EEor
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SCIEX OS #IE - fi#tr
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MRM-EPI #lE

MS3 H|E
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SCIEX

2024 %7 H
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IDA iz & 5 MRM-EPI #|E

CDETERDHIL

SCIEX OS software @ IDA #EEIZ DWW CHERL L £ 9,

IDA #£ic X5 MRM-EPI JliE & 1%, —~A 2% ¥ V(MRM) &7, U7 LA LT
HfG L7z MRM @ > 7 /L7 b die b SREE D FRUNA A 2 28R L | EPIIMMS/MS) 2 lf53
LREFTETT,

MRM HIE THH SN E— 2712290 T MS/MS A~ MLEFETEZLI2LD,
MRM HIE T SN — 7 RHEME THE1E 9 vE, MS/MS A7 hLdD 7
FGTAVIRE = BT A LK), BERTAZENTEET,

MRM DO H T HLEWDRIETTE £T03, S HIZ MS/MS A7 ML aZRGT 5 Z
LIZE > T, MRM IZ X5 RIERMROEEIEZ SO H Z LN TEET,

ZOEERRIEDOHEREITO & MRM OLDOSHHIZ L > THEU LBENNH A5 E
Titalatt o R 2B S T2 e RN TE £,

1-1

1-2

1-3

1-4

% BBETE - AMITRMETH DDA RITFR > THELHL Z &

X AREYE - RYIEGETH L DICHAERRITER TRt mbsZ L,

EPI (Enhanced Product Ion) £— K
IDA (Information Dependent Acquisition)
MRM-EPI Method {ERKJ71E

MRM-EPI 7 — % Ofig#fr




<A#i/& > Linear Ion Trap(LIT)E— K & PUEMTE— RD A%y o OFESE

Scan Type Q3 DAFX ¥ L E— R
Enhanced MS (EMS) LIT
Enhanced Resolution (ER) LIT
Enhanced Product Ion (EPI) LIT
MS/MS/MS (MS3) LIT
Single MS scan modes: Q1/Q3 MS 2R 7
Precursor Ion (Prec) DL E AR
Product Ton (PI) L) E A
Neutral Loss (NL) VU] A
Multiple Reaction Monitoring (MRM) DY B AR

QTRAP® ¥ ZF ALY —X1%, Q3 ICMUEME LIT 2 4#5# L C\WE4, MMEME LIT 13ME
BEORM TV B2 THEHAT5 2 LN TX FJ(MS Method TEEL E7),

EEE A AT LG, LITE— N CHHT5 A%y AL EPLICARYD 4

EPI LISt LIT A% & — ROFASCEERN 28 EGIEICE L T, AhLb—=712
FEENTEY FH A,

TROERZ ZBW o2&, SRR, JEMREISWELEL, 77U v
A AR— B EE T IR A,

HLLITEM L —=0 7 8BELTBY ETOT,. 25560 8% ZTHREF S0,
%ii(ﬁmiﬂ?*—_h/\f’»—\‘/“ff j%":< fiél/\o

% LIT 52X v E— KOiiHIZ., QTRAP®RY 25 AL U — R EMAHHER 2 Z8 B 7280,
¥ BARBy R 1R, QTRAP® System & U — XEM ST~ =2 7L &2 T8I E W,




1.1 EPI (Enhanced Product Ion) £— R

QO Trapping Resolving Fragmentation Trap & Scan

QTRAP® v AT LV U —ADAX v %A 721X Trap ##E% % Enhanced mode 73
HYET,

EPI (Enhanced ProductIon) IZZDAF ¥ XA 7DUOEDT, MSIMS 77 7 A b A
T ERERSETHZENAHETT, Q2 TZI T AL T—varyE&hl-A4 1% Q3
2 & DR O B AV RITHRIERICHE S SN E T, £72.Q3 TAF ¥ LTV HHIZ QO
TA 4> % (Q0 Trapping) . LV EEE FiF5 2 & b HHiskE 9, Trap T— ROREIL,
A Y v KO MS Method ETCITVWET,

Q3(Liner Ion trap)lZA A > # O 5 HIEEZRIR L E T, 2 DOHERH Y £7°,
O Fixed LIT fill time TA 4 > %2 DR ZBEET D
* % QO Trapping M L £ 9,
@ Dynamic fill time(DFT) % F = v 7 3%

*  DFT L7V AFYy L OAF U EICSUCHEO LM% B8ERSE 5 T, (MS
Method ETiIA AV EOHEITHY FHA, 2—F—TEFTIXLELHY FHA), fol
D55 720341213 Dynamic fill time 2 L £,

PIUEMR) R * ¥ > E— F& EPI(LIT) X X ¥ »E— FDOEWN

EPI A% % U E—RNIA A Z T v T THIENRHELOT, PIAF Y U E—RFEID HRENRRL, &
DEWVARY MVERST 2 2 L RAEETT,

PI X% % v E— ROBEES

A A Q3 DR EFEE
% RF1 < RF2 < RF3
A+ mz100 © RF1
Q3 XM EME— & L THREL £,
B+ m/z200 @ RF2

A+DOA G2 2 T 5 L & HERICIE A+
T EEB ST HOEE RF1 ARESE e+ mz300 @ RF3
Ty A+DA AT EM A @S L, AR ~EA
SHET, A+ERIL LTV BRI mz DA A B+ R CHIBIES@EE TRV, WEROS~
P S ET,




WIZ B+DOA F 2 2B iATe =8, WEMRIZIL B+OA 4 v 2Bl SE57-20DELE RF2 R EINET,
B+DA AT UEM A EIE L, RS ~EASNET, BFERH L TWOARERIEMD mz DA 4 A+ <0
CHIEENEY) TRV, WEBOAA~PEH S E T,

EPI 2% ¥ v F— FOHESL

Q3 I Linear Ion Trap(LIT)E— & L THREL A+ mz100 @ RF1x
F9, A+, B+, C+ oA A D2TH, Q3(LIT)

WZED B ET, B+ m/z200 ‘ RF2x
A+DA A ERET 5 E &, LIT I A+DA 4 o+ mz300 @ RF3x

v a R & 72 O OEE RF1x 2ARE S
o A+tOA F IR A~SEASHET, A+Z B L TOWLRERIE, o miz DA 4> B+ X C+ i3
Q3LITIZHD b= E E T,

WIZ B+DA 7 2 2R~k & H 72 O O FJE RF2x 23E S B+OA A i 3HE ~EA S ET,
B+ AR LTV DRI D m/z DA A2 C+ 13 QLI D bi/o £ £ TT,

F2, Q3 TAXF ¥ U LTWDHRIC Q0O TA A % (QO0 Trapping), L VIEELA LIF5Z L H¥kE
7,

Q3(TH E %) Q3(Liner lon Trap)
OeCOev0e 000000000
o) JoloX JoreX JO) 000000000
C JOI0X JOIOX XOJO) !!! 000000000
PIZX v E—K EPIRFvUE—F
Otz EEE T, 7—% &L BTOAF VB NT v 7, R ICEIE
THVIAENIRNA A L, 7—# & LTHRVIAEND




1.2 IDA (Information Dependent Acquisition)

IDA LiE, =g AF ¥ U EITWV, UTVH A LA THEAS LT MS AT ML G EE D
BRVNA A EBIRL, 70X 7 M A A% % L (MS/MS) DT — % 2 BifF3 2 |EHFIET
T, T TV A AX ¥ N MRM, 7047 b 42 A% % 2 EPI OF— R&ff
HALET,

*  MRM Oz, —1 AF ¥ (2%, Q3scan, EMS, Prec. NL #FHT AL TxE 9,

MRM-EPI ® X Vv K%, BEfF® MRM %X Vv R L h—H— A 4 OIS (IDA
criteria) & EPI ZB/N3 25 Z & CTIERT 2 Z L3k £,

¥ WHFEOMBM AV Y RiZ, 2O R L—= 7 TERLELOEFERALET,

Survey Scan ) BEOMRMX /v K ERS L= A Y > REMHA L TR
SurveyScan : o o e ,
MRM., EMS. Precursor lon | ] DOHIEZITV, HF 572 MS/MS A
scan, Neutral loss scan% _ .
NR7 MVERE T4 7710 ~DX
Add to
Exclusion List FBIOM%E] 2B L, 9477
\ VIZBELET,
IDA Criteria
FUh—Y— 1% OtEH WITHERR LT A Y v REfH L CHE
T NVORE ATV, 5647
&m 2 LAEWRIE [5—
Dependent Scan (MSMS) >‘ MS/MS ST RV ERE TS
Dependent Scan (MSMS) R—2DOHBBR| #HB L. BRBR21T
Dependent Scan (MSMS)
Dependent Scan : WE aﬁo
EPI. PI (MSMS)
) Fro, BEHEREET T ATEAIS

NIETTTA MANZ =V T 5 2 I8 BRI ORGSR TE £,

¥ TITRAURRE = LT, TTTA A D miz EEFNSLDORELD Z & TT,



1.3 MRM-EPI Method {ER% 514

O BEAFOMRM DA Y v REBEET,

Method duration 15

MRM * Source and Gas Parameters
Jon source gas 1 C] o i
lon saurce gas 2 & <l psi
[ * Experiment | MRM v ]
Polarity Positive v

Advanced Experiment Settings

Settiing time 0 | ms
Q3 resolution Unit ~
Mass Table [N B RV Mode | MRM
Group  Compound | a1 as
D D mass (Da)  mass (Da)
1 SOz 1 251200 156700
2 sz sbz2 251200 52000
3 SMZ SMZ1 265100 108.100
4 SMZ SMZ2 265100 92400
5 SDMX  SDMX1 311200 156.200
6 SDMX SDMX2 311200 92100

@ Experiment ® MRM /6 V20 A=
22— 595 Add IDA Criteria Z3#ER L

ij—o

Total scan time:

Curtain gas
cAD gas

Spray voltage
Pause time
Dwell oP
time (ms) (V)
100000 430
100,000 430
100,000 460
100,000 460
100,000 51.0
100,600 510

@ IDA Criteria & EPI 2B & i E 1,

[

100
100
100
100
100
100

06305

5500

(U]

290
390
370
450
310
350

< psi Source temperature

Estimated cycles:

3 ms Q7 resolution

L]

100
100
100
100
100
100

¥ Experiment

Polarity

*  MRM 78 Survey. EPI 7% Dependent & R & E T,

@ IDA Criteria OFREZITWET, (R_X—I~f& £9)

B E3 ER
1429
350 'C
MREM hd
EPI

Ms®

1DA

Add 1DA Criteria

e



IDA Criteria | Small molecule v

)
(1) .rMaximum candidate ions 1 : 1 .r +/ Dynamic background subtraction ‘ (3) Discrete CE for M5/MS...
~ )\ ) -
(2) lrlnlens'\ty threshold exceeds 500 Z cps ‘ If Exclude former candidate ions ‘
& i HEY
For s
After occurrences
¥ Advanced Criteria
Inclusien List.. Mass tolerance +/- 250 e

Exclusion List..

(1) Maximum candidate ions # 1 & L £,
¥  ZHICED 1FBRICHEWNA L EHBIICEIR L, EPLZRET L ENTEET,

(2) Intensity threshold exceeds 1Z1%, A4 ZRINT HHRMMEEL AN LET, T TIEH500F AL
E30

*  500cps ZHZ - cDF, EPI #BSCX 4,

(3) Dynamic Background Subtraction : \—2 7 A LA AL EHERTH LT, Nv 77T U RICHEY
NTWDA A D MSMS A2 PABRRETEL LRV ET, Foy sz ANET, FEMiTS
BEE S & TBRTEE 0,

(4) Exclude former candidate ions D% E & 1TV E 7
s Fxy 7L : FL mz THMEL EPIHIEZTT 9,

«FxvZFY : For10(s). After 1 occurrences : [7l U m/z D7 L J1—H—A 4125\ 1 [a] EPI #]
ELED, 0% 10 EIEF U mz DA 4 28R LA,

x  IDA J5IC & 5 MRM-EPI il E o4t

Fxy /8L . MRMEDRER, B SN=HLEH D — 27 @ Retention Time(fR4ZFHFT)
WERS>TVRNES

FxvZ7KFY : For10(s). After 1 occurrences : MRM HIEDHEFR. Mt Shi-FLaWmor
—7 @ Retention Time({RFFEFED N THE L T2 (7213 E A2 D) BE, FEeBIEOF EILH
HI'E DA IR <° IDA Method @ Cycle time THIEF L £7,

£3E) For IZHMWE DO C— 7 EOP5OEE A LET, flzE, ©—27ER 20 B OEE, HElE
1% For 10 (s), After 1 repeat occurrences T,

(5) Discrete CE for MS/MS: &4 % & gk 3 D CE fET EPT Z MG L, 83 DD A~T bR
NEY, WEFERBZEER T2 I2REEN, 22 TRF =y 724 LET,

mDa

ppm



& WIZ Dependent EPI Z % L & 9, Mass Table ¢ Start mass(Da) & Stop mass(Da)
WCHIE LW A2 A LEd, 2 Tik Start 70, Stop 315 & AHLET,

® Scan rate Z 10000 Da/s &* A1 L %1,

* StoplX. MRM FZ72 U2 ar D) HLEHRENQl mass+5 DEEZ AN LET,
¥ Dependent EPI v
Polarity Positive v Spray voltage 5500 v 6 {- Scan rate 10000 ~ | Dafs
it Ll Ll T T LT —— il Ll DL Dol Dl b D Db d
8 | CEspread 15 v Precursor ion 30 ¥ ba
-------------------- -
Advanced Experiment Settings
Settling time o] : ms Pause time: 15 ms
|r Dynanic fill time V| : Fixed fill time 10 : ms Step size 012 : Da
-------------------- -
Q0 trapping Q3 entry barrier 2 : v Q1 resolution Unit v
Mass Table  Import from file.. 5 8
-------------------------------------------------
£ start Stop \ san DP EP CE \
| mass (Da) mass (Da) 1 time (s) 1V [\)] ) :
1 170000 315.000 [ W 0.0245 60.0 100 35.0 1
\ / e ——————————————— /

(O Advanced Experiment Settings ¢, Dynamic fill time (Z2F = v 7 Z AILE T,

Mass Table ® DP Z# A LEJ., DPIX60, & L L@ fEEZ ATILET, CE
(= 35, CE spread (CES) (215 &% AL ET,

*

CE spread : CE spread # A /)4 % & Scan time % 3 5F(L., 3fHD CE CTHIEL-F—4

R LEDERLEETARY PABRFIRENET, #l2iE, CEIZ 35 # A/ L CE spread (T 15
ZAJ19 %5 &, CE % 35+15 (20, 35, 50) TANZ FAZEAGL TR LADELANT L

BRELNET,

*

Discrete CE 3% E L TWAH5121% CE & CE spread (A TE £H A,

TRF I F L DEAZ = BEERNIEZD = 4T3 —BRRIZEF, BEHNELD

B EPI(256.10) CE . Max 2,066 cps.|| B +EPI (256 10) CE.. Max. 1,166 cps [ +EFI (35510) CE .. Max 6 85 cps
- b CE 20V M CE 35V i 9 CE 50V *
< 200.0 £ eom £ som
£ € - 580 £ —
= 313.9 = 40??‘;7 oY 5 % v ube Y1 2 5
& 180 x Ay 2000 @
20964 o 1258 209651
2800 41 g ‘ 97
: U7 5 4
[Bo0 100 200 360 100 200 300
m/z, Da m/z, Da m/z. Da
W EPI(356.10) CE (25) CES (15) Exp 5. 10.941 to 11.030 min from Sample 1 (100ppb) of 08_Bensulide w.. Max. 7085 cps
1410
100% CE 35V CEspread 15V
80% 77.0
) 158.0
£ B0%
= 4%
2000
20% 128.9
610 a7 1249 | 1841 L S50 a1aa
0% L R L | i i
60 80 120 140 180 200 230 240 60 280 300 EE] 240 360
m/z, Da

10




@ Source and Gas Parameters T, CADgas # 12 X AJJL %7,

¥ Source and Gas Parameters
lon source gas 1 50 o psi Source temperature 350 s °c
lon source gas 2 60 S opsi

*  CAD LIS /8F 2 —%121%, FIA Thaifb L72fE. & L <1Z Default DfEE AT LT IZ&E W,

x  BEIe L O—FSH DS, TEM @ Default i 350°CA#HEE L £,

10 W@ Fo Save 75 Save As &R L . MRM-
EPI & 4% 17 C Method %157 L %4 R 3 ED
Save

@ LC 074 % MS L, Ay T el [

THIEZBIMR L £9, Lock Methel gay 5 I

x  F—XOMERFEL. ZORICTERH T

11




MRM-EPI HIEFEEIZ T, MS/MS A7 FAREFETX 2o -84

MRM 7 v~ ~7'Z A TEIRI S 72 E— 27 %) 1000cps 7% EPI TOfH FRRED HR0d~ &
720 F9, EIMEEWITEKFELET,)

BEMENE  BOBEWARY NUIRD, $TR38L 777 A M AU BB S
WEEALH Y 9, TOHAE. FRtOREIZL T, BFEHEL TATLIEIN,

Dependent EPI @ Advanced Experiment Settings C. Fixed fill time {Z 100(ms) % A /)
L. QO trapping {IZF = v 7 ZW\ILE T,

% Fixed fill time OfEIFIEEIZ L > TRRY £, FTidRi TR0,

¥ Dependent EPI v
Polarity Positive v Spray voltage 5500 Y Scan rate 10000 ¥  Da/s
CE spread 15 sv Pracursor ion Da
Advanced Experiment Settings
Settling time 0 o oms Pause time: 15 ms
(e
Dynamic fill time : Fixed fill time 100 S oms I Step size a12 S| Da
(mmmmmmmmsmmm—s——m————— e ———————— ’
: Q0 trapping : Q3 entry barrier 2 v Q1 resolution Unit v
____________________ J
Mass Table  Import from file...
Start Stop Scan DP EP CE
mass (Da) mass (Da) time (s) (W) w) ()
1 50.000 315.000 43.0 100 35.0
e Fixed
fill time
SCIEX QTRAP® 4500 LC/MS/MS System 5
SCIEX QTRAP® 5500+ LC/MS/MS System 100
SCIEX QTRAP® 6500+ LC/MS/MS System

12



MRM-EPI 2555 — 7 /3t OHESEBE

Y=g 2% V(MRM) TE=Z —T DN L VGE, TREORELZINDIEER
B LET,

KOTNOFRTED . Cycle time 28 53720127 > CTWET,

- ZMRM k7 vy g ® Dwell time(ms) % & & L T 4 500msec (272 5 X 9 12 Dwell
time(ms) Z 7% E L £ 7,

- QTRAP®4500, QTRAP®5500, QTRAP®6500 Ti%, 1 k5 7=V 2msec LA L TRHE W
<TEE,

¥ 10 BT DA X, 500msec/10 = 50 msec

* 100 A7 DAL, 500msec/100 = Smsec

¥ FREOH) 80 sy DA, 500msec/80 = 6.5msec = 5Smsec

¥ 40 EMBZ D L O REA X, Pause time % 5ms 205 2ms [ICEFE L E 9,

¥ Survey MRM v
Polarity Positive v Spray voltage 5500 vl V

Advanced Experiment Settings

Settling time 0 : ms {_Pfu_sfi{r_ni__-__-__-__i ________ : -_rzs-i Q1 resolution Unit hd
Q3 resolution Unit v
Mass Table m MRM Mode = MRM e
’t """" \‘
Group Compound | Q1 Q3 : Dwell :DP EP CE CXP
ID ID mass (Da) mass (Da) : time (ms) :(V] V) V) V)
1 SDZ SDZ1 251.200 156.100 : 5.000 :43‘0 10,0 29.0 10,0
2 sDZ SDZ 2 251.200 92.000 i 5.000 .EAS‘U 10.0 39.0 10.0
3 SMZ SMZ 1 265.100 108.100 : 5.000 :46‘0 10.0 37.0 10.0
4 SMZ SMZ 2 265.100 92.100 i 5.000 EAG‘O 10.0 450 10.0
5 SD.. SDMX 1 311.200 156.200 : 5.000 :51‘0 10.0 31.0 10.0
6 SD... SDMX 2 311.200 92.100 : 5.000 :51‘0 10.0 35.0 10.0
® | -~
[N

13



Cycle time, Pause time, Dwell Time & (%

Peak Start Peak End
—

bi HPLCO&E&
10-30sec

[

s =Dwell time+Pause time

; Dwell time
L ) e o= Pause time
‘ AT =45 = I

FEEIHE HEH 8RS

Ch.2 Ch.2 Ch.2 Ch.2
Ch.1 Ch.1 Ch.1 Ch.1

A

Cycle time

2<REFITHHLTH. ThEh
A F v R TREE = FTRE

Dwell Time & 1%

1 f4y 2 7E 7 5 B (msec)

Pause time &%

pause between mass range ® Z &,

1R ZRE L%, Q2 (= va k) 1[Z5ks
7oA 2P L, ROy 2 RIET 5 SRIFICEE
)0 Bz A S (msec),

Default fE % 5msec,

1 FRAIZDONT 1R A > Rl
ET A DOICET LKW

(msec)

= Dwell Time + Pause time

Cycle time & (X

MRM-EPI O%4&
1 Cycle Time =

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

14




1.4 MRM-EPI 5 —

2 DT

(O Home F® Explorer #7 V v 27 L%,

@ = (Open Sample...)® 5\ i A = =2 —/3— File>O0Open Sample...

6 H

% Browse...7» 5%

DT — 5 2R L £,

3MIX_10ppb) Z#HEH L ET,

*

MU T LT = NEREN WG
292 Project H Data #3&IR L F9°,

==V 7 TIETRO 7 41V Z D IDA ®7F—% (MRM_EPI_CE3_SCIEXOS.wiff #1-

D:¥SCIEX OS Data¥SCIEX OS_Quad Data_Example¥Data

@ IDA Explorer 75 B < (with the IDA Explorer)t L <13 TIC 75 BI< (As a

standard TIC)D EH 6%, OK %7 Y v 7 LET

*

B mEn,

k L—=227"Tl% As a standard TIC Z &R L E7,

with the IDA Explorer (Z2W T, BRKOBEEE 8 % 2

Open IDA Sample x

How do you want to open this DA sample?

() Wiith the IDA Explarer
(® As a standard TIC

\\\}b

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

OK Cancel

@ svu~v I35 FOHBOEY—2 52X TN v 7 LET,

® Overlay:- - « &%

FL—

=27 TIL6.41 %

WLFET, BEREXINE MS/MS A7 MABRERINET,

~ @ IDA Survey from MRM_EP|_CE3_SCIEXOS. wnﬂ‘Z(sample 2)-3MIX_10ppb, 1,+IDAMRM (6
@ DA Dapbntient SUM fimm 1458 ST AE5 SAIEVAG Lt (oot A8 SR Haris Eonnentnni 54 {IDA EPI (50 - 315) !
IDA Dependents X h
3e9 )
2 |
; 2e0 Specify the mode for viewing DA dependent spectra. In both “
] cases there is one graph for survey experiments and one graph for I
g dependent experiments. I I
= 189 | : )
/
. N
e —— (®) Overlay spectra for dependent experiments - e !I‘ - -
30 5# 56 58 60 62 /64 66 68 70 72 74 76 78 80
O Use one spectrum for s Time, min
Spectrum from MRM_EPI_ between experiments is with the \eﬂ and nght arrow km) sitions) from 6 405 min
5e6
406 [] Only show this dialeg again if the shift key is down SDMX_1
&
s w0 0K Cancel
@
5 2e6
13 SDMX_2
166 -I‘-
Deﬂ’ "
SDZ_1 SDZ 2 SMZ_1 / SMZ_2 SDMX_1 SDMX_2
Q1/Q3 Mass/Charge/MRM
- @ Spectrum from MRM_EPI_CE3_SCIEXOS.wiff2 (sample 2) - 3MIX_10ppb, Experiment 2, +IDA EPI (50 - 315) from 6.411 min Precursor: 311.2 Da, CE: 20.0,CES: 15.0,FT: 157 ms
P P PP, Exp
@ Spectrum from MRM_EPI_CE3_SCIEXOS wiff2 (sample 2) - 3MIX_10ppb, Experiment 3, +IDA EPI (50 - 315) fromi 6.415 min Precursor: 3112 Da, CE: 350, CES: 150, FT- 157 ms
@ Spectrum from MRM_EPI_CE3_SCIEXOS wiff2 (sample 2) - 3MIX_10ppb, Experiment 4, +IDA EPI (50 - 315) from 6.419 min Precursor: 311.2 Da, CE: 50.0, CES: 15.0, FT: 1.35 ms
1008 )
¥
»
8 1
g 5087 158.30
g
- | mi” 213 253 IL
006" S e I i
60 70 80 90 100 10 120 130 140 150 160 170 180 1890 200 210 220 230 240 250 260 270 280 290 300 310
Mass/Charge, Da
*
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kL —=27"TiZ MS/MS ® Pane % &4, (Hide all other panes)% 7 U v 7 L£7,

> Pane 23HIBR S 41, MS/MS @ pane DA BFE R IINET,

® HEhLEZINTZMSMS Z45ET 5121E, A ==2—s3—0 Graph 7>5 Split Trace
into Separate Panes #3{R, #1720 7 L5AE AL TCOK 2 L £,

h L —="27"TiZ 3 columns

Graph
Set Selection...

Process  Bio Tool Kit

Expand Selected Y-Values By...
~ @ Spectrum from MRM_EPI_CE3_SCIEXOS wiff2 (sample 2) - 3MIX_10ppb. Experiment 2. +|DA EPI (50 - 315) from 6.396 min Precur:

@ Spectrum from MRM_EPI_CE3_SCIEXOS wifi2 (sample 2) - 3MIX_10ppb, Experiment 3. +IDA P (50 - 315) from 6 339 min Precursor: 3112
@ Spectrum from MRM_EPI_CE3_SCIEXOS wifi2 (sample 2) - 3MX_10ppb. Experiment 4. +IDA EP (50 - 315) from 6.402 min Precursor: 3112

Clear Expansion Ranges

Window

Remove Active Trace
807 Remove All Traces Except Active
767 Remove Traces Below Threshold
Fade Inactive Traces [] Place graphs in 2 new window
6e7
Invert Second Overlay 3112
e 507 [ Only show this dislog again if the shitt key is down *
3 |38 SumGephilmces .
e I3 Spit Traces nto Separate Panes i oK Cancel
- B
154.25
2e7
1e7 | odus l 21824 24835
o] i " WIS b 1 R 1 | s
60 70 80 90 100 110 120 130 140 150 160 170180 /190 200 210 220 230 240 250 260 270 280 260 300 310
o Mass/Charge. Da —
Spectrum from MRM_EPI_CE3_SCIEXOS.wiff2 (sa... 311.2 Da. CE: 200, CES: 150.FT: 278 ms SoxmhmlfﬁMjH;CE],SClExDSmm(u 31120a/CE 350, CES 150.FT: 278 ms wim MRM_EPI_CE3_SCIEXOS wiff2 (sa.. 3112 Da, CE: 50.0, CES: 150. FT: 157 ms
4507 2 ~
i = 6e7 / T 156.25
40e7 e /
CE 20 .| CE35 %] CES50
3507
6e7 108.16
3.0e7 de7 156.28
8 8 3 5e7
§ 257 156.25 3 2e7 i
£ 2007 1 ;
1.5e7 2e7 307
108.19
1.0e7 108.18 92.04 24528 267{ ‘9210 173.28
i 218.24 12 218.25 24°- 64.87 i 24530
5066 92.06 [ . 24535 [ i 167]%48 J 24022
1
0060 Loboaii L ILL { 090‘1 ol i N Oeo‘ L Wl oty L
100 150 200 250 300 100 150 200 250 300 100 150 200 250 300
Mass/Charge. Da Mass/Charge. Da Mass/Charge. Da
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2 FGAT 5V ~OBEBLUHRE

CDETERDHI L
SCIEX OS @ Analytics ®E— K TOD, 74 77 UMREIZ DWW THFRL L £ 7,

7477V LiE MSIMS ARV b TF =2 R=2DZ L TT, (LEMEFERS
MS/MS A7 hvOXg, B0, b, MELZITI LN TEET,

MRM THith, [FE SHIALEMIZON T, BIEOFIET MS/MS 27 L&
BL. 7477 VMFEEITS 2 L2k >T, MRM ORIEMROEEMEEZ D 5
ZENRTEET,

2-1 A 77 U — DU
2-2 Analytics (2 L 2 fEHT

2-3 TAT T YVSNDARYT LD
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2.1 T4 77U D%

Z7 477 Y % Import T H1FETT, HEBEARF, HOWNITAT TV 77 A VEHAL
TeBRICERE LE T, — Import T4UE, RIEIDDILZ OMEENREITR D £7,

@ Home Lo Library E:l Bid ;v LT
LibraryView™ % B£rH DGA 1L, Fit® X 5 12 LibraryView 25 &) L £ 5,
@ ImportzZ7 U7 LET,

L iranpicn o o sl
vews: EIEIE] | E) Y7 [ |
Manage '—AII Compounds E
¥ LIBRARIES E T E
B Metabolites e

B Pesticides_HR-MSIMS

A OH o N
B Water Pesticides v 7
B HRAM Forensics v2.0 v T T
- | i
B acute poisoning ) L CHy - - Lo
CI,

B Pesticides °
B Benzodiazepines_Libra
9 HRAM All-in-One v1.1

(+)-(S}-Carvone (R)-3-Hydroxybutyric acid (R}Hipoic acid
¥ COMPOUNDS
@4 All Compounds CHy
Favorites cT! T ‘
1 Trash N N
P LK G NH, -~
T T o T H \CHE
» CLASSES : ﬂ ”’
HH NH W °
R +
ANy
O O Add Update R Import §xport Report Delete

@ Library Importer ®EHE A E T DT, 4 A — 35X (*lbp. *.mdb
L) BBV, EUTLT 7 ANVEIERL Open LET,

= Library Importer - O X

Step 1: SelectSourceType method Step 2: Choose Columns Step 3: Choose data Step 4: Summary

Select Source Type for Import:

N i

Overwrite Database with Library Snapshot({*.lbp)

Y

Third Party Library Package (* 1pip)

[ ——————————— =
1 1
1 1
LAnaIyst Compound Database(*.mdb) 1

_______________ ]

Cliquid Package(*.clq)
]

Excel file(* xls)
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@ Allz7YVv7 LTk aER L, Add To Compound Library (21 24 7244
Fa ATl Nextx &#27 U w7 LTA viR— MMEEZITWET,

- Library Imparter [E=NECE =5
Step 1: SelectSourceType method  Step 2: Choose Columns ~ Step 3:Choosedata  Step 4: Summary

W

Select the compounds you want to import

Select: All, None Search

Compound Formula CAS a
1-Naphthylacetic acid C12H1002 86-87-3 -
24D CBHECI203 94-75-7
24-DB C10H10CI203 94-52-5
2-Naphthyloxyacetic acid C12H1003 120-23-0 °

605 from 605 compounds selected.

I Add to Compound Library | = None = ﬂ I<

X [F CAHTOALEM D EEZ SCIEX OS IZBE SN TWEE . TRO X 5 72
HAHTEEJ, Marge., Overwite, Keep DWW 7L & 8K L E 7,

Marge : [f] CARTOALEH DT —H _X—R |2, AEID AT MV EBINT 5,
BEICBGRSNTWD AT FUVEEESRERAL)
Overwite : [f] CA4HIOALEH DT — X RX—R |2, BRIDARY M FEX
15, BECBEINTWE AT Mud EEXINET,)
Keep : 5RO AT R UITEER L 720,

= Library Importer [E=H H=R
Step 1: SelectSourceType method Step 2: Choose Columns Step 3: Choose data Step 4: Summary
c ~ ~ ~
- - -

Below are the results from the import. Please review the conflicts.

& 73 Compounds has been insertediupdated. View Added

X 0 Compound errors. m
A 62 Compound conflicts. Hide Conflict

List of the Conflict(s)

Merge All Overwrite All Keep All Original

1

1

1

1 Compound Formula Comments n

: 24D C8HECI203 m Resolve Keep Original .I

1 1

1 | Acatamipric C1OH11CING [erge | [PRp— 1

1 1

1 | Acibenzolar-S-methyl CBHEN20S2 [merge [l Resoive | keep onginal IR~

® Finishz7 Vv 7 LTHKTLET,
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2.2 Analytics | X D fi##T

ARAT LI XLEOYYHEEITONET, HEEEHE LRWIRY . BV D Project 1
WEINS S Z 2 CRE LIZNENERNIZ2 Y £,

(O Home E® Analytics #27 U v 27 LET,

Vi
@ EiE S5O Projects 227 V w7 L, 7 5 Project ZEUNE T,
% Training TI% SCIEX OS_Quad Data_Example Z#&0 £,

Analytics

USRI [ [~ cooorrngJvers [ rroces vevea ~
Project SCIEX O5Qued Dt rarpe [T TR
-

Default

@ Projects 7 U > 7 L. Project v SCIEX 0SQuad Data_Example v
Default Settings %i%()‘i ‘a—o él Project default settings... I

Project secure export settings...

Enable project modified peak warning

@ Quantitative Processing CTli%, &
EBEIC, ERITICHERT 57 03 ) XARH [
%{q:\ *ﬁ %7‘%7% 0)%14:% %g&ﬁ [/ i j—o Signal to Noise Algorithm | Standard Deviation %
>:< %%ﬁ%&hﬁii%iﬂ L:}A_.\L; D VC%E L/ i ‘a_o %/\o ‘3 )( Integration Defaults
Integration Algorithm M4 v
— 5 DRME, ER b L—= ek |
® [SCIEX OS Software % F\ 7= & &f#HT ] ki o:0__Js

Set Project wide defaults for quantitative processing]

Expected RT 0.000 min
WAL T EEN, RT Half Window 300 sec
Update Expected RT No v

® Qualitative Processing Clt. X% 5%&(|2E MM | B e

¥ Integration

ﬁa:,fiﬁﬁj—é 7/( 7\‘3 U %—?%%%ﬁ/{'? )( ’_‘& Minimum Peak Width 3 points
»—/T—:é:': %%‘&Hﬂé’ L/ gi ‘j—o Minimum Peak Height 100,00

S/M Integration Threshold o

>:< %%E%&ﬁ gi “’{jﬁ?ﬂt L:M‘S E VC % E I/ i ‘j—o %IE E O) Gaussian Smooth Width 1.0 points
FEHINE, WAS— DD THRITA Y v ROMER | T

Baseline Subtract Window 2.00 min
?&i}jﬁﬁ LT < 77 é VY, Peak Splitting 2 points

Units & Calibration Defaults

Set Project wide defaults for qualitative processing method parameters
Library Search
Library Search Algorithm Smart Confirmation Search v
Results Sorted By Purity v
Algorithm Parameters
+/| Precursor Mass Tolerance +- | 0.4 Da
Collision Energy +- |9 eV
Retention Time +f- RS min
Fragment Mass Tolerance +/- 04 Da
Ignere Isotopes In Unknown Maximal Number Of Hits | 5
+/| Use Polarity Intensity Threshold 0.05
l:‘ Use Collision Energy Spread Minimal Purity 10.0 %
Use Compound Specific Purity Threshold Intensity Factor 3
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MRM-IDA-EPI 7 — % Of##r

2.2.1. fE¥TA Y v FOVER

@D Results®”Z U v 7 L New &
IR L 9, Process New
Results W25 & £ 9,

@ Process New Results [Hjfi T. Available #7> DT 55 — X 2 _XCEIR L,
TA L CEEmARZY TV EBEN L ET,
3% Training TlX FX %22 %12 MRM-EPLwiff 28O0V E 7,

Open...

Process New Results X

1. Select batch samples to process

Current Location: DASCIEX OS5 Data\SCIEX O5_Quad Data_Example\Data',

2. Select a processing method
erouse. J vev. R ear. ]
3. Select a comparison sample for Non-targeted workflow

<None> hd

Process [ Cancel m

Available Selected
b ] curve suffawif 1 Data_Example\Data\,
v [H) Erapwit Selected
4 [E] MRM-EPLwiff
W 100ppb 4 (8] MRM-EPLwiff
¥ 10p0 W 100ppb
¥ 10ppb

=)z

@ Process New Results [ 2. Select a processing method T. LARTIZIER L
7= Processing Method (fi##T Method) 73& 5454 1% Browse %27 U v 7 | {fi
T 2T A Y v RERINL, Process 7 VU v 7 L 2.3.2 fEROMERIZHERE

B

% Processing Method 723V RO TDEFTELCTHENT A Y v REET %) 1IZ

#Z %4, (Training TILHHIC/ER L £9,)

% LAATIZERL L 72 Processing Method % ##E L CHEf+ 53841, Edit-% 7
Vw27 LT, RO THHUTHEIT A Y v REAERT 5 L RBRICHES E T,

Process New Results X L] Ofi"mh”“ =
({1« STBX03_quad Dato_Br.. » Quantiation Methoct  [4] [ Search Quantitation Methods P
1. Select batch samples to process
Current Location: DASCIEX OS Data)\SCIEX 05_Quad Data_Ecample\Datay [ browse.. | e b ciokiey =~ 0 @
Asilable Selected Date modified Tupe
p 0 Favarites \
) eret “E ;““:Ij'faw'ﬁ B Desktop [ curve_sulfa MQ4.qmethod 56010 420PM__ OMETHODFile |
¥l 8 Downloads
[ ] Recent Places
¥
¥ 100
W Samplel
a -

(1 DATA (D3

a SERVICE (V)
2. Select a processing method o SXRECOVERY (W;
59 ¢ on APTOKL-X

9 D on APTOKL-3X

DASCIEX OS Data\SCIEX 05_Quad Data_ExampletQuantitation Methodsicurle
3. Select a comparison sample for Non-targeted workflow

<None> v

S Netwark =l

File name: curve_sulfa MQ4.gmethod




<FTRUHAT A VY v FEAERT 5>

@ FHTHMNT A Y > REERT 28551, 2. Select a Processing Method T New
7y 7 LET,

2. Select a processing method

® TROXSIZ, BT A Y v FiREBREAFRRSNLET,

® Workflow ®IETIX, i+ 5V —7 7o —%&IR L £ 3, MRM-IDA-EPI ®F
— X %7477 VYV —FF55451%,. Quantitation and targeted identification
WZF v 72 ANET,

¥ TEOLOMNTOEEIL, Quantitation ICF = v 7 # ANET,

@ THREZEIZ, =7 EIT 27200 REV IV 23mR L F3,

[MQ4] Untitled Method

»
Select the workflow and then select a reference sample, if applicable

Components

------------------- )
Integration Non-targeted screening

Library Search

The recommendad Reference Sample has been automatically selected. Change the selection only if required

Calculated Columns Sample Name
MRM-EPIwiff (sample 1) - 100ppb
Flagging Rules MRM-EPLwiff (sample 2) - 10pph

Formula Finder

TIC from MRM-EPLwiff (sample 2) - 10ppb

1.5e7
1.0e7
5.0e6
0.060 ~
25 3.0 35 40 43 50 55

05 10 15 20

Intensity

Time, min

TN (S LT

Components DI TIX, MRM-IDA-EPI ®»7 —4% D41, MRM O K ¥
va UNHBEITERIRRENE T, Name X° Group 72 & DOFREN A[HE T,

» 1 O 251.2/156.1 251.21231 156.10001 0.7 RT value
T 2 D 265.2 /8920 265.26443 9z 0.7 RT value
] 3 O 311.2 /156.1 311.21938 156.10001 0.7 RT value

% Excel 72H a2 B —&X— A M A[RETT,

22



@ MRM-IDA-EPI ®F —# Z HWCEET 2561E, Integration DIAT, &Kk
DFESZ DHERB L NEELEEITWVET, NTA—FEEH LTI5E1E Apply %27
Vo735t —RNEREINET,

% Training TIIFXE L £/ A,

HEIOE— 27 DS SN TWARWESIEZ, £ERTF v /S TE— 7S5 E T,
HEOOE — 7 NBIREINT-Z E2MER L T Z &0,
BEACEN HHEEITT R TOE— 7 NS SN TV ANERLET,

BTG A—H DML, VIREE N L —=27FF 2 F® [SCIEX OS Software
AW EERNT] OHZSRL T EE N,

251.2 /156.1 ntegration 251.2/156.1 (251.2 / 156.1) from 10ppb (MRM-EPLwiff (sample 2))
265.2 /92.0 - Area: 6.668e4, Height: 6484.025, RT: 271 min
311.2 /156.1 Apply peak parameters to all of the components
’ ] 2.71
6000
Minimum Peak Width 3 points
Minimum Peak Height 100,00 5000 4
S/N Integration Threshald | 3
@ 4000 4
Gaussian Smooth Width 1.0 points o
&
Noise Percentage 40,0 é 2000 4
Baseline Subtract Window | 0.20 min =
20004
Peak Splitting 2 points
Retention Time (RT) 10004
Expected RT 2.70 min 0

0.5 1.0 1.5 2.0 25 2.0 3.5 40 45 5.0 5.5

Apply | Time, min

Library Search ®IHTlE, Perform Library Search (2T = v 7 & AiL, R~<—
VORESBIMHTHTAT T VO NRT AL ERELET,
¥ Training TiX, RX—TV DO L HIZHELET,

X TATT7)NERD DA, Precursor Mass Tolerance <° Collision
Energy 72 EREBEGAFICHIES T 25670 ERPUTIS U TRE L £,
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Configure the libra

search parameters

BBETLIY XL

M OV % S
Library Spectra Type
Libraries To Search
RS

FAT 7Y —

A TRES R
<TEEW,

All Spectra

Search All Libraries

SCIEX_0S_Q Library
Meta Library v1
Metsbolite HR-MS/M5_1.0

Search All Libraries
HoHWE, HHTS
FAT IV TF =T

Algerithm Parameters

BRI

&/ Precursor Mass Tolerance
+/| Collision Energy
Retention Time

Fragment Mass Tolerance

+/-

+/-

-

+/-

o4 e \

5 eV
min
04 Da

Ignore Isotopes In Unknown
v | Use Polarity

Use Collision Energy Spread

Use Compound Specific Purity Threshold

LT A

* AT T 4
TA 77 VI U TRk
ELTEEN,

Maximal Number Of Hits | 5

Intensity Threshold 0.05
Minimal Purity 10.0
Intensity Factor 5

1

SRR E
*EBEIRD
YialE, Help %
ZHLTZE W,

W

[BRRT7 VY X5 EWORZFEMHETHONT]

Algorithm

BTk

Candidate Search

Algorithm Parameter (2 E-SW TR & L THRER

Confirmation Search

XIC List DIb&4 & —8T 5 b D AR

Smart Confirmation Search

XIC List DAt &4 & —EH T2 b0EMmHBE L, b v b LARWEAIE
Algorithm Parameter [Z DWW THiER, 7477V Tk v b LTcln4 &
[Smart Confirmation] & L TR,

FA7ZVHOMSIMS ®E—727 3, Unknown A7 RUIZXFLT, £

Fit 713 Hit L% 0GR

RevFit Unknown @ MS/IMS D —2 73, 4 7 Z UH®D MSIMS IZx LT, &h
72 Hit LTWADO0TEH

Purity WHFDANT PARIT, —BLighoc B —o 25
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@ MRM-IDA-EPI D7 — % % fijy (M
EET DA%, Flagging Rules '
M IH T Accuracy Acceptance .
Concentration Acceptance M OV
Integration Acc Acceptance 2>
b, BENDDOANESLFEY T
NABEREE D LR - FRRfE 2 51
TRERIZONTAALTA T 5HZ
EMNTEET, LEIZS U TRE
LET,

% Training CIIXE L EHA,

1@ Qualitative Rules ®IATIL, REFFEHE. 74 7 7 VEEICBIT DEBEEORE
EATWET,
% Training TlEX, FTRIOXLIIZHRELET,

% Mass Error., Fragment Mass Error, % Difference Isotope Ratio, Formula
FinderScore IZi% & L £t A (TripleQuad™ /Q TRAP®T — X [ A% it 72 7=
D),

¥ FTEH OfEIT#EEZAE L £9, Combined Score Weight X4 7 100 (2725 X
K HEHIEEANLET,

€ Accept changes and return to Flagging Rules
Configure the confidence levels for the qualitative rules, as applicable
Rule name PEUSHESHVEREIES
v [ ]
. Acceptable Marginal Unacceptable Combined Score
Apply Qualitative Rule Difference Difference Difference Weight (%)
Mass Error (ppm) < 5 < 10 »= 10 20
Fragment Mass Error (ppm) < 5 < 10 = 10 0
Error in Retention Time < 5 < 15 = 15 30 ?: ,i::n;lfte
% Difference Isotope Ratio < 5 < 20 >= 20 20
v | Library Hit Score > 60 = 30 <= 30 50
Formula Finder Score > 50 > 20 <= 20 20
s Configure the confidence levels for the ion ratios, as applicable
® MRM-IDA-EPL 0F—% % Jilne "
on Ratios
:—'—»E : S
®79 5%4 1. Ton Ratio DIHT,
Constant Toleranc
Components T2 -DLL_E® Analyte e
Vanable Tolerance
> o =1— I N = AN
1 ITN—TL UTRE LSS v
. o Acceptable Marginal Unacceptable
= B G Qualitative Rule % Difference % Difference % Difference
O 58 E b O {5 M & BE
L= Constant Tolerance < 20 < 40 »= 40
T MEIS U THRELET,

3 Constant-- : HA, US A X, Variable:- : EU [A] X
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3 Training CIEXE L EHA,
i Formula Finder XX, %E L EHA (TripleQuad™ /Q TRAP®RT — % [T A%}
IR TZ8)

B HBIHENT A Y > FREEHE O FD Save 7 U v 7 L., Save As TA4F &
JTRAFLET,
¥ Training Cix. MRM_EPI & 4 Hi%fHT THRAFEL £,

@ Process New Results H[HIZRE Y £3 DT, 5 FD Process 7 VU v 7 LT %
EITLET,
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2.2.2. FEROWERR
O BT D L, 1B S 7= Results Table NFERINLE T,

o R CH LB CE
y

b 3rows Filtersi0 W e BEEE DN EEEER
100ppb: -
S !
10ppb Index ;;":: 7| Sample Type 7|
Y 100ppb ers 100.000
] 2 ‘ 100ppb Unknown 265.3/92.0 Quantifiers 2.99 265.264 v v ul mart Confirmation] 100.000 5.011e5 0.001
[ 3 ‘ 100ppb Unknown 311.2/156.1 Quantifiers 3.66 31.219 v v Sulfadimethoxine [Smart Confirmation] | 100.000 T.212e5 0.009
e e
77 <
Sample = & 125 //\ AR S
7477 )P —FORER
#
747770 H Results Table

@ FTRTLHHTL0NBEEE LI-WGE D [ Process Method v [
1. More #27 V » 7 L Table display
settings... Z U ELITWVET,

| @B 88 R =

Table display settings...
Modifissir By Recent Table Settings 3

Add custom column..,

@ Results Table Display Setting M 2B & £9°, Visible DF = v 7 KR v 7 AT
130 T ADOFERFERRNEIRTE . Number Format TIZAJI L@V IZHR
BRI FZ "R 0 b £,

¢ Save as project...([ZF = > 7 & Results Table Display Settings x
]\j/b 5 k :7—§ 7 j— }1/ ]\ k L "Cff%ﬁ Project: SCIEX 05Quad Data_Example
Show and hide specific columns in the results table
é j/l/gz j—o ?j{lﬁ[\ %ﬁ/ﬂ\:ﬁ'{o ReSultS Column Groups:
\ TN
Table Z1EpT % & RIFS T
e CoumnName /| visible [Number F... LIS Supported "
HABETRESNET, e ——
Accuracy Acceptance : O g O
. BTN Acq. Method Name | | :
>.<' EXpOrt.-.VC:‘FiEXﬂ:_% 7 7 /]) }1/ (‘: Acquisition Date & Time : O 1
Actual Concentration | | :D.DDD
L T{%ﬁ N Import. .. T 0i{%ﬁ L Adduct / Charge : 0o O
. . = . Area I Ip.000e0
77 A4NV% EJ':LE AT Z EMNT Area / Height : O o0 ]
Area Ratio I O looooeo
% jz —a‘o Area Ratic of comparison : ] :D.DDD O
Asymmetry Factor : O :D.DD
0 o . Barcode i O 1
DS Tramlng TIix. Import. LD Baseline Delta / Height : 0 :n.noneo 0
. Calculated Concentration [  10.000
D'¥SCIEX OS Data¥SCIEX Combined Score : 0 :u,uuu 0
Comparisen p O 1 O
OS— Quad Data_EXamp].e I:Fl @ Comzonent Comment L _]—l - } M v
MRM_ :- Save as project default settings :

IDA_EPI_ColumnSettings.cset
ZIROET,
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@ Results Table & J:O) (Display the Peak Review) 74 2% 27 U w7 L,
ravw N7 hEART MV EFRRSEET,
% ResultsTable & 7~ K77 AXY 7 LTEY, 5D Component % #&{R

THLRRPEDY £7,

100ppbk - 251.2 / 156.1 (Unknown) 231.2 / 1..ple¥ Data¥MRM-EPLwiff), (sample Index: 1)
Area: 5.120e5, Height: 4.250e4, RT: 2.68 min

- Spectrum from MRM-EPL.wiff (sample 1) ...ent 2, +EPI (50 - 320) from 2.66% min
Precursor: 251.2 Da, CE: 20.0
@ Library Spectrum: Sulfadiazine (68-35-9) , CE=2020

40000 100%
XIC MS/MS 15613 =
20000 5 s0% —
=S b 10812 158.11
g ! : 254.05
= < 80.04 94.094]1 I 109.44 235‘22 252.89
£ 20000 2z 0% ] T '
E 5
z
10000 = 50%
0 -100%
18 20 22 24 26 23 30 32 34 16 100 5% 200 250
Time, min Mass/Charge, Da
¥ Pezk Details ¥ Library Search Results

Fragment m/z Fragment Mass Error (ppm) Retention Time (min) lon Ratio
156.100 218.8 2.68 N/A

CAS# MM (Da)  Fit Rev.
[ sultadiazine [Smart Confirmation] 68-35-9 C10HIONAO2S 250.05244 1000 100.0

Name Formula

(B Peak Review HififA LD View 227 U v 7 LT XIC+MS/MS #iENE 9, &R
L 7= Component ® XIC 35 X, MS/MS (Ft : F.

Kt . A4 77 V) BERRSIVET,
»* Unknown # > 7 /L1230 T, Library Confidence (¥

View v E

XIC

R T BEPEE e o TSROV CTE XIC B
O, MS/IMS Z L >0 LR L £,

©® Peak Review 4 - Options

I(.—

[v xic+msms

TlE, £r-T5708m

< F DB T PR D%, MS/MS 03 T —/En R B S A |

FE DRI A—H —DORFRIFRRREVRETEE

D

% Training TI%. % Y-axis (MS/MS spectra only) &

Peak review display settings...

Mirror MS/MS spectra (ZF = v 7 &# AL £ 7,

MS/MS A7 FLBHER LT <720 £,

3¢ 4 Pane Z'EJ:ODEEG‘J:\ JIE
®BHEh, W9, TI,

(2 BT v REROR,

Integration parameters
Get ChemSpider hit count

Show navigation controls
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BiEDHER
Results Table ® Sampl DTA L%
@ Results Table ® Sample Type comiey PE%W/ | Compound _| Reten

7w T HERAMD XS REHRNFEREN Type Tim
£7, Unknown {ZF =27 & AILET, Unknown Clear Filter

Unknown - [] Standard

Unknown 'D Blank

i [] Double Blank

; [ Quality Control
Unknown

] Selvent

Conce

® Results Table @ RT Confidence ¥ & O Library Confidence 71 7 L ZSW T, Gtk
DFEROBFER L, 2D D VII AR 2RI T 51213, Results Table
5@  (Define a qualifying row) EIENET T ETENEET®E L 7 U v 7 L, &
HAOF = v 7 Z2403), £LOTUNTHEEIT B ® rxnzthzV
v 7 LET,

W AW AW /=0 ¢l Wl CHE + BBE8 L === 1 Library b
— viA 9,
RT | Library ) |9 . = EEmarten
el o oo || e Library Hit 7| oY Zlced 7| Area ¥ 74 lonratio 4 v -
Mass Score Til A ine [Smart {
o+ Masserrar d vd b Sz
251,212 v + | Sulfadiazine [Smart Confirmation] 98.368 66634 | OJ A oxine [Sm:
er Frag. mass errar Vv vd
265.264 v v Sulfamerazine [Smart Confirmation] 99,148 1.055e5 04
311.219 v v Sulfadimethoxine [Smart Confirmation] | 100.000 6.599e5 04 /:\HE RT 4 d
14
C Isotope vl V|
|"\ Library d wd
C.H, Farmulz v V|

X HTHUZ Results Table 3R L7ZER AR E L KRS TORWEARIT,
Define a qualifying row (ZLARTDFRED TR > TV D A[REMERH Y £ BXE
Ko 7 A a g, KRE : Kt), TOBRITETITT =y 7B A>T0ND
MR L T 230,

@ Results Table @ Library Score » 7 A% L T (Sort selected column from
largest to smallest) 74 2> 5 227V v 7 LTAA T O@mWIEICIEO 2, 4
5y DFERZ NI R LE T,

8EpE na =

RT Library . -

. ' . . Library Retention
Confi... | Confi... Library Hit Score | Used | Area Time Delta (min)
v v Sulfadiazine [Smart Confirmation] B 6.6658:4 0.015

v v Sulfamerazine [Smart Confirmaticn) 090,148 1.055e5 0.007
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O 74770V —FOREREMHERT D121 MS/MS A7 k)L d Fd Library Search
Results #7 U v 7 LE7,

la Library Search Results T &

Name CAS#  Formula MM (Da) Fit RewFit Purity CE(eV)

K Sulfadiazine [Smart Confirmation] 68-35-9 C10H10N4025 250.05244 989 100.0 98.9
B Sulfadiazine [Smart Confirmation] 68-33-9 C10H10N4025 25005244 98,1 1000 a8.1 20
B Sulfadiazine [Smart Confirmation] 68-33-9 C10H10N4025 25005244 979 1000 a7.3 20

D FEE AT D I2IE, Hif o Results > Save as 2B U RT AT THRIEL £,
3% Training TiZ, MRM-EPI & £ #1415 e

LA B

Open...
: B L
s . = . Recent results
Library Save

r Hit

Score
Save as.

2 MEIZ)ES U T Report Z1ERK L £ 9, M _d Reporting > Creat report and save
Results Table... &R L 9, Create Report Hif3FE RSN FT DT, HHDOT
v L—h, WA EZEIR L, Browse - C4HiZfHF T Create #7 V v 7 L ¥
7

L e
T T T T T

Export results 3

Create Report

Generate a report using a predefined template and specified logo -, Template View
Template name | All Peaks Qual : v | ]
St B T2 AN - B R RSN )
Template description  [Report showing Results Table for analytes for each sample in WYSIWYG )
style.
*'g
Replace Logo...
Report format : @ Word PDF Csv HTML :
W ——————— - U ——————
Report title All Peaks Qual_Report_20 (| Browse... :

L —— —————
Create an individual report for each sample
(Recommended for large reports; Repart titles will be appended with sample reference)

[ ———
[} Create || Close
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@ fEfr A Y > REEET 521, EifEf £ Process m— )
Method > Edit embedded method... Zi#{R L F 7, Edit embedded method...
Modify Method B A& R SAVE T O THEEMEE - 4 Save embedded method as...
WL ET, HkIZ Process & Close 7 U v 735 &,

PR B E D £,

@ Edit embedded method... TE K L7Zf#fr A ¥V v RIIRFINLTWER A, BHEE
DFFEHT A Y > RITRAFT A1, B4 LD Process Method > Save embedded
method as...ZEIRLET, BEFEOLDIC LEXTAERIIBETFEDO 7 7 A4 V&2 EIR,
oo WIMAIRIET 258 1XA4RTEZ AL, Save #7 U v 7 LET,

2.3 TGATTUV~DART FILDOEEF

Bfg L7z MSIMS A7 META T TV ~BEGETHZENTEXET,
@D 2.3 IZ%> T Results Table Z{Epk, F7-iXMiHE = Results > Open 75 FEFD
Results Table B & £,

¢ Training CTiX, MRM_IDA_EPI.qgsession ® Results Table # B % ¥ 7,

Project SCIEX OSQuad Data Example

@ Results Table £ J:O) (Display the Peak Review) 714 2 %227 Vw7 L, 7

N~ ITLEARY MVEFRRSEET,
[options v Je[:=] ¥]

100ppb - 251.2 / 156.1 (Unknown) 251.2 / 1...ple¥Data¥ MRM-EPLwiff), (sample Index: 1) @ Spectrum from Mw-ﬂh«jﬁltsample 1) ..ent 2, +EPI (50 - 320) from 2.669 min
Area: 5.120e5, Height: 4.350e4, RT: 2.68 min Precursor: 251.2 Dal CE: 20.0
@ Library Spectrum: Sma?la-z'm_e!EB—SS—Qj ,CE=2020
40000 100% 4
251.15
XIC MS/MS 156.13
30000 T 50% 4 —
a il N 10812 158.11
= < 80.04 gd.ung | 100.44 (135-23 25405 | 35250
2 20000 z 0% L T '
£ £
= 3
£
10000 = -50% 4
0 8 = -100%
18 20 22 24 26 28 3.0 32 34 36 100 15 200 250
Time, min Mass/Charge, Da
¥ Peak Details ¥ Library Search Results
Fragment m/z Fragment Mass Error (ppm) Retention Time (min) lon Ratio Name CAS#  Formula MM (Da) Fit Rew.
156.100 218.8 268 N/A [ suitadiazine ISmart Confirmation] 68-35-2 C10HI1ON402S 250.05244  100.0 100.0

@ Z7na~v 775 EOOIE MS/IMS A7 MABREGTE T —Z KA T3, O
Vv 7T 5L@I7Y . HIZMS/MS A7 MURERRINET,
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% MS/MS 2~ M LE kA D CE CRIBHICEE LTV A5EAIL, 5—4

P

L2 CE NE > TWABED T, MS/MS A7 "V EJFIZFKR

SNTW% CE ZffEgsd LET,

@ MS/MS A~7 v ETEHZ Y v L, Add spectrum to library #27 U » 27 LE7,

— i Spectrum from MRM-EPLwiff (sample 2) ...ent 3, +EPI (50 - 320) from 2.745 min
Precursor: 251.2 Da, CE: 35.0
& Library Spectrume Sulfadiazine (68-35-9) , CE=35215
1005 -
92.12 | 108.04 .
Add spectrum to library
z 50% 96.15 k
=
o 64.07 94.24 108.60 1380045304
i 0% -——L)-—--—-H—- - — - | H T

& Add spectrum to library HifE 235 % £9 DT, Compound Name |(Z/LEW4 & A
T, RGFHDOTAT TV ET AL T LEIRLT, OKEZ27 Y v 7 LET,

Acld spe O libra

Compound Name I Sulfadiazine

Library | SCIEX_0S_Q_Library

Spectrum

ra
ra
La

Precursor m/z 251. Polarity Positive

35 CESpread 0

Collision Energy

-@ Spectrum from MRM-EPLwiff (sampl..., +EPI (50 - 320) from 2.745 min
Precursor: 251.2 Da, CE: 35.0
@ Library Spectrurm: Sulfadiazine (68-35-9), CE=35215

108.045
50% 98,180 156].[10[]

96.14
0%

100 158 200 250

PLET, MRM—EPIBIE~F 4 75 U — hL—=v 7T T,
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3 MRM3 ZHWZEER

CDETHERDHZ L
SCIEX OS ¥ 7 k% =7 & MRM3 H¢AEIZ ST L =3,

MRM3 &%, LIT (Linear Ion Trap) A % v > & — FD—->, MS/MS/MS %
W EBIHTETT,

BHEN7- 2nd Product Ion DAF ¥ o FT—EZhb~vArZa~ N7 A& E
KTHZEIZEY, MBM £— FX 0 HEmWVERE A2 R~"T 2 ENTEFET,

MRM E— FOMREIZBWTHEMEZ 2~ B v 7 AR SO TRy 7
7700 RREL RDHEEIC, BHRMEOE W MRMS 12 L 5 EEITIEF A
RFEEETT,

% QTRAP4500, 5500, 6500LC/MS/MS > A7 AMIAH BN RHEET— K TT,

3-1 MS/MS/MS (MS3) Z MW= E&EITDOWT

3-2 Guided Optimization MS3 Infusion % FHV 7= H & E{l
3-3 ~ =27V TORIEL

3-4 A G — A DREAL

3-5 MS Method DfFfk

3-6 Explore &— R TOT —X a8 ik

3-7 MS/MS/MS O & ZfiFAT
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3.1 MS/MS/MS (MS3) Z#HWI-E&EIZOWT

MS/MS/MS &%
LIT(Linear Ion Trap) A% ¥ > &— KDO—>T7,

Q1: Precursor Ion MiER — g2 Collision Cell: Fragmentation — Q3 (LIT ®<E— F): 2nd
Precursor Ion @& — Fragmentation— Scan (272 V) £7°,

MS/MS/MS (MS3)i%, q2 TEMRLIZT7 T T AL M AL DIB, FFEDT T T AL b A
FroEAFT N T TNTHEEL, SBICT7 T T AT —YarTH5AFy U E— RTT,

Q1 q2 Q3
2t P siommrie
By — ‘ ,,u‘ﬂ—»fﬁ, b, 9@
:ﬁ»‘g ‘ "4 Ji’ ) f"x ﬁ i

»>Q1 T 1st Precursor Ion 238N I L E T,

> 1st Precursor Ion 1. q2(Qurve® LINAC® Collision Cel) T7 Z 7 A 77— 3
%%}, 1st Product Ion & /£ L £,

»1st Product Ion (%, Q3(Linear Accelerator™TIon Trap)iZEAXiL, N7 v 7 & E
R

| e e

s o
s ’ N I ey

»Q3 T K7 v a7z 1st Product Ton 705, 2nd Precursor Ton 2377 S 41 E 9,

» 2nd Precursor Ion 1%, Q3 IZBWTH—FAEH TSN, 777 AT —Ta
%% 1F. 2nd Product Ion AR SN E T,

> B S 472 2nd Product Ton 728 Q3 CTh7 v 7 aN7cth, AF¥ vy I ivE
—éﬂo

3
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MRMS iZ L5 EE &I

MS/MS/MS(MS3) A%+ v 2 H L., #iH&i7z 2nd Product ITon D AF v 5 — XD

~ 270~ T LEERTHZ LD MRM £ — XV & EVERMEZRTZENT

EET,

MRM E— FOREIZBNTHEHER~ R v 7 ZAREIEHDROE TNy 7 7T 0 B
i < 2R D5 EIT, BIRYEO EV MRM3 (2 L 2 E®IZIEFITH R FETT,

N7 7T RIMEWEGAIZIE, MRM £— R TORIENRFZTY,

<Y A ZH o Malathion # MRM E— FM;OMRM3 THIE L/, 7o~ M7 T LTY >

4ses Mmatrix interference MRM
4.085 \:-1
3.5e5
5 3.0e5
% 2.5e5
'-'E 2.085
B 1.5e5
1.085
5.084

"W HIC of +MRM (4 pairsy 3309/85... Max. 4 565 cps.

331/99

1:"CI[J.IJ 05 10 1.5_ 20 25 30 335
Time, min

4.0

W X1C of +M 53 (330.90),(99.00% Ex

soa Apsuagu|

2.9e7
2.5e7

Ll
(=]
i

=

1.5e7

1.0e7

5.0e6

SIN =147

21

Max. 29eT cps.

MS/MS/MS
331/99/71

DDU.I]

05 10 15

20 2.
Time, min

30 35

4.0

MRMS3 ORIRVEDE SN F4,
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MRM3 JIE Dt

1. FEfk

\ 4

1) A 7a—Varizk?d, MRM3 (MS?) F#fb% £k

1.1 Infusion FiE (L D HEfF — ' — 2 OfER—
1.2 Guided Optimization - MS3 Infusion (H#®Ef#E{k 7" 7227 7 ) @ Running

Guided Optimization - MS3 Infusion @ Z:{4-3% &

H#ElpoiE iZ LW, MRM3 £V v RAHEER SV ET

v

2) MRM3 D35 A —% AF2 fi%d~==7 /)L Tk

fER L7 MRMB A Y RTIE, ~ U v 7 A0 BB TE 2WEE UL, BR5REL

BBREINTZWEEIZ, AF2 XT XA —H e~=a T LV CTriEfb LE T,

MRM3 & B @i b OfE S Log 22 %12, Intensity @&\ 4% 2nd Precursor Ton 7 5 # 5L

@ 2nd Product Ion & &-fi /2 AF2 fEZHE L £,

]

2. MRM3 2 Y v F (MS Method) D{ERL
#%r Experiment T, #%t® 2nd Precursor Ion Z#lA T, = FVU v 7 ZAAD ¥ 7 /L% H|
L\i—g‘o

3. Explore TOAXRY hv&<wR7 < 77 LORER
MS3 A Yy RCHIE LT —X DAY hLEY, ~Z2R7 v~ 77 L&ERL,

EETHIHE— 7 OEZHERLET,

4. MRM3 D E BT
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3.2 Guided Optimization - MS3 Infusion % F\ 7= B @i/l

3.2.1. Guided Optimization - MS3 Infusion ® X V' v F{ERR LT
MRM3 2 Y v RIZLLTFOIRICHE 2 DAX v o — REHWT, AER#E(LE1Te0nE

7,
(D 1st Precursor Ion ®OfE
*  Enhanced Resolution (ER) A% ¥ » & H L £,

*  ERIIOEELE L, A4 OMMEEIET A Y b= F = OMEREITH) AX ¥ o E— K
T, FEMETEE~=2 7/ [QTRAP v 27 L ) — X EMAHHER 28R T SV,

@ DP BXW EPEEOKIEL
* Q1 Multiple Ion (SIM) A% v > 2 H L £7,

@ 2nd Precursor Ion OH|E L EE A Y v RIZHWS 2nd Precursor Ion MR
*  Enhanced Product Ion (EPDA ¥+ CE=40V+15V Z{EHLET,

@ CE &Lk
*  Multiple Reaction Monitoring (MRM) % {# i L & 9,

& 2nd Product Ion DHITE L EEA Y v FIZHW 5 2nd Product Ton OFEIR & AF2 &
= DAl

*  MS/MS/MS (MS3) Axy &HHALET,
*  AF2 Ofii%, EBEL FIFCuw&, 2nd Precursor Ion 7 5% AT A2EELZEHA L ET,

*  AF2 3 LIT N T 2nd Precursor Ion 4 = % /L ¥ —T3, (QT5500 DHFA. Ovd 0.3v
% 0.015v %4 C Ramp L CWE F9)

©® RELTEAF2 EEEZHWTMS3 A%y o 2HlE L, A#k L7z 2nd Product Ion @
55, MEEDOIR 2 [HABIR L E 7,

* 7272 L. 2nd Precursor Ion % 7> MM, #Aw F4% (2nd Precursor ITon @4 7> b
¥ + A L7 2nd Product Ion ®# 7 > Fg#k) @ 10%LA ETHT5GHE. "7 77 A
A 4> 72 L (nofragments) ”& L CHEI S, A Y v RIdER SN EH A,

@ E&M MRM3 £ Y v FOHB{ER

¥ i b L7ofE S, e b9V Intensity 238122 &4172 2nd Product Ton # E&H MRM3 A V v
FELUTHRHALET,
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3.2.2. Guided Optimization - MS3 Infusion (BEixE{L7 125 L) % Run 3 5HiD
HE{R
X Training TIHELVEALE RO T 0w s ) 7 AERERE = IV C, b~
FEE TP LET, tOMS THRBROFNEIZ TRIEZITO Z &2 HK
\i—ﬁ—o

U URY T FAWT 5~10pLl/min JiiEE CHEERIE A EEHEA L, Q1 A% ¥ T
%%Bg /I)Z]‘/;i’ﬁﬁn Liﬁ‘
D AR AL £,

QTRAP® 5500, 6500 LC/MS/MS System Tl3 100ng/mL 2%, QTRAP® 4500
LC/MS/MS System Tl% 500ng/mL F2EZHE L E T, 72720, WESLDKEIC
JEUT, REZHNTLILERNDHY 7,

@ HEHERE ) o DNEED, YU VRS FLET, T —
@ S ULV EAd AR LT | ... N
@) Home WE D MS Method 714 2% 27U v 7 LET, h
® L#ichs New O FREGERE®E 7Y v/ L, [QUEE o

RLET

Guided Optimization *

@

Method duration (ZHIEFRH A2 AT L E£7,
*  FEREANRRZEL TWAEMNE I DEMERT 5121 5~10 DRREZ AN LET,

(7 Scan rate % 1000 Da/s IZFRE L £,

Lot . "aag, .
%4 Method duration 3 S| min : Total scan time: 0.075s Estimated cycles: 3995
y .®
L] .
DL L T T e -
SHII =
T E IRF
v Source and Gas Parameters
lon source gas 1 20 S opsi Curtain gas 32 2| opsi Temperature a s c
lon source gas 2 0 S opsi CAD gas 0
¥ Experiment | Q1 v JPPPTEEL L bbb L L TP "aa,
Polarity Positive v Spray voltage 5500 sV ‘: Scan rate 1000 ¥ Dafs ’,
Yay .
RRE LT T was®
Mass Table  Import from fil
SN EEEEEEREAAREAEEEEEEEE " Scan rate
. Start Stop : Scan EP
: mass (Da) mass (Da) :time (s) [\"2]
E
HE 590.000 660.000 1 10.0 A ﬂ’r ¥ /‘ﬂ %) (=R
s, .

@ Start mass 3 X Stop mass [ZAF ¥ VT 5% % AJ) L E7, Reserpine() 1 &
608) DI Er, Start-Stop (21X 590 725 660 £ TH AT LET,
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*  OFEO 10Da FEE/NSVMED S, 50Da FEEREWVME (T X7 b A A 2RI D7280)
AN LET,

¥ BEEEWERECREET 555, £ TOEWRRLNAHEE LET,
© [EiE FERZ & 5 Data Acquisition /3—® Start 27 VU v 7 LE7,
O LIEEZHZBICHEIL, 5~10 pL/min FREE T Y U ORV T EA X — R LET,

¥ BT Fa—TORICZT —BASTNEDT, AT NABREEIZRDLZENH Y T3,
LIZBLBEOERELET, ASHEAIE, 2 V%D LR T, Fil %z &0)72 1 20 pL/min
BICETFA 2T, BETAHECORBZENT S Z ENHRET,

VYUVRSTDAE— b
D Status Panel ® Devices @ Syringe Pump Model
. Devices
DT A 3 %7 Y v 7 L. Syringe Pump

SCIEX Triple Quad™ 7500

J==% —
FiERRIEET,
Syringe Pump Model
Valve Model
Device Control X
@ Syringe Diameter |23V Y ONZEZ | Flow ..+
o*° Syringe Diemeter 10.3mm(5mL) v R
> o .
rate &L{}Iﬁbﬁ %j\jj L/ jz ‘ﬂ”o l‘ Flow Rate: 7 : .
L4
KN— P
S S .. ary e values in the Flow Rate an low Rate Unif ®
ES fﬂj‘];ﬁqﬁ%e{ﬂ‘)ﬁ,@ 5mL A% /r ]\ v U a4 ze\zg"e?uVE"clkhr:;hit?mU\Rﬁtw\u:iithei;wuhtfe'“‘
Unit field was reset to the default after the Syringe
Diameter field was changed.
(TRAJAN tEE)ONAIE 10.3 mm T,

I T (TEEE

¥ 1mLATARAZA Y PO b oA B)THARETT,

Syringe Diameter: 451mm(imL) hd
Flow Rate: 7 .
Flow Rate Unit uL/min v

\ I ETE. T
@ Start R¥ %271 w7 LFET,

¥ JERPCHEE LTV E XX, Flow rate (22 A1t Update R¥ > %7 U v 27 LE
75

@ VIR TERIEDTENWE X, Stop RFUEI Y T LET,
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@ UTO4THEHEZHERL, ZELTWIUXStop 27 U v 7 LET,

*  [Hf FEO Data Acquisition N—% 7 U v 795 & TIC RERARTEET,

Data Acquisition

TIC from MA-2024-02-09-10-57-17.wiff2 (sample 1) - sample, +Q1 (590 - 660) Spectrum from MA-2024-02-09-10-57-17.wiff2 (sample 1) - sample, +Q1 (590 - 660) from 3,865 min

062|060

ensity,

1. EFOZ7u~ 7 ZAHEEOD TIC REELTWNWD I &

2. Positive, Negative Mode O & H 5 TA A AL T 20 MR T2 2 &
* Training T3 % Reserpine M4, Positive T— ROSTN LV A AU ENKE 2D
F 3 (m/z 609),

3. BEUbAWHRROA LU NBHISH TS Z L

4. HELEWHEIRD A 2 DA A L BREN 107~108 cps (e7~ed cps) FETHH Z &
¥ D URVMEYERIR & 9 & A ME L & 2 D ATRetEME L 22 0 £,

2 Q1 ® MSmethod #F U FE9, W% L DRNMRITET D0 E I 0OEENH FF
DT, No THIULET, Zo&x2 VIR AFENWEFFICL TBWTLES

AN
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3.2.3. Guided Optimization - MS3 Infusion (Z X 5 B @i
(O MS method Hfif E®D New > Guided Optimization >

R
MS3 Infusmn %JS‘_‘%*R L iﬁqo _ MRM I
@ RA—VD L) RE@EAR RSN ET, Basic DEH T, i
Compound Name (Z/bE# D44 i, Q1 Resolution (2 Q1 @4y o
fitie. Expected m/z (Da), Polarity Z# AJJ L7, ®
% b L —=27"Tl% Reserpine, Unit, 609, Positive |Z L E;E
i—ﬁ—o ERl

DA

@ Enhanced Resolution @I H Tl%. Scan rate : ER A% ¥ > —
DAF ¥ A — }\%{f%y_\' sz-é‘o MRM FIA

o ivein |

% L —=17"Tl% 10000Da/sec iZ LFE 7,

@ Optimized Declustering Potential I H CTi, fiE{bz17729 DP O L > U af
ELET,

¥ KL —=27"CiL Start At |Z 20V, Stop At {Z 200V, Step Size |Z 5V = A

Preparation

Basic @

Polarity Positive hd Compound name Reserpine Expected m/z 609 : Da
Q1 resolution Open v

Enhanced Resolution @

Scan rate 10000 v |Da/s Fixed fill time 05 oms
Optimized Declustering Potential @
Start At 20 SV Stop At 200 Slv Step Size 5 SV

Enhanced Product lon @

Scan rate 10000 v |Dafs Product ions 5 v Mass range 225 %/ Da to 1000
Fixed fill time ms CE 40 Slv CES 15 IV
Dynamic fill time v

Multiple Reaction Monitoring

Dwell time: 50 ms
s’ ©®
Scan rate 10000 % Da/s Fixed fill time 20 2l ms Mass range 100 2 Da to 1000

(@ Enhanced Product Ion ¥ H Tid, Scan rate: EPI AF ¥ L DAF y AL —
K. Product Ions : £k L7277 7 A > h(2nd Precursors)® 9 HIRED @D
1% B & CT&EM &3 570>, Massrage : 2nd Precursor A 4> D A% v U #iPH,
itk %x17729 CE & CES i E L £,

¥ KL —=27"Tl¥ Scan rate 10000Da/sec, Product Ions 5, Mass Range
225Da to 1000Da, CE 40V, CES 15V IZ L £,
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© MS3PDIHHTIX, Scanrate : MS3 AFx ¥ > D AF¥ ¥ > A — N Massrage : 3rd
precursor ( 2nd Product) A 4> DAF v U HEHERTE L7,

¥ KL —=27"Ti% 10000Da/sec, Mass Range 100Da to 1000Da (Z L 7,
@ WmmAEDO Next R¥ %27 U w7 LET,

® Initial Condition & Optimization DA F /R SAVE T, WA _EO Start A% >
Vw7 L, a FIEANLZELTWDZ & b, BRLEWHERD A A D38
SNTVLZEEMRLET, 1 o 25 L ABTROBE~BE L, Ki#Ek)
WBED ET,

Guided Optimization - MS® Infusion

.

miz(Da)  Intensity (eps)

nnnnnnn

@ DP. u &7 hA A4 (2nd Precursors). CE, 2nd 7u &7 b 4. AF2 O
HEZNBETERSNET, (DP X 7500 2 U — LIS

i TuSy M AUORRER S
T : CE O b

ET : AF2 O 5 i

QT TN T 1 Y A
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O HECTHEENAH TS DIOTUELCCLR—FERIFELET,

*  FERO LR — k D¥SCIEX OS Data¥Optimization¥MS3Optimization- [4-H-H-Ff-45
B OT7 AN FIRGFESNET,

* REERIZXPS 77 A0 £,

*  Window10 % XPS Viewer 2MEHETA A h—/LEIN TV W=, ERRTHRELTHE
ZEMTEERA, BINRWEAIT Print Z3#0, PDF & L TIRELET,

*  RIEEEEBEVWOT B Y=Y FN®H DL Desktop FlE 7 4V F ZAF L TIREL £
ED,

QO - Ms Method

Guided Optimization - MS? Infusion

® r
@ :ir tice
.
© H
Y ey o
Qo —
B 7 ) oo oo December 11,2023 121732
8 $.0 on Energies “SCIEX/ MS’ Compound Optimization gl
- nergk The Foecof #rcison
—
User: Instrument: SCIEX Triple Quad 5500+
Project: SCIEX OS_Quad Data_Example lon Source: TurbolonSpray
i b A Y > K& <
1 N
: Acquisition files location: ]. ]. . BCIE ,f b4 Pif
. 53_397 2 msm DISCIEX OS DatalSCIEX OS_Quad Data_Examy
10. LAR— h&RAF
ER Scan Rate: 10000 Da/s
Resolution: Open EPI Scan Rate: 10000 Da /s

Expected miz. 609 Da MS® Scan Rate: 10000 Da /s
Polarity. Positive

Optimization Results @ MS* compound optimization completed successfully
Actual mvz: 609 2 Da, 1.056+7 cps

MS/MS Fragment 1:  397.2Da (Loss of 212), 24E+Bcps

MS* Method: Reserpine_FinalMS3_397 2.msm

Optimized DP: 180

Optimized CE: 43

Optimized AF2: 012

MS* Peak Centroid Mass(Da) 2nd Loss Centroid Intensity(cps)
1 288137 109063 127647

2 147953 215201 125647

MS/MS Fragment 2: 4482 Da (Loss of 161), 149E+6 cps

MS® Method: Reserpine_FinalMS3_448 2 msm

Data Acquisition S) | Bl ¥ s

@ a4 EO Open MS method editor R¥ > %27 U v 795 &b OFE RIS
WA Yy RRBE T,

@ AV v RiX, Fic®d 7 #1412 [[Compound name] _FinalOptimalMS3_ [ = #
7 b Av] msm] OLA4HICTHRESNET,

D:¥SCIEX OS Data¥ [Project 4] ¥Acquisition Methods
*  Training TiX Reserpine_FinalOptimalMS3_397.2.msm D4 Rl CHRAT SN ET,

13 Devices @ Syringe Pump Model O 7 A =2 7V w7 L. StopxZ w7
LTy oroaiEibLET,
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<Guided Optimization - MS3 Infusion
1. RE(LSNRIEAY v R

¥ = | Acquisition Methods - o x

(ABEE{ TS5 L) OREE>

Home Share View o
“ v 4 » ThisPC » DATA(D:) » SCIEXO5Data » SCIEX 05 Quad Data_Example » Acquisition Methods v | O Search Acquisition Methods 2
"~ Name Date modified Type Size “
3 Quick access o
I Desktop » g Reserpine_EPI_CE_Spread_0.msm 12/11/202312: MSM File T2KB
u Reserpine_EP|_CE_Spread_808.2.msm 12/11/2023 12 . MSMFile 72KB
!’ Downloads * [ Reserpine_ER_609.msm 2111720231214 ...  MSMFile 72KB
= Documents ” [7] Reserpine_FinalMS3_236.2.msm 3201PM  MSM File 52KB
=| Pictures * [] Reserpine FinalM$3_236.3.msm 2 MSM File 52KE
QT35-015407_AA D Reserpine_FinalhM53_365.2.msm 2 MSM File 52KB
Quantitation Methads D Reserpine_FinalMS3_397.2.msm 2 : MSM File 52KB
Quantitation Methods g Reserpine_FinalM53_448.1.msm 12/8/2023 2:01 PM MSM File 32KB
Quantitation Results Q Reserpine_FinalM53_448.2.msm 2/11/2023 12 MSM File 52KB
u Reserpine_FinalM53_377.3.msm 27117202312 MSM File 52KB
& This PC D Reserpine_FinalOptimalM53_397.2.msm 1271172023 12, MSM File 52 KB
B 3D Objects D Reserpine MRM_RampCE_609.2.msm 127117202312 MSM File 76 Kl
[ Desktop g Reserpine_MS3_RampAF2_236.2.msm 12/8/2023 2:00PM  MSM File
r_j Documents Q Reserpine_M53_RampiF2_236.3.msm 27117202 6 MSM File
u Reserpine_M53_RampAF2_363.2.msm 127117202 MSM File
¥ Downloads [ Reserpine_MS3_RampAF2_397.2.msm 21117202 MSM File
b Music | Reserpine_MS3_RampAF2_448,1.msm 2/8/2023 MSM File
=] Pictures [7] Reserpine_MS3_RampAF2_448.2.msm 02 MSM File
n Videos D Reserpine_MS53_RampAF2_577.3.msm 27117202 MSM File
s SYSTEM (C) v D Reserpine_Q1MI_609.msm 127117202 MSM File v
4 items =

L. H2OWIE, BB RICER SN A Y v R, BRL T2 7m =2 |k
D7 4V HND Acquisition methods 7 4 /L F ITRAF SIVE T,

RIESHh=A Y v Rik
‘(\\‘a_o

‘Ut + (2% x v 24 7] + [m/d + .msm” & 9 4R

* hlL—=r 72T, mELEER. HohlcE&HO MRM3 2 YV v R4 X,
“Reserpine_FinalOptimalMS3_397.2.msm“ T3,

FERD Log 7 7 A V¥ LU Report 7 7 A /L

D:¥SCIEX OS Data¥Optimization¥MS3Optimization- [#-H - H-F¢-53-F] O 7 %
WEIRIFENET,

> ThisPC > DATA(D:) > SCIEXOSData > Optimization > v DATA(D:) » SCIEXOSData » Optimizstion »> MS3Optimization-2024-02-09-11-04-28 vo

ES A Name Size Name

MS30ptimization-2024-02-09-11-04-28
Optimization-2022-
Optimization-2022-
Optimization-2023-10-16-17-38-17
Optimization-2023-10-16-17-33-44
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Logtat

Reserpine_EPI_CE Spread_609.wiff.scan
Reserpine_EPI_CE_Spread_609.wiff2
Reserpine_ER_609.wiff.scan
Reserpine_ER_609.wiff2
Reserpine_FinalOptimalMS3 Reportxps
Reserpine_ MRM_RampCE_609.wiff.scan
Reserpine_ MRM_RampCE_609.wiff2
Reserpine_MS3_RampAF2_236.4_609.wif..
Reserpine_ MS3_RampAF2_236.4_609.wiff2

Reserpine MS3_RampAF2_365.4_609.wiff... 2

Reserpine_MS3_RampAF2_365.4_609.wiff2
Reserpine_MS3_RampAF2_397.5_609.wif..

] Reserpine_MS3_RampAF2_397.5_609.wiff2
Reserpine MS3_RampAF2_448.5_609.wif....

Reserpine_MS3_RampAF2_448.5_609.wiff2

Reserpine_MS3_RampAF2_577.7_600.wiff...
] Reserpine_MS3_RampAF2_577.7_609.wiff2

Reserpine_Q1M1_RampDp_609.wiff.scan
Reserpine QIM1_RampDp_609.wiff2




Log.txt

7| Log.txt - Notepad - [m] ®
File Edit Format View Help

ﬂ1211112923 12:13:14 PM] --» ER scan of expected parent 609 Da...
B . ll!‘Z'
689.2 Da, 1E+887 cps

N
1st Precursor
H14: precursors. ..
[12/11/2023 12:14:28 PM] Optimized DPs for 2nd precursors:
--> EPI CE spread scan of parent 6089.2 Da, 1E+8@7 cps...
12/11/2823 12:15:37 PM] 2nd precursors:
[12/11/2023 12:15:37 PM] 397.2 Da, 2E+006 cps
[12/11/20823 12:15:37 PM] 448.2 Da, 1E+@86 cps

[12/11/2023 12:15:37 PM] 236.3 Da, 1E+006 cps 2r]d P
[12/1172023 12:15:37 PH] 365.2 Da. 1E+006 cpe recursor

[12/11/2023 12:15:37 PM] 577.3 Da, 1E+0@6 cps = =i A

[12/11/20823 12:15:39 PM] --> MRM scan of 2nd precursors... t Ei [ﬁl-‘] {K C,‘ nf-— C E’“E
[12/11/2023 12:16:86 PM] Optimized CEs for 2nd precursors: Jk——- —

[12/11/2023 12:16:@6 PM] 43 (397.2 Da, 2E+@06 cps)
[12/11/20823 12:16:86 PM] 47 (448.2 Da, 1E+006 cps)
[12/11/2023 12:16:06 PM] 49 (236.3 Da, 1E+806 cps)
[12/11/2023 12:16:@6 PM] 49 (365.2 Da, 1E+@86 cps)

397.2 Da, 201006 CPS...

nd precursor

/117 BLE M5/
[12/11/2023 12:16:23 PM] Optimized AF2 = .12
[12/11/2023 12:16:23 PM] Peak 1: 288.137 Da, 1E+087 cps
[12/11/2023 12:16:23 PM] Peak 2: 147.959 Da, 1E+807 cps
[12/11/2023 12:16:25 PM] --> MS/MS/MS scan of 2nd precursor 448.2 Da, 1E+886 cps... \

[12/11/2023 12:16:39 PM] Optimized AF2 = .12 :E]E—]% /ft é *L f— M S 3
[12/11/2023 12:16:39 PM] Peak 1: 144.28 Da, 1E+087 cps X -
[12/11/2023 12:16:39 PM] Peak 2: 301.835 Da, 1E+887 cps . o N N

[12/11/2823 12:16:41 PM] --> MS/MS/MS scan of 2nd precursor 236.3 Da, 1E+886 cps... 7 7 7 )( / |\

[12/11/20823 12:16:56 PM] Optimized AF2 = 0.16 1
[12/11/2023 12:16:56 PM] Peak 1: 123.122 Da, 1E+887 cps

[12/11/2023 12:16:56 PM] Peak 2: 115.175 Da, 9E+8@6 cps

[12/11/2023 12:16:58 PM] --> MS/MS/MS scan of 2nd precursor 365.2 Da, 1E+806 cps...
[12/11/2023 12:17:13 PM] Optimized AF2 = .12

[12/11/2023 12:17:13 PM] Peak 1: 174.2 Da, 1E+8@7 cps

[12/11/20823 12:17:13 PM] Peak 2: 277.316 Da, 1E+807 cps

[12/11/2023 12:17:15 PM] --> MS/MS/MS scan of 2nd precursor 577.3 Da, 1E+B86 cps...
[12/11/2023 12:17:29 PM] Optimized AF2 = .12

12:17:29 Peak 1: 228.617 Da, 1E+807 cps
12:17:29 Peak 2: 211.196 Da

[12/11/2023 12:17:31 PM] Reserpine_FinalMS3_397.2

[12/11/2023 12:17:31 PM] Reserpine_FinalMS3_448.2

[12/11/2823 12:17:31 PM] Reserpine_FinalMS3_236.3

[12/11/2023 12:17:32 PM] Reserpine_FinalMS3_365.2

[12/11/2023 12:17:32 PM] Reserpine_FinalMS3_577.3

[12/11/2823 12:17:33 PM] Optimization completed successfully!
[12/11/2023 12:17:33 PM] Refer to Log.txt for optimization details.

Windows (CRLF) L1, Col1 100%
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3.3 ~=aT7 /L TOEEL

MRM3 Optimization Script T H 8hifziif L72 MRM3 A Y » RTCiE, v~ U v 7 AD
WAL TE R2WIGE XX, B BE L BRI WGEIL, MS/MS/MS O~ =
2 7 NV TORELZITVET,

MRM3 @ H &z b OfE R Log 2#2%12, Intensity D\ 2nd Precursor Ion %4
B, G217 MRM3 £ Y v REER L ET,

AF2 iz ~= a7 NV Chafb LE T,

O FA—2WEH 5 MS Method #7127 Y v 7 LET,

@ Open 76 BHEEL TIER SN AY v R7 740 “Ubaws] + [(Ax v o %
A7+ [mA " 2= £,

*  Training /% Reserpine_Final Optimal MS3_397.2.msm # X *9,

@ Scan type (2, MS/MS/MS(MS3)/ & (XN TS Z & 2R LET,
(@) Scan rate, Polarity Z#E L ¥,
*  Scan rate /£, 1000, 10000, 20000Da/s 23&R TX F 7,
*  Positive T— K& 5 i Negative T— RETIR L £,
*  Training T/%. Scan rate=10000Da/s . Positive ZE{R L £,
(%) 1st Precursor Ion, 2nd Precursor Ion IZEfEN AT SN TWAEEIHER L 9,

® Start mass, Stop mass (ZlE ¥ 5% 2 A ). 2nd Precursor Ton 75 /i 3 % #iF £
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TELET,

*  ZOfoTZ A—4(DP, EP, CE)NX, HEh#E{L L2l Compound ¥ 7IZ AL E T

£

(@ Advanced %7 U v 7 L. Show advanced parameters |Z¢/ 23 A > TV R WA T
IR L T advanced parameter #F /R L £797,

1 1]
@I |_ Show advanced parameters ’

Default settings...

Dynamicfill time ®F = v 7 # 4+ L, Fixed fill time (2§ & 5 EEfE] 2 A 7). 10msec
BEICLET,

*  Ramp ZH9 2, Dynamic fill time 1A T £ A,

Method duration 10 S min Total scan time: 01395 Estimated cycles: 4304
¥ Source and Gas Parameters

lon source gas 1 20 o psi Curtain gas 20 ° psi Source temperature 0 4l o

lon source gas 2 0 o| psi CAD gas 12 -

pm————————— X

v Expenment ms® vl

Polarity Positve ¥

CE spread 0 oV

Excitation time 25 o ms

Advanced Experiment Settings

Settling time 0 o ms Pause time: 15 ms

o Lot AR B K. IR - . A 3 B SO ) 1 "
t:twmmcﬁu time Fixed fill time 10 S ms : Step size 012

QO trapping

Mass Table Import from file...

Q3 entry barrier 2 vl V Q1 resolution Unit

EP CE
() ()
100 410

Auxiliary
frequency 2 (V)
0.100

@ Options > Ramp Z#f L, Ramp Compound Parameters Ok % B & £7°,

Apply ionization scheduling

1 Ramp...

10 Parameter |2, AF2 Z 7N H T A =a—nbHBONET,
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Step % 0.01 |[Z8%7E L. Apply ramping to the compound parameter ([ZF = v 7 % A
L. OK ZffL £,

Ramp Compound Parameters X

Select a compound parameter and the values to ramp during the acquisition.

Parameter | AF2 >
'———_—————-‘

Startat 0 . \" | Stepsize | 0.01 olv i

Stopat 1 Sl Vv l——————————'

l v/ Apply ramping to the compound parameter. )

@ Start RN¥ > &2 LRIEZBLE L ET, mmm FAlo Data Acquisition 27 U v 77
HEUTNEALNTHERMPE LR TETT, K T#%. Save 27 U v 7 L File
Name # AFVTRIFL £ T,

| Start v HStop Save... A

Data Acquisition

TS RETUTE-T7-09.T7-75-7% wifi2 (sample 1) - sample. +MS3 of 609.0, 397.2 (50 - 400) Spectrum from MA-2024-02-09-11-2!
D04 A N
| oy 7o 38030
e 021 905
_— 805
& s 038 g Toe
i a8 3 eos
Pow 1 0
A 030 £ a0
2065 7415
s 2 g 2085
o 2 1005
6 082%% 090 035 g | ’ | |
o0 — 0060 | 1
. D oa as 05 a8 as %@ 8 100 130 o 160 180 200 230 20 260 280 30 330 340 360 380
ARV w2 O

@ Explorer T— FIZC, (RIELIT —Z #B& £9, TIC DHEEH KL~ 7 A TER
LAETNT Y v LET, FHENZAXT AR TEICERENET, TOHFT
TR DO E O~ Al % 2nd Product Ton & L4,

TIC Wom AF2_Fame. Wil (sumgle 1) - sample. +MS3 ol 603.0. 3972 (50~ 400

002 0,/'%\
INAN. S \/
408 \_" v \ 02 oy
S 8 035

a8 V M\ 038
: V042
; 045
i Ny

28 \._ 050

-\
~
" \-xogioss 067 072
» N0
S L s
0e0 = =

005 010 015 020 025 030 035 040 045 050 055 060 065 070 075 080 085 090 095
A2V

) Ramo wik2 (swmcle 1) - sampie. +MS3 of 603 0. 237 2 (50 - 400) from 0.003 % 0283 mam
397208 CE 410

v
9eb
8e6
7e6
" 666
2
3 566
p—
e - —
(m——— 13537 1.365.44 1
308 17432 (2820 ————
2e6 148.30
%6 13022 | 15926 [ 19236 22436 {zsms 265.38 J
oio] P R G v T T TP N
60 80 100 120 140 160 180 200 220 240 260 280 300 320 340 360 380
Mass/Charge. Da




(i @TEIR L7- 2nd Product ITon DALY MUIZ T, FE/TA Y MY I A F %R
T LTER, FINW7 ) w32 THH7a~ N7 T AE1ERLET,

*  2nd Product Ion |X, — 22K 5T, BEEEMZET TR, /e AF2 # A€
LTL7EE W, XENZAF2 2T 7L XIC A FERICHCEEd, ZJu~ oo
L DO—FHRVMEDY, Z @ 2nd Product Ion (Zhc#E 72 AF2 A & 72 0 97,

* MRS, Fixed LIT fill time O 22 E< LET,

¥ QO FTYELSICF v I EVND I ELEYTT,

TIC from AF2_Ramp wii (samgle 1) - sample. +MS3 of 609.0. 3972 (50 - 400)
0.02 /
0.22
4e8 0.27 0.35
8 38 038 042
3 . 0.45
H 2e8 0.50
0.60
18 L 083 g7 072
> 074
0e0
0.05 0.10 015 020 025 030 035 040 045 050 055 060 065 070 075 0.80 085 090 095
A2V
Spectrum from AF2_Ramp wifi2 (sample 1) - sample. +MS3 of 609.0. 297.2 (50 - 400) from 0.003 to 0.283 min.
Precursors: 609.0. 3972 Da. CE 410
AF2+001101.00V
1
i
866 i
2 ]
& 626 i
| - | | 365.44
2 o 174.32 236.37 -
55 148.30 i
o 13022 | 159.26 l 192.35 22436 | 251.35 265.38
oed™ ikl o " Rogan . ik PO
60 80 100 120 140 160 180 200 220 240 260 280 300 320 340 360 380
Mass/Charge. Da
XC from AF2_Ramp wiff2 (sample 1) - sample. +M _ of 609.0, 397 2 (50 - 400): 36543 +/- 022 Da XIC from AF2_Ramp wifi2 (sample 1) - sample. +M _ of 609.0, 397 2 (50 - 400): 23638 +- 020 Da XIC from AF2_Ramp wifi (sample 1) - sample. +M _ of 609.0, 397.2 (50 - 400): 17433 +- 0.19 D2
2567 034
e 0.14 Be7 0.12 '
20e7
w7 3650HEH S AT Se7 23604 s Av ¢ 1740%H s A~
; 407 N ? 47 ko4 ; 1587 i
3e7
i 041 ! 0.27 032 i 10
2e7 ' 2e7 046
te7 0.60 095 1e7 058 066 5066 0.80
oeo™ A 0e0 0.0e0 M,
01 02 03 04 05 06 07 08 09 01 02 03 04 05 06 07 08 09 01 02 03 04 05 06 07 08 09
AF2.V AF2V APV

19 PNEREEHEY)E & MRM3 CTHIE T 55615, 2~13 & [FRICEE L 2nd Product Ton
& FENIT R AF2 B4 ek L9,

15 #%® 2nd Precursor Ion {22\ T, 2~15 OEAEZFTUV, AF2 DfEZ A FE L F 9,
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3.4 AFvV—ADFK#E

A AV —=ADREAIE, ETLUTOEZMEN L THE, BENEY RWEEIC,
MEITIECTT2 TR &,

% MRM3 DAY v FTI, BEig#E LT T £8A DT, MRM3 O FE &1 MRM ThiciEfl L
TEERAVET,

*  Training TlX. A 4> Y —2OKEICITITOER A,

LUIFDNRT A= EZ AN TS,

AZF I —2ZARF A—2fHE (QTRAP® 5500 LC/MS/MS System)

e ESI ESI APCI
(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
%) B vz () P Negative &— FEEOREM AR L £

<1 ER!>

QTRAP® 5500 LC/MS/MS System

TISORREREFFERTOOE E TIZL T ZEW

T50°C THHEATEE TN, e—F—DFEMREL RV ETOTHIRERLERA,
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3.5 MS Method D1E%

FHT L~ N v ZADOEEE —FZ T2 MRM3 A Y v REAERKRT 5412, #EEK
Experiment T#%4® 2nd Precursor ITon ® MRM3 A YV v R&AERKL, v~ U w7 AAD
Yo7 aElELET,

HERFE D . SIN 23— BA47 72 MRM3 ZR7E L £,

&3 Experiment (2 X 5 MS3 XV v FOERK
(D Hardware Configuration ® Profile # MS+HPLC ® & OIZAE L ¥,

@ MS Method (2T, Open # B X, P51 Tk L7- MRM3 A Y v REZB& &
‘g_o

%  Training T4 Reserpine_Final OptimalMS3_397.2.msm % B & £9°,
¥ A AUV —AOERHEETOTIGEIE, TOAY v RERE ET,

3 Add Experiment #7 V v 7 MS3 %7 U v 7 9% & Experiment 2B S E T,
T2 olBIL., A&t 3 >? Experiment ZF_F 9,

I Add Experiment hd

MRM

Neutral Loss

MS®

Q1 M MS®

ms?
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@ BHL7- Experiment2, 3 (2, MRMS3 Optimization T Intensity 73 72>> 72 MS3
® 2nd Precursor Ion & AF2 #&¢r Compound # 7 D/8T A —H % NS LET,
(v =27V TD AF2 Fiifb % i L 72358132 ofia A ) L ET)

¥ Experiment | Ms* N
Polarity Positive v Spray voltage 5500 oV Scan rate 10000 v | Dass
- = = H_/\
CE spread o 5l v Precursor ion 609 %] oa Second precuisor ion 3975 2 pa WJ) 609 /397/2 36D i}ﬁ A
Excitation time 25 sims
nd B
T 2nd Precursor: 397.5
Advanced Experiment Settings
Settling time 0 * ms Pause time: 15 ms CE 4 1
e
Dynamic fill time V| Fixed fill time 10 5 ms Step size 0.12 $ Da
QO trapping Q3 entry barrier 2 Sl v Q1 resolution Low v AF2 % 0 1
Mass Table  Import from file...
Start Stop Scan op EP CE Auxiliary
mass (Da) mass (Da) time (s) () (U] () frequency 2 (V)
1 50000 400,000 _ 1550 100 410 0.100
¥ Experiment | Ms* v
Polarity Positive v Spray voltage 5500 oV Scan rate 10000 v | Dafs
= % « H_/\
CE spread 0 3 v Precursor ion 609 3] os Second precursor ion w85 2] ps {ﬁlj) 609 / 448/ 195D j:}ﬁ a
Excitation time 25 Sms
. 2" Precursor: 448
Advanced Experiment Settings
Settling time 0 : oms Pause time: 15 ms CE o 4 3
Dynamic fill time v Fixed fill time 10 S ms Step size 012 + Da .
QO trapping Q3 entry barrier 2 : v Q1 resolution Low v AFZ . O 1 2
Mass Table  Import from fle.
Start Stop Scan DP P CcE Auxiliary
mass (Da) mass (Da) time (s) ) () ()] frequency 2 (V)
1 50000 400,000 _ 1550 100 430 0.120
¥ Experiment | Ms* v
Polarity Positive \: Spray voltage 5500 : v Scan rate 10000 v‘ Da/s 15.[ J) 6 0 9 / 3 6 5 / 2 51 8 /ﬁ\
CE spread [) v Precursor ion 609 S| os Second precursor ion 3654 i Da - 2
Excitation time 25 Soms

2nd Precursor: 365
Advanced Experiment Settings

Settling time [ $ioms Pause time: 15 ms CE: 47

Dynanmic fill time v Fixed fill time 10 ms Step size 012 | 0o

v Q1 resolution Low v AF2: 0.12

Q0 trapping Q3 entry barrier 2

Mass Table  Import from file..

Start Stop Scan opP EP CE Auxiliary
mass (Da) mass (Da) time (s) [\)) (] [\2) frequency 2 (V)

1 50000 400000 m 1550 100 470 0120

(B 4 Experiment @ Scan rate Z#%E L £,
%  Scan rate [, 1000, 10000, 20000Da/s % #IN Tx F7,
%  Training Ti%. 10000Da/s Z3&R L £ 9,

® FIA TA A FEOEMIEEIT> TOWRWIESIEZ, A3 VY —ADENRT A—F & A
HLET,

(@ 4% Experiment @ Dynamic fill time (2T = v 7 Z# ANV E T,

Q1 Resolution %R L7,
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%  MS/MS/MS IZEFITEIRMEOFHNAF ¥ > TT DT, Q1 @ Resolution % Low (275 &
T, SIN BREAFIZ/DAREMENH D 7,

%  Training CTiX. Low Z&R L £,

Advanced Experiment Settings

Settling time 0 v ms Pause time: 15 ms
___________________
'lDynumit fill time v 1 Fixed fill time S ms Step size 0.12 * Da
------------------ J
————————————————————————— \
QO trapping Q3 entry barrier 8 sV : QT resolution Low A 1

@ WEERIV KD SIN EiF72 MRMS3 (T VW iA#A, Save as T7 7 A VERAF L E
j‘o

% Training Cl%. Reserpine_MRMS3 & {#7F L £7°,

HPLC O &HERE
@O F—2L@EED LC Method 2% 727 Y v 7 L, LC AV v Ntz E £7,

Acquisition

Batch

f

> MS Tune

@ Pump DV 7V = MO ZHE L E T,
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Binary Gradient

iisE] AC Pump

Binary Gradient

@ Autosampler D7 — 77—V U AE— Rg EOFM%

AC Autosampler
4] P

Stop time: 8,00 min r Gradient
A )
(78 Cone LA Cone ® Advanced Simple ‘
100 Time Flow A.Conc | B.Conc | B.Curve
% 1 [l o200 [ss0 [50 |0 |
% 2 5.00 0.2000 5.0 950 0
% 3 5.50 0.2000 5.0 950 0
40 4 560 0.2000 95.0 5.0 0
20 5 800 0.2000 95.0 5.0 0
6
0000 180 320 o, 480 640 8.00
. r Comp y settings
Flow: 0.2000; mL/min
ACoHE 950 % Compressibility settings
B.Conc 5.0 % B.Curve 0 Use purp settings
Pressure limits: [ Autopurge settings
l’ Minimum: 0.0/ MPa Maximum: 60.0| MPa
Purgeorder  Mobile phase name  Purge time
st None v 5| min
2nd: |None - 5| min
Init conc-replacement: 5| min

RELET,

v! Autosampler
r Injection settings
Sampling speed:

v!| Cooler temperature:

r Sample rack settings

5.0| ul/s
15| °C

r Rinse settings

Rinse mode:

Rinse pump
method:

Before and after aspiration,
Dip time:0s

Rinse port, then P;m;,
Time:2s

Specify rack
Type Needle Stroke [mm]
Rack 1.5mL 105 vials 52
Rack 1.5mL 70 vials 52
Rack 1mL Cool 51
Rack 4mL Cool 51
Rack MTP 96 Cool 45
Rack MTP 384 Cool 45
Rack Deep Well 96 Cool 40
Rack Deep Well 384 Cool 40
Injection settings
Control vial needle stroke: 52| mm

rAcquisition cycle time optimization

Pretreatment start timing: |off -
Pretreatment overlap time: 0.00 min
 Rinse settings
Rinsing speed: 35 ul/s
Rinse volume: SOd uL
r Purge settings
Purge time: 25.0, min

rAutopurge settings

Execute sampler purge
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® Oven DFMERELET,

ﬂ AC Column Oven Column Oven

v!| Column Oven Advanced

Oven temperature: 40/ °C | iWait for temperature equilibration before run |

Temperature limit(Maximum): 90 *C

rValve

Valve L: None None ~

Valve R: None None ~

Ready check: On

® EAROREZITVNET,

Injection Volume [10.0 pl

{ Autosampler Column Oven System Controller

(@ Save as TN LIAFL T,

%  Training Ti, Reserpine_ MRM3_LC T#F L £,

¥ System O F-fi{l, Batch OERL, WEDBMGIZ O E LT, TWIRERE L
—= I TXAN EIBREITEEN,

MRMS3 X Y v FYEBR
O MS A Y RHEEIZT Open 226,

fxii{l L7 MS Method [Reserpine_Final OptimalMS3_397.2.msm| i,
1% L7= Reserpine_ MRM3.msm| #BH& £,
% Training T3 Reserpine MRM3.msm %[l % %4,

2 Experiment 7 MS3 TH5H Z LR L £,

@ Scanrate ZRELF T,

* Training Cl. 1000 Da/sec Zi&R L £ 7
@ Polarity 23 Positive TH 2 Z & H R L £ 77,

® MWEEY D Precursor ion, Second Precursor ion # gz L £,
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6 Start mass, Stop mass # AL £,
X WEHEVERSTHEENBEL R2FEN"HY £3, 182 26Da FREIZ2D L HICHRELE T,

(@ DP,EP, CE,AF2 72 ED/RT7 A —Z Zlfgad LE T,

% Scan rate. A7-\V\ m/z O, 4 AL D LM ERERICEELET,
*  HZIE, Cycle time 2B —Z gD 1/10 F2E ORI 25 Lol LET,

ERPEA TR T D 72010, BlK 10 K> MUULEOF =2 Ry b &GS 5 2 L &4
BLES
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3.6 Explore £— RTOTFT — X il ik

fER L7 MRM3 £ Y v RCTHIE L7727 —Z ORIR 5L MR O EENTR O ' — 27 OF
ARELET,

O A—AWHEIZT Explorer 4 7V 7 U > 7 Uk % B & £9°, Open sample
225 MS3 7 —# & £,

%  Training Ti&, STD10 D7 —# # B E7,
Processing

Explorer

A

Analytics

e

@ TICOX#NZHDHRAIZZ TN ) v 7 LET,

THROEEIL, 2 20 Experiment T MRM3 #flA CHlIE L7-7—# T3,

TIC from DataSET2 wiff (sample 5) - STD10

403

2.0e6

15e6
w
53
2
2 1.0e6
]
E

5.0e5

3.94
\
0.0e0
05 1.0 15 20 25 30 35 Fi) 45 50 55 60 65 70 75
ime, min

-~ @ TIC from DataSET2. wiff ple 5)-STD10, E; i t1,+MS3 (AF3=0.329t0 0.347,DP=31,EXB=-153.286 10-152.596) 0f609.2, 397.1 (224 - 249)
@ TIC from DataSET2 wiff (sample 5) - STD10, Expenment 2, +MS3 (AF3=0.377 to 0.396,DP=26,EXB=-151.494 to -150.804) of 654 2, 346.0 (289 - 314)

2066 403

1506 ‘ Experimen MRERM3®TIC
g
z
2 1.0e6
s
E Experiment2 MRM3®OTIC ‘

5.065

» I
0.0e0 -
05 10 15 20 25 30 35 40 45 5.0 55 6.0 65 70 75
Time, min
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@ Experimentl ® MRM3 7 — # |Z#&-> T L £,

MRM3 @ TIC IZHH SN TWLHLE—T 2 NN—FT LX)V TV ATRIT v 7 LET,

@ NIy LiewadT7nNr ) v L, AT Mvafiti L,

G A7 MLOEIL, 235.8—-236.8Da LoD T, ZOfEE 7 v~ 7T E{ERK
T HEEDONE 2P HBEIZ LET,

TIC from DalaSET2 wiff (sample 5) - STD10, Experiment 1, +MS3 (AF3=0.329 (o 0.347,0P=31 EXB=-153 286 lo -152.596) of 609.2, 397.1 (224 - 249)

2.0e6

1.0e6

Intensiy, cps

36.16 (1)

/PN

»
0.0e0

05 10 15 20 25 30 35 40 45 5.
Time, min

Spectrum from DataSET2 wiff (sample 5) - STD10, Experiment 1, +MS3 (AF3=0.329 to 0.347,DP=31,EXB=-153 286 to -152.596) of 6092, 3/
Precursors: 609.2, 397.1 Da, CE: 41.0, FT: 0.00 ms, 0.00 ms

904 *236.16 (1)
o4
: Uy
6e4 l

504

404 2355 2360 2365

Intensity, cps

3ed

2641 2413(1)

Ted ('\0 27.18 (1) 237.14(1)

o g NG oA e ™ B ) A . {1

224 25 226 227 228 220 230 231 232 233 234 235 236 237 238 230 240 241 242 243 244 245 246 247 248
Mass/Charge, Da
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3.7 MS/MS/MS O e &t

DO A—LHEE O Analytics X 7V 7 U v 7 UE SN E R 2 B X 97,

Processing

Explorer

A

[~

@ Project ZEIR LET B LD 7L 7 THBIOD Data 23 S 41TV 5 Project
ZERLET,

Project: Training_MRM3

*  Training Ti%, Training MRM3 % 3&{R L £,
@ Results Table #{ER L £7,

A=a2—N—D Results > New 7 U v 7 LFET,

. |

Open...

@) Process New Results O[T, Available 22 ST 455 — & 28I L THRHI &
7 U w7 LT Selected (28 S F 5,

59



Process New Results > Process New Results

1. Select batch samples to process 1. Select batch samples to p
Current Location: C:\Analyst Data\Projects\Training MRMZ\Dats\, Current Location: C:\ Trai
sottby: sortby:
Available Selected Available 4
© (22 Bromeocriptine_20090610130709 © (21 Bromocriptine_20090610130709 4 (1 Training
© (2] Reserpine_20080610125505 © (1 Reserpine_20090610125505 4 (5] DataSET2.wif
4 [ Training
.
[
¥ som
¥ so1
¥ s
L]
L}

STD10
e @

2. Select a processing method 2. Select a processing method
OIN OO EEE e (O [ G
3. Select a workspace layout 3. Select a workspace layout
OO s
4, Select a comparison sample for Non-targeted workflow 4, Select a comparison sample for Non-targeted workflow
<None> = <None> L

=N 0 L Y Gree R e ]

® A Y v FafER L £,

Select a processing method @ New #7 U v 7 LE 7,
*  BEEOMNT Method %A %5415, Browse 2R L, Open ¥ 2 KV BEFEOMHT
Method Z i8R L £ 7,

® Workflow Tl Quantitation %2 3%®R L =7, fi#HT Method % 1Ek T % 72O D KL L
RHNEF TV EBERLET,

[MQ4] Untitled Method

»
Workflow Select the workflow and then select a reference sample, if applicable

Components /| Quantitation
Quantitation and targeted identification
Integration Non-targeted screening

The recommended Reference Sample has been automatically selected. Change the selection only if requir

Calculated Columns Sample Name Type
DataSET2.wiff (sample 1) - BL Blank
Flagging Rules DataSET2.wiff (sample 2) - Standard

Standard

DataSET2.wiff (sample 5) - Standard

DataSET2.wiff (sample &) - Standard
TIC from DataSET2.wiff (sample 4) - STD1
3e5
2 25
*_E 1e5
0e0
1 2 3 4 5 6 7

Time, min

D O O O
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(@ Components #7 V v 7 LET, WEIEEWEZMEH L TV 55413, Experiment
Index (2 THNEBEEYEL & MS3 @ Experiment & 7 /L4 0 CEgfR L, IS
DF xRy A%eF v 7, Name ([{bEW4 . Start - Stop (2 MS3 @ 2nd
product ion(m/2) % A1 L £,

Wiz, EEFE LI-VMEAY (Analyte) @ MS3 @ Experiment % Experiment
Index (2T VZ o TEIR L E9, Name ([T{bEW4 . Start - Stop |2 MS3 @
2nd product ion(m/2% A7 L. IS Name T /LZ 7 L h b NEEHEY)E %338 K L
7,

%  Training CIZ FXEZSM L TATILET,

[MQ4] Untitled Method X

Workflow

Limport | eport. ] options ]

Select or verify the analyte and internal standard names and masses.

Integration o [ |s_| — | Nome | vr;::o:rnta?n L Fmar::(tsgil ‘ . L:ﬂe:-;m) — | amim J-
@ 1 1 & Internal Standard | 654.2 346 300 - 302 2 MS30f 654.2, 346.0 (2885-313.5) | |
@ el 0O Analyte 609.2 397.1 235 - 237 Intemal Standard 1 MS30f 609.2, 397.1(223.6- 248.6) | |
Calculated Columns \&/

3. 0O

Flagging Rules

D O C [T

% Table IZHERIEANRFR SN TV RWEATEL, Option 7> 5 Table settings %7 V > 7 L
Components Table 7> 53R L £ 9,

Components Table - Table settings X

Columns to show:

Isotope
Groups » Adduct/Charge

Gain/Loss
Internal Standards

AL S

Fragment Mass

Start - Stop

XIC Width (Da)
Retention Time Mode
/| Retention Time

/| Experiment Index

Comment

Format for mass:
® Mass (Da) and Width (Da)

Lor T carcel ]

@ Integration #7 VU v 7 LE 3, REF I VOHERE D SNTEERBEFERINLE
To =0 LD INTWRWGEIX, BT A —F2ZH%, Apply &
Vw7 L, 7ua~v NI NIKMLET,

% %5 A—# |3 Results Table {ERifZICEETXE4
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[RA=VU 7B L UL /NF A—F]

- Gaussian Smooth Width : 2 A — 0 7 % T 5484,

HAE A LET,

* Min. Peak Height : = = T E& L7-5 & (Intensity, cps) ##Bx 5 —27 2o LET, X

—ATA IV LEOICE

-?—o

THIET, /JAARLBEDRNWE— 27 IRy SN2V %

- Noise Percentage : % K& < 758, X—AT7 A BN ENY, E—F MmN/ 7D

i‘?—o

+ Baseline Sub. Window : “X\— 2 F A > & L CHET DR/INREEZ BRI DB/ F97,
Peak F D 2-3 f5FLE A Default fliz 72 v £,
+ Peak Splitting : iz K& <58, Fhi-t—2 %20 —27 L LT LT 2D

i‘?—o

[MQ4] Untitled Method X

Workflow

Components

Integration 4
Analyte
Calculated Columns

Flagging Rules

Integration Algerithm: MQA

Internal Standard

For each component, configure the parameters to optimize peak integration

- Analyte (235.0000 - 237.0000) from STD1 (DataSET2 wiff (sample 4))
¥ Retention Area: 5.880e5, Height: 1.132eS, RT: 4.04 min
XIC width 200 Da
1168 404
Expected RT 4052 min
RT Half Window 300 sec
1065
Update Expected RT No +
Report Largest Peak
2.0ed4
Apply peak parameters to all of the components
5.0ed
Minimunn Peak Width 3 points
Minimunn Peak Height 300.00
Ded
S/N Integration Threshold 3
Gaussian Smooth Width 10 points [ £ oo
Noise Percentage 40.0
Baseline Sublract Window 020 mn | E 5o
Peak Splitting 2 points
4.0ed
Apply units and calibration parameters to all of the
companents 3004
Concentration units ppb
Regression parameter Area ¥ 20ed
Regression type Linear
1.0e4
Weighting type e ¥
Remave outliers automatically from the calibration
curve
1 2 3 5 6 7
[ apoy | Time min

L

X AE | ﬁ%%'}g‘ L/ji‘a‘o

*
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Flagging Rules # % L £ 7", Accuracy Acceptance 75 HJE JE
WIZOWTHRELET,

=)

L=EX

EDOF v (5y) 227U v 7 L, BT OWTS RIS /R T A

(X2

—

7rg

4

=]
S

®

i

Version 3.0 LABEOREMBHIZ/2 Y F9°, Version2.1 i Tl Z olmEIIFRRINEE A,



*  JEEES AN S E . EEMROLFENE 7L T4 FENET,
¥ BRELRWEEEF =y /23T LET,

* A FUHOFERICONWTE, FREE ML —=0 =2 T AV ESRLITEE N,

[MQ4] Untitled Method X

I

Workflow Define a rule to flag results in the table.

Components Delete Rule
Integration Formulas, Columns and Rules Used

Columns: lon Ratio Confidence

Columns: Accuracy
Calculated Columns

v Concentration Acceptance Columns: Calculated Concentration
Flagging Rules » v Integration Acceptance Columns: Quality, Asymmetry Factor, Total Width, Retention Time Error (%)
Columns:

[MQ4] Untitled Method

Workflow € Accept changes and return to Flagging Rules

Components Identify the standards and QCs that are outside of the specifications

. Rule name BACCUFSCIACCEDIANCE
Integration

Maximum tolerance for accuracy:
+/ Standards at Lower Limit of Quantitation (LLOQ) +/- | 200 %

Calculated Columns
+/ Standards +/- 1150 %

Flaggmg Rules > +/| Quality Controls (QC) +/- | 15.0 %

(2 Save as MOEHT A Y v RELARTZ DT THRAFLE T, LEIZIE LT Select a
workspace layout ® Browse 726 LA 7 7 F &R LE T, Process 7 U > 73
D LT, FRATHBREA S, #£ T 1% Result Table (F#FTHEHL) BFERINET,
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Process New Results X

1. Select batch samples to process

Current Location: C:\Analyst Data\Projects\Training_MRM3\Data\
Sost by
Available Selected
I (L) Bromocriptine_20090610130709 4 ] Training
I (L) Reserpine_20090610125505 4 [¥) DataSET2.wiff
¥ BL
¥ STD0.01
¥ STDO.1
¥ S1
¥ S10
¥ STD100

~

Select a processing method

. Select a workspace layou

it

4. Select a comparison sample for Non-targeted workflow

<None>

@ £l U —T Analyte %#i®&R L. [Sample Type] %= 7 /L% 7 )5, Blank,
Standard, Unknown %72 % A 72 @R L T F S\, [Actual Concentration |
2 MEMOBIREZ AT LT 7EE W, £z, ZEfll>> U —T Internal Standard
ZBIR L, IS @ TActual Concentration| (2, WEIEEDEDOREZ AL THE
W,

All Components ﬁi
Component Actual
Index | Sample Name Sample Type Nice. V| Concants
All Internal Standards
» 2 BL Blank Analyte N/A
Internal Standard —
el STD0.01 Standard Analyte 0.010
6 STD0.1 Standard Analyte 0.100
8 STD1 Standard Analyte 1.000
10 STD10 Standard Analyte 10.000
|12 STD100 Standard Analyte 100.000
— —

v Sl EED D BRG] BT OB Bkl RS AN N

All Components
Component Actual
Index | Sample Name V| Sample Type V| e Foy
Allnenal Slancards
[ BL Blank Internal Standard  ]1.000
Internal Standard —
3 STD0.01 Standard Internal Standard  |1.000
5 STDO.1 Standard Internal Standard  11.000
AN Aniyt=s 7 | st Standard Internal Standard  [1.000
Analyte 9 STD10 Standard Intemnal Standard  |1.000
n STD100 Standard Internal Standard  1.000

% ZOfth Table Settings D% EHIEIX., HREE N L —= 7T F A~ O
Results Table DfftE & it | Z# ST I,
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BEGE1 N7y 7HeED ER HIE & EPI flE

Enhanced Resolution (ER)

QO Trapping Resolving No Trap & Scan
Fragmentation

1. Q1 TAAUREpEET, (Open resolution, 5-7 Da)
B SNTA G NIT T ITAT—varERIT o< g2 @B LET,
q2 i@ LA A, LIT@)ICTZH HivET,

LIT@3IZT=d HivizA A ik, - < W A% ¥ (250 Dalsec) S S v
j‘o

L

Enhanced Product lon (EPI)

QO Trapping Resolving Fragmentation Trap & Scan

1. QU TTUI—H—AFPBRINET,
2. U h—HP—AA41E, q2 (LINAC® Collision Cell) TR L £7,

3. q2 (LINAC® Collision Cell) THR L7727 F 7 A M A%, LIT@Q3)IZ7=
bIET,

4. LIT@Q3)IZT=ObNTA A0, Ay r St ESnEd,
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BEEE2 AXy U AE—F

> QTRAP® 4500, QTRAP® 5500 %27 A Tld, MS/MS/MS D 2% % > A — R,
1000, 10000, 20000 Da/sec @ 3 FEEANRIR TE £97,
AF ¥ A= RN C T, HENA L U Z2BO LM ZHE TUTO X 5 cikd TV
F9,

BETDT7—HHRA 2 M 10 LLEDH DA IT. A% v A — K 1000Da/sec % 157
THOLET,

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 = 50 ys

<AF Y A= REEHELIESHAED SINIZHOWT >

XIC from test_0209.wiff2 (sample 7) - reserpine_10ppb_LCMS_rate_1000, +MS3 of 609.0, 397.5 (224 - 248): 235.0 to 237.0 Da, Gaussian smoothed (1.0 points)
1 i

8e5
& 6e5 1000 Da/sec
a
2 Peak-to-Peak S/N: 2619
%‘ 4e5
s
= 2e5
0ec™ .
05 10 15 20 25 30 35 40 45 50 55 6.0 65 70 75
Time, min
XIC from test_0209.wiff2 (sample 8) - reserpine_10ppb_LCMS_rate_10000, +MS3 of 609.0, 397.5 (224 - 248): 235.0 to 237.0 Da, Gaussian smoothed (1.0 points)
1.5e6
g 10000 Da/sec
= 1.0e6
2 Peak-to-Peak S/N: 106.7
c
g 5.0e5
0.060™ !
05 10 15 20 25 30 35 40 45 50 55 6.0 6.5 70 75
Time, min
XIC from test_0209 wiff2 (sample 9) - reserpine_10ppb_LCMS_rate_20000, +MS3 of 609.0, 397.5 (224 - 248): 2350 to 237.0 Da, Gaussian smoothed (1.0 points)
[ ] a885]
14912
1.5e6
& 20000 Da/sec ‘
= 1.0e6 |
2 Peak+to-Peak S/N: 85.0 i
2 i
£ 5.0e5 i
| | |
0.0e0™ ‘
05 10 15 20 25 30 35 40 45 50 55 60 65 70 75
Time, min
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BEER 3 A% ¥ HH

> MS/MS/MS I C Start mass & Stop mass (CANTHEELEFTEHZ LT, AFx v
FPH 2RISR E FRE T,

FOHEDAF ¥ L, Width=10 #8593 L E 7,

XIC from test_0209.wiff2 (sample 10) - reserpine_10ppb_LCMS_width_3, +MS3 of 609.0, 397.5 (235 - 238): 2350 fo

, Gaussian smoothed (1.0 points)

485 Width 3
265 Peak-to-Peak S/N: 126.6
e
05 10 15 20 25 3.0 35 40 45 6.0 6.5 7.0 75
Time, min
XIC from test_0209.wiff2 (sample 11) - reserpine_10ppb_LCMS_width_5, +MS3 of 609.0, 397.5 (234 - 239): 235.0 lo 237.0 Da,
4e5 Width 5
2e5 Peakto-Peak S/N: 1181
Oe(™
05 10 15 20 25 3.0 35 40 45 55 6.0 6.5 70 75
Time, min
XIC from test_0209.wifi2 (sample 12) - reserpine_10ppb_LCMS_width_10, +MS3 of 609.0, 397.5 (231 - 241): 235.0 to 237.0 Da, Gaussian smoothed (1.0 points)
105 Width 10 Mot
265 |F‘eak-10-Ped-c S/N: 175.9 {}
oo™ LU
05 1.0 15 20 25 30 35 40 45 50 55 6.0 6.5 70 75
Time, min
XIC from test_0209wiff2 (sample 13) - reserpine_10ppb_LCMS_width_20, +MS3 of 609.0, 387.5 (226 - 246): 235.0 to 237.0 Da, Gaussian smoothed (1.0 points)
5e5 Width 20
|Peakto-Peak S/N: 190.7
0
05 1.0 15 20 25 30 35 40 45 55 6.0 65 70 75
Time, min
XIC from test_0209.wiff2 (sample 14) - reserpine_10ppb_LCMS_width_30, +MS3 of 609.0, 397 5 (221 - 251): 235.0 o 237.0 Da, Gaussian smoothed (1.0 points)
565 Width 30 ' ™on
|Peakto-Peak S/N: 219.0 ‘
i |
[ =
05 1.0 15 20 25 30 35 40 45 5.0 55 6.0 65 70 75
Time, min
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BEGE4 LITICAF U 2@ODFHE

Advanced Experiment Settings
Settling time 0 o ms Pause time: 15 ms
o mmmm e
Dynamic ful time : Fixed fill time 10 ol ms g Step size 0.05 Da
__________________ . o e e
I[QO trapping v : Q3 entry barrier 8 . Vv Q1 resolution Unit
Advanced Experiment Settings
Settling time 1] S oms Pause time: 15 ms
—————————————————— Y
i Dynamic fill time 4 : Fixed fill time S ms Step size 0.05 Da
Q0 trapping Q3 entry barrier 8 : v Q7 resolution Unit

Q3(Liner Ton traplZA A > &l 5 HiEZ, 2@V HV 7,
@ Fixed LIT fill time
A A H D DR 2B E T 2O T T,
* % QO Trapping # T 2HENLNTT,
@ Dynamic fill time(DFT)
TLVAX Y DA T EIISC TR SR BB R S5 H5ETT,
* O DR OFAEIEA D252 WEEEIZIE, Dynamic fill time 2 L %97,

* QO Trapping IZfEH CX £H A,
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2%Z%¥ 5 DBS (Dynamic Background Subtraction)

e« DBS &ix. IDA 2V v RFTEPI Pl 2T 5 & X ITHHETT, X—RTF
AVORE Ny 7700 RERE) $5628T, Ny 7700 Rty
LHE—7DMSMS BNESFTEHE 12720 £,

s NyuUJ 7Y RELTHRIOD4 AT MLVOFHEZELGIX T,

s Ryl IvrRELEH%DE—2 % IDA Criteria (270> TEIRL, MS/MS %
I LET,

Region of Peak
Selected

Moving as Region of Peak
LC Automatically Eliminated
6.8e progresses v
6.5e A

N

Current

w

g 50 Survey Scan

= 4.5e9 5ockground (1

e 40e Section  Spectrum)

£ 3569 (3 5pectra)

= 3.0e :
25 Enies
2.0e ’ Increases likely hood of
15e detecting lower intensity
10e species
5.0e

51.8 520 522 524 526 528 530 532 534 536

Time, min

ZOBITIE, Y FARENRRELS BARD 2004 F (FLER) NIHELTHEHELTW

£9°, DBS Tid, #ixfiy725@E (Intensity) &IIxHHRAIC, FREES BRI HS

WTA FUBERENET,

s FHOOE—I TRENDA AU, LCE—7 OBB»ORREE(E—2 Fy ) £
TERSNET,

e IZDOFRAVIEBADE, URIOW—_A AX v L OFEHFRENBEDO S — A 2%
YU OMELY 4 E< 725 (IDA Criteria @ Intensity threshold # 8 2. 72\>) 7=
. ZOAF L IDA OfFEAHA A L LTINS ILET,

o VIRIE, MEMES TH, BEN BRI A UBNBRENET R —7),

514 516
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2Z%&E 6 QO Trapping HEE

QO Trapping#%&E (2)

QO Q3/LIT
z 1 | | ]
€6 % 3096 %: 08 % P8 % te 08 % 3006 % S0 S0 $0g S0 e
<< ] | I T ]
IQ1 1Q3 EX
OrSVTICAALVZI-HTVWBME. 1413, ETOMEEZBEBBLET.
o Q3/LIT
< | [ ]
06 %308 20108 S0 308 %0108 0 E R I 06 1% 106 T T 0g 930 20 3 s
g | I ]
Q1 1Q3 EX
@I ALDINTY THETHE. 1Q1 IC/IKYFPEIRY, 142%2Q0ThS5Y7LET,
QO Q3/LIT
< | | |
PR R PROSER PR N PRI PRLSE Y PROREN 06 % 306 .%0 08 %308 % 2o
<< | I ] |

101 103 EX
OrFVTICIEDONIEAA DB AF+ ENBET, 1F 2. QOTHIV T
ENET, AF+ VBTE IQIRUVIQIDN) 7H@EEEHh, BUSFE2TO
mEEZBBLET,

QO Trapping #&RE & 15 ?

LIT FA OERETH Y . A A28 LIT ADLRHEICHEE S T 5. RIZA-
T A F % QOEDTIeHD ZLNTE HHRETT,

FIZ EPTX° MS/MS/MS IZ TEH L ET,

AF L NI TICHED A A R~ EH L THhDAH, £ T v 7DA
DOEFEACONREEEL 720 N TL BAA A VIEFEAF L b T o TITADZ L
THOHNTLENET,

QO Trapping BRI, A 4> FT vy FOAY OB EN., A A NEATREL 725
FT, QOOL ZATA AL HEHTHHRETT,

QO THOHTENIA AU N—5RUT Q3 ~EWMNTL D72, HRDRE EFHPARET
¥
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2E%8 7T MRM-EPI Method 7Epk i (Discrete CE for MS/MS)

IDA HIEIZENT, —_A 2AX ¥ > TR LTV I —P A 41220 T CE fE% 3
FEXERTE L MSMS 227 "ML EEAFHETT,

1.3 MRM-EPI Method fEGIEDOFIA4 (5) TLLFOREZITWVET,

Discrete CE for MS/IMS IZF = v 7 2 ANTHEH27 U w7, BAWEY 4 FUTREL
72uN Collision energy fEZ# AJJLEF, L —=2 7 TIFLUTOLIICATLTND
Discrete CE D7 4 ' FUZB U T 7Z& 0y,

IDA Criteria | Small molecule v

+/ Dynamic background subtraction l +/ Discrete CE for MS/MS... 1 (5)

________________

cps Exclude former candidate ions S :
For o s . N
IDA: Discrete CE X

Maximum candidate ions 1

€3 4>

Intensity threshold exceeds 500

After » occurrend
Apply the following discrete collision energy values for IDA methods.
+/ Collision energy 1 20 v
T Advanced Griteris +/ Collision energy 2 35 Y
e +/ Collision energy 3 50 Y
— [ save |

*  Discrete CE Z#%E L TV 541X CE & CE spread (ZANTE FH A,

1.3 MRM-EPI Method 1ERk LD FIE 5 1ZHEAF T,
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5EZ%#E 8 MRM-EPI Method 1ERFE (RO HEIY #Hz)

IDA WEIZHBNT, MRM (RY7 4 7)) MRM (% A7 4 7) THRIBLTZT U —0 A1
FATONTENZEN MSMS #5795 H1ETT,

1. 87O MRM-EPI 2 V> FZBA& £9, EmAMfO> U —0d Add Experiment %7 Y
v 7 L IDA Z3#&R4 5 &, Experiment 28BN & E T,

L LT T T T T TN

l Add Experiment v Add Experiment ¥ Add Experiment ¥
J

IDA M IDA
Dependent scans: 2 Neutral Loss Dependent scans: 2

Precursor lon

Product lon

IDA

1
& Dependent scans: 2

Q1 MI
Q3
Q3 MI
ER
EMS
EPI
Mms?

o,

I pa 1

2. EE¥® Experiment Zi#4R L Positive T— ROV —_Af ZAF v VOREEZITVET,
R EB 2L IR LET,

tethod Overview < -
Method Overview Method duration 15 5| min Total scan time: 07595 Estimated cycles: 1186

Device: SCIEX QTRAP 6500+
lon Source: Turbo Spray
lonDrive

A
DA 1 ¥ Source and Gas Parameters
[Depancenseane]] 1 lon source gas 1 50 * psi Curtain gas 35 ol psi Source temperature 350 . °C
e
lon source gas 2 60 S psi CAD gas 12 ]
IDA
Dependent scans: 1
¥ Experiment | IDA v
¥ Survey MRM v
I- T
Polarity 1 Positive Al | Spray voltage 5500 v
| SYSp—— s
Advanced Experiment Settings
Settling time 15 S oms Pause time 5 S oms
Q1 resolution Unit v Q3 resolution Unit v
wazs Toble [ v Moce | MRM v
Group Compound 1} Q3 Dwell DP EP CE =4
D D mass (Da)  mass (Da) | time(ms) (V) (U] v m
1 sDZ ,sbz.1 251.200 156.100 5.000 430 100 290 100
2 sbz spz_2 251.200 92.000 5.000 430 100 390 100
3 SMZ SMZ_1 265.100 108.100 5.000 460 100 370 100
4 SMZ SMZ_2 265.100 92.100 5.000 460 100 450 100
5 SDMX SDMX_1 311.200 156.200 5.000 510 100 310 100
6 SDMX SDMX_2 311.200 92.100 5.000 510 100 350 100
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3. T, Positive E— ROF 4 XU F v FAX ¥ VOBREEITWVET, EEH A LL
TR LET,

Method Overview <

Device: SCIEX QTRAP 6500+
lon Source: Turbo Spray
lonDrive

P
1

l 0 min - 15 m

B

O min - 15 min

0 100

4. T BEt® Experiment #i®{R L, Negative E— ROV —A XX ¥ VO EEITV
F9, REGIZLLFIRLET,

Method Overview <
lon s«.f £;(\mm sp:ysow v Experiment
lonDrive
[ coeinen ] il
- Polarity Spray voltage v
Otiie = 15mih Advanced Experiment Settings
Setting time s ims Pause time s im
—— 01 ten S
e TS min MassTable  [EFSSTSNNEERA  MRM Mode | MRM v
Group Compound Q1 Q3 Dwell DP EP CE CXP
D D mass (Da) mass (Da) [ time (ms) (V) [\Y] (\%) (%)
1 SDZ_neg SDZ_1_neg 249.000 | 156.100 5.000 -43.0 -10.0 -29.0 -10.0
2 SDZ_neg SDZ_2_neg 249.000 92.000 5.000 -43.0 -10.0 -39.0 -10.0
3 SMZ_neg SMZ_1_neg 263.000 108.100 5.000 -46.0 -10.0 -37.0 -10.0
4 SMZ_neg SMZ_2_neg 263.000 92.100 5.000 -46.0 -10.0 -45.0 -10.0
S5 SDMX_neg SDMX_1_neg 309.000 156.200 5.000 -51.0 -10.0 -31.0 -10.0
6 SDMX_neg SDMX_2_neg 309.000 92.100 5.000 -51.0 -10.0 -35.0 -10.0
-
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5. #it\ T, Negative T — RDT 4 XU TV hAFX v VOREXITVET, REHZ
UTFIZRLET,

Method Overview <

t'--'l"-'\
1 1

-

' b

petary R R v sanoe oow ] owe
Cespresa R Precusoron o
Advanced Experiment Settings
Settling time s ms Pause time: 5 ms
oomcmome @ Po— e PP 00
Q0 trapping [ Q3 enty barier ER Q1 resoluton [une v
Mass Table  Import from fle..

Start Stop Scan o ) e

mass (Da) mass (Da) time (s) (U] () ™

-100 | -3s0
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2EZ%¥E 9 IDA Explorer (2 X 57— & fi##fr

<IDA Explore TRV 7= [ >
*  D'¥SCIEX OS Data¥SCIEX OS_Quad Data_Example¥Data

*  MRM_EPI_CE3_SCIEXOS.wiff #1-3MIX_10ppb
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Filtering Controls & Table # 7

¥ Fitering Contrals
RT:

iz

Filtering Controls
LITOBREND BEIDA A ZHiIBRZ 22T e
ﬁ@ﬁ %E% G:‘a—é : k 7j§ﬂ‘ﬁgwc‘“§—o Quality:

= Retention Time (RT)

a3 aaag
aaoaadaa

" m/ "Dl Table OFAEEE /Y v /T HZETY
— "B TEET,

= TIC: Fragment Ion O3 OFEHE T
Index m/iz Mazz D TIC Mum | Quality f
p |1 noa RN 00834 | 2023 1 a3
2 010 [ 275.0925 | 00925 | 5.4e3 1 an
3 019 (1831758 | 01758 | 9.6e2 1 44
4 020 [ 198.3401 | 09401 | 9.9e2 1 58
5 020 (2730135 | 00135 | 3623 1 41
E 021 1829632 [ 09632 | 4.Be2 1 9
7 0.1 189.0617 [ 0.OE17 | 2.8e3 1 [
8 0.2 19859406 | 0.9406 | 4.8e2 1 22
i} 021 12030769 | 0.0769 | 6.7e3 1 73 A/
1267 spectra

Filtering Controls D% &5

(D Filtering Controls @ Time @ F[R% KT v 7 CEAIZHET S, HHWEHX T L7 Y
v 7 LTHE (ZZ2TE3) #ALET,

—| Filtering Controls Specify Min or Max Value *

Time:
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TIC: J——

Cancel

@  IRFFIFE 8.0 PLAED A A DHFIRENET

*  ETOREHO MS/MS#HbLEEINET

Graph  Table Graph  Table
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