,

FEERD Log 7 7 A /v

Analyst Data > Projects >Projects 4 >Data 7 #+ /L' # NIZ Result.txt 7 7 1 /L Tk
fFEET,

38

Folders x 1 =1 Mame # | Siz_el
{: Analyst Data - L r% Log.kxk 4 KB
=1 Prajects 2] Reserpine_EPI_CE_Spread_609, 172, wiFf 128 KB
-1 APT Instrument A 2] Reserpine_ER_609.281,wiff 152 KB
2 Defaul Reserpine OptMS3 [2] Reserpine_MRM_RampCE_603, 172,wiFf 140 KB
&1 Example (2004-07-15, |2 Reserpine_MS3_RampaFz_174.149,wiff 140 KB
=21 opt Ms3 10h12m49 AM) 2] Reserpine_MS3_RampAFz_195. 117.wiff 140 kB
2] Acquisition Methods @ Reserpine_MS3_RampAFz_z236, 103, wiff 140 KB
21 Acquisition Scripts Select an item to view its description. | 2] Reserpine_MS3_RampAF2_365, 158, witf 140 KB
{27 Batch e also: a Reserpine_MS3_RampAF2_397, 169, wiff 156 KB
1 Bintinalyst My DocuUmenks aReserplne_Q1MI_RampCEP_6E|9.I?Z‘W|Ff 124 KB
My Metwork Places a Reserpine_Q1MI_RampDP_609, 172, wiff 174 KB
Iy Metwork Places
My Computer aReserpine_QIMI_RampEP_SDQ.1?2.wiFF 124 KB
e Results. bt 4KEB
{:I Processing Methods




Results.txt

M Results.txut - Notepad 10| x|
File__Edit_Format__Help
quatitative optimization for Ms3 N
Thursday, July 15, 2004 (start 10:12:49 am, End 10:24:37 amM) =
Starting Parameters
lanalyst Project: Opt Ms3
starting method: starter Method.dam
Compound Mame: Reserpine
rResolution: unit
Expected ms/z: 609,281 amu
polarity: Positive
ER Scan Rate: 250 amu/ss
CAMI DP Ramp: OV to 200V with 5v step
EFI Scan Rate: 1000 amu/s
EPI # 2nd Prec: §
MS3 scCan Rate: 1000 amuss
Final methods: save all final methods
optimization results
actual msSz: 609.172 amu, 7.23E+07 cps
optimized DP: 90 (30 initial walue)
optimized EP: 10 (10 initial walue)
optimized CEP: 24 (24.774 initial walued b
[MS/MS Fragment 1] 195.117 amu (Loss of 4147, 9, 98E+06 cps
optimized CE: 47 (10 initial walue)
optimized aF2: 70 (100 initial walue)
Ms3 Peak Centroid MassCamu)  2nd Loss Centroid Intensity(cps)
1 167, 04 28 5. 00E+04
2z 152,82 42 1.67E+04
Final ms3 method: Reserpine_FinalmMs3_1%5.117.dam
[M5/Ms Fragment 2] 174.14% amu (Loss of 4357, 8. 60E+06 Cps
optimized CE: 55 €10 initial walue)
optimized aF2: 70 (100 initial walue)
Ms3 Peak Centroid MassCamu)  2nd Loss Centroid Intensity(cps)
1 155,05 15 1. 00E+05
2z 142,208 32 S, 00E+04
Final Ms3 Method: Reserpine_FinalMs3_174.145.dam
«| | Ld 7
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3.3 ~ =2 7 )LD

MRM3 Optimization Script T H#ifw#{k L7z MRM3 2 Y > RTlX, v~ hJ v 7 2D
R TE VWSS XL, BERLEELBERINTZWEGEIZ, MSIMS/MS O~ =
2 TV TORBELEZITWVET,

MRM3 @ H @i b OfE R Log 2 2% |2, Intensity D&V 2nd Precursor Ion % #E4
O, A%h7 MRM3 A Y~ RE{ERRL £97,

AF2 iz~ ==o 7 VTt LE 7,

1. Tune &— K® Manual Tuning @i % B < £7°,

2. Open File 726 Bk CER SN “UbEa4] + [(Ax v 24 7] + /A
+ .dam”. Z B E 9,

*  Training Tl Reserpine2_MS3_RampAF2_397.166.dam % B & £,

MRMS3 o H @ #i{lClE. 1st Precursor / 2nd Precursor / 2nd Product = 609 / 174 /159 7338
WEhET,

3. Scan type (2. MS/MS/MS(MS3)23Z#IFNTCW\WAH Z L 2R L £,
4. Scan rate, Polarity Z iR L £9,
*  Scan rate /£, 1000, 10000, 20000Da/s 723E&R T&X £ 7,
*  Positive T— F& 5 X Negative — RA&EIR L £,
*  Training Tl¥, Scan rate=10000Da/s . Positive Zi#&R L £,
5. 1st Precursor Ion, 2nd Precursor Ion (ZHMERS AN SN TWDHEEMR L ET,

6. Center/Width ®F = v 7 Z4 L., HIET H#iPH. 2nd Precursor Ion 73 .2 D %iH &
T&LET,

7. Optimization Masses Z #9" & Time(sec) X HEN CHH S E T,

* oMo T A —%(DP, EP, CENZ, BEihigi#E ik LA Compound ¥ 72 AS) & T
gzj_‘o
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[ EditRamp.. | [MS Method ]| [Vluse
Ms |P|dvanc:edMS L LLLLLLT
* e
5 )
so R e
® [Flrmmmeatar Finege =
Scan type: | MSAMSAMS (MS3D v| [1No Frazmentation @
Start(pa) """ * 5op 05" " | * Titfegeuy af
5 te: {Dafs) Qb= o
canrate: @[1000 ] (0als #° |s0.000 400.000 Dm0 v
Polarity = P, .s®
(*) Pogitive L T T ————T L
O Negative
MG A B

Mumber of scans to sum: @ 3
1st Precursor: Rt GO w (.Da)

2nd Precursar: =0 397166 (Dg.

Galgon e, ® ", [ _Jed
Duration: {min) Delay Time IZI (zec)
Cycles: " —

8. Advanced Ms ® % 7~ 1 9,
9. Fixed LIT fill time |Z2F = v 7 ZWWILET, WO HEFHE L, 10msec FREIZ L E T,

*  Ramp Zf#H4 28i%., Dynamic fill time I3fEH T FHA,

PPETT L TTous
-t .,

p&g Advanced MS | .::

Scar thodes =+ """ | Profile A2 @ Fixed LIT fill time |10 | tms)
Step size: 012 (Da) O Dynamic fill time
Q3 Entry Barrier: 8 . [\

Intensity threshold (otal [
count):

MS/MS/MS Fragmentation

Settling time: o (ms) il _
Pause between mass 1 xcitation Time: |25 {ms)
ranges: (ms)

Q0 Trapping O

10. MS ¥ 72K £7°,
*  Number of scans to sum # A /) L CT< 72 &V, Training Ti&, 3] LA LET,

%  Number of scans to sum DFE/RIZDOWT, — & Advanced MS DX 7 ~B#iL., 1 A %
55 (Fixed LIT fill time & Dynamic fill time) #8072 ICMS ¥ 7~V 7
L. Number of scans to sum #iDOETFH» 1] IZREY £7,

11. Edit Ramp Z#f L. Ramp Parameter Settings O i % B & £ 9,
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12. Parameter (2, Excitation Energy # 7 /L X 07 v A =2 —/nHi®OVET,
Step % 0.01 [Z3%E L .OK #f L £7~, MS Method v (Stop Sy

MS Advanced MS

Ramp Parameter Settings

Paameter: | EEFTEET I
Staut: 0 {volts)
Stop: L (valts)
Step: 0.01 [vols)
[ ok | [ cancel | [ Hep |

13. Start RN¥ &AM LRAIEZBBL £,

14. TIC OEEEEEZ~ T ATEIR LA TNV 7 U v 7 LET, EHEINTFE AT FUVRT

BlcERENET, FOFTHEDE VW~ ZE% 2nd Product Ton & LF 4,

[EditRamp... | | MS Methad ~| [ Stap Spinge Pump)
Sourcefas | Compound | Resoluion | Detector MS | Advanced M3
[CGenter £ Width
Declustering Potential (DP) e Perametor Range Impart List
Enirance Potential (EP) 100 |~ Scan type: MS/MS/MS (MS3) + | 1Mo Fragmentation
B b Start (Da} Stop (Da) | Time (sec)
Collision Energy (CE) w7 |* e @) 1 50000 400.000 joosso |
Excitation Energy (AF2) 000 |5 Polarity @ Positive 2 ]
Collision Eneray Spread (CES) 013 O Negative
MCA (.
Nurber of scans to sun:
B TIC of +MS3 (F09.07),(397 17} from Sample 1 Max. 2.2e8 cps B 153 (FD9.07),(397 17): 0.925 min from Sam Max. 5.0e5 cps
0.10 505 2383
2.0e8
1742
oza 4,065
o 158 a
o S 30e5
£ 10w " g
i o i
T g 205 1890 233
= =
- - - ‘ ‘ ‘ ‘ ‘
0ot . N
0o o1 0z 03 04 05 06 07 08 0.9 a0 100 150 200 250 300 350 400
AF2 Yolts miz, Da

LITE (B0%.07),(397 177 0.012 to 0.925 min frorm Sample T (TuneSarmplelD) of MT20100301 113307 wiff (Turbo Spray)

en Ny
1.5e7 :‘ b “"'..
:’ 236.2
. 1.0e7
&
@
=
]
= B0eB
2512 28522751 2881
0ok

B0 a0 100 120 140 160 180 200 220 240 260 280 300 320 340

hax. 1.567 cps,
398.0
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15. 13 TEIR L7= 2nd Product Ion O~ AEZEEN LAY UV v 7 L, Extract Ions (Use

Maximum) #38&R L 9 (FRFOIREHREN),

IR BT, EEGEAMRT TR E, RS AF2 & A E

HTEET, e~ hr T

*  2nd Product Ion (3,
LCL &, Xl AF2 %7 7 L7z XIC 28 FE;
LDO—FHRUVMED ., Z D 2nd Product Ion (27 AF2 L 720 F4,
* MBS 1T, Fixed LIT fill time OD 2 Z K< LET,
¥ QORI vELVIITF 2w EVNAEIELHEMTT,

B TIC of +M53 (609.07),(397.17): from Sample 1 .. Mazx. 2.269 cps.

B 53 (B09.07),(397.17): 0.925 min fram Sarn. .

hax. 5.0e5 cps.

praci=Rc)

2 gl 4 e 50e5 1742
: 036 :
. L = D_DJ bl i B \ [P S
oo o1 02 03 04 05 06 07 08 08 S0 100 150 200 250 300 350 400
AFZ2, Waolts .------------------‘----_
w  List Data
B vs3 (B09.07),(397 .17): 0.012 to 0.925 min from Sample 1 (TuneSamplell) of MT20100301113301 v Max. 1.8e7 cps
s Show TIC
L]
1741 2362 1 Extract Ions Use Rane) . ] 365.2 2980,
1.0e7 j 1a2 i [l Extract Ions (Use Maximumy | -
13001 148.1150.1 - o
0.0¢ L O A Y ”Ell Vsl = oo to, Text File., 14 02
60 60 100 120 140 160 180 200 20 240 % gppe = e ogpe e = SUU' LEL 7 LEEE ] 360 380 400
miz, Da
B XC of +M53 (603.07),(397.17): 364.910 ta 385.410 Da from Sample 1 TuneSamplelD) of MT20100301113301.wiff (Turb.. Max. 2.1e8 cps.
2,068 J A
0.0
0o 005 010 015 020 025 030 035 040 045 050 055 O0BD 0BS5S 070 075 08B0 085 050 0855
AF2 Wolts
AT of +M33 (B09.07),(397.17): 235.910 to 236.410 Da from Sample 1 (TuneSamplelD) of MT20100301113301. wiff (Turb.. Max. 2.388 cps.
0.10
2.0e8
J 0.29
0.0
0o 005 010 015 020 025 030 035 040 045 050 055 060 0B5 070 075 0680 085 050 055
AF2 Wolts
B X of +M53 (B09.07),(397.17): 173,869 to 174.369 Da frar Sample 1 (TuneSamplelD) of MT20100301113301.wiff (Turh Max. 1.5e8 cps
0.10
1.0e8 021 032
052
0.0k
000 005 010 015 020 025 030 035 040 045 080 055 060 0BS5S 070 075 080 085 0% 08
AF2 Volts

2nd Product Ion

16. NEEEYE & MRM3 TRIET 25613, 2~15 & [FAERICEEL .
& ENICHGE 72 AF2 5% Befb L £,
17. x==—o File>Saveas TA Y v N&ERFLET,
*  Training Tl%. Reserpine. MRM3_609.397.dam TH#:fFE L £9
18. ##%® 2nd Precursor Ion (22T, 2~17 OEAEETTU,
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3.4 A F v — A DAk

A F Y =A0wEE, ETUTOMEMEN L TIHE, RENRY 2W5EEIC,

VIS T2 TR SV,

* MRM3 ® A Yy FTI, BEE#ELIZTE EFEA DT, MRM3 O &I MRM Tt L

TEE A ET,
*  Training Tl. 1 4> Y —2OKEEKITITOEE A,

LIFDNRT A =2l AT TS0,

AF ) —=ANT A= ZGIHE (QTRAP® 5500 LC/MS/MS System)

ESI ESI APCI
A i
(5ul/min,Infusion) | (200uL/min,Infusion) (1000ul/min)

CAD 0~12 12 12 12
CUR 10~50 20 30 45
Gasl 0~90 20 50 60
Gas2 0~90 0 80 N/A
IS 0~5500 5500(-4500) 5500(-4500) N/A
NC 0~5 N/A N/A 2(-2)
TEM 0~1750 0 500 500

%) S = () Wi Negative T— RIFOREMAEFR L T

QTRAP® 5500 LC/MS/MS System

TISOREREIIHZFARTOOEFE ClZL T ZEWn

T50°CTHERATEE TR, E—F2—DFMPEL RV ETOTHIELERA,

44




3.5 Acquisition Method D{Ef,

EHT 5~ M) v 7 ZADEEL —F = TR MRM3 X Y v REA{ERT 551, #HE
Experiment T#%® 2nd Precursor Ion ® MRM3 A ¥ v R&EAERKL, ~ U v 7 AAD
VoI fELET,

AERER LD . SIN 28— BAf 72 MRM3 ZR7EL £7,

3.5.1 % Experiment (2 X5 MS3 X ¥ v RDIERK
1. Hardware Configuration @ Profile 2 MS+HPLC Ot DIZEH L £,

Acquire E— K025, A == —® File>Open % X, File type % Acquisition Method
E L, 40 X—U TR LTk S v/ MRM3 A Y v REH X E9,

%  Training C/d Reserpine_MRM3_609.397.dam % B & £,
¥ A AUV —RAOERHEETOIGEIE, ZOAY v RERE ET,

2. Acquisition Method T LC sync (272> TW AN E MR L £ T,

Acquizition method

Acquizition Method Properties

] JE2] P.c:quisition Method Commant:
T T min
SR E”zriod 5000 min Duration (min: 5000
+M33 o .
5 1 Shimadzu LG System Synchronization Mode: ::E :y:;; w
2 Equilibrate Auto-Equilibration Manu);I Sync
& hiection i

Manual Syne with Walve

[ &uto—Equilibration

3. MS3 @ Experiment #4727 U >~ 27 L. Copy this experiment C Experiment % B/l L
ESr s

Acquisition method PtiS L
= @ Acquisition Method Experiment: ¢ Acquisition method
= @ Mazs Spec 5000 min H ——
h . : = M Acquisition Method
Scan type: H
=-¢% Period 5.000 min ¥ = ‘g Mass Spec 0000 min
= 1 Shimadzu | Add experiment H=H =& Period 0000 min
s Equiliny__Add IDA Criteria Level : B - MS3
& Injectio Copy this experiment CERERLEY % +M53
Delete thiz experiment B +MS3
1 frrsrerrrr e ——————
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) 609/397/236 DA

2" Precursor: 397.16

CE: 37

AF2: 0.1

4. Experiment2, 3 |2, MRM3 Optimization T Intensity 23@&7>> 72 MS3 @ 2nd
Precursor Ion & AF2 % &t Compound % 7 D/XT7 A—X & AT LFET,
his | Advanced M3
Experiment [ Genter # Width @
Parameter Range —
Soan type: |MS;"MS;"MS (M52 v| [JMo Frazmeritation @
. Start(Da) | Stop@a) | Timee
Scan rate: 10000 w | (Dafsd =i 0000
Polar ity ) i, ]
() Pozitive Period 1) Experiment 1 Parameter Ta .. [g|
) Hegative =
Sourcefzas | Compound
Pl & F] Q sum,
* b
Mumber of scans to sum: Declustering Potertial (OF) * qon :“‘
! b .
1st Precursor: 609,059 {D{ | Entrance Potertial (EP) ..' mo s
2nd Precursor: 07166 (0 Callizion Energy (CE) z 70 - E
Total Scan Time P . Yl .
fincludes pausesk 2| | Excitation Enerdy (AF2) . S
¥le
Edit Parameters.. Calligion Energy Spread (§E5) m

%) 609/174/236 DFE
2" Precursor: 174

CE: 47

AF2: 0.075

. L4

* *
Mumber of scans to sum: Declustering Potertial (DF) ‘T 100 :
L —

1zt Precursor: Entrance Potentisl (EF) o 100 :
. L ————
Gl 195 (Da Colision Eneray (CE) N TP
Tatal Scan Time - 5 X
{includes pauses) 28 Excitation Enargy (AF2) . 0100~
K ___=

Edit Parameters... Caollision Energy Spread ((iS) N 0o %

o |
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MLTTTTE LA

M3 | Advanced MS
. [ Genter / Width :
Experimant: 2 w Import List
_ Parameter Ranee —
Scan type: | MSAMSMS (M52 w | 1Mo Fragmentation @
Start (D: 5t D i
St e 10000 o Dars art (Da) | op (Da) | Time (sec)
1 20,000 400.000
Palarity L .
& Positive SUALK A AL RLAmE
() Negative S
Sourcefzas | Compound LS
MG A O 3 5
Number of scans to sum: Declustering Patertial (DP) :' 100 3“‘
1st Precursar: 609.069 (Da) Entrance Potential (EF) - 100 ? 2
2nd Precursor: 174 (Da) Callision Energy (CE} 1 7o |2 _:
Total Scan Time ) L % .
(inchudes pauzes) CE Excitation Eneray (&F2) . 0o7s |42
Edit Parameters.. Collizion Energy Spread 5] 9 ’Q—DD i D_
LIS 5 =
M3 | Advanced M3
Experiment: L Genter / Width Import List
Parameter Ranee =
Scan tvpe: | MS S MS (W53 w | [[I Mo Fragmentation [@
Start (D St I i 3
Scan rate: 10000 7| (Dafsh art (Da) | op (Da) | Time (sec,
1 50.000 400.000
Palarity ) - I
@ Positive Period 1 Experiment 3 Parameter Ta.._ rs_(|
(O Negative
SourceiGas | Compound \—r.—
MG A O Q s Ty

) 609/195/173 DA
2" Precursor: 195

CE: 45

AF2: 0.1




o

4% Experiment @ Scan rate Z X E L 7,

%  Scan rate /%, 1000, 10000, 20000Da/s %R CTx £7°,

*  Training Ti%., 10000Da/s Zi&R L £ 7,

6.  Number of scans sum (Z Experiment OFEREF$ A AT L £ T,

k  Experiment O#iZH LV £9725, Cycle timel 23 —27 @ 1/10 FEE DRI/ Z & &
HLIZBRELET,

* —JF Advanced MS DX 7 ~BEI L., A 4 %D HFMH (Fixed LIT fill time & Dynamic
fill time) ZHIV X 7212 MS # 7~ % &, Number of scans to sum MO FH 1)
WZRY £

* Training Ti%, 2] BBEZANLET,

7. FIA CTA A4 RO 21T > TW R WAL, Source/Gas DX 7 xBlE ., A 4
V= ADEINT A —=F 2 ANTTLET,

8. 4 Experiment ® Advanced MS ® % 7 % B & . Dynamic fill time |Z
Ty B ANET,
10. Resolution Q1 # &R L £9°,

% MS/MS/MS IZIEFITBRIREDE N AF v o TTF DT, Q1 @ Resolution % Low (295 &
T, SIN BREIFICR D AREENH Y £,

%  Training Ti&, Low ZEIR L £,

............
“““

M’S Advanced Ms ,: @

Scan mode: Profile

Step =ize: 01z
Resolution G1: ,:‘ Lo
Rezolution Q3: AL TFr PPEiag

Intensity thrashold Gotal o
count):

Settling time:

Pausze between mass
ranges:

(Dad

{mz}

{mz}

> @ O Fixed LI {ill time {ms}

.........
. .
.

e

v () Dvnamic fill time K
B eee

@3 Entry Barrier: 8 o0

MS M5 M5 Fragmentation

Excitation Time: |25 {mzd

11. File>Saveas CT7 7 A VEREFELET,

% Training TlZ. Reserpine_ MRM3.dam & fR7F L £7°,
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3.5.2  HPLC O&MEHE

1. Acquisition Method ® %47V v 27 L, Add/Remove Device Method i

TF = v 7z A, HPLC MER Al REZRIEIC L 57,

Acquigition method | Acquisition Meth

= @ :
= . Mass Spec {
=-é& Period 8277 min :
BF +Ms3 ddfRemove device method
5 M3 ] LR LR
v

Acquisition method

= Acquizition Method
= @ Mazz Spec 8277 min
=-é& Period 8277 min

EE M52

Ihjectian

2. Shimadzu LC System 7 A 2N HTEEFITDT, 27V v 7 LET,

3. Pump D7/ 7V =y MOMEDEMHEZHELET,

lmmlcr Owven | Controller | Time Program

Pumping Mode: v
Configured Pumps
Total Flow: 0.2000 il /min Pump & LC-20AD
PumpBConc:  |100 % Pump B LC-20AD
PurpB Cuve: [0 fimp O N pone
Pump [x  none
Pressure Limits (Pump A, B}
Minimum: 00 | mPa
Maximum: (200 | MPa

4. Autosampler D7 — 7 —LY U AE— R POEBERELET,

Fumfs | Autosampler |Gvel | Gontreller | Time Frogram|
Model: KR

Rack Type:  [Undefined Detect Rack
Use Autosampler Rinse Pump
Rinzing Wolume: ul Rinze: Method: | Rinse Pump Then Port
Meedle Stroke: mm Ringe Time sec
Rinsing Speed: ul/sec
Sampling Speed ulden
Fures Time min
Rirrze Dip Time: sec

Ringe Mode: Before and after aspiration  +

Enable Coaler Unit

Goaler Temperature: o]
Gontrol Vial Needle Stroke mm
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5. Oven DM EFHTELET,

| Purps | Hutosamnl(r | Crven |()3ntru|ler || Titne Program |
N S

Madel: CTO-204

Enshle Cwen
Cwven Temperature: G
Maximum Temperature: G

6. Time Program O5&MZ2&E L £,

| Pumps | Autosampler | Oven | Controligf | Time Program

Time: |Module \ Event \ Parameter \
1 4.00 Pumps Pumnp B Cane, 95.0
401 Pumps Pump B Conc, 10

8.00 Contraller Stop

p‘wm

Gradient Curve
100 T
80 -
o B0 = =
&
a0 =
20 -
0 1 1 1
00 20 40 6.0 80
Time (min.)
A R = =
7. HEAEDOHREZITVET,
Acquisition method
Autazampler
= Acquizition Method
=] @ Mazs Spec B.277 min Injection Yolume [ul] 5.00

% Period 8277 min

B M3

! . % +MS3
=] 1 Shimadzu LG Syste
ot Equilibrate

8. HPLCE&H#BEBIMLIZAY v F&a FEXITIHIEAIZ. DO FF Save L.
A 2 HHA 1L, File>Save as Z1&IR UIEFE L F 4,

%  Training TlE, Reserpine. MRM3.dam & FEX{RFELE T,
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3.5.3 MS3 ® Max Fill Time ® Default fEDZH

1. Acquire ®— RZH— YV Vv EHbE, A =2—3—0Tools—Settings—Method Option
ZBhE £,

2. EPI/MS2 Scan ® Max Fill Time % Default 250 726 100 ~EFE+5Z L 2 #E L *
£

Tools Explore Window Script Help
T Tuning Instrument -_LI |j Ii

- [¥] |20090313_
25" Configure Express Wiew. ..

I Reset Express Yiew Wial Position. .. .

% IDA Method Wizard -
N Period l'l_ of I'I_

Calculators

| Restore Default Toolbars

| P

Setkings Processing Options. ..

Project 4 Appearance Opkions, ..,

Method Options. ..

#ethod Options f'5_<|

Default Fill Settings ]

Default Fill Mode:  (* Dynamic Fill Time [DFT) ™ Fized Fill Time

Drefault Fill Settings:

Dypnamic Fill Time Fixed Fill Time
TIC Target [{1e7 cps]  Min. Fill Time [ms]  Mas Fill Time [ms) Default Fill Time [ms)
EMS Scan 100 005 |150 0.05
ER Soan 1.0 |0.05 |50 0.05
EPIAMS3 Scan 100 005 100 1

Usze Defaults | ak | Cancel Help

> System O FEffi{l,, Batch O1ERL, HIEDOMBICOEEL T, (FWRER N L —=2 7
TXAN] BEIBRLIEE N,
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3.5.4 MRM3 #* Vv F{EE

1. A==—0 File>Open 75 &% [ =, File type % Acquisition Method & L,
43 ~X— T CLRAF L 7= Acquisition Method [Reserpine. MRM3_609.397.dam| XX,
49 X— U TCHTF L7- [Reserpine MRM3.dam]| #BH& £9°,
* Training CT/X Reserpine_ MRM3_609.397.dam % B X £ 9,

2. Acquisition Method € LC sync (272> CW AN EMER L E T,

Acquizit Acquisition Method Properties |
[=] Acquigition Method ) Comment:

- ik |

E-¢ Perind 5000 min Duration {min: [5.000
% +MRM Synchronization Mode: LG Sync hd
Mo 5
Auto-Equilibration MgnugTCSync

[ Auta-Equilibration @ Manifald Sinc >

3. Mass Spec &7 U 27 L. Scan Type 78 MS/MS/MS(MS3) ThH 5 = & 2R L £7°,

MS | Advanced MS ®
Epsinent [1v] Sl
- Parameter Range N —
Sean type: @ (MS/MS/MS (MS3) v| ONoF ion @ [[Optimize Masses ]
. @ T (o .-Genter {Da) | Width (Da) | " Tirme sec)
Som fo o 11000 ) De/s 1+ |235.000 25.000
Polarity 2 """-u.... M
(5) @Positive LT P P————
O Negative
MCA O
Number of scans to sum: (6) _1
15t Precursor: 609.300 (Da)
2nd Precursor: @) [ae7000 | ©2
Total Scan Time 1
(includes pauses): 01800 (ec) e
Duration: 0999 (min)  Delay Time: [0 e)
o Cycles: 3 2 Cycle: 01300 (sec)

4. Scanrate ZiXE L £,
* Training TI%. 1000 Da/sec &R L £
5. Polarity 7° Positive THh 2 Z & AR L 97,
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6. Number of scans to sum IZ#fE % AN E T,
* WG TEDLT—HRA L IR 10U R D, TEDRETZWETEANET,

* Number of scan to sum OF/RIZDOWT, —F Advanced MS DX 7 ~BEIL, A1 42D
REE (Fixed LIT fill time & Dynamic fill time) ZH) VX 721%IC MS ¥ 7~ 3 &,
Number of scans to sum #{OEFA 1) IZRY £9°,

% Training CiX. Number of scans to sum 3] BEZ AL ET,
7. HE{LEY D 1st Precursor. 2nd Precursor ZfEE L £,

8. Center/Width IZF = v 7 # AL, Center \ZZfiH DO~ MY v 7 ZIZHEB7 2nd
product Ton & A7), fEE L ET,

9. Width # A/J L% T,
* Width DlEZHE VRS T DL, BENBIRDZIENHY 7,
% Training TiX, Center=236.0(Da)., width=25(Da)& AJJL £,
10. Optimize Masses Z###f L £9 &, HE)C Time(Scan Time) 5t H S E T,

11. Edit Parameters...Z B &, Compound D% 7 D/XT A —X M L £,

* Scanrate, R72\V m/z OFEIH., A 42 2 HEFE. Number of scans to sum T
HETHREERERICER L ET,

*  HZ%, Cycle time 28 B — 7 g ?D 1/10 FEEDBIC 25 L 912 L £ T,

it

)

BEWAHERT 272012, I 10 R MU LEOT =2 R 2T 5 2 Lz
LET

Az

)

52



3.6 Explore &— R COT — X filgid ik

fERC L7z MRM3 £ ¥ v RTHIE L7z7 — % ORI 5 1E KR OE EFEATR O & — 7 OIiF

ERELET,

1. Explore €E— K5 MRM3 OF — 4 #fl& £9°,

2. TIC O Xz rFERHEZX TNV ) v 7 LET,

TRDOEZEIL. 220 Experiment T MRM3 Z#lA CHIE L7727 — & T9,

B TiC:from Sample & (STO 0) 0f DAtaSET2 wiff (Turbo Spray)

Intensity, cps

Max 2,286 tps.

4.02
2.0eB
1.5e6
1.0e6
5.0eh
0o’ RN 3

10 20 30 50 6.0 70
Time, min
[T TIC of +M53 (B03.20),(997.10); Exp 1, fram Sample 5 (5T0710) of DataGE T 2.wiff (Turho Spray Mar. 2.266 cns)
4.03
20981 | Experimentl @ MRM3 & TIC
2 1.5e6
[
=
= 1.0e8
[ -
z
£ 50e5
0.0 : : : : : : ,
1.0 20 30 4.0 5.0 5.0 7.0
Time, min
B TIC of +MS3 (654, 20),(346.00) Exp 2, from Sarnple 5 (STD10) of DataSET2.wiff (Turbo Spray) Max. 2. Tefd cps
2 7eb 08 .
Experiment2 @ MRM3 @ TIC
w  2.0e5
[=]
o
2z
£ 1005
=
= v
0.0"
1.0 2n 30 4.0 a0 6.0 7.0 3.0

Time, min

3. Experimentl ® MRM3 7 —# 2> CitHl L £77,

MRM3 O TIC IZHEH SN TWHE—=7 2 N—FT LK IICYTATRT v 7 LET,
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4.

5.

R o7 Lizt#a TN ) w7 L, A7 v LE9,

AR RV ONEIL, 235.8—236.8Da &t 4, Zofixk s a~ 7T 2ENT
HIEDNE 2> HBEIZ L E T,

W 1C of +MS3 (50Y.20),(357 105 Exp 1, om Sarnale 5 (STD10) of DataSe T Lwill (Turta Sarary Max 126t cps

2268

2088

1506
o
o
o
2
‘E 106
I
IS

5025

oo —
24 26 28 30 32 34 36 38 40 42 44 45 43 50 5.2 G4 56
Time, min

[T <WR3 (A0% 200,397 10) Fap 1, 3 054 10 & 158 rran friem Saamples & (RT010) 1 DabaBE T2 will (Tori Spra) 2351

T Tad 301

| PN

£ Oad
w508l
o
= 40e4
o
5 .
£ 304 l

2004

1004 12204 \

fl HA | 23
0o 4& msa ¥ M, TR EL a0 wma a2 | bR
224 228 228 230 232 234 238 238
m'z, Da
2
2355 2360 2385 237.0
miz, Da
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3.7

MS/MS/MS O & B At

MS/MS/MS O & Ef#HT 121X, [Build Quantitation Method % F\ % 5% & IQuantitation
Wizard Z W5 51k B3H Y £7,

3.7.1  Build Quantitation Method % fH\ % ik

1.

Quantitation Method 2% 7 /v 7 U » 7 LE7,

Select Sample DE N F /R I ILE T, Select Sample X

Please select the representative sample to use.
: : "C“&\i MS3 "C“?Euﬁ; Lf:ﬁﬁ*ﬁ)l y 4 }“‘ D ata Files Samplez

Bromocriptine_2009081 0130709

PR L7=WH o 74 1 AR L, OK Resemine_20090610125505

Training

%TEF LE 'TO DataSET2.wiff

“erify Checksum

Create Quantitation Method — Define Peaks For MassSpec M 23 F/Rr SV E T,

T ERRHE LV EE Yo MS3 @ 2nd Product Ton(m/2 % AJ) L %9, Name
M3 Y 72480 ke84 2 A0 LET,

%  Analytes ® Internal Standard #IZfA HEEE L 8 A,

Next #7 U v 27 LT, WROMEmIZERET,

Components |Integrati0n Calibration

Data Source: Period 1 # Expt. 1 w [5um Multiple Tons

Internal Standards

Natme |atra3 ~
1
2 =
B8
2 b
Analytes
Mame Internal Standard @l fas
1 analyte 235.8-2368
2
a

Data Source D7 /L% 7 X 0 | Periodl / Expt2 %1%k L £,
ZZTIE. NEBEMEWE AL A 0 MS3 @ 2nd Product Ion(m/2) % A1 L 9,
Name HIZ 1358 Y 72480 (WESIEEMEAS) 2 A LET,

*  Analytes ORI HEE L EH A,
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Next #27 U v 7 LT, IROBHEHIZERE T,

CGomponents |Integration | Galibration |
Data Source: Period 1 # Expt. 1 v [15um Multiple Tons
|Period 1 # Expt. 2
Internal Standards
ame Ead
1 internal std 300 .8-301.5 =
> =
3
4 =]
fAnalytes
Matne Internal Standard al Qs ]
1
2 =
3 =
4
E .|

4. WHEBEHED 2nd Product Ton % AJ) L7=#. Data Source ® 7 /L4 7 1 ¥ | Periodl /
Experimentl ® % 7 ~E 0 £9, Analytes ® Internal Standard #% 7 /L X 7 i
IR L E9,

Companerts | Integration | Calibration |
I Data Source: Period 1 / Expt. 1 e I []5um Multiple Tons

Internal Standards

Mame Ly k) il
1 internal st 300.8-301.5 =
2 =
El
i &
Analytes
Mame Internal Stancarc q aex L]
1 analyte 2'5 B00-236 500
2

5. Integration D ¥ 7~ B =70y 7 TT 0T ROFRE, AL—Y U T OEER
ExITo TR, I Analyte 285 2555135, Analyte 7V XD THID X T
TEuy,

Cangorenks Wiagraten | Calbwtion |

o S PR B o |

Comenbalen Uity feiml  Cak Cone Units Fefel B St | Bhe B U
Min Prsk Hoight {0000 @ BT Window o s Smootrg Wt [T =] paieta
Min Pesk With B0 g Expocted AT o wn I Lise Relstige AT
& Aulomale: - GA T
[ Spmeity Faaraters = WO T — | e

= ente e Santad
am 10
i 20
s
)
e
an0e fan
s
a0 (LR
18
o
vau
s 12
3 § e
£ e
H £ ooa
200
[T
e The
[
o (e
ana
Toos i
Az
2004
50
e
w 2 I» 0 ) 0 B o B a0 “ wa "o ™o
Tims, min Tims, min
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6.

Calibration @ % 7~ BEMRO Fit X OCEL T EREL TFIUY,

%k

Apply to all analytes |ZF = » 7 & A2 T 4UE, analyte Z &1Z

RETEET,

Components | Integration | Galibration

B Fit L O\ T &

Apply to all analytes

Fit:

| Linear A |
Wizighting:

| hane b |

Feerezcion Parameter

(%) Area
O Height

File >Save as CH4AIZfT TRFLET,

%  Training TiX, Training &£ RiZEfHTET,

Create Quantitation Set ¢, Quantitation Wizard Z# X% 7 /L7 U v 7 LE7,

Create Quantitation Set — Select Sample W[ AT /RSN FE T,

NTERET OV VAR ET,

EEFHEICHW D * wiff 7 7 A /L% Available Data Files:Hfi7> &38R L 7=
Y DY 7V % Available Samplesil/ HEIR L, ARAIZ2 Y v 27 LT

Selected Samples il ITIHE T,

O, DT ANDT —Z HLEIFFICUETEXEFTOT, RUL 7 7 A /VEER

L7-Bic o 7z LEd,

EELEWT —X 22 CGERLTZDS, Next 27

Create Quantitation Set — Select Samples

Select the data file and the desired samplefs) to add to the new quantitation set.

Available Data Files: Available Samples: S

Uy L, ROBEEIZHERE T,

3

Ihteeration Alzorithm: IntelliCuan

elected Samples:

Bromocriptine_ 200906101 30709
Reserpine 200905101 25505
Training

DatsBET2mitf

S

Add Al Files

Training¥0ataSETZBL
Training¥DataSETZSTOO.M
Training¥DataSETZSTOO
Training¥DataSETZ5TD1
Training¥DataSETZETD10
Training¥DataSET2:5TD100

< ‘ >

Bemave All
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10. Create Quantitation Set — Select Settings& Query W[ 23T/~ SN FE T,
Settings to Use: Tld., H /)X #15 Table Settings DX iE & I T& £7°,

TNE o FOBIRLTZS Next 227 U v 7 L, IROBEHEIHESRE T,

g

* IR E DY AT Default DA NIFEL E9,

ol

*  TERIZQC B AR ENFEHEIZ A TWENE I 005tk d A+ 5855 T,
B BRET HMLENRNEES . None 238K L9,

Create Quantitation Set — Select Settings & Query. &l
Please select the settings for the new results table and the default query (if any), Integration Aleorithm: IntelliCQuan

Settines to Use =

Default Query
o Mone

" Select Existine:
Query: v | [ Execute Query as Standard Query

" Create Mew Standard Query

Hame:

11. Create Quantitation Set — Select Method [ 2R F /R S E T,
ST EEICHW D ST Method (*.qmf 7 7 A /L) [ZOWTEREEITWET,

T CHAEM T oM A Y v RZEIRL T Finish 27 U v 7 LTFIW,
Create Quantitation Set - Select Method E|

Specify which method will be used for this quantitation et or create a Tntegration Alzarithm: IntelliCuan
new method now.

% Chaoee Existing Method
Method B

" Create New Method

Method Mame:

<E5E | Finish Azl AT

12. Result Table MERE I VE T,

[Sample Type| % 7 /L4 v 5, Blank, Standard, Unknown Zi#it)7e % A 7' %
FIRL TR,

Analyte | Analyte Analyte Analyte Analyte | IS Peak | IS Peak IS Calculated
Sl Sl Peay: Peak g‘rea Peay‘k Concen?r‘ation Sigl;‘gl Area Height Conlcent L& Rec:)rd Concentration Accu.racy
btz Type Name {counts) Height {ng/mL) To {counts) {cps) ok | gtk Moditied {ng/mL} (%)
A (ng/mL}
{cps) Noise
1 |BL Blank Analyte  |118582.0 B166.7 0.00 Tid 0.0 0.0 1.0 | [
2 |SToo.mM Standard  |Analyte  [13329.0 18000.0 0.00 £9.71 8310000 2113333 1.0 ~ [ o0 AA
3 |STDO. Standard  |Analyte  |85125.0 341250 0.00 3304  |8368000 2147161 1.0 72 r oo [
4 |8TD1 Standard  |Analyte  |596500.0 1315227 |0.00 509.39 |FR9219.0 2073085 1.0 ~ [ o0 AA
5 |STD10 Standard  |Analyte  |5784308.9 |1371578.5 |0.00 87072 8191570 2077045 1.0 72 r oo [
5 |STD100 Standard  |Analyte  |58229003.7 156124329 0.00 109469 180480658 4637245 1.0 ~ [ o0 AA
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13. Result Table @ [Analyte Concentration] (2. MEROKEEZ AL TFIU,

IS
Analyte Analyte Analyte Analyte Analyte | IS Peak | IS Peak Calculated
Sl SEmplE Peak | Peak Area Peak Concentration] Signal Area Height Con.cem g Rec:)nl Concentration Acm:,.mw
Name Type ; p ration |Record|Modified| 7 (%)
Name {counts) Height {ng/mL} To {counts) (cps) {ng/mL} {ng/mL}
{cps) Noise g
1 BL Blank Analyte 118520 8166.7 0.00 MAA 0o 0.0 10 r 7 NAA
2 STDO.01 Standard  Analyte  [13329.0 18000.0 0.01 69,71 8510000 (2113333 [1.0 ~ r =0 A&
g STDOA Standard  Analyte  |88125.0 341250 0.10 33.04 8368000 |214716.1 1.0 I'd - 0z 2278
4 STD1 Standard  Analyte  |596900.0 135227 |1.00 509.38  |7R9219.0 |207308.5 1.0 Ird 21 2086
g STD10 Standard  Analyte 57548085 |1371579.5 [10.00 97072 |B19157.0 |207704.5 1.0 Ird r 19.5 195.0
B STD100 Standard  Analyte  |58229003.7 156124329 |100.00 1094.69 |1804806.8 |463794.9 10 Ird - 893 89.3
: - A y Iz J
14. Result Table @ [1S Concentration| &, WNEFEEME OWREE ATILTHF I,
1S
Analyte Analyte Analyte Analyte Analyte [ IS Peak | IS Peak Calculated
S:mple g Peak | Peak Area Peak Concentration| Signal Area Height Con_cent sz Rec:)r(l Concentration ACC[,:.mCy
ame Type . p ration JRecord Modified| ; (%)
Name {counts) Height {ng/mL} To (counts) {cps) ' {ng/mL}
. {ng/mL})
{cps) Noise
1 BL Blank Analyte  |11852.0 G166.7 0.00 /A 0.0 0.0 1.0 r A& MiA
2 STDO.O1 Standard  |Analyte  |13325.0 18000.0 0.01 69.71 8810000 2113333 |1.0 I r <0 HAA
3 STDO.A Standard  |Analyte  |58125.0 34125.0 0.10 33.04 8365000 [214716.1 1.0 I r |0z 2278
4 STD1 Standard ~ |Analyte  |596900.0 1316227 100 509.39  7E9219.0 |207308.5 |1.0 Il r 21 2086
B STDI0 Standard  |Analyte |57845068.9 1371587985 [10.00 g70.72  B819157.0 [207704.5 1.0 I r 19.5 195.0
5 STD100 Standard ~ |Analyte 582290037 |15612432.9 |100.00 1094 63 1804806.8 4637549 [1.0 Icd r @3 89.3

>  Table Settings D EFEIL, THFHREE ML —=07TF X ] ® [Results Table O

LT 22T S0,

3.7.2  Quantitation Wizard % 5 51k
1. Quantitation Wizard # ¥ 7 V27 U v 7 LE7,

Create Quantitation Set — Select Sample H[H 23 F R I VE T,
2. TEHFEICHWA* wiff 7 7 1 /L % Available Data Files:ffl7> 5 i8R L 7= 14 .

MY DY 7V % Available Samples il HEIR L, AREIZ27 Y v 7 LT
Selected Samples:/HillZAT S F 7,

LD, DT 7 ANDT = Z BERFIZAHETEETOT, AL 77 A0 Z2EIRL

PRI IV EREICELET,

EELIZWT =222 TER LD, Next#27 V v 7 L, IROBEHEICHELE T,

Greate Quantitation Set - Select Samples 3
Select the data file and the desired samplefs) to add to the new quantitation set Inteeration Aleorithm: IntelliQuan
Available Data Files Available Samples: Selected Samples:

Training¥DataSETZ:BL
Trainine¥DataSETZSTDO.M
Training¥DataSET2STO01
Trainine¥DataSET2ETD1
Training¥DataSET2:STD10
Trainine¥DataSETZETD100

Bromocriptine_20090610130709
Reserpine 2009061 0125505

Trainine
DataSET2mift @

Bemove Al

Add Al Files
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3. Create Quantitation Set — Select Settings& Query H N F R I E T,

Settings to Use: Tld., H /)X #15 Table Settings DX iE & I T& £7°,
TNE T LDEIRLIEO Next #2277 U v 7 L, IROWBEIEHICHESE T,

*  PIHARRE DA Default O AN FEE L 9,

¥ FEBIX QC Yo N7 ERIEIEIC A TN DN E D O E AT 25T T,

Kb ZRET DMENRNVES . None 238N L £,

Create Quantitation Set — Select Method i 23 /R S E T

Z 2 TIERERIZHW DT Method (*.qmf 7 7 A /L) IZOWTRELZITWET,
IR OHEHT Method % ERKT 572, Create New Method @ Method Name:
\ZHTH Method 4% AL, Next %7 U v 7 L CIROEEIZERE T,

*  BEAFOfEHT Method Z 192 4554 (Batch 1R IZfig#HT Method Z 1Rk L 72356 55) 13,

Choose Existing Method % 4R L Method:® 7" /L &% 7 > X 1 fi##t Method Z3%#R L £,
Finish #7 V v 735 &, Result Table MERE SV E T,

Create Quantitation Set — Select Method

Specify which method will be used for this guantitation set, or create a Inteeration Algorithm: IntelliQuan
new method now.

" Chooge Existing Method

Method ‘Training.qu ﬂ
+ Create New Method
Method Mame: ‘Training2|
-
[ < Back ] [ Mest > ] [ Cancel ] [ Help ]

Create Quantitation Method — Select Representative Sample H[f 23K~ SV E T,

I 2 CIIENT Method % {ERLT 5 7= D HHE L 72 % Sample %38 IR L £,

AR T FNEEEHRT D7D, TE L7210 T IRERHED
Sample Z#IR L ET, BBR%E, Next 7 U v 7 L TCROBEHIZHERE T,

Create Quantitation Method — Select Representative Sample

X)

Select the zample to uze for building the quantitation method.

Integration Algorithm: ItelliCuan
| | Filename

| 5ample Mame

| Sample Type |
1 i Elank
2 ain datal > i1 STDO.O
2 Training¥DataSET2.wit STOO1 Standard
El Training¥DataSETZ wit STO1 Standard
5 Training¥CataSETZ Wil STO1 O Standard
& Training¥DataSET2.wit STO1 00

Standard

< Back ] [ Mext >

Cancel ] [ Help
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Create Quantitation Method — Define Peaks For MassSpec

HAIARRSIET,

T, EEHELVMEAEY D MS3 @ 2nd product ion(m/2) % A1 L £7,

» Name #2134

*

sl baass) 2 A LET,

Analytes @ Internal Standard #li3{f bR E L EH A,

» Default Smoothing Width: Ci%, 7 0~ N T LADAL—V T hHRETDHZ &

MTEET, LE

Tr&Eu,

Next #7 VU v 7 LT, RO}

ZHEHRFE T,

WIS C TSR AL = TIRA Y M TV E 7 BRI L

Greate Quantitation Method — Define Peaks For MassSpec &l
Please adjust the peak names and masses as necessary for period 1, experiment 1. Integration Aleorithm: IntelliQuan
[ Sum Multiple Jons Detault Smoothine YWidth: 0 > | points
Internal Standards
| | Phsme Start — Stop A

| =
|£ 2
BAnalvtes h

| Hame Internal Standard |Start - Stop -~
1 | Analyte [235.0-z37.0] 3
|
< ] >

(oo ) (e ]

Create Quantitation Method — Define Peaks For MassSpec

Z T,
£

> Name B 1308 4 224001 (WEEEAEM E 4 %)

*

Analytes ORI & %

BHERARTISNET, T

EEEE L WHNEEEYELS D MS3 @ 2nd Product Ton(m/2) % A7 L

Z AN LET,

ELEEA,

> Default Smoothing Width: CiX, 70~ F T LDAL—V U T EFRETHZ L

MTEET, L

TFaW,

Next #27 VU v 27 LT, ROMH

WG U TCHMB R AL =0 TIRA L N TIVE T D

TEHRET,

IR L

Create Quantitation Method — Define Peaks For MassSpec &l
Please adjust the peak names and masses as necessary for period 1. experiment 2, Ihteeration Algorithm: IntelliGuan
[~ Sum Multiple Ions Default Smoothing Width 0 ~ | points
'Tntarnal Standards b

MName |Start - Stop A
1 Intarnsl Standard [F000—302.0 =
= >
2 J >
Analytes
| Mame Internal § tandard |Start - Stap =
] 3
= i =
< | -
[ < Back ] [ Mext » ] Cancel ] [ Help

61



8. TRROLIBAvE—UNRERINETN Yes &2 U v 7 LT ROMEEIZHERET,

Quantitation Wizard

) One or more internal skandards are not used by any analyte.
LAY

15 this okay?

fes Mo |

9. Create Quantitation Method — Define Integration H[f 2 F~ L E 7,

I TIRERFE LIWMEA WO REME ISR 5 v — 2 O RIEDERZAT
WET,

Internal Standards, Analytes OJEIZHEf LICFR RSV, K42 DEREITVET,

Ny 77 ROFHIEE : RrshTnwbdrzu~ 77 LT Ny 7700 R
CHEELEVEEE KTy L, ] Travas v s sl BIRUERED
JARBAY s FT YL R LTRIESIET,

E— 7 OFEPHIEE  RENTWH 7~ b7 T 7 BT, E—7ICHE LW %

FZ o 7L, il TAaLvE7 )y r74T5HE, O —27 O Retention Time 733%
E &1, Ret Time:lZ Retention Time NFE R INE T,

Create Quantitation Method - Define Inteeration

If the desired peak was not found awtomatically, you should select both a backeround Integration @lgorithm: IntelliQuan
range and the pesk of interest by making a selection in the eraph and clicking the
corresponding button

il AI ﬁl Ret. Time: 3243 min BT tWindou: 200 sec Advanced

B nternal Standard

Intensity, .
=
5

5.0 8.0 70

FOMDINT A= —DFRE

Advanced &

Advanced #7 V v 7 L¥ 7 & Advanced H[ENFR I 4,
Filtering Parameters (t—2 ORI HLER ier ,f”;L i
B/ D — 7 @ SRMEOBGE) < Smoothing Width, S

¥ Report Largest Peak

Concentration Units (JRE BN O E) Hx2 % E o ettt [ — o

Minimurn Peak W/idth 0.00 Eo=

Other Parameters

Sracathing Width: 0 | points

E, Next 27V v 7 L CROBIHNICHERE T, Cridotie o

THZENRTEET,

5
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*  Filtering Parameters OHELEfE I,
Minimum Peak Height : 10 cps
Minimum Peak Width : 3 secs
. Create Quantitation Method — Specify Calibration #2331 E 7,

I TIEREBRIZHWA R T A— X OB EEITOET,

> Fiti T, MEROZ A TRHRETE, INXT LD BRRTHZENTEET,
> Weighting: ClZ, MEROBLFFARETE, TAFX T L0RIRT S 2 L)

TEET,

> Regression Parameter Tl%, {Ef SN DMREMDOT — & OFEfE% | Area (B —7

) »25WViE Height (BE—7 @) MHEBIRLET,

Greate Quantitation Method — Specify Calibration

Fleaze select your desired calibration options: Integration Aleorithm: IntelliCuan
Fit:
|Linear ﬂ

iieighting:
IS

Reeression Parameter
* frea
" Height

’ ¢ Back ” Mewt » l Finizh [ Caricel ] ’ Help ] J

. E L7, Finish 27 U v 79 % & Result Table 23MERk, Sk,

. Tools>Result Table >Modify Methods... & ¥, Edit Quantitation Method % Bf & %

B
itled 11

indow  Script Help
3 —— 1 = = T

7 1l fdd Remove Samples..
Peak Rewview b ik Export Az Text.
Calibration Er'-'h:_u:lif::.-' Method..
Audit Trail
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13. Edit Quantitation Method ® Components % 7 % Bl & £ 77,

Analytes @ Internal Standard il C, 7/L& U2 L0 NERFEAEY)E D4 Al 2 3 I L T
T,

Edit Quantitation Method X

Gomponents “ntagratiun ] Galibration I

Data Source: Period 1 / Expt. 1 - [” Sum Multiple Ions

Internal Standards

| | Hame | Start — Stop ~
1
B | =

Analytes

Mame Internal S tandard tart — Stop
1 Anahyte nternal Standard 35.0 - 2370
2

14. OK %7 1V v 7 LT, Result Table DHEHIZEY £9,

Modify Method #1772 . Tools>Results Table>Export Method % 3R L
£

Z Z T Quantitation Method & EEXLRF, & LI THREL TTF W,

%  Modify Method I3fREET D DA T, BRIFIIITHONEH A,

ﬂinduw Script Help

— mAo i | = =
fddPemove Samples.

Mk Export As Text.
¥ = Madify Method..

Peak Feview
Calibration
Audit Trail

15. Result Table ER% SV FE 9,

[Sample Type] % 7 /L% 75, Blank, Standard., Unknown Zt)7e % A 7 %
BRL TRV,

IS
Analyte Analyte Analyte Analyte Analyte | 1S Peak | IS Peak Calculated
S:::]’:LE S?;'?;E Peaﬂk Peak girea Pe:l: Concenf:ation Sigl£| Area Height Cr':t'i';?:“ Rgzird fﬁ:(‘i?ﬁrgd Concentration Acc(l:f;}acy
Name {counts) Height {ng/mL}) T_o {counts) {eps}) /mL) {ng/mL}) '
{cps) Noise (ng
1 |[BL Blank Analyte 11852.0 B166.7 0.00 /A 0.0 0.0 1.0 | /A /A
2 |STDD.M Standard  |&nalyte  13329.0 18000.0 0.00 65.71 8810000 2113333 1.0 Icd | A A&
3 |5TDOT Standard  |Analyte 881250 341250 0.00 33.04 8368000 (2147161 1.0 ~ - 0o A4
4 |5TDM Standard  |&nalyte 5968000 1318227 0.00 509.39 |7B9219.0 2073085 1.0 Icd 0o A&
5 |STDI0 Standard  |Analyte 57849059 13715795 |0.00 870.72 |B19157.0 2077045 1.0 ~ - 0o A4
B |STD100 Standard  JAnalyte  58229003.7 156124329 |0.00 1094 .69 |1804806.5 4637949 1.0 Icd 0o A&
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16. Result Table @ [Analyte Concentration] (2. MEROKEEZ AL TF I,

1S
Analyte Analyte Analyte Analyte Analyte | IS Peak | IS Peak Calculated
Sl SEmplE Peak | Peak Area Peak Concentration] Signal Area Height Con.cem g Rec:)nl Concentration Acm:_.mw
Name Type ; p ration |Record|Modified| 7 (%)
Name {counts) Height {ng/mL} To {counts) (cps) {ng/mL} {ng/mL}
{cps) Noise g
1 BL Blank Analyte 118520 8166.7 0.00 MIA 0o 0.0 1.0 r IR MAA
2 STDO.01 Standard  Analyte  [13329.0 18000.0 0.01 69,71 8510000 (2113333 [1.0 Ird r =0 A&
g STDOA Standard  Analyte  |88125.0 341250 0.10 33.04 8368000 |214716.1 1.0 I'd - 0z 2278
4 STD1 Standard  Analyte  |596900.0 135227 |1.00 509.38  |7R9219.0 |207308.5 1.0 Ird 21 2086
g STD10 Standard  Analyte 57548085 |1371579.5 [10.00 97072 |B19157.0 |207704.5 1.0 Ird r 19.5 195.0
B STD00 Standard  Analyte 582290037 |15612432.9 |100.00 1094 69 |1804806.8 4637949 1.0 72 r 9.3 99.3
. - 37 ¥ FEE (7
17. Result Table @ [IS Concentration| (2, WNEEEDE ORREEZ ATILTF I,
IS
Analyte Analyte Analyte Analyte Analyte [ IS Peak | IS Peak Calculated
Sl SECIElE Peak | Peak Area Peak Concentration| Signal Area Height Con_cent ke Rec?rd Concentration ACC[:_mc-v
Name Type ! ” ration JRecord Modified| n (%)
Name (counts) Height {ng/mL} To {counts) {cps) : {ng/mL}
A {ng/mL}
{cps) Noise
1 BL Blank Analyte  |11852.0 91667 0.0o0 A& oo 0.0 1.0 r MIA, MIA
2 STDO.01 Standard  |Analyte  |13328.0 18000.0 0.01 59.71 8810000 (21133335 1.0 Icd r <0 MiA
3 STD0.1 Standard  Analyte 881250 341250 0.10 33.04 89368000 |214716.1 |1.0 I r 0.2 2278
4 ST Standard  |Analyte  |596900.0 1318227 100 509.38  FE918.0 |207308.5 |1.0 I r 21 20586
5 STD10 Standard  |Analyte 57849059 13715795 [10.00 97072 8191570 2077045 1.0 I r 195 1950
B STD100 Standard  |Analyte 582280037 |15612432.9 |100.00 109469 1804806.5 4637549 1.0 I 893 §9.3

> Z0fi Table Settings D% E HIEIE.,
fEtT) ST I,
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4 SEREFR

4.1 2EERL b7 v 7HERED ER HIE & EPIHIE

Enhanced Resolution (ER)

QO Trapping Resolving No Trap & Scan
Fragmentation

1. Q1L TA A RN&E SN ET, (Open resolution, 5-7 Da)
2. BHIENT A A LNTTTITAT—arERITILERLS g2 Z@iELET,
q2 ZiEim L7=A Ak, LIT@QIZT=D HiET,

LIT@)IZ 7= biieA A id, o< Y A% (250 Da/sec) S Ui S 1%
‘g—o

-~ W

Enhanced Product lon (EPI)

QO Trapping Resolving Fragmentation Trap & Scan

1. QU CHUI—P—AFUPERINET,
2. VL h—HY—A A%, q2 (LINAC® Collision Cell) TRIH L £,

3. q2 (LINAC® Collision Cell) THK L7277 7 A v hA A ik, LIT@)IZT=8
bIVET,

4. LIT@ZT=dbivicA it A¥ vy St g4,
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4.2 BEEE2 AXyAE—FR

> QTRAP® 4500, QTRAP® 5500 3 %7 A Tlx,MS/MS/MS ® % % % > Z t"— FiZ, 1000,
10000, 20000 Da/sec @ 3 FEENRINCTX £,
AX Yy VA= RIJEU T, EERIA A 2D LR Z BB TULFO X 912 T
7,

ST 27— 2 BRA 2 M 10 LA EH BT, A% ¥ > A — K 1000Dalsec % 39
THLET,

lon statistics
Dwell time at 20,000 Da/s = 6 us
Dwell time at 10,000 Da/s = 12 us
Dwell time at 1,000 Da/s = 30 s

AR Y VAV — REEE LZHEO SIN IOV T >

B :C of +MS3 (455 30),(303.20): 260.033 to 260.533 Da from Sample 1 (Std_1ng/ml_._. Max. 4.2e5 cps.
4065
S 05| 1000Dalsec
£ 2065
(=4
E 1.0e5
a0 !, ] - Noise - ] . ) ] 095 153,181 200 ,
i ns 10t 15 20 T 25 30 38 an a8 50
Time, min
B C of +MS3 (455.30),(303.20): 259.868 to 260.368 Da from Sample 2 (Std_Tng/mL_... Max. 8.8e5 cps.
, BOes
& B0e8 1umUDa'SEC peak In e, - E+5
= 3x5td.Dev.(Mpise)=8. 6842
w0 4.0e5
g
E 205
00 1684 83T - Wnisess 020037052 082 119, 134 155 187 218 281,
i 05 10 15 1 20 tzs 20 35 an a5 50
Time, min
-. AT of +MS3 (455.30),(303.20): 259.748 to 260.248 Da from Sample 3 (Std_Tng/mL_. .. Max. 3.0e5 cps,
2.37
w 20000Dalsec :
3‘ 2085 Peak IfMt+Sak ge+5
& 3xstd. Dev (Wpise)=4.8e+2
T 10es5
=
an b - Moise - | 010038 072 085 408 142149
i tos 10 15 20 125 20 35 40 a5 50

Tirme, min
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4.3 SEGR 3 A% EH

» MS/MS/MS =T Center/Width ®F = v 7 Z A5 &, Center D~ AL A% ¥ &
(Width) #F#CASTEE9,

DO EDAF ¥ UHPHIT, Width=10 25399 L £,

B C of +MMS3 (455.30) (303.20): 259.948 to 260448 Da from Sample 3 (Std_Tngfml_... Max. 5.4e5 cps.
S spes Width3
g J
Z
B ! - Noise - ' : '
S 0.0
= 05 10 15 1 20 Tas 30 35 a0 a5 50
Time, min
B C of 4453 (455,300 ,(303.20); 259.952 to 260.452 Da from Sample 4 (Std_Tngfml_.. Max. 5.8e5 cps.
- ”
2 snes WidthS
=
2
- a0 ! - Noise -
= Ly T T T T T T T T T T
= o8 10 15 t zo 1 28 30 358 4.0 45 &0
Time, min
%k
B ¢ of +M53 (455.30),(303.20); 259.559 to 260.359 Da from Sample 5 (Std_Tngfml_... Max. 6.6e5 cps.
L]
by
= 50 j Width10
Z
Z oo ! - Noise - |
= il T T T T T T T T T T
= 05 | il 1.5 z.0 1 zs 3.0 2.5 4.0 4.5 5.0
Time, min
B G of +MS3 (455.300,(303.20); 259.931 to 260,431 Da from Sample 6 (Std_Tngsml_... Max. B.6e5 cps.
L]
by .
o 5ol Width20
a
Z oo ! - Moise -
= il T T T T T T T T T 1
= 0s 10 15 1 20 tzs a0 s 40 45 &0
Time, min
B :C of +MS3 (455.30),(303.20); 259.951 to 260,451 Da from Sample 7 (Std_Tngsml_... Max. B.8e5 cps.
L Bges
= 50 Width30
z
2 o.0p ! - MNoise - . . .
= 05 10 15 35 4.0 45
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4.4

HEGR 4 F—FRNOBERIZONWT

51 1) Experiment1: m/z609 KD m/z397.237 7 7 A T —va» LTHELND A

7 ~)V%& . 100-400Da D~ AL Y TAX ¥ > L Number of scans to sum % [1] |

L7=%E

® 100-400Da D~ AL v V& AF % T 5 (2 OIZE LT RF# = 0.3001sec

-
—

® Total Scan Time=0.3001sec + Pause time + b7 v 7HH D/NF X — X Fi[H]

=0.4550sec

® (ycle time= Total Scan Time =0.4550sec

Analyte D E°— 7 lE8 10sec 72 &35 &, K120 RA » hDOT—F KA bR

Z2H s
BfGTE£9,
M5 | Advanced M5
Bowiowe. [T 8 Eicows /o
[#] Parameter Range
Sentype  [MS/MSANS 059 %] [t Fragmentation (Optinie Masses ]
Scan rate 1000 » (Dafs)
Polarity
(®) Positive
O Negstive
MCA O
I Mumber of scans to sum 1 I
15t Precursor. 609229 Da)
2 Precursor 2720 (D)
Total Scan Time
(nchades pousesh Geoc) | Period Summary
Edit Parameters. Duration: 12961 {min) Delay Time: 0 (eac)
Cycles e 2 Cyele 04550 {eme)

% 2) Experimentl: m/z609 KD m/z397T2 N7 T 7 AT —ar LTHLND A
7 V&, 100-400Da D~ AL P TAF ¥ > L. Number of scans to sum % [2]

Wz L7=8E

100-400Da D~ A L > P& A3 % T % 2O E 03 KF#] = 0.3001sec

Number of scans to sum=2

Total Scan Time=1(0.3001sec + Pause time + k7 v 7¥H D/RT x — X EE[E])x2

=0.4550sec x 2=0.9099

Cycle time= Total Scan Time =0.9099

Analyte DB —Z7lEN 10sec 72325 &, K10 RA » hDT—F KA bR

IGETE £,
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[CCenter / Width
[#]Paramster Range
v O i

Total Scan Time

5] 3) Experimentl % (] 1) & L. Experiment2: m/z654.2 H¥KD m/z346.0 37 7
TAT—=3aryLTHLILD AT hLZ, 100-400Da D~ AL P TAF ¥ L,

Number of scans to sum % 1] [T L7258E

100-400Da D~ A L > V% ZFx ¥ 5 [ OIS0 T RFf#] = 0.3001sec

Total Scan Time=0.3001sec + Pause time + L J v 7RG DT X — & W]

=0.4550sec

Cycle time= Experiment1 Total Scan Time + Experiment2 Total Scan Time

=0.4550sec + 0.4550sec=0.9099

Analyte D E—ZIEM 10sec 72925 &, 10 HRA > FOT—F KA > bR

2B, =
BT £,
Acquisition method M5 | Advanced M5
= (8 Acauisition Method Experiment |1 v Elcsitar / Wet
= 4 Mass Spec 8529 mir : [#] Parameter Range :
= & Period 8629 min ||| Scantype  [MS/MS/MS (MS3) ¥ [lMo Fragmentation
e ! ] Stert@a) | Stop a) | ml
©a/s)
Scan rate 1000 ~ | (Da/s 7 oy T R
Polarity 2
@ Positive
O Negative

D020

(]
| Number of scans to sum: :'i |
st Precursor: . {Da)

il

Total Scan Time

{includes pauses): 04550

?ch)

Perwod Summary
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Duration: 3829 | {min} Time: |0

Cycles: - Cycle: | tsecd




5] 4) Experimentl % (] 1) & L. Experiment2: m/z654.2 H¥D m/z346.0 37 7
TAT—2ary L THRLIVD AT hMLE, 100-400Da DALY U TAF ¥ L,
Number of scans to sum % 2] IZ L7=H4&

® 100-400Da DAL v TP HAF ¥ T 572D ] =0.3001sec

® Total Scan Time=1(0.3001sec + Pause time + +T7 v 7HHD/NT A — X H
E)x2=0.4550sec x 2=0.9099

o Cycle time=Experiment]1 Total Scan Time + Experiment2 Total Scan Time=
0.4550sec + 0.9099sec=1.365sec

Analyte DE—ZHE23 10sec 72T H & K THRA Y FOT—H KA > FHREL

4B 3
BTEET,
Acquisition method M5 | Advanced MS
= [ Acauisition Method Experiment |2 v ] Garer / Wit (eotiet )
= @ Mass Spec 12943 m [¥] Parameter Range
= & Period 12943 mir || Scan type MS/MS/MS (M52 v []Mo Fragmentation [ Optimize Masses
TP S Stari (Da) |  Stop (Da) Time (sec)
> 5}
Scan rate: 1000 w | (Dafs - o oo
Polarity P
(%) Positive
O Negative
MCA 0
INumbet of scans to sum 2 I
1st Precursor: 69229 (Da)
2nd Er aanenn. iDa
Total Scan Time i
Ginohades pauses) 05099 Geec) Period Summary

Edit Parameters. | Duation: 12943 (min)  Delay Time: [0 )
Cyeles: 68 2 IO)':ht 13849 (sec)l
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4.5 HEGE S LITICA F o 25 HiE

MS | Advanced MS MS | Advanced MS
Scan mode: Protile v Scan mode: Frofile v
Step size 005 ) Step s 005 (0a)
Resolution Q1 Unit ~ Resolution Q1 Unit v
Resokution Q3 ur o Resolution Q2 ur 5
03 Entry Barrier 8 [} Q3 Entry Barrier: 8 )
Intensity threshold otal [ Intensity threshold (total |5
count) count):
MS/MS/MS Fragmenation MS/MS/MS Fragmentation
Setting tims: o ne) antedind Settlie time o Gns 3
Pause be naes Excitation Time: [25 (ms) Pause between mass Excitation Time: [25 me)
{ms) r (ms)
: Q0 Trapping: ] >

Q3(Liner Ion trap)lZ A 4> #H 5 HiEIE, 2V H Y £,
@ Fixed LIT fill time
A A O DR 2RI E T 2O 5 T,
* % QO Trapping Z T 25 B1L N T,
@ Dynamic fill time(DFT)
Y= ZAF ¥ DA A BITS U T 2R 2 ABEHR S5 55T,
* VD DM OFBEE R 05 72V IEEIZIE, Dynamic fill time 26 L £,

* QO Trapping 1T C&X A,
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4.6 2EZEE 6 Q0 Trapping H&HE

QO Trapping#¥sE (2)

QO Q3/LIT
zZ II [ ]
00 0 20605 i 0G0 00 B BP0 IO % P05 0 S0 0y S
<< I | I ]
1Q1 1Q3 EX
OV TICAAL2EHTVBM., 1313 2TOMEE:EBLET.
Q0 Q3/LIT
< ] | |
94 0% 306 %" 108 % IPE % 006 % PP % 86 50 3.9 1% 508 SO B0 g S0t .
\ | | |
Q1 1Q3 EX
OIAYOIFYTHETH. 101 ISV FERY, 14%2Q0ThFY7LET.

QO Q3/LIT
[ ||

%8 7% 396 %0 108 %t 08 % 106 0 20 M0 2 .

®E % 108 % P08 %y s P e
R~ | | ]
1Q1 103 EX
OISV NELA DA+ ENBET, 1A QOTRSVT
EhET, AF+U8TEIQIRUVIQION) 7HRBREN, BUSAIELTH
mEESEEL T,

QO Trapping #&RE & 13 ?

LIT BADORETH D . A A7 LIT ALt HEN TV AR, RICTA-
T DA F % QOEG Tl b T ENTE HHEEETT,

FIZ EPIX° MS/MS/MS I THEH L £,

AA T TRNICRDIZA A RS ~EEH L TWDR, A4 T v T DA
DI COGNTZREEE 720 N TL DA A NEFA A N T v TFITADZ L <,
BTonTLENET,

QO Trapping #HEIX, A1 A b7 v 7T OAD ONBBB I, A AU PNEARGELE 72D
ET, QOOLEIATA AL ERO TR IHRETT,

QO THDOTEBWIEA AU N —5UZ Q3 ~ &N TL 2728, B D% E FH B A[FET
7,
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