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1. Click Projects > Create > Create Project @qfﬂqilﬂ
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Create Project
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[3 G6475A Training 25 Oct 2022
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» Activity Loy
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uagnNA Launch

4 G6475A - Control Panel ? - O X
MANAGEMENT
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Edit Delete  Refresh Lock Configure  Create Acquisition _ Close Offine Worklist  Method Comparison  Study
Instrument  Instrument 1] Instrument  Instrument Desktop Shortcuts  Connection Editor v Viewer v Manager v
Instruments and Locations | Selected Row LC/MS Acquisition Tools
Instruments «  GB6475A Not Connected
4 © Instruments
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o 66475 Training ~
b Status
a0 GO475A e
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1 2 3 4 5 6 12 8 21010 )> 0 » 1-500f 793
Date/Time User Description -
3 2022-11-04 07:31:48-07.00 SYSTEM (SYSTEM) Engine Launcher: System Engines shutdown succeeded.
b 202211:0407:31:23-0700  SYSTEM(SYSTEM)  Acq Console: User ‘SYSTEM' has logged out
b 202211-0407:27:10-0700  SYSTEM (SYSTEM)  Acq Console: ‘D:\Projects\G6475A Training_Nov3\Methods\suifa_M
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Instruments 4—D > 2022-11-0407:27:02-0700  SYSTEM (SYSTEM) Acq Console: "D:\Projects\G6475A Training_Nov3\Methods\sulfa_M
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b 202211-0407:27:0007.00  SYSTEM(SYSTEM)  Acquisition Engine: Column Comp.: G1316C-DEBACO2884 - Thermos v
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Model ESI AJS APCI APPI MMI

6400 Series TQ ES-L ES-L APCI-L APCI-L MMI-L
G1969-85000 G1969-85000 G1969-85010 G1969-85010 G1969-85010
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1. 189N Method H381800 Method Editor Window
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3. Click N1 Autotune NVYINANHIUD Tune L‘WE]%J‘WW‘L!W]N Tune
@

E Save ~ ﬁ Inst ument Status Chromatogram Plot Worklist

E ﬂ] ﬁ o Method Editor ~ Actuals Method Optimizer
ocl

Training Method Single Sample Status ‘:) Reset Layout Sample Kun Spectrum dMRM Method Split

Layouts Windows
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Method Editor
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Properties DA Multisampler ~ Multisampler Pretreatment  Binary Pump DAD  Column Comp. @
~ Method

lonsource  AJSESI v P

Acquisition Acquisition Parameters
Source Stop time =

x
Chromatograms @® As pump/No limit @ a g = /?G
Timetable O uimit (min) Compound group Compound name
MRM database browser sulfachloropyradizine
Convert to dMRM

Time filter window (min) | 0.07 4 sulfadimethoxine

sulfamethazine
Advanced override settings

. . : sulfamethizole
~ Optimization Settings Time Segments ‘ Y .
Parameters =]
x
~ Tune a =
@ Sl?rl_u;ne C— D%zci;"' D“-‘Gﬁﬂ Stored? Estimated cycle time (ms/cycle)
", Factor (+) Factor(-)
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1 a o
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6. Click N'loAdU Checktune 1NDI3UMINT Checktune

[ I~ [ { I~ [ A {
7. 2dUnAFiUI Calibrant 9211/aeiu On Taeda Tuiia 1ag LC Flow 32 111 Waste

TQ

M@

GI? AJS ES
©8 @

iiona lock tune control u& tuning options sznlaui
active vazaunsanameniansuaieg 14

@ ] ®
- Mm::msm 1o} ~ Method f. (@)@ ®

Acquisition
Source lon source Szzrce
Chromatograms
g Please install the tuning mix for current ion sour fon source
Timetable Chromatograms
MRM database browser Timetable Please install the tuning mix for current ion sourt
Convert to JMRM Autotune/Checktune
Potarity Autotune/Checktune

~ Optimization Settings Both (@:fochtve @) Neonie:

Farmelss ~ Optimization Settings Polarity
v Tune Both) Positive Negative

Parameters
Autotune

~ Tune @

Autotune
= J 49! v W 1
8. 599U Checktune complete 91 1W@ pdf Y99 MS Checktune Report 1510 TUA6 19819
9 1
ATUA

Agilent | s e

MS Checktune Report - G6475A

Instrument Information

Model GB4T5A Checkiune Date 2022-11-08T15.08:34-08:00
Serial Number $G22225002 SWIFW Version 3.0.1463/8.1.38
lon Source AJS ESI lonization Mode ESI
Last Autotune Date 2022-11-08T11:26:26-08:00 Last Tuned By SYSTEM (SYSTEM)
Vacuum Pressure 1 87E+0 [R] (Torr); 3.75E-5 [H] (Torr)  Overall Result Passed
Positive lon Mode
MS1 Peak Width Unit, Scan Speed Normal Result Passed
MS2 Peak Width Unit, Scan Speed Normal Result Passed
MS1 Peak Width Narmow, Scan Speed Normal Result Passed
MS2 Peak Width Narrow, Scan Speed Normal Result Passed
MS1 Peak Width Wide, Scan Speed Normal Result Passed
MS2 Peak Width Wide, Scan Speed Normal Result Passed
MS1 Peak Width Widest, Scan Speed Normal Result Passed
MS2 Peak Width Widest, Scan Speed Normal Result Passed
MS2 Scan Speed Fast Result Passed
MS2 Scan Speed Ultra Result Passed
MS1 Lag Factor Result Passed
MS2 Lag Factor Result Passed
Gain Result Passed
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9. NaINNNATDININIG Checktune LTILUAI AT1N15DQ Detail MS Checktune Report 18 Tae'l)

1oAY Generate Detailed Report A4L@AIAIUA

Properties DA Sampler Sampler Pretreatment Quat Pump  Column Comp. TQ
+ Method ((u,) @I :
Acquisition
(S:ource lon source
hromatograms
Timetable Please install the tuning mix for|
() - Agilent
Autotune/Checktur| petalied Ms Checktune Report - Uttivo
) Instrument information
~ Optimization Settings Polarity Vo oeueze nve CwcineDus  J02301UTTIOI A0
® Both QO Positive O Nd Sertal Mumber  SO1M45G203 SWEW Versen 301487138
Parameters Koo Sonrce As s Tonization Mode =
Lant Atotune Date 20230117712 47310000 Lant Tuned By SYSTEM (SYSTEM)
+ Tune Oversd Rewat Fases
Autotune
Rough Vao (Tow) 188600 WohVae (Tem) 26264
Tuto! Speed (%) 1000 M1 Mester °C) -
MS2 Mester °C) 02
e
Components
lon Source Settngs
G Tarmpeeators (°C) ¢ Gan Piow (L) 7
Netzar (pal) " Sheats O Tempersturs (°C) 200
st Gas Flow (Livwn) "o Velage (V) 000
Nozite Votage (V) 100
Optics Settngs
™ 20 Shimemer (V) "
Cystone Outer OC (V) 3 Cystona Acostarstor (V) e
Cyulone Ext OC (V) 3 Cyslone Ext Lens (V) 2
Cyslone nowr RF (V) 0 Cywlone Outer RF (V) »
Autotune

1. 1290 Method %3012 Method Editor Window

2. Click 1 TQ tab

3. Click N1 Autotune NPEU19819% 299 Tune 1o 11ANTA19 Tune

U

H

Training Method

For Help, Press F1

Method Editor

DA

EHBB%Basic.m

O

Single Sample

Status

Layouts

Properties

~ Method
Acquisition
Source
Chromatograms
Timetable

Convert to d/MRM

~ Optimization Settings
Parameters

~ Tune

= [O)

lon source  AJSESI

Stop time
® As pump/No limit
O Limit (min)

MRM database browser

Time filter window (min)

Advanced override settings

Time Segments

=8

Start time

(min) Sesa

MRM

E Save - ﬁ

Lock
) Reset Layout

Method Editor

Sample Kun

Actuals

Spectrum

Windows

v o A

Multi F Binary Pump DAD  Column Comp. @

Acquisition Parameters

CRESFE

Compound group
007 »
<
Detector ector Estimated cycle time (ms/cycle)
Gain Gain Stored?
Factor (+) Factor (-)
-~ 1 1 [+

Ins* ument Status Chromatogram Plot Worklist

Method Optimizer
dMRM Method Split

I
Compound name
sulfachloropyradizine
sulfadimethoxine
sulfamethazine
sulfamethizole
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. { 4 o o 9 4 1
4. Click N'loAvu Key 19151113 lock tune control 11AT03 TQ agludniug Tune
A . Ay a s . A . A
5. 1890 polarity NABINITILAUAITIEY : Positive 1178 Negative 1170 Both
6. Click N'loAdU Autotune 1NDI31¥1A13 Autotune

[ <3 [ { I~ [ wvAa y
7. dzdUnasiua Calibrant 3211/asuilu On Taeda Tuiia az LC Flow 32 111 Waste

lens lock tune control ué tuning options azuwlauudy active
uazansnsanaLdanylarigusineled

; ®
+ Method ~ Method 1 ) :
© % |49ed

Acquisition Acquisition

Source lon source Source lon source Autotune the instrument
?hf“;:wfams Please instal the tning mix for current fon sour| o Please install the tuning mix for current ion source t
imetable Timetable
MRM database browser
Convert to dMRM A
utotune/Checktune
Autotune/Checktune
Polarity
T Both @ Positive Negative Polarity
~ Optimization Settings
MU ng e % @ Both] O Positive (O Negative
Parameters ~ Optimization Settings
~ Tune Parameters @
Autotune v Tune
Autotune

4 2 v o 1
8. 399U Autotune complete 921 1@ pdf Y99 MS Autotune Report U5 1n7ULAIAI0E19
v o A
9. Autotune file 9¢niaNy Tnsdn T

D:\MassHunter\Tune\QQQ\G64xx\atunes. TUNE. XML
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MS Autotune Report - GB475A

Model GE4TEA Autotune Date 20:22-11-08T11:26:26-08:00
Serial Number SG22225002 SWIFW Version 3.0.1483/8.1.38
lon Source AJS ESI lonization Mode ESI
Last Tuned By SYSTEM (SYSTEM) Overall Result Passed
Vacuum And Temperature
Rough Vac (Tor)  1.81E+0 High Vac (Torr) 381E-5
Turbol Speed (%)  100.0 Turbe2 Speed (%)  100.0
MS1 Heater (°*C) 100 MS2 Heater (°C) 100
Positive lon Mode
Detector Settings
HED Standard (V) -10 EMV Standard (V) 1201
HED Large Molecule (V)  -20 EMV Large Molecule (V) 117

MS1 Peak Width Unit, Scan Speed Normal

‘Calibration Information Result Passed
Mass Calibration Results

Theoretical (miz) Mass Delta(m/z) Width Delta(miz) Abundance Resuit
58.07 0.00 0.00 B.35E+5 Passed
118.08 om -0.01 201E+8 Passed
322.05 0.00 0.00 4 8TE+5 Passed
822.03 om -0.01 5.68E+5 Passed
gz2.0m 0.00 0.00 4 TIE+5 Passed
1221.99 0.00 0.00 282E+5 Passed
1521.97 0.01 0.00 142E+5 Passed
1821.85 0.00 0.00 5.0ZE+4 Passed
212183 0.00 -0.01 43ZE+4 Passed

MS2 Peak Width Unit, Scan Speed Normal
Calibration Information Result Passed

Mhase |z : 1161, Haight= 1.01E 4, FWEM 0.7

120
o = zng

HB4 593 TH2 ges | 10713 un 1 | 1 e 23

=) o = 2am 2m 20m

Checktune vs Autotune

Autotune
Checktune Weekly Monthly/Quarterly

* Routine use only  Autotune in both
requires resolution and polarities to optimize ion
mass axis verification for transmission and update
polarity and resolution EM voltage.
modes.

* Checktune checks all
three resolution modes.

* Checktune checks
current tune file, but
does not change it. No
need to save Tune file.
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Instrument Status duanalvluansaaiuzmsmnauveunies

‘Running or Injecting
o dle
Offline

Instrument Status »
Multisampler Binary Pump DAD -0 Column Comp. TQ
T T DT T
EMF(Y) EMF(Y) @on Sor EMF(Y) EMF(D) EMF(Y)
- I& Position 1 (Portc-> 1) -
Elﬁlmm s@o @ 0.400 mL/ @ _
i 13, .4 mL/min ) O- *
. e 0fR R e
B § HEA 21031 bar - - CO—0 CO—110
2917°C 29.12°¢C
0.00/0.00 Instrument Tune [ @on Son
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Instrument Actuals 113U Mass Spectrometer

= Project: G6475A Training_Nov3. Instrument: G6475A - Acquisition - 0O X
Home @ - -
ave Instrument Status Chromatogram Plot Worklist
ﬁ B > @ Method Ec::o‘: Actuals T s M:hod Optimizer " ? . D?g 5,5
Training Method  Single Sample = Status Reset Loyout | SampleRun  Spectrum dMRM Method Spiit CO]::f;;UP Con’;; A(‘S,:Tog
Layouts Wind Tools
For Help, Press F1 No workdist loaded. | D:\Pr
Instrument Status x JActuals x
Multisampler Binary Pump DAD Column Comp. TQ Paromeler i =
I Y | TG ot Ready Tex
G o 0w G o e TQ: Gas Temperature 350°C .
H : | O N T By
,*IrJ="E "‘ s @ E \(%IA 02 % & TG lambe G 038y
8 = B SRS e C0=00 C0=0 T0: Eror S No Error
TQ: Gas Flow 10.0 Umin
0.00/0.00 instrument idle [i(] @on @of Io 'Mgm'mr.' aurs » -
7 VO — p—— T\ v Weva o an
Actuals X
Parameter Value
TQ: Not Ready Text
TQ: Gas Temperature 350°C
TQ: Capillary Current 5195 nA
TQ: Capillary Voltage 3845V
TQ: Chamber Current 0.41pA
TQ: Error Text
TQ: Error State No Error
TQ: Gas Flow 10.0 /min
TQ: lon Source AJSESI
TQ: lon Polarity Positive
TQ: lon Mode ESI
TQ: Turbol Speed 100.0 %
TQ: Turbo2 Speed 100.0 %
TQ: Rough Vac 1.79E+0 Torr
TQ: High Vac 3.69E-5 Torr
Binary Pump: Ripple -265%
< m »
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Real-Time Plot

*  @unsaiu-aa dyanaideinsuaainnii Real-Time Plot 14 s2udamsdsuainaves

' a & Y { . .
UNUAN Tﬂﬂﬂaﬂﬂlﬂ L!@glaﬂﬂ Change F1]’lﬂ‘Ll‘Lﬂ/]’l'ﬂ’lﬁ!lﬁﬂulell'ﬁ Edit Signal Plot

Chromatogram Plot

TIC

Binary Pump: Pressure

Abundance

575000 —
550000
525000 —
500000 —
475000
450000 —

: L
a2s000-fYHL Al

ol rafi ot
ﬁ‘lbl 5761

U
5762

57]

min

Edit Signal Plot

Available Signals

Binary Pump: Pressure
Binary Pump: Flow
Binary Pump: Solvent Ratio &
Binary Pump: Solvent Ratio B
Binary Pump: Direction of Piston
Binary Pump: Direction of Piston O

AN, Mlae el &

rTIC

Selected Signals

" Predictable Range

Commn
rrom

% Floating Range
Y-axis range: |3276800 ﬂAbmdance
Offset: [0 %

~Window Properties
X-axis range: |20 él min
™ Draw Grid

I 0K I Cancel Apply
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Instrument Control

e aanu 1 module IGBIN15 921@AT Quick access tioraon 1931118

Instrument Status

Multisampler Binary Pump DAD ?_ 0 Column Comp. TQ
Y
EMF() EMF() @on @0f EMFQ ENFE) EMF()
- Position 1 (Port ¢ -» 1) e

[ U 100u @ 6 ofa &

7.0 130 D400mLfm|n o 0, v

—— oo :

HEA— 21031 bar - CO—10 =10
2917°C 20.12°C
0.00 /0.00 \ \ Instrument Tune [ @Hon §

EMF{)

o
T Control.. —
opl |77 3= Control... o+
Error Method » 17" 15 Control..
. . Error Methad 3
@ Identify Device Errar Methad Y
— ldentify Device
=0 ‘m Home All Id t-f'_lp"D .
. Entl EVICE
C Reset Injector Q‘ Switch On
Switch to Mainpass Left Switch Solvent Selection Valve A @ Switch Off
Switch off Tray lluminatian Switch Solvent Selection Valve B B
Column Assignment..,
Auto-clean.., é Bottle Fillings..
Prime Solvents.., Prepare Pump...
t Start Purge Seal Wash Prime
Madify v
Assign Wellplates
—— s
on
<
Standby
Calibrant MS
LC » Waste
Vent

Pump Down

Schedule Tune
Maintenance
Review Tune Report
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Purge Mobile phase (61151 Auto-purge Valve)

~ . YA Y
1. 19383 mobile phase U35903v20 115800308

2. 11N13 Purge mobile phase

3. Click ¥21 Pump module 1az1aen Bottle Fillings 12 1an1ha14 Bottle Fillings ﬁ\‘]gﬂ

(' [H Bottic Fillings " [E=SaEn
Solvent Bottle B
Fillings
Actual Volume Total Volume
A liter liter
EB: liter liter
Actions
[ Prevent analysis if level falls below liter
[ Turn pump off if running out of solvent
IE
Ok Cancel Help
1 Y a v o A 1A )
11!“]56\1 Actual Volume Gl‘ﬁmi]lﬁiﬂﬂﬁ]@ﬁ AINMASANINVIIYBYIIN 11!"11’)@1!1! 9

1 Yq 1 v ¥ o
Tu%04 Total Volume 1% 1d@ 10119909930 15390 3 1az a8
o A v 9 . o o Aq ¥
NUATOINNIY/ YiIUD Prevent analysis If level falls below Lmzmwuﬂﬂ?mmmqﬂ v
Pump 11914
1] 9
WUAT091 1Y /1290 Turn pump off if running out of solvent 31N UU click OK

[ Y
AANYN N11@19 Pump 110N HIN0 Prepare pump 1Az A9mMAsgld 145D Purge a0

Binary Pump ? _ O

®on ot EMFQ)
ETp—
Error Method 3
87.0 13.0 .
Identify Device

BEE [ -g Switch On

Switch Solvent Selection Valve A

Purge

Switch Solvent Selection Valve B

é Bottle Fillings... Use for changing mobile phases. drawing solvent o for removing aif bubbles

- s

Prepare Pump... 300 -

5.000 :

Duration Composition A

Flow.

min

Seal Wash Prime

mUmin Composition B:

[ 10000 : | %
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o . T A ] . I 5’, . 3
9. MN17 Purge Line A NOU Taei U0 Line B (T4 0% 910174 Line A 92U 100%
. I ~ o 3| . Y A
10. N30 Duration 114 5 U9 1az U5 Flow rate 131 5 ml/min ta1@on Ok
11. $1m3 Purge auuila 31 lisivloso1mer 1y Line A
12. AANVI1N Pump LALADNYIVD Switch Solvent Selection Valve INOETAUTEHING A1-A2
A
%30 B1-B2
@ g’/ A I .. o @
13. na991nuu 1aswilu Composition B = 100 % 1151 Purge 18 B

Y
14. WM101090 10-11 IUATUND Line

Purge Mobile phase (@5 Manual-purge Valve)
1. Aaotly Purge valve 1l Pump Tagviyumimduniim

2. 1@en Pump 1 Method Editor Tab

DEES M)
Properties DA olumn Comp. Sampler  Sampler Pretreatment  TQ
Flow D Advanced

Solvents

R ‘ - : Time[min] - A[%]  B[%] IF.,',.‘Um] meﬁ’ﬁ’“”
. £
_ i 000 1000 00 5000 400,00
g O KA
Pressure Limits.
Min: 000 | bar Max 400.00 7 | par

3. 1890 A : 100% , Flow 5 ml/min

4. Glflgfj mouse ﬂ@ﬂmmﬁ pump 13179 instrument status pane
5. 1@en Switch Pump On

6. 931111971 mobile phase @18 A Ttie o1 e

7. ﬁ1“]§’}1 mobile phase @18 B

8. Off Pump
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M39319 Acquisition Method

1. MIA9A1 Pump

10en Pump 1 Method Editor pane

Method Editor x
B 00 E) [ S essen v o H
Froperties DA P DAD  ColumnComp.  TQ
Binary Pump (G1312B) m m
Flow b Advanced
Umin 4 Timetable (2164 events)
[ function centric view
Solvents - e
1 @ I | Tmelel AR B ol Limibad
-
& % 000 &0 130 0400 600.00
z OlHa -1 | 120 400 €00
2000 400 60
1 @[acn -
: 1@ ' |
2 O[H - |
Pressure Limits
Hin bar Max bar
Stoptime Posttime
O s Injector/bio Limit Q of
® ®
Add Remove Clear Al Clear Empty
Cut Copy Paste Shift Times o
< >

L4

A Y o d 1w A v o Aa
10en Set up Pump !Lﬁ’)‘ﬂ1ﬂ1‘i¢l\3ﬂ1ﬁ’3uﬂﬁﬂﬁ'ﬁliﬂTi(l’Vi!fViiﬂgﬁiJﬂUQWH‘V]’J!.ﬂ‘ﬂ%’H

(% 1 A . A o A A
Flow : @@51ﬂ1§]‘lﬂa"ll@\3 Solvent Iﬂﬂ“]f'N"U’f)\i flow rate 19 0.0 - 5.00 ml/min Iﬂﬂll@@liWﬂTilW?J‘ﬂ
¢ 0.001 uaz%ﬁwﬁ’ﬂmmﬁuqaqﬂ (upper pressure limit) 1 1300 bar

Y o 1 A . o [ a P

Solvents : MMMUATIUYTZNOUVDY Solvent 50 Mobile Phase §1M5UNTIUATIZH HI01092
o 1 {
11181 Tsocratic Analysis (& 1152 NDUUDI Mobile Phase ?N‘ﬁ) %30 Gradient Elution Analysis
(211152 NO VYD mobile phase M siasuuila) Tasl¥ f11iua % vedsolvent 11 channel B

4

& ) v Y @ 1 1 I A A '
FIAWNTOMHUAAT AR 0-100% a9 channel A V21T]U % Nyaoog: 100 - (%B)

UDNDINI §I811150F9 ON 1iag OFF channel 910 channel scrollbar ttag Ta¥oun4 solvent 1u
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2 Y o a 7 |
channel U4 11 text box (1111N15UATIZHILUY Reversed Phase 125} Water ) channel A 429
G6R))
. 3 o Ay v o a P 1 o Y
- Stop Time: !ﬂuﬂWﬁﬂWﬂu@L’JﬁTﬂﬁﬂ\‘lﬂ1511’i1’i§ﬂﬂ1ﬂ153lﬂ51$1’i SHINANIINU IS VVITNAULUN ’L:lf
A 9 ' . ad 1 S A -
TNNITLTUAU ANVDY stop time WAILA 0.0 - 99999 UIN Y199 no limit
. I ugjl [ 9 v J Y = g’/ 1 o A 4
- PostTime : L‘]JuﬂTi@NGH’NL’Jﬁ"Ii’t’)ﬂlﬁﬂ@ﬁﬂumﬂf;’(ﬁﬂ"l’lgﬁllﬂﬁ@ﬂﬂix‘l NOUICNINITAUATIIEN
Y 1 v @ 1 A A o a J . . .
SS‘]’J’E’J&HQ@’JQ@II‘]_] Iﬂﬂlﬂw1$@fﬂ\1 JUNDNINITUATIE LUV Gradient Elution Analysis
. . . (% o 09/‘ Qld'
- Pressure Limits: Min (AUAUAEYA) #4197 0 bar
[ 05}1 1 ild' [ [ [ [ 4 2
Max (ANAUgaga) aea nussaugegamulusulseiuvesnodmiszy 13
- Timetable : l¥i/ad03n151/5111/a81A1 Flow rate, Pressure limit 4a2/430 1USUdas1a umawy
Y99 Mobile Phase #115UN15 run 111 Gradient
LA A A . A ' H '
- Click 91 Add oW un2 11 Timetable 7l Timetable usiazun 11U Tuyo
. Y
* Time: W3zyal (i)
. y .. .
*  Function : 1¥i1a®n Change Solvent Composition, Change Flow, Change Max Pressure Limit

®  Parameter : 92111)511/30UA1M Function iden 13 1szyandesnis laae
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2. MIAem Sampler

Method Editor x
[ 01O B G sssen v oA
Properties DA N | Multisampler Pretreatment  Binary Pump DAD  Column Comp. TQ
Multisampler (G7167A) .
Injection A Advanced
Injection volume: 100 7 pL S
Needle selection: | Right Needle -
Needle Wash Eject Speed: 4000 © | pUmin
‘Standard \Wash " Wait Time After Draw: s
Sopting Eshine Needle Height Position
@ As Pump/No Limit ® of Offset: 00 | mm
o) 100 | min o) [ 100 - | min O Use Vial/well Bottom Sensing

‘ [ Injection Path Cleaning

% 1 { Y ] .
- 3zyfSNaTaIA019Nd0 9013 TUsD Inject volume (uL)
o A Aas = [ 1 Y] am = [ 1 = Y A [ dy
- MNMSAENITNMINAFITAIDINANANMHINZFENAVIU I5MIRAd1IA0d1 N I Iaenaeil
. . Y g % . o
® Standard Injection lsdmsuns Inject uuuna 11
. J v qQYY o o ' 9 v
*  Enable with Needle Wash 1Junisaa1dd191/a10 Needle nasningaaiodgiadi 113
1 Sample loop (ABURAAIBENNT1TzUY) TasazApafviuaaINTataen Ia 2 L1y Ao
- Wash Vial 18 521)f 11993 Vial AliSolvent §1%151U8191U5590¢ 11509 Location
. {q ¥ I 1
(Wash Vial 119351 Hunuv1il septum)
o =2 . Y 3 A a Y X
- Flush port 1ag9£11n13A9 Needle wash solution 910UIALA1UN NUTIVUFIUAE

ﬁ'liﬂﬁﬂﬁWWuﬂL’Jﬁ'ILWdeG]%é}NﬁQ waste
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3. M3A3A1 Column compartment

Properies DA Multisampl i Binary Pump  DAD TQ

Column Comp. (G1316C) | }

Temperature 4 Advanced
Left: Right:
Enable Analysis
O NotControlled O Nt Controlled -
] + 0] ¢ [ when front door open
® 0 > C ® - Left Right:
O As Detector Cell O As Detector Cell
Q Wit any temperature QO With any temperature
Q Combined
® ‘when temperature is within @® When temperature is within
Valve + 08:|C + 08 :]C
(=
("] )
Position 1 (Portc->1)
s 0,
S C
Stoptime Posttime
@ As Pumplinjector @® off
O =] min o min

(

- Not Control ¥1n lidosmsniuaugurginasamilinh
v H k2
- wWindesmsmuaugangilliaenliszygurgindeanis laiaens LefuRight
X Y ] 1
- Timetable 101 T1/5unsumsiivgaumvgi/siaar Tasns Click 1 Add tiead1aTisunsy

9 o o a o a 1 A A k) A Y a v d ~
- UVBUUSHTVUSNINITIAUATISH miﬂﬂmmumﬁmm"hmm ma%qmwgmamaaawmw
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4. M3NIA1 DAD

Propeties DA Sampler  Sampler Pretreatment  Grad Pump  Colun Oven 7D
DAD (G4294B)
Signals A Advanced
Acquie Wavelength Bandwidth ‘E:‘rfe"::;fh E:ﬁ:&ﬁ Specinan .
. . . - Store: [Nune ~
Signal & 250 H=EEEEE
Signal 8 o[z 4 ] m[ 360 ][ 100 ;] m Range from: | 190 -] &
Signal C O aw: [ J [ 100 2] om Step: [ ]
Step ) -
S0 D[ Z0:][ ¢ @[ ® ][0 ]m
Signal o 0 N EREEEE reshold mAl
: 5 - B = =1 100 -
Signal F (mjl : [ | Cm Anelog Ouiput
Signal G (mIEEE [ J [ 7002
y L = o Output 1 Output 2
Signal H IR [360 ][ 100 ] o
Zemwo Offset: 5% Zero Offset: | 50 %
Peakwidth y .
Attenuation: | 1000 - | mal Altenuation: |'IIJIJD v | mal
I) 0.1 min (2 s response time] (2.5 Hz) -
Margin for negative Absorbance Shit
Stoptime Pozttime 100 | mal 4 +| nm
@ As Pump/Injector @ off Autobalance Lamps on required for acquisition
- o[ 10 m P o Lane
O Postun [0 vis Lamp. ,
‘D Timetable (empty)

o oaj L ~ 9 Y [ AAa 4
MNsAIMAsNARIMS MM FUA VN UNBATIEH

- Use Signal A, B, C,... mstaen “ty)m}mﬁﬁmmi
- Wave length. ..'izummanﬂﬁuﬁs?fmﬂﬁ (190 — 950 nm)
. Y < Sy ' Yq 11
- Band width...52a1unevesdyaundoims winlunswldlda 8
- Reference Wavelength t1a¢ Reference Bandwidth. .. ‘”@tymé’nﬁmﬁawwmh Baseline 1919

wasuulas (uarsiaenls vinlunsuai)

Advanced Function

A g o R Y ) A 'y Y A
- Spectmm LN@@]@QﬂWiUuﬂﬂﬂlﬂgﬁﬁlﬂﬂﬁﬁﬁ AITLADN Store...All, WWﬂ%J@]ﬂQﬂWiﬂlWLﬁ@ﬂ None
o 1 A A 9 < = Id [y
- Range From...to... ﬂ"l”l’i‘L!WK’Nﬂ’J"IiJEJ”I’Jﬂa‘LJ‘VW]’ENﬂTﬁLﬂUUu‘V]ﬂLﬂuﬁ!ﬂﬂ@]i‘M
o ' A Ay 2 o =2 Y
- Step... ﬂ']ﬂ‘Llﬂﬁ%881’11\1ﬂ'.]"lllfﬂ’)ﬂaL!‘V]@60ﬂ1ilﬂﬂﬂuﬂﬂlﬂuﬁlﬂﬂ@ih

drumdug Iauau 1 @i ulugdduuw idewlasunlag

Y @ o ! 4 1 P} v . ' Y}
Ti’l'ﬂ@']@Qﬂ']ﬁllu‘ﬁﬂ iUuiUu']ﬂlﬁﬂ'J'lﬂJfJTJﬂﬁuu']ﬂﬂj'l 400 nm @6\1(16]? Vis Lamp 73UA2Y

o A I 1 a
Pouuz1h A2511a lamp (Hua1 20 WA (Warm up) neulda1uass
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5. MIAIM MS TQ

1. 1990 Tab TQ ‘171 Method Editor pane

2. Click ﬁ Acquisition

3. 1@en Source ‘17] Ton source Gl‘ﬁgﬂél}@\‘l U ESI ,APCILMM]I, ...
4. d Stop Time ‘ﬁ@s]}’e']ﬂmi 1301800 No Limit/As Pump

5. 199 Scan Type NADINT 1BU Scan, MRM, Product ion ,...

DB ES -5 H

Properties DA Bin. Pump  Column Comp. Sampler  Sampler Pretreatment @
~ | Method @ lon sourc AJS ESI v .
Acquisition Acquisition Parameters

ESI
Source Stop time @ = -
%
C.hromatograms @® As pump/No limit | APCI © a g —
Timetable O Limit (min) | MM Compound group Compound name¢
MRM database browser N Compound1
Convert to dMRM RSES

Time filter window (min) | 0.07

~ Optimization Settings

Parameters Time Segments Estimated cycle time {mis/cycie)
~ Tune =
Autotune a =X
Sarttimel  5eantype e | ey e
(fmin) Factor (+) | Factor ()
» 0 MRM [:] 1

Scan

SIM

MRM

Product lon

Py I

e || @

Neutral Gain

dMRM

#MRM MS1 MS2

oo +  MS2 Scan TTI  Scan
« MS2 SIM TTI SIM
« MRM SIM  SIM
*  Dynamic MRM SIM SIM

’ *  Product lon SIM  Scan

*  Precursor lon Scan SIM
¢ Neutral Loss m/z m/z-n
* Neutral Gain m/z m/z+n
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Acquisition Parameters

B35 =% 2B

Scan type Segmentname  Compoundformula lonSpecies  CAS  z  Statmiz Endm/z Scantime (ms) Fragmentor (V) Polarity
4 100 1000 500 135 Positive ~
S@n - Estimated cycle time (ms/cycle) Data storage  Centroid ~
Estimated max scan speed (Da/s) Threshold 70

nsal Scan (MS mode) 1d Start / End Mass 112 Polarity doamslu Acquisition Tab

Acquisition Parameters

Scan type SRS -
Segmentname | Compoundformula  lonSpecies | CAS  z | Precusormiz  MSlres Statmiz  Endmiz  Scanfime (ms) Fragmentor (V) = CE (V) | Polarity
*» 350.0 Unt ~ 100 1000 500 135 20 Positive ~

Productlon ~

Estimated cycle time (ms/cycle) Datastorage Centroid ~

Estimated max scan speed (Da/s) Threshold 0

A58 Product Ion Scan (MS/MS mode) 14 Precursor Ton , MS2 From/to, Collision Energy

1ae Polarity Ndoanslu Acquisition Tab

Acquisition Parameters

— CESS =" FED

Compound group Compound name. Compound formula lon Species ISTD? | Precursorm/z ~ MS1res = Productm/z MS2res Dwell (ms) Fragmer

Sulfachloropyridazine  C10HICIN4O2S (MeH)+ B 2850 Unt v 1080 Unt v 100 100
Sulfachloropyridazine  C10HICIN4O2S (MH)+ B 2850 Unit v 1559 Unit v 100 100
MRM ol Sulfadimethoxine C12H14N404S (MsH)+ B 3m Unt v 920 Unit v 100 130
Sultadimethoxine C12H14N404S (M+H)+ B 3m Unt v 1080 Unit v 100 123
> Sulfadimethoxine C12H14N404S (M+H)+ 8 3m Unit v 1560 Unit v 100 123
Sulfamethazine C12H14N402S (MsH)+ a8 29 Unit v 1240 Unit v 100 123
Sulfamethazine C12H14N402S (MsH)+ B 211 Unt v 1860 Unit v 100 123
Sulfamethizole CIHI0N40252 (M+H)+ B 2o Unt v 919 Unt v 100 100
Sulfamethizole COH10N40252 (MeH)+ B 210 Unit v 155'} Unt v 100 100
< >

Estimated cycle time (ms/cycle)

A58 MRM (MS/MS mode) e Compound name, Precursor lon ,Product lon, Collision

Energy Ul0¢ Polarity Ndoenmslu Acquisition Tab
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A8l dynamic MRM ( MS/MS mode) @13150 18 RT (AW12Y0UADLET (HINETIHTUNU

v
IAA o

NUATILHNNIIUIU MRM 110 F99131308319 Method dMRM 910 MRM Taginsnani Update

DMRM method A1%10151897 Data file 19 108 Software 32¥1A15a319 Method 14 Taede Tusia

Method Editor
BB S peom
Properties DA Multisampler M
~ Method
Source
Chromatograms
Timetable
MRM database browser
Convert to JMRM
Acquisition Parameters
Advancedoverridesettings Q[ E=EE = ® pH m Group: AL v Compound: AL~
. RT window Fragmentor Average . ~
cursorm/z  MSires Productm/z  MS2res | RT (min) (min) cav(v) CEM) dwell (ms) Polarity
1 Unit ~ 1522 Unit ~ g0 1 105 2 12 17.36 Positive ~
1 Unit ~ 1372 Unit ~ JJO 1 105 2 24 17.36 Positive ~
1 Unit ~ 1741 Unit ~ Q0 1 125 3 16 17.36 Positive ~
1 Unit ~ 680 Unit ~ 0 1 125 3 40 17.36 Positive ~
1 Unit ~ 1651 Unit ~ Q0 1 80 2 20 17.36 Positive ~
1 Unit ~ 1231 Unit ~ 0 1 80 2 30 17.36 Positive ~
1 Unt ~ 1691 Unit ~ JJO 1 105 2 32 17.36 Positive ~
1 Unit ~ 970 Unit ~ Q0 1 105 2 40 17.36 Positive ~
0 Unt ~ 1988 Unit ~ JjO 1 70 5 0 17.36 Positive ~
0 Unit ~ 1250 Unit ~ §0 1 70 5 16 17.36 Positive ~
1 Unit ~ 690 Unit ~ Q0 1 115 2 16 17.36 Positive ~
\ ¢
< >
Method Editor
Co [ [ & PestaMRMm v OHF
Properties DA Multisampl Multisampler P Binary Pump DAD  Column Comp. TQ
~ Method Select MassHunter TQ data file or Quant report folder
Acquisition D:\Projects\G6475A Training_Nov3\Data\Pesticides_TestMix_MRM.d =
Source
Chromatograms Add additional compounds/transitions dMRM/tMRM Retention Time Options
Timetable
MRM database browser Add new compound/transition Update retention time
mo— Peak abundance threshold 50 Update retention time window
Update dMRM method
Cycle time (ms) 500 RT window threshold | 10 Percent
~ Optimization Settings Scale factor 3
Parameters
~ Tune tMRM Trigger Options
Autotune
[J Update threshoid Update trigger window
Height percent 10 @ Retentiontime (O FWHM
Scale factor 1 Absolute value (min) | 05
Percent value 0
Scale factor 1

Restore Defaults ] l Update
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{ 1 { Y 1 .
6. 9 Source Tab : tdonld Source parameter NABINT 17U Drying gas Temperature, Gas

flow, Nebulizer pressure , Capillary Voltage. A5 Jet Stream source @04 1d Sheath gas

temp/flow
Properties DA HiP Sampler  HiP Sampler Pretreatment  Binary Pump  Column Comp.  DAD TQ
~ Method lon source ~ AJS ESI v
Acquisition Source Parameters
| Source | Stop time —
Chromatograms @® As pump/No limit [E L
Timetable O Limit (min)
MRM database browser
Copveit s dMEM Time filter window (min) | 0.07 Per Time Segment
Advanced override settings e Setpolie Acoisis
~ Optimization Settings Time Segments =k e
Parameters E :'x Nebulizer (psi) 350
~ Tune ;m Sheath Gas Flow (L/min) 110
Autotune (min) Scan e Fog:rn(d ch’;‘(_, Stored?
MRM w1y 1 7 Positive Negative
» = MRM -1 Setpoint Setpoint Actuals
Capillary Voitage (V) 4000 4000
Capillary Current (nA)
Nozzle Voltage (V) 1500 1500
Chamber Current (pA)
Global Parameters
Setpoint Actuals
Gas Temperature (°C) 300
Sheath Gas Temperature (°C) | 250
6. Save Method
A ~
1. 1a®n Method N1 Menu Bar
A A r:l A Ay A A o a
2. 1890 Save as WO LFW¥DNADINIT Y130 Save INONU Method LAY
OO0
Eﬂl el I%
Properties DA T " 'umn Comp. Sampler  Sampler Pretreatment
| Save As Method
~ Method lon source | AJS ESI v
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D19 On Module

1. 1% mouse NA Nl ON 13179 instrument status pane ( fMuun )

Instrument Status x
Multisampler Binary Pump DAD Column Comp. TQ
™ T T —m [ e
EMFQ) Y1) (u@ EMFY)
[, Pmnanx Dcnc ->1)
1.00 ut é & Ql- NS ESI
870 130 naoom/m.n @ (@%
8 }ii BB 221 81 bar
zsoz c zs 51°C
0.00/0.00 instrument idle  [i] J@on] ©off

Y ' { S . . '
2. 30 1% mouse ﬂﬂ‘]JﬂJﬂl’J’l‘ﬁ module VU3LID instrument status pane 180N Switch On 1%

Quat.Pump ? _ M

®on Goff

EMF(Q)
Q

90.00 10.00 0.000 mL/min

*+ Control.. |

bar
Error Method »

Identify Device
==
Bottle Fillings...
Prepare Pump...
Flush Filter On

Seal Wash Prime| \nctrume
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=
N1INEIAI

= .. . = ax
NINANII(injection ) ¥ 2 5

1. Sample Run ( Single Run MAAEST 1 V29 )

2. Worklist Run ( M139aa1s daue 1 v2a vu'hl)

Sample Run (Single Run M32a@1s 1 ¥Iq)

1. V339 @13 1uvIa 110091 1/3 199979 Tdasluniadiea

2. 1@en Sample Run Tab

Y 1
3. @4A1 Sample Name , AW UIVIAE15N92AA ( Position ), Data file Name L1ag Path

Home

C—
=
(1] O =
Method Single Sample Status

Layouts

il

Worklist

B Save ~ ﬁ

) Reset Layout

Lock

Instrument Status Chromatogram Plot Worklist

Method Editor  Actuals Method Optimizer
Sample Run Spectrum dMRM Method Split

Windows

Sample Run
> N
Sample

Home Posen

ImamVolune As Method vl

Comment |

Data File

Namel

Slow Test 1.d| [ View Data ~

Path |

D:\Projects\TQ\Data| | .

Method Editor ~ Worklist m

Sample Run
> |m

2

=
INoRNATT

=).

B

AN
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Worklist Run (M32aan3 aana 1 via aulil)

1. 1359 a3 TuvIa 11N 1/3 ¥e93a laasluniadied

2. 1200 Worklist Tab

\Worklist

WS> =

[.2] S3mple Name  Sample Pos
1 New Worklist _

. Vial 2
Worklist X
BEDEEGRO®OS l ‘EgdzleaBBco [ e
Status. Sample Name ‘Sample Position Method Data File ‘Sample Type Level Name Inj Vol (ul) ‘Comment ‘Sample Group Info.
1 W Pending No Injection WorklistData-0001.d Sample As Method

Method Editor  Method Optimizer  dMRM Method Spln@nmﬂe Run

1 Y '
3. 181319 worklist A9A1 Sample Name , AW UIVIAT15NVE A (Sample Position ) Method,

Data file ti6ng Sample type

4. @NINANLTING NATJNYN MINelaY Frega 1den Add sample 130 Add Multiple

Sample

[Bré=raam

Method Add Sample Data File
| WorklistData-0001.4 Add Multiple Samples x
WorklistData-0002.d Sample Information | Sample Position
Sample
Name: [Sample | 2 Append Counter L
Suffix Counter |
Numberof dges: |1 Start Valoe: [3 | sep: [1
BEc:i=Taal
Method

Add Multiple Samples ‘ Name: defeutm gl
WorklistData-0001.d Path: [CACOSPrecs\TEST Becerdm thods \

WorklistData-0002.d )
—_ Override DA Method

Neme: | -

Path: [C:\CDSProjects\TEST Bioconfim \Methods |

Injection

bt e [ e~

n5al 1aen Add multiple Sample fo41d Method Name, Data file 146& Sample Position NAoans
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5. mM31/5UA3A1 Worklist Run Parameter @13150141 10910 11y Worklist saninae 11

vf'_
Warklist Run Parameters = Sample Type Lewel
|
Worklist Run Parameters
Run Parameters ‘ Data File Settings iReflex Additional Parameters
Operator Information
Operator name [sYSTEM (sYSTEM)
Run Information
Patt of Methodto [ goth Acquisition and DA ] [ Synchronous DA
Run Type l Standard Start v | [ Stop worklist on DA emor
Method Paths
Method [D:\Projects\G6475A Training_Nov3\Methods |
Ovemide DA [D:\Projects\G6475A Training_Nov3\Methods J
Scripts
[ Pre-worklist
[ Post-worklist
O cleanup
[ Post-analysis
Disk space Information (GB)
Available Disk space Free Disk space threshold
Run Settings
1w Wt T sy -
Worklist Run Parameters X
Run Paramet: Addtional Parameters
Root Folder A
Rootfile Folder: | D:\Projects\TQiData
Sub-folders A
Sub-folder 1 Sub-folder 2 Sub-folder 3
E-—:Empt-,r: : ‘ <Empty> vJ { <Empty> o
File Naming A
Part 1 Part 2 Part 3
I User Text vl ‘ Counter[0001] ﬂ [ <Empty> -
¥ Use separator for file name parts Separator: I:]
Tree View For File Path and Name ]
D:\Projects\TQ\Data
WorklistData-0001.d
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qg}/ 1 . 3 Y a { . g a .
6. N13A3A1 Post Worklist fﬂlﬂﬁﬂ@\iUlﬂiﬂﬂﬂﬁﬂﬂl']’l‘ﬁ@WiN worklist 31N UUAAN Add Script

Y A o o = 1 ] ¥ A '
1a1a0NAIGS Script 1ABINTT 13U SCP_InstrumentStandby 1o 11iATo08 11 TrNA

o ! 3 & { o '
Standby ﬂaQ%Tﬂ‘ﬁ Run worklist 17739 Lﬂuﬁ'u ua:‘ﬁ worklist table ﬂgﬂﬁﬂQﬂQﬂTWﬁlWHQN

EoEEES
Status sample Name
1 | Pending Noln
- Noln
1 Add Sample

Add Multiple Samples...
I Add Script... i

Insert Multiple Samples...
Insert Sample

Insert Script

Delete Samples

Copy Rows

Paste Rows

Copy

Paste

Add Copied Rows
Insert Copied Rows
Add Replicates...
Add Worklist...
Insert Worklist...

Randomize Selected Samples

Add/Append Samples from... (csvlsx)

Set as Pending

Select Script %
Seript Information

File: | MH_Acq_Scripts.exe ~ |
Seript: SCP_AllStreamsStandby |v

Parametel | SCP-

SCP

|SCP_"°‘

File Help:

‘ SCP_WaitF orinstrumentReady
SCP_LoadldleMethod
SCP_PumpsAlIOF
SCP_TraceOnOff
SCP_ClearTrace
SCP_CTCReset
SCP_SendModule
SCP_ALS_Automation_Interface
SCP_Wait

SCP_PauselWorklist
SCP_MSVent
SCP_MSDiverterValveTo\Waste
SCP_MSDiverterValveToMS
SCP_MSCalibValveOn
SCP_MSCalibValveOff
SCP_PumpsAllAndMSCalibValveOff

[Manm;

Script Help

Puts all streams on st;
This

andby.
script is only for Stream Select. Do not use as a Pre or Post Method script.

=1 IS

EoORERS

zlaaleld oo

Status
. Pending
. Pending
. Pending
B Pending
B Pending
B Pending
. Pending
. Pending

KR &R EEE

Sample Name
P1-A1
P1-A1
P1-A1
P1-A1
P1-Al
P1-A1
P1-A1

FEEEEEEE

P1-Al

Sample Position

default.m
default.m
defaultm
defaultm
defaultm
default.m
defaultm

defaultm

L-T I - R N L

B Pending

SCP_InstrumentStandby(){MH_Acq_Scripts.exe}

Data File
WorklistData-0001.d
WorklistData-0002.d
WorklistData-0003.d
WorklistData-0004.d
WorklistData-0005.d
WorklistData-0006.d
WorklistData-0007.d
WorklistData-0008.d

Sample Type

Sample
Sample
Sample
Sample
Sample
Sample
Sample

Sample

Y o & . 3 A 9y Y Y o o R . o 1 dy
7. NN NINITANIAT Worklist LIV IDLLAD Gl,ﬁmmi‘umm Worklist mmwm"lﬂu

= O

=S

S .
Save As Worklist
1 B Fencing ARA

2 1 I pending’ AAA

mple Nam
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TunOUMSUan5ea

1. #19 Column ( 981AY Column Turiuiu 50% )
2. 819 HPLC tubing (881uAU, n5A 130 buffer 1311 HPLC tubing 1182 439 Mobile phase )

9 1 { a . 9
3. 19 mouse NATjuv217 TQ module 151784 instrument status pane LA21A0N Vent

TQ ? e =

Mon Goff eMF()

v
(.E]? AJS ESI o
Standby

Calibrant

@)L LC e
Vent I
| ump Down

Schedule Tune
Maintenance
Review Tune Report

a 4 9
4. 399U software LEAN vent complete LY tanseald Uszana 30 wi

5. YanrTha1a Acquisition

6. Click 11loAoU Close Connection 171 Control panel 1NUUA software
a a 4

7. Uanouiines
a a s A A

8. UadInmAIole LC uaz MSD QQQ

9
9. ﬂﬂf“]”w"luiﬁmumammu
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39819M3INIILH Sulfa Drug Mixture

Feidounson
1. Water HPLC Grade
2. Acetonitrile HPLC Grade
3. Formic acid
4. Column: Zorbax SB-C18 2.1 mm x 3.0 mm x 3.5 um (p/n: 873700-902)
5. Electrospray Demo Sample: (p/n: 59987-20033) Usznoualy
A -
— H—=
H‘.f 5 i D——<x !
= w4, /W
théf Hﬂhi HDHS;’H
g =0 @“‘- ]
HH, HH, HH;
Sulfamethiz ole Sulfamethazine Sulfachloropy ridazine  Sulfadimethoxine
Name Formula lon m/z
sulfamethizole CgH;oN40555 (M+H)" 271.03179
sulfamethazine CaH 4 N4O55 (M+H)" 279.09102
sulfachloropyridazine C;HyCIN405S (M+H)" 285.02075
sulfadimethoxine CoH 4 N4,O45 (M+H)* 311.08085
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Y
#5719 Method Taelisisazidenaatl

Table1  LC parameters for sulfa drug mix

Parameter Value for all instruments

PUMP

» Flowrate 600 pL/min

- Solvent A Waterwith 0.1% Formic Acid

+ Solvent B Acetonitrile with 0.1% Formic Acid

+ Gradient (minutes - %8| Initial Conditions: 90% Channel A and 10% Channel B

0 minutes - 10% B
5.0 minutes - 30% B

- Stop Time & minutes

+ Post Time 3 minutes
INJECTOR

« Inj. Vol 1upL

» Injection Standard

- Draw Position 3.0 mm

UV DETECTOR

- ChA 272 nm (100 nm BW on DAD]
+ REFA (DAD only) 360 nm (100 nm BW)
COL THEEM

= Temp 40°C
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159l Scan type = MS2Scan

Table 3  MS parameters for sulfa drug mix

Parameter Value

+ Inlet ESI (positive polarity) ESI (positive polarity) with Agilent Jet
Stream Technology

« Gas Temp 3e0=C 350 =C

« Scan Type MS2Scan MS2Scan

« Mebulizer 50 psi 35 psi (nitrogen)

« Dry Gas 12 L/min 10 L/min

» Range 100 to 400 100 to 400

« Sheath Gas Temperature not applicable 400 =C

« Sheath Gas Flow not applicable 12 L/min

« Mozzle Voltage not applicable oV

« Capillary voltage positive 4000V 4000V

+ Delta EMV pos 400V 200V

N59 Scan type = Product lon Scan

Acquisition Parameters

SE==

e ARG

lon source | AJSESI .
Segment name Compound formula  lon Species  CAS
Stop time Sulfadimethoxine
@® As pump/No limit Sulfachloropyrida
zne
Limit (min)
o " Sulfamethazine
»  Sulfamethizole
Time filter window (min) | 0.07
- Estimated cycle time (ms/cycle) Data storage
Time Segments
Estimated max scan speed (Da/s) Threshold

=R

Start time
(min)

Detector ~ Detector
Gain Gain  Stored?
Factor (+) Factor (-)

[Production R Il 1 9

Scan type

N5l Scan type = MRM

Acquisition Parameters

CEERE mMMm A

lonsource |ASEN v Compound group Compound name
Stop time Sufamethaxine
@® As pump/No limit Sulfachloropyradzine

© Limit (min) Sulfamethazine
> Sulfamethizole
7] Time fiter window (min)
\

) Estimated cycle ime (ms/cycle)
Time Segments

=R=)

St Detector - Desectr
i

Scan typs Gain in Stored?
L Factor (+) Factor (9
ra 1 ! =

Delete this footer text orreplace it only with legally-required country information. No other marks or text should be placed on stationery. Required information and

Compound formula lon Species cas

z

Precursor miz MS1res

310 Unit ~

2580 Unit ~

279.0 Unit +

3500 Unit ~
Centroid v

0

z  ISTD? | Precursormiz
B mo
[ 2850
B 0
B 2no

Start miz

50
50

50
50

MS1 res
Unit
Uit -
Unit =

Unit w

Endm/z  Scan time (ms)

320 250
320 250
320 250
320 250

Product miz

155.7

185.7

1857

1558
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Unit
Unit
Unit
Unit

140
140

140
140

Dwell (ms)

3

888

15
15
15
15

Fragmentor (V) CE (V)

Polarity

Positive ~
Positive ~
Positive v
Positive ~

Fragmentor () CE(V) Polarity

100
100
100
100

Positive
Positive
Positive

Positive

« 44
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M31%9714 Method Optimizer

1. nouNvzi5uSU Method Optimizer 14T Set up basic MRM method 32UN4 LC condition

AOU AILLAA

Method Editor
00 BB S ehun v o
Propeties DA HiPSampler  HiP Sampler Prereatment  Binary Pump  Column Comp.  0AD |74
~ Method lon source  AJS ESI v PP
Acquisition Acquisition Parameters
Source
Stop time =) C
Chrometograms B et CEEE + DD
Tmetebie © uimit min) ¢ c c Ion Species cas 2 | ISTD? | Precumsormiz
MRM database browser —_—— Compound1 [ 3500
Convert to dMRM ) ) _ < >
Time filter window (min) 07
Advanced override setlings Estimated cycle time (ms/cycle)
« Opfimization Settings Time Segments e e
Parameters a =8 Propeties DA Mul Preweatment [Binary Pump! DAD ColumnComp.  TQ
+ Tune = et
Detector ector
Autotune Seitne  Scnype | Gan | Gan  Sored?
Factor (+) Factor () Flow Al'p Advanced
>0 I MRM j 1 1 = T80 mmin A Timetable (2164 evens)
Solvents
} Flow Max. Pre
| @l = Time fmi] AP BEH i Ll
& % 00 870 130 0400 600,04
2 OlHa - 150 400 600 - -
20 00 60 - -
r . 1 N -
e @ [130:]% —
2 O -
Pressure Limits
Min: | 000 ] par Max: 600.00 ;| bar
Stoptime Postime
O As Injector/No Limit O of Add Remove Clear All
450 | min 200 : | min
® o ” Cut Copy Paste

2. 1Y Compound Nzims Optimization %1 MRM acquisition parameters Tasnani lonou

Add Compound for Optimization @ 1NUU NTONTIYALLDIAAT g 1ua Compound

name, Formula 130 Monoisotopic mass, Positive ion 130 Negative ion, L& Charge State

Acquisition adducts
CR= Acquisition Parameters
Compound groy E CAS z  ISTD? | Precursormiz _ Positive lon: (B Charge state
m (W
. CRSE n -+ CRET =
‘ < . 2 > Select Formula s
lIAdd compounds for optimization I -
Estimated cycle tin - O <l
O B
¥ 5 =
O +CH3C00 -
Add compounds for optimization [ < | -
Compounds Adducts |
a E" Adducts
o P pe—
Compound name Casnumber [ Formuis | Monesetepe =
=
Posiive lons tham.m
Sulfad C12H1404N4s [ 3101
N ciomooznasc [ 284 select Formula 5
| +H
> +Na Select Charge
[m] K 1
[u] +NH4 O 2
. :
Dwell(ms) | 5
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3. Save MRM method Method Editor

o B E]S
Properties DA
+ Method

Sive Nl =

= S . . 2
4. Optimization Settings > Parameters YU TQ tab 11 Method Editor 10 Set up parameters
=9 0 L
NABINITN Optimization
Method Editor
B E®E S soimrmm voO B
Propeties DA i i Binary Pump  DAD  Column Comp
~ Method
Acquisition D;' D\[ b
Source
Chromatograms Compound parameters Source p Change fonorder |1 |||  Optimization mode EIC >
T
M’,;::;base Browser b Fragmentor (V) [ Determine parameter range from method source setpoints
Convert to dMRM b Collision Energy D [0 GasTemperature (°C)
R Precursor abundance threshold | 5000 P[] sheath Gas Temperature (°C)
[+ Optimization Settings Product ion abundance threshold | 500 D [ capitiary Voitage (V)
Parameters MRM abundance threshoid 100 o
D [ Nebulizer (psi)
Autotune Mass P [ GasFiow (L/min)
Maximum number of product ions 2 v D [ sheath Gas Fiow (L/min)
[ Product ion low m/z cut-off D [ Nozle Voitage (v)
h Excluded mass
2
( Mass Type
5.

o a v 9
N1YUA Compound parameters Taonantaoni1iIUe Parameters (Fragmentor 1AL /130

[ Y
Collision Energy) Nd04n15 Optimize 39UMIAIMUATINEAE Step Size

)
Compound parameters

Fragmentor (V)
From | 70

To 150 StepSize 10 |

@® Optimize from defined range

O Optimize from method setpoint Step size: | 1
Vi Collision Energy

From 0

To 36 Step Size 4

@ Find product ions from defined range
O Optimize from defined range

O Optimize from method setpoint Step size:

Precursor abundance threshold | 5000

Product ion abundance threshold | 500

MRM abundance threshold 100
Mass
Maximum number of productions 3 ¥

Product ion low m/z cut-off | 50
Excluded mass

=

Mass Type
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° a { 9 { v .. 1
6. N1YUA Source parameters TaonaniaeniyiIto Parameters NADINTT Optimize %Y Gas
. . S &
Temperature, Sheath Gas Temperature, Capillary Voltage {1¢ Nebulizer 1WA 59N

MU UABINAL Step Size

Source parameters Change optimization order | T | | ]

[ Determine parameter range from method source setpoints

4 Gas Temperature (°C)

Pre-wait (min) | 30 Replicate(s) 1 Step Wait (min) | 20

| From 300 To | 350 Step Size | 10 |

4 Sheath Gas Temperature (°C)

-

Pre-wait (min) 30 Replicate(s) Step Wait (min) 20

From 350 To 400 Step Size | 10
4 Capillary Voltage (V)
Pre-wait (min) 0 Replicate(s) 1 Step Wait (min)
q7 From | 3600 To | 4400 Step Size | 200

4 Nebulizer (psi)

Pre-wait (min) 0 Replicate(s) 1 Step Wait (min) 0
From 33 To 37 Step Size 1
4 Gas Flow (L/min)
Pre-wait (min) 0 Replicate(s) 1 Step Wait (min) 0
From 9 To 11 Step Size | 0.5

4 Sheath Gas Flow (L/min)

-

Pre-wait (min) 0 Replicate(s) Step Wait (min) 0

From 95 To 12 Step Size 0.5
4 [ Nozzle Voltage (V)
Pre-wait (min) Replicate(s) Step Wait (min)

174 From To Step Size

Recommend range §1% UMM Optimization

Type Pre-Wait Replicates Step Wait From To Step Size
(min) (min)
Capillary 0 1 0 1000 6000 500
Nozzle Voltage 0 1 0 0 2000 500
Drying Gas Temp 20 2 10 150 350 50
Drying Gas Flow 0 1 0 Non-funnel Non-funnel 1
10 13
Funnel Funnel
17 20
Sheath Gas Temp 20 2 10 150 400 50
Sheath Gas Flow 0 1 0 10 12 1
Nebulizer 0 1 0 25 60 5
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7. Click N1 Method Optimizer tab INUUADN optimization modes JEY
d . . o v
- Automated 1JJ4N13 Run Compound and Source Optimization HUUOR TUUA
<3| .
- Guided 1JJ4N13 Run Compound 1182/130 Source Optimization

9
NUUNA Next

Instrument Status Chromatogram Plot Worklist
Method Editor Actuals Method Optimizer

Sample Run Spectrum dMRM Method Split

Method Optimizer x

What type of optimization do you wish to perform?

Select one of the optimization modes
Guided "

Awtometed The user is guided through a series of steps to optimize a method.
A systematic pause for user input and data review i each major phase of

‘o Creates the most suitable MRM transitions from & list of chemical formulas o precursor ions
 Optimizes and fine-tunes MRM specific parameters

o Optimizes and fine-Tunes on SOUICE 3nd fronT-end ion OPTICS ParAMELers
* Optionally updates compound and method database

Review results Next

dMRM Method Split ~ Worklist ~ Sample Run

8. 9¥1) Data File Path, MRM database name, Acquisition method, Sample position, Injection

Y
volume H81¢ Injection type IMNUUNA Next

Method Optimizer
Data File Path

Io Projects\G6475A Training_Nov3\Data I

Select MRM Database or enter a new database name
| $D_110922 M I

O 6o to Standby after optimization Save to MRM Database

Status

x
Methods =
Acquisition method  Sample position  Injection volume Pl Scaled I Vol Injection type Status Action
Optimization »  SD_MRMoptm 1 05 5 Infection with colum ~ Ready
100%
Remamning

Cancel | Next
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4 ° a J Qy % o Yy .. . ..
9. eMIlngaieau Feemsadaunalanin Status Loy Optimization Remaining =
0% 1A5099zIMsaaInaasuaalugilaiuas

- Compound and source parameters Mldnms optimized 3¢ YN save 119 method

S a A

- lunsainaaniasn Save to MRM Database f11 Optimized compounds ﬂ%gﬂ5WL@@ﬁ

database ﬁ) 8

Method Optimizer
Data File Path

Select MRM Database or enter a new database name
SD_110922 N

ndby after optimization  [¢] Save to MRM Database

Status
Sa;:?apﬁmizafmn is finished. Method acquisition table is updated, and the method is
sa

x
Methods
Optimization
0% -
Pemaisicg Acquisitionmethod  Samie position  Injection volume PI Scaled Inj Vol Injection type Stats Action
b SD_MRMopl_110915 1 05 5 Injection with colum ~  Completed Report

- Click N Review results LWd’e)@l'i AEGEIGEG Compound Optimization

5 SD_MRM4_1109173607.m

m SIM lons

Product Compoundname  Mass (m/z) MS1res Dwell(ms) Fragmentor(V) Polarity
e Sufachioropyridszine 265 it s 100 Postive
Suadimethorine 3111 unt s 123 Postive
Sufamethazine 156 2791 unt s 123 Postive
Sulfamethozine 280 2791 it 5 130 Postive
Sulfamethzol 5 5 MRM4_1109173607.m
Fragmentor
Product Scans
g Product Compound name | Precursor lon (m/2) | Polarity
al 2] CE Sulfachloropyridazine 285 | 5 SO.MRM41103173607.m
. Sufsdimethoxine 3111 [ Fragmentor
2 T i
Sufamethazine 1.56 2791 |, .~ MRMTransitions
09 RS roduct Precursorlon (ma)  MSTres Productlon {mis) MS2res CE(V) CAV(Y) Dwell(ms) Fragmentor (V) Polsrity
e a Sulfachioropyridazine 285 Unt 1559 wa 1S s 100 Positive
.- Sulfamethizole a7 L sitacnonppdasine 265 Unt 108 it 20 s 5 100 Postive
. Sufedmebosine 3111 vt 158 we s s s Posive
w0 Sufadmetrorine 3111 wit 18 w2 s s w Fostive
Spectrum Sulfachloropyf Sufamethazine 156 2791 Unit 186 Ut 15 S s ity Positve
S Sufamethazine 156 2791 vt 12 T = Posve
K;c 3 Sufamethazine 280 2791 Unt w0 s s 130 Posiive
’ Sufomethaine 280 2191 vt w5 we 105 s 0 Posiive
N Sitamethaoe 1 o I 0 Foste
Sitametizole 71 [ wt w5 s 10 Posive
ot—rt .
0 80 10] lon Profile
CE=20 Suachioropyridazine 285 -> 155.9) () Seected | CEQ)  Abundance Raio
i e T 3 ema
N T
| | s 7 -2 @ n o masor
1% | | s e
3 w1 s w
Pro
3 m =
Abundance Ratio vs CE (V)

- Click Finish 119990910 Method Optimizer
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Optirrizer Report
Optimizer Report
LC/TQ Method Optimizer Report
Source Optimization
Method Name SD_MRMopt_1108151737.m
Instrument Summary Optimization Mode Averape EIC
Model AT o
Date 1182022 24424 PM
SWIFW Version 8138
‘Senal Number 5622225002
Method Name 'SD_MRMopt_1109151737.m G ' v 3600 20 2600 4400 B4TT15.3 o o o
4
Capary Veitage (+)
Fragmertor Range (V) From T0to 120; Stepsize 10 —
Product lon CE Range (V) From D to 20; Stepsize 4 3
CE Range (V) Fromato
MRM Tabie
Compound Name Precion MS1 Prodion M2 CE CAV el Pol RT Wi
e e T e Re 0 ) i) (i) ~
Sufadmetoine 31 Une 10 1580 Umt 20 5 5 Pes 00 000 a0 o 3
Sufatmetaine A1 um @ 20 e 20 5 5 P 0m 00 \ /\
A /
A /
Compound Detail ‘\\ /
Prec lon (mz) 314 o N/
Fragmentor (V) Profle CE (v) Profie Pro lon Spactrum ‘\ /
£
- s w0000
i - i 2000
|
- y o e o s dm dm e
- ~ . Capiteyvomse 4405
e — pree

Lo ) 74 . A o
- Method Optimizer 2 d319 1N a5 ¥0 method name_datetime 14 Data path Avua 3y

Method Optimizer

Method Optimizer
Data File Path
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1. A@n File > Open Data File #50 Aanh lonou & et lvld
2. 1800 data file(s) NApIN51TA
3. Aantaen Load results method 3819 Use current method 910 Options %4 Use current

I~ VoA
method 321 uATUAY

B Open Data File X
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Delete this footer text orreplace it only with legally-required country information. No other marks or text should be placed on stationery. Required information and
marks, applicable to most European and some Asia countries, can be found in the Agilent Required Footer Information Matrix.



http://marketing.agilent.com/brand/office_footer.shtml

Agilent

A chromatogram Resuits x

2o QYW ¥ 54 0C5 v IALXELS %% %HE A & Mnees -8

x102 |+ESITIC MRM (= -> =) SulfamixMRM_20 d
14

—o|

105
1
0.85.
0s
085
0s
075
07
065
0s

01 02 03 04 05 06 07 08 09 1 ™M 12 13 14 15 16 17 18 18 2z 21 22 23 24
Counts (%) vs. Acquisition Time (min)

NITVYIRYVUIAUDN chromatograms LT spectra TagMIVeNBUUAINY X LAY y

a Y J ¥ A dAdy A &
o AanuazaIn NIy IMasouAquNUNNABINTVNY ITUdAINaNITIAD N8I
4 4 o Iy v
AseUMUALY @I lanudesns
o Aan & Uu toolbar tWo1¥ Chromatogram 8¢ luTnua Autoscale y-axis #A491N11IN15Ve10
Y
1an
a Y J A g Yy v A
e AANUAZAN LNNTNUN DUINEA VOIUNY x oI umsvensanave Ny 11N 1o
anadla
a Y A g Yy Y A
e AANUAZAN LNNTNUN DUTINEG VOIUNY y oI umsvensainaveauny 11Hn e ¥3e

anadld

To zoom out

A Y [ A & . .
N 111 zoom out 11 31nAVINN THNA autoscale N3 x-axis WA y-axis

D)

o fl

'
[ =

: Y
N #1110 zoom out M 31Una1INN THUA autoscale Tuunu x

°
)
D)

a A Y [ ~
o AN & 1o zoom out 1M 31na1UINNTHNA autoscale Tunny y
1 Y
o AON MIN0sNANNTUNIOATIAEA
o Double-click Nunu x I uAUAa VNN THYA autoscale TunU x

e Double-click Nunu yl¥unundumilviua autoscale Tuunu y

Delete this footer text orreplace it only with legally-required country information. No other marks or text should be placed on stationery. Required information and
marks, applicable to most European and some Asia countries, can be found in the Agilent Required Footer Information Matrix.



http://marketing.agilent.com/brand/office_footer.shtml

Agilent

A dqya
ﬂ1§ﬁ1wuﬂ1ﬂ7‘|ﬂ6‘lﬂ\‘] chromatogram
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2. aemaee) 141U integrate Tag 117 Method Editor Explorer a431) 9z1/51nguuya1eah

9
1¥@9A1N5 integrate

[ Method Editor: Integrate (MS/MS) =
G0 @B 9™ - (B Integrate Chromatogram ~

= Method Automation A Integrator  Suitabity Peak Fiters Resuls

Workflow o ﬂ!ﬂol’oe&edioﬂ .

Additional Chromatograms A (Gener v A

Reports 1] Options

Export Delector

Pointsampling: | 1] Start threshold:
[ Smoothing Stop threshold:

= Chromatograms

[otcgrote MS/MS) 4 Filtering:  |5pont v/ Pesk location: | Top @
Smooth . '
Exclude Mass(es)

Baseline reset >
Calculate Signal-to-Moise

If either edge < 00| %
Extraction Data Format _
Adjust Delay Time then: (O Drop else tangent skim

(® Tangent skim else drop

Spectra A
Export A

4 Data Navigator

[ Sot by Data Fie
(= SulfamixMRM_20d
[ [y Chromatograms

o TR
[ Spectra
+ [[] Background Spectra
[] Compounds

3. 1@en Chromatogram 10413 910 Data Navigator
. . o Y A ad . 9 Y [V dy
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o 1@9nN Chromatograms Menu i Chromatogram > Integrate Chromatogram 130

Integrate and Extract Peak Spectra | Houanaser

[ Sort by Data File
= SuamxMRM_20d
= i Chromatograms

v A [ETICMRM (5

Spectra Assign Random Colors

Background Spectra &Y Choose Defined Color »

Compounds Show in Highlighted Samplels) »
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Expand Rows
Extract Peak Spectrum
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Extract Additional Chromatograms
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Subtract Any Chromatogram
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o 1ABNIN Chromatogram Results Shortcut Menu T ﬂaﬂ‘ll’nﬁ WA
Chromatogram Results > Integrate Chromatogram W30 Integrate and Extract Peak
Spectra

o 129NN Data Navigator User Chromatograms Shortcut Menu JEY ﬂaﬂﬂl’l”l‘ﬁ
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Peak Spectra

o 1A8A91A Method Editor toolbar TASAANE. 11l® integrate A1 Iddas 15

= Chromatogram > Integrate (MS)
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M3UUNN method parameters €14130 118114 1111614 the Method Editor

v =R

I
UNNY current method:

o fan Method > Save Method.
o fan Save Method 11 Method Editor shortcut menu.

o fan Save Method 311 the Method Editor toolbar.
ﬁ%}N method 1413:

1. 11lantha1e Save Method
o Aan Method > Save Method As.
o fAan Save Method 11 the Method Editor shortcut menu 10 default method 9 nlvian
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a A o =R
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Smooth a chromatogram
a a { 4 = 4
1. A@n File > Open Data File #50 Aanh lonou & et lvld
2. 1@on Chromatogram > Smooth chromatogram 911 LL“I/]‘]JL?JE} 130 1111619 Method Editor

k2 v
3. 180NAIAINTS smoothing 11d04n15 910 Method Editor

[ Method Editor: Smooth Chromatogram

& E@mE 9™~ - ® SmoothChromatogram ~

(= Method Automation

Smoothing function: [ Gaussian ¥
Workflow [} 5 5 .
Fucionwish [ 18] pans
Additional Chromatograms A . ; .
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Export

= Chromatograms

Integrate (MS/MS) A
Smooth

Exclude Mass(es)

Calculate Signal-to-Noise
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Adjust Delay Time
Spectra
# Export A
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4. 91ANTNA1S Data Navigator I highlight chromatogram N@09n13 smooth.
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Y
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Calculate signal-to-noise

5} Method Editor: Calculate Signal-to-Noise
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(= Method Automation
Workflow

Additional Chromatograms
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Export

=l Chromatograms
Integrate (MS/MS)

Smoaoth

Exclude Mass(es)

Calculate Signal-to-Noise
Extraction Data Format
Adjust Delay Time

1= Spectra

Extract (M3/MS)
Decorwolute: Resolved Isotope
Extraction Data Format

1= Export

MGF Options

L]
A
L]

Signal measurement

Signal gefnor:
MNoise measurement
Noise definition: Peak4o-Peak v X 1

Minimum assigned noise value:

(@) Default value for B.0B.00 through current release
O Value for B.O7.00 and prior releases

() Custom

(®) Automatic noise region detection

Desired length: min
Minimum length: min

() Specific naise regions
min
Type time ranges separated by commas. For example 1-2, 4-5

[] futomstically compute when chromatograms are integrated

Aa A A 4 = 4
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Y A Ay
4. (MINADINIT) LADN report template NADINIT
1. Analysis Report
2. Compound Report
3. Qualitative Method Report
4. Acquisition Method Report
A . . A A g
5. fan File > Print L“W’e’]Tnmiw3JW‘§18NTHG]13J§‘1JLL‘]J‘]_I‘VW]ENﬂ”l'i
[ Agilent MassHunter Qualitative Analysis 10.0 - Default-LCMS.m

File |Launch Edit View Find Identify Spectra Chromatograms Method Actions

Z3 Open DataFile... Cr+0 M~ @‘ﬁ b JES Am‘m_‘l% 1

| $3 Refresh Data File l
[l SaveResults Ctrl+S
3 Close DataFile
Close All } Acquisition
) J Print » &3 Workflow Report... Ctrl+P B
Export » Custom Report... I
[ it Qualitative Method Report... b
A Data Navigator LC/MS Acquisition Method Report... i

9 = o 1 [ Aas Y
6. ‘I’ﬂﬂ@]@ﬂﬂTiﬂuﬂﬂﬂWiﬂ”lﬁuﬂﬂiﬁ"N“‘]ﬂlU'J‘ﬁ Gl‘l’i Save method parameters.
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Agilent MassHunter Quantitative Analysis software

Quantitati...

Agilent MassHunter Quantitative Analysis (for QQQ)
Help

Queue Viewer

Edit Report Method

Report Editing
Batch Table

Sample: A v  Sample Type Compound: > 1510 &8 8 m - =
Sample |
@ [ [Neme] DataFile | Type| Level [ Acq. Date-Time [ Acq Method File [Dil |
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Lﬂuﬂ;ﬂﬁ’aadn (Batch) ud1h llsunadie33nsAiuiana (Quantitation Method)

97T M UM MassHunter Quahtatlve Analysis mm‘imm”lﬂiﬂﬂ"lﬂwwm Control
Panel < ll‘]J‘VI Project tab < 1@on Project < nan Qualitative Analysis icon

3 TQ- Control Panel ? - o0 x
MANAGEMENT
y X N [E/‘ O [E] Acq Audit Trail Viewerv
o ms [ Map File Generatorv
Create  Edit  Delete Refresh |  BioConfim Sequence Quantitative Report 0A
v Project  Project AN - Manager v Analysis v Builder v Reprocessorv [ Import Acq Filesv
Projects and Groups BioConfirm Quantitative Analysis Report Builder | LC/MS Acquisition Tools Data Analysis
Projects || TQ
41§ Projects Properties | MassHunter Workstation
[ Bioconfirm
Name: TQ
£ Millennium Farm
Project folder path: | C:\CDSProjects\TQ
[ TEST
Description:
o TESTTQ
4 Details

Project Id: 55

Created: 2023-07-06 18:37:10+07:00
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Modified by: | SYSTEM
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7158519 Batch

Y 1 ]
1. 1@®n File > New Batch 921/51n0#¥11@19 New Batch uan 1o 1¥a313 &o Batch lvii Tag
4 v

J dy Y A . Y a JA A Y 3 a
NUUIAN WU Glﬁulﬂﬂﬂf’éli File name UAIWUNLD NABDINIT 31NUU AN Create

@ New Batch I X
Lookn:l SuffaDrugs v“ Q2@
[3] New Batch New Batch "
* Name ~ | Analysis Fie Data Ve..
Ch Open Batch il This PC QuantResults
Quick access Sulfa_SIM60.d
Z Sulfa_SIM80.d
Sulfa_SIM100.d
Desktop Sulfa_SIM140.d
- Sulfa_SIM180.d
" Sulfa_SIM220.d
Libraries sulfamix01.d
SulfamixMRM_10.d
h SulfamixMRM_15.d
User Information This PC SulfamixMRM_20.d .
i) About Quantitative Analysis 1 < > < >
: 4 | Fiename: v [[ceae |
= Network
Files of type: Batch Files (" batch bin) v Cancel
Help

9 9 ]
2. 9ntiu 921510y nie19 Add Samples Y1 11@0n Data file Ad09015 1411 Batch Tag

Y . vq 9 a oA . 4
NINADINIILADN 1A Data File 19 190 15naulunusin Shift w3eo Ctrl iterielunisidon

‘Vﬁ’é) Select All

Add Samples

Batch Folder: e

\QaQ

File name.
sufamix01 d
SuFamxMRM_104
SuffamixMRM_15.d

Sulfa Drug Mix - 10ppm
Suffamix MRM
Sulfamix MRM

SufamixMRM_20d

SuffamixMRM_25 d
SuffamixMRM_30.d
SuffamixMRM_35 d
SulfamixP|_15.d

Sulfamix MRM
Sulfamix MRM
Sulfamix MRM
Sulfamix MRM

Sulfamix Pl Scan

Acq
Date-Time

Browse to Copy

Samples

Transiate MSWS Samples..

Translate OpenLab Samples...

Select Al

Ch

Method

0

Quantitate v Clear Resuits

Agilent MassHunter Quantitative Analysis (for QQQ) - sulf

E"

Library §

Catibration Cueue Viewer  Lbrary
open Quantiate Generate
Batch Batchv  Integrate v Report  Edit Report Method Query
Bareh Anatyze Report
Batch Table
i Sample: A Sufamix - 10ppm |\ sample Type: [<an *| compound: ¢
Sample ‘
@ [*] Neme DatoFile | Type | Level [Acq DoteTime| Acq.MethodFile | Dil
v Suffamiz - 10ppm Sulfo_SIM80.d Sample sulfomixSIMB0.m 10
I Sulfamix - 10ppm Sulfa_SIM60.d Sample sulfamixSIM60.m 1.0
— Sulfamix - 10ppm Sufa_SIM220d  Sample suffamixSIM220m 1.0
Suffamiz - 10ppm Sulfo_SIM1S0d  Semple sulfomixSIM180m 10
Suffamis - 10ppm Sulfo_SIM140d  Semple sulfomizSIM140m 10
B Sulfamix - 10ppm Sufa_SIM100d  Somple suffemixSIM100m 1.0
B Suffamix PI Scan SufomixPl 454 Somple sulfomix PL4sm 10
7 Sulfamix P1 Scan SulfamixPl 304 Sample sulfamix PI30m 10
— Sulfamizx P1 Scan SulfamixP|_ 154 Sample sulfamix PI_15m 10
Compound Information - o Calibration
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Msa319EMIMMIUNIUTINA (Quantitation Method)
1. Lﬁ@ﬂmy} Method > New > 1380 New method from Acquired MRM Data 130 1290 New

method from Acquired Scan Data %30 1890 New Method using Manual Setup

[C] ARIEIIL IVIGSSTIUNLET QUaULEUVE ATYSE (1U1 WUW) = dull

Home View Method Tools

v Update v

New Method from Acquired MRM Data | Method Setup Tasks
New Method from Acquired Scan Data

New Method from Acquired Scan Data with Library Search v Compound: <
New Method from Acquired Chromatographic Data
New Method using Manual Setup
New method from fibrary - GC | Level lAcq Date-Time ’ Acq. Method File Dil
New method from library - LC sutfamxSIM30.m 10
o o e T sulfamixSIM60.m 1.0
= = —— sulfamixSIM220.m 1.0
il g ) Sample sulfamixSIM180.m 1.0
— New Method from Acquired MRM Data
| § Sample sulfamixSIM140.m 1.0
< New Method from Acquired MRM Data Sample sulfamixSIM100.m 1.0
I Surmarma T rocan wurarmar—rod Sample sulfamix_P1_45.m 1.0
Il Sulfamix Pl Scan SulfamixPI_30.d Sample sulfamix_PI_30.m 1.0
: Sulfamix Pl Scan SulfamixPI_15.d Sample sulfamix_PI_15.m 1.0

4 1 4 s ) A o
2. 1iletaen Method 1Aud1 azils1nguinaraieaon TWangthinadaisnmsdium Tag

o A A s Aa Y
‘Viﬁﬂ1Uﬂ1iLaflﬂ%%taﬂﬂ”h/\lﬁﬂlﬂua"ﬁu'}ﬁiﬁ'}uwi]ﬂ’ﬂméll

9 a?ll dy c& Y
WIUGIGA NN 1NOANNTALIY
9 d' 9 o 1 1l
YoUBYaN Il uMImMuAA 19

o A s Y Y Y oa/’ (L & A v 9
3. mNmmaaﬂ"hdawﬁmmmm%ﬂimaﬁmmﬁ5114mammmm BT UNIUBDLYN

AN UN 1N Navigator Menu (Method Tasks)

g Agilent MassHunter Quantitative Analysis (for 0QQ) - [New Method] ? - 0 X%
Home
/ ‘ ﬂtl Append v [% Method Report | Method Setup Tasks v Advanced Tasks v t (] Library Method
CLd v  Velidate Manual Setup Tasks ¥ Update » - ) Setup Reference Library
Save As (T3 Bxit Outlier Setup Tasks v  Calibration Curve ¥ Setup Reference Pattem Library
Method Method Setup Tasks Library
Method Tasks ~+ » % Method Table L e
P New /Open Method :; Time Segment: | <AI> * > compound: v| D ResetTable View
b Workflow Sample
Name ‘ Data File J Type ‘ Level | Acq. Method File ‘ Acq. Date-Time ‘
4 Method Setup Tasks
e ¥ SulfamixMR- SulfamixMR.
f{ MRM Compound Setup Quantifier ‘
Retention Time Setup Name A| T5 | Transition | Scan | Type ‘
ISTD Setup Compound_1 1 311.0 -> 185... MRM Target
Concentration Setup Compound_2 1 2850 -> 155 MRM Target
279.0 -> 185.
Qualifier Setup | Compound_3 1 > MRM Target
Compound_4 1 271.0 > 155.. MRM Target
Calibration Curve Setup _
[# Globals Setup
4 Save [ Exit N
Sample Information - 2 X
Epvalidate 2 et Ky M| AN v signal: | <Nome> = Max# of panes: 2 v ENE |
~TIC MRM (~ > =) SulfamixMRM_10.9
Save As... (2] x’.L\“{ [u:f
Edexit 01 02 03 04 05 06 07 08 09 1 11 12 13 14 15 16 17 18 19 2 21 22 23 24
Acquisition Time (min)

b Manual Setup Tasks

Compound Information . oy
b Outlier Setup Tasks P X
2ot AL Ay YA E
b Advanced Tasks
Chromatogram
x10
08
0§
04
02
0 T T T T T T T T T T T T T T T T T T
005 01 015 02 025 03 035 04 045 05 055 06 065 0. 0/5 08 085 09 095

4 Compounds (4 total) 0 ISTD (0 total) | AGILENT\nantapho
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4. Aan@en MRM Compound Setup 910 Method Setup Task (W0%1013097A1 MRM 1ag

T1lsun31921800 Precursor Ion, Product on, ¥HAV84 Ion (Type) 1 on Tula Tasaziden

9
NNATYUI (Response) U 13071 RT U

' o 9 a A . A o (Y 09/1 9
GL“Pill mmmm"lﬂ Iﬂﬂﬂﬁﬂlﬁ@ﬂ 910 List Ion 'I/I'I/Hﬂ"lﬁﬂﬁ')ﬁ]’)ﬂ‘i/l\iﬂuﬂulﬂ

ISY=U

nimdyanugage LAnINABINITIABN Ton

Method Tasks  + x
P New / Open Method

Method Table

Time Segment: ¢ | <All>

v > Compound: { Compound, <~

> Reset Table View

b Workflow Sample
P Neme | DetaFile | Type | Level | Acq MethodFile | Acq. DateTime |
| /£ MRM Compound Setup | Quantifier
Retention Time Setup Name A‘ s | Transition | Scan [ Type [ Precursor lon [ Product lon RT lon Polarity
ISTD Setup '_J Compound_1 1 311.0 -> 155 MRM Target 311_0 155.7 2.213 Positive
Concentration Setup [ Compound_2 1 2850 > 155.. MRM Target [2n0 155.7 0.833 Positive
Compound_3 1 2790 -> 185 . MRM Target 2790 1857 1.190 Positive
Qualifier Setup — |285.0
[ compound_4 12710 > 155 MRM Target e 1558 0445 Positive

Calibration Curve Setup

# Globals Setup

[ A
5. AAnLA®N Retention Time Setup 910 Method Setup Tasks {NB¥1111504A1 Retention Time

Tilsunsuazhmsiden]d Taedn Twlid Farmnwuan RT #ldsunsuasn i ligndea f1%

Y 9 9 Y o & Aa o Y} o Y &
aunsoun lyldgndeld Tasauiandniyes RT vo9 a15ndean1sun |9 &

{y ¥ ) 9 y v 3
Chromatogram 9Z4td@A4n W 8 RT N Ididen 13amdeyan1avn Data file 1iuq

Method Tasks + &
P New /Open Method

Method Table

Time Segment: {  <All>

v > Compound: { Compound ~

D ResetTable Vi

iew

b Workflow Sample |
Neme | DaotaFile | Type | Level | Acq MethodFile | Acq.DateTime |
Task
A Method sstup Tasks SulfemixMR___ SulfmixMR
f{ MRM Compound Setu Quontifier l
[ etention Time setup Name A TS [ Tmnson | Scan | Type | RT | LeftRTDelta | RightRTDelta RTDeltaUnits |
ISTD Setup » Compound_1 1 311.0 > 155 MRM Target | 2213 1.000 1.000 Minutes
Concentration Setup | Compound_2 1 285.0 -> 155.. MRM Target 0.833 1.000 1.000 Minutes
Qualifier Setup {8 Compound_3 1 279.0 -> 185.. MRM Target 1.190 1.000 1.000 Minutes
[ Compound_4 12710 > 155 MRM Target 0.445 1.000 1.000 Minutes

Calibration Curve Setup

# Globals Setup

1 9
6. Tunsdimuiauunly ISTD 1¥naniden ISTD Setup 910 Method Setup Tasks LW9¥1101304

A1 Internal Standard (ISTD) %1084 11 180msmvuaasiily ISTD dauanmsaan Ju

Y v b4
Acquisition Method insnasa laiuyil Taeidonasiia (Type) ¥04 Internal Compound

(1)1 ISTD 91n17uAAN Check Box 114 ISTD Flag 11a¢ Type 11 Compound 1) 1aeniif

1 y ~ 3 = ° '
Target 901Nz Foasnaz1dilu 1STD Adosms ldmuiudie oz ldanududuves

ISTD
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Method Tasks

Method Table

- & X - X
b New /Open Method i Time Segment: | <all> v > Ccompound: { DD * > ResetTable View
b Workflow Sample
Name | Datafile | Type | Level | Acg MethodFile | Acq Date-Time
Meth: T:
4 LEEREIIES SulfamixMR.. SulfamuxMR..
A{ MRM Compound Setup Quantifior
Retention Time Setup | Neme 4] TS [ Transion | Scan | Type | ISTDCompoundName | ISTDFlag | ISTDConc. | Time Reference Flag
| ISTD Setup ] T aA 7 311.0 > 155 MRM Target <None> [m] a
Concentration Setup | B8 1 285.0 -» 155... MRM Target <None> O O
Qualifier Setup {_cc 1 279.0 -> 185.. MRM Target <None> O O
» DD 1 271.0 -> 155... MRM <None> = m]
Calibration Curve Setup _
[# Globals Setup
b Surrogate >
2 Ean)/E Camnla InfAarmatian Matrx Spike - ws
............... A e .
b New /Open Method i Time Segment: | <all> *| > compouna: & cC v > ResetTable View
P Workflow Sample
Neme | Datafile | Type | Level | Acq MethodFile | Acg Date-Time
Meth: T:
2 s s SulfamixMR_ SulfamiMR..
A MRM Compound Setup Quantifier
Retention Time Setup Name 4] TS | Transon | Scan |  Type | ISTDCompoundName | ISTDFlag | ISTDConc. | Time Reference Flac
| Issetup [ AA 7 3110 > 155_ MRM Target DD ] [}
Concentration Setup BB 1 2850 -> 155.. MRM Target DD a O
Qualifier Setup i cC 12790 -» 185... MRM z' Target L2 S o ]
DD 1 271.0 - 155.. MRM ISTD <None> =) O
Calibration Curve Setup
[# Globals Setup
< >

a . § 4 d Y
AANLADN Concentration Setup 911 Method Setup Tasks ehMsaea AT UYeIas

. Y I
1173314 (Concentration Setup) WO A3 Calibration curve 19g

Method Tasks + 3 x Method Table g
D New / Open Method Time Segment: {  <AI> v > Compound: { AA v ) ResetTableView ::Level Name Prefix HofLevels: 3 Create Levels
D Workflow Sample |
Name DataFile | Type | Level | Acq MethodFile | Acq DateTime
4 Mathod Seip et [ SuffomixMR__ SulfemixMR
A MRM Compound Setup Cuntifior
Retnton Tine Sy, Neme 4] TS [ Tmnsion | Scan | Type | Units | Dil. High Conc. |
STD Setup > AA 13110 > 155 MRM Target ng/ml
[ concentration setup ] ) 12850 > 155 MRM Target ng/ml
Quikersep. | [ cc 12790 > 185 MRM Torget ng/mi
oD 1 271.0 > 155 MRM 1STD ng/mi
Calibration Curve Setup =
[ Globals Setup
4 Save /Exit
' '
:1 1 Y 9 A = Gl ! . .
a. ammmmmumqwqﬂm U¥D Dil. High Conc.

Method Table

;;'nmeSegmem: £ <A * > Compound: { AR *| D ResetTable View - Level Name Prefix: #of Lavels: | 3
Sample
Name DataFile | Type | Level | AcqMethodFile | Acq DateTime
| SulfamixMR.. SulfamixMR..
Quantifier —_—
Name | TS [ Tmnson | Scan | Type | Units Dil HighConc. | Dl
[P AA 1 311.0 > 155.. MRM Target ng/ml 100.0000
BB 12850 > 155.. MRM Target ng/ml 100.0000
I cc 1 279.0 > 185... MRM Target ng/ml 100.0000
oo 12710 > 185 MRM ISTD ng/ml 100.0000
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F4
[ 1 1 o 1 Y 9 o v w
b. Glﬁﬂ'l’f]Gli']ﬁ'll!ﬂ']ﬁﬁ@%ﬁﬂlﬁ)\iﬁﬁllﬂﬁ%ﬂ?ﬂ‘ﬂ LHU mmmmum@mmﬁ 100, 50, 25

@ g’/ Y ] A I I 9
AIUUNITNIDNATIDAITIAIUNITIIDIN %L‘]Ju 1:2 L‘]_Iu@]u

Method iable

i Time Segment: { | <AI> v > Compound: { AA v ) ResetTableView ::Level Name Prefix #ofLevels: | 3 Create Levels
Sample
Name I Data File I Type | Level | Acq. Method File | Acq. Date-Time
SulfamixMR.. SulfamixMR
Quantifier ]
Name | TS I Transition I Scan I Type I Units Dil. High Conc Dil. Pattem V‘
> AA 1 311.0 > 155.. MRM Target ng/ml 100.0000 v
[ BB 1 285.0 -> 155.. MRM Target ng/ml 100.0000 j1:2
Il cc 1 2790 -> 185.. MRM Target ng/ml 100.0000 ji:2
oo 1 271.0 > 155.. MRM ISTD ng/ml 100.0000 f1-2

c. 1@9112U Calibration level 7 ¥04 Create Level Llaznan Create Levels

Method lable r I
Time Segment: | <All> * > Compound: { AA * D ResetTable View Level Name Prefix #oflLevels: 3 Create Levels

Sample
Name | Data File ‘ Type | Level ‘ Acq. Method File Acq. Date-Time

d. WInApIMIfMKuan1 Dil. High Conc. 11iaufiunns Compound 130 Dil. Pattern

a o { 9 J Yy 9 .
FNI0AANVNNTFIN IanTona1 ud 1hen Fill Down

—_
Quantifier Remove Column
Name s ‘ Transition ‘ Scan Type | Units ‘ Dil. High Conc. Restore Default Columns
|» BB 1 2850 -» 155... MRM Target ng/ml 0004 Auto Fit Columns
cC 1 279.0 > 185... MRM Target ng/ml
a : DD 1 271.0 -> 155 MRM 1STD ng/ml [& Filoown
Calibration Reset Sort
Level I Conc. [ Response l Enable 1
1 1.0000 =] Arrange Compounds By
2 1.0000 = e

Y o & . Y A @ A
e. MINABINITNIHUANITAL Concentration Level Glﬁlﬂu@uﬂunﬂ Compound #1959 U4
A o ¥ A 4 4 A
Compound enxnsataeni 1@ laeaanvy1¥e Compound 1 10N Copy
. . A o 2 Y A =
Calibration Level to i]%ﬂi”lﬂ;]%@ Compound YNHUAVUUT Tiaen Compound N9

T¥anaednuaz Ia Ny asaiy Compound N lamnual3udr
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Calibration |
Level Conc. ] Response | Enable |
Ol 20000 I
[ 2 500000 Add/Remove Columns...
L3 100.0000 Add Column »
Quantifier Remove Column
Name s Transition Restore Default Columns Dil. High Conc
| BB 1 2850 > 155... A Aute Fit Columns 100.0000
cc 1/ 2790 > 185 | § Copy Calibration Levels To x
s oo 12710 > 15 A Fill oown
A Reset Sort
Level Cone. Respon
i 20000 Arrange Compounds By »
L2 1.0000 MNew Compound
3 1.0000
— New Qualifier
Sample Information New Calibration Level
g 15: - Sig I
s et e s [an SN[ ete
+TIC MRM (= > ) SulfsmixMRN_10.d
% x104 Duplicate Compounds
-, ? Swap Qualifier With Quantifier
T . . , Generate Qualifiers from Library - 6C ...
o 02 03 04 ,
Generate Qualifiers from Library - LC ...
Compound Information | | Copy Calibration Levels To... ]
et AL Aav P AL Average Calibration Replicates... =
;MR:;ﬂl‘{Hﬂ—s‘\Sﬁﬂ SulfamexMRM_109 Group By Time Segment
2
B

] 9
AdNLaeN Qualifier Setup 911 Method Setup Tasks 1e¥IN1TAAT Qualifier lon Ia gA1N19)

A A A Yo wa 1 9 A oMY A A1 Ay
‘ﬂﬂi'lﬂalﬂﬁﬂﬂﬂglﬁﬂﬂiﬂﬂﬁiuuﬂ Lm‘Vﬂﬂﬁf’)ﬂfﬂilﬂﬁﬂuﬁﬁﬂiﬂﬂ’]llﬂﬂﬁﬂﬂsﬁﬂﬂﬂﬂﬂﬂﬂTi

v Y o v v
Llﬂulsll LLﬁ’J‘VI"IﬂWiLLﬂUl"lJGniJ@]i’NﬂWi

Method Tasks - X Method Table
b New /Open Method i Time Segment: {  <AI> v > Compound: £ AA *| D ResetTebleView ::Level Name Prefix soflevels 3 Creste Levels
b Workflow Sample
Neme | DataFle | Type | Level | AcqMethodFile | Acq DeteTime |
2 B s SulfomixMR.._ SulfamixMR
 MRM Compound Setup Quantifier ]
Retznkion Time Setup Name [ 78 | Tmnson | Scen |  Type | Precusorion | Production Uncertainty |
ISTD Setup B AA 1 311.0-> 155.7 MRM Target 3.0 155.7 Relative
Concentration Setup Qualifier
Qualifier Setup Precursorion | Production | Transiion | RelResp. | U | Areo Sum
Calibration Curve Setup [*] 3.0 187.0 200 200 (]
[# Globals Setup Quantifier I
4 Save/Exit Name | s I Transition I Scan | Type | Precursor lon | Product lon Uncertainty I
= BB 1 285.0->155.7 MRM Target 285.0 155.7 Relative
@& validate IOu:lrﬂer
| Precusorion | Production | Trenston | RelResp | Uncersinty | AreaSum |
Save As... =
Ed exit Sample Information

] k2
9. Aantaen Calibration Curve Setup 910 Method Setup Tasks aﬁaﬁwmimmﬂswwmmgm

Id g 1 A ¥
(Calibration Curve Setup) tHUM5AIAHAVD Calibration Curve Faenunsaud lvld Tag

A LA
189N Drop down list Nuaasluaisa

b workflow Sample
Name | Detafile | Type | Level | Acq MethodFile | Acq DateTime |
&) LRI NES SulfamixMR__ SulfemixMR
#{ MRM Compound Setup Quantifier
Retention Time Setup Neme | TS |  Tmmson | Scan | Type | CF | CF Origin CF Weight
ISTD Setup [P AA 1 311.0->155.7 MRM Target Linear Ignore None
Concentration Setup | B8 1 285.0->155.7 MRM Target [NUEET Ignore None
Qualifier setup | cc 127901857 MRM Target |Quadratic Ignore Nene
0D 12710->1558 MRM 1sTD [Power Ignore None
I Calibration Curve Setup I — First order In
Second order In
[ Globals Setup Average of Response Factors
4 Save / Exit
[ validate
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4 o & 1 a Jd 9 Y Y o . 4
10. Lﬁ@‘l/l']ﬂ"li?‘]\iﬂ"l!,!a3(5]5'Jﬁ]ﬁ"é]ﬂﬂ']1/‘|"li'mm@5ﬁ']\‘lc] G'EJ‘IJTE]EJLLEI?I Gl?i“l/l']ﬂ"li Validate Lﬁﬂ

Y R Y 19 o a .
9’]5'3zﬂﬁ@ﬂﬂ?’]llgﬂ@]@ﬂiuﬂ’ﬁﬂﬂﬂ’]llﬂ m%ﬂﬂﬂgwmmwaﬂjm a1 Aan Validate
4 1 i1
ﬁl\iﬁ ﬂ1ﬂWU%ﬂﬁﬂWﬁ’]ﬂ %$ﬂ51ﬂ{]ﬁ1llﬁu\1ﬁlﬂﬂ%ﬂNﬂwa']ﬂ [11! Method Error List !ﬁi’]ﬂaﬂ
A

a 9 A o Y o P4 Aa Yo A
VDAIMUNINAUBDAANA A %3‘1/]']11/iﬂﬁﬂllﬂ!l,ﬂhlsll o ‘q@‘VINﬂWﬁTﬂhlﬂ‘Vlu'ﬂ

A3

50.0000 ||
. Agilent MassHunter Quantitative Analysis X
Retention Time Setup =" tys —
ISTD Setup — | —
| 1
Concentration Setup 9 ; 0 Method validated. No errors or warnings found. —
Qualifier Setup 1at
| Calibration Curve Setup 5 es:
[5 Globals Setup atmemro—roa F
4 Save [ Exit
& Validate ZTIC MRM [~ -> =) SulfamixMRM_10.d
104 T T T T T T T T T T T
xI 01 02 03 04 05 06 07 08 09 1 1.1
Save As... . - .
Agilent MassHunter Quantitative Analysis X
Ed exit
P Manual Setup Tasks ® There are method validation error{s) or warning(s) found. S
1 Please see Method Error List window. Double clicking an error
P Outlier Setup Tasks or warning will navigate you to the problem found.
P Advanced Tasks _—
:
‘
Method Error List
Category Message
o ISTD concentration is undefined
("] Targetand ISTD calibration tables have different numbers of rows
9 Targetand ISTD calibration tables have different numbers of rows

] 1 9 9
1. 1o linuderanaiands Save As iMoTUANNITAIAIA199 11 method INTUAGAN Exit 92
E4 1] Y ' Y
U51ngua 19 uu 1en 1131 A9an15 19 Method Aana121i1u Batch 1 Tda519tiuanud”
' 9 Y a 19 Y a 9 9
#3011 MIndoan1s T adn “Yes” win lideams Tdadn “No” 11ndoan1s 14 method

a a { 4 m ¥ o a { 9
(AAN “Yes”) AGAN “Analyze” 1o 11 laNaMsAIUINAINITNADING
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Method Tasks - X

P New /Open Method

b Workflow

A Method Setup Tasks

AC MRM Compound Setup
Retention Time Setup
ISTD Setup
Concentration Setup
Qualifier Setup
Calibration Curve Setup

[ Globals Setup

4 Save [ Exit

@ validate
Save

P Manual Setup Tasks

Method Table

Time Segment: {  <All> * > compound: { CC - >
Quantifier
Name I L] | Transition Scan
a@{» CC 1 279.0->185.7 MRM
[calibration
L T I I
Apply Method X e
PP =]
.
7 Would you like to apply this method to the batch? 4
L ]
Scan
Yes No Cancel
Addtional batch processing after applying the method
® Analyze ¥| Max
O Quantitate
O Integrate —_—
O None D6

Compound Information

b Outlier Setup Tasks et AL AV COISEAAWLS & Y
+MRM (279.0 -> 185.7) SulfamixMRM_10.d
b Advanced Tasks 8 ind

[

iy o ) v v oY o A
12. Lﬁ@iﬂﬂﬁﬂ’ﬁﬂ’]u?ml!a? ﬁ’]ﬂﬂﬂ\?ﬂ’]il!ﬂul"ll 11U Manual ﬁ’]u’]iﬂﬂ’]ulﬂ Qﬁ

) o Y A v
N UL HINNINIT Integrate LLﬁ’J‘ﬂ$ﬂ‘i1ﬂ§]LﬂifJ\1ﬁll'lﬂ ] iuﬂaanu MI (Manual

*  Manual Integrate Taanaenlonou TR AIRE Integrate 141J1) Manual Tagn1s

Integrate)

Compound Information

- L X
M et AL AV ORLALES RAARAALEL EA
+ MRM (341.0 -> 183.0) Cao_Mix_5_MRM_28Aug_Protectant_01.0 1 santsinsan . snroigag Mix_5_MRM_28Aug_Protectant_01.0
§ "10;_ “ 12641 min. Manual Integration (Ctri+E) 3% 17645 min.
(a3
26 Start/End Manual Integration
244 —
224 224
24 24
1.84 1.84
16 164
144 144
1.24 1.2
14 14
084 0.84
0.6 0.64
044 0.4
024 0.2 ‘J N
0 0 e
024 -0.24
T T T T T T T T T T T T T T T T T T T T
168 17 172 174 176 178 138 182 184 168 17 172 174 176 178 18 182 184
Acquisition Time (min) Acquisition Time (min)
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o Y { o Y v . . Y )
* idendaveyantiinlFain Calibration Curve MINdoINIAATDYA W30 9alavuns 1M
9 4 L4 o g/ 4 a g.’; g’/ Y a {
Tiiaeuand Tilvhgariu azdsingasesnune X Usnugativ nntiuldnaniiya oz

1 = I ' 9 3 A A
WU 1ngaany sznateiluge Tse azaumsiduasanvziaeu ld aunsomu

=

doyanneanoon luda Induining W 1asn Tasiugufed uaeziliing

U

A

/ a Av
IATNTINNY UILIUIANADINIT

Calibration Curve v 2 X
2 e 3 K. & D> Type: Unear v | Origin: Ignore v Weight: None v ac cc
Bromopropylate - 4 Levels, 4 Levels Used, 4 Points, 4 Points Used. 0 QCs
8 X104 | v = 1190688 288831 x + 104.664920
: 6 R"2=0.99%4238
2 R=099382117
2 55 TypelLinear, Origin:ignore, Weight None
o a 9
5 Aavoya/qm
@
45
35
3 ”
4 Level:3
25 Type: Calibration
Conc.: 0.0050
2 Response: 56838
RF: 1137638.0020
15 Cal. Path: C:\MassHunterQuant\Data\QuantE; les\QQQ\Py \Cao_Mix_5_MRM_28Aug_Protectant_01.D
1 J —
05 //ﬂ/
0
T T T T T T T T T T T
0.005 0.01 0.015 0.02 0.025 0.03 0.035 0.04 0.045 0.05
Concentration (ppm)
X 0.00512 Y 6220.876 Processed Cao_Mix_5 Protectant Bromopropylate 9 Samples (9 total) AGILENT\nantapho
Calibration Curve v 3 X
e 3 . & > Type: Lnear ~ | Origin: | Ignore v Weight: None = ac oc
Bromopropylate - 4 Levels, 3 Levels Used. 4 Points. 3 Points Used. 0 QCs
2 x104 | ¥ =1187799.856754 " x - 75.862084
& Ve | R2=099%97116 /
g R =039398558
2 55 TypelLinear, Origin:lgnore, Weight None (.
e« A Level:4
5 Type: Calibration
onc.
45 Response: 30580
. RF: 12231815200
o Cal. Path: C\MassHunterQuantiData\ lelelell ao_Mix_4_MRM_28Aug_Protectant_010
35 \
3
25
2
15 D
Wuvaya/aa
1
05
0
fl) Z)L“rC'S C'(‘ﬂ 0. UI15 3.(‘)2 Z)CEZS 063 0 UI35 D.ID-‘ 0 CL‘S 065
Concentration (ppm)
X0.0253 Y 30441.172 Modified Cao_Mix_5 Protectant Bromopropylate 9 Samples (9 total) AGILENT\nantapho
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13. LﬂJ’t‘)hlﬂNaﬂ'l'iﬂ11!’)mliﬂ‘ﬂi’0EJLLﬁ?IﬁﬂJ'IiOUuulﬂIﬂEJ Laeon LﬁJ“l%l File > Save Batch 139 Save

Batch As

Agilent MassHunter Quantitative Analysis (for QQQ) - Protectants - Cao_Calibration_P

©

New Batch Save Batch As

[} Open Batch i' e W sove

[@) Save Batch ¢ C:\MassHunterQuant\Data\QuantExamples\QQQ\Protectants\
Save Batch As Erowse Name Date modified

[ Close Batch Cao_Garlic_2500ppt_MRM_28Aug_Protectant.D 6/26/2023 5:02:05 PM
Batch Properties Cao_Garlic_25ppb_MRM_28Aug_Protectant.D 6/26/2023 5:02:05 PM
Add Samples Cao_Garlic_500ppt_MRM_28Aug_Protectant.D 6/26/2023 5:02:04 PM
oo Ifomration Cao_Garlic_50ppb_MRM_28Aug_Protectant.D 6/26/2023 5:02:06 PM

@® About Quantitative Analysis Cao_Garlic_Sppb_MRM_28Aug_Protectant.D 6/26/2023 5:02:05 PM
it Cao_Mix_3_MRM_28Aug_Protectant_01.D 6/26/2023 5:02:07 PM

Cao_Mix_4_MRM_28Aug_Protectant_01.D 6/26/2023 5:02:07 PM
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a d
NITNUNIIB9TY (Report)

1. Click N Generate Report

2. isinguihaiaie l¥idens1) Report folder 11az Report method

(2

3. Tun39iAT Report method 11A2nA Choose 1WBLIABA Report method TunTAINES

New 198319 Report method ¥130n@ Edit 1oL 1

= Y 1

1 Y Vv 1
4. lunsdiing New v2iintha 1915109 91n011una Add Template 101800 Report template

' 9
ﬂ@%"ﬂﬂﬂ'ﬁ Had91NUUNA Save & Exit

2 o y 2 gy . )
5. 9nuAan OK Tag Report 9z gnad1eduuaziny lu folder path N5z 13

Agilent MassHunter Quantitative Analysis (for QQQ) - Protectants -

Batch Table e reson [
: Sample: A | Cao_Mix_5 Pratectant v 7 SampieType: <Al ~ Comg L - > B
Sample . £
Generate Report x [ Report Method Edit (Quantitative Analysis)
File FEdit Tools Help
Batch i 2
© Ded|aal9e|a
Baich folder C:\MassHunterQuant \Data\Quant Exampikes\QQQ\Protecta E———
Batch fie: Cao_Calibration_Protectant batch bin @
L || Bowe. |
Report method:
| C:\MassHunterQuant\Data'\Quant Examples\00Q \DrugsCf Abuse \Repod template 1m ||
G =
Samples/Compounds:
[ Al samgles | Choose samples..
3 A conpo o
Generate:
(@ Generate reports now
[ Open report folder after reparts generated
O Gueve report task
| [k | | Cancel

BB 4w === g

T T 1 T
B osen v
4 % Quant » PDF-ReportBuilder > Quant v ©  SearchCuant »
Organize = Mew folder e ™M @
TQThai manual *  Name Date modified Type Sze A
@ OneDrive - Agilen Tm 5/11/2023 10:03 PM File folder
[] Gen_Calibraticn.template 10/25/2022 1:14 PM XML Document
0 This P Gen Complete ESTD template 10/25/2022 1514 PM XML Document
30 Objects [ Gen_Complete_ISTD template 10/25/2022 1:14 PM XML Document
[ Desktop en_GL_Reporttemplate 10/25/2022 1:14 PM XML Document
[5 Documents ] Gen_LIMstemplate 10/25/2022 1:14 PM XML Document
& Downloads [ Gen_MassAccuracy.template 10/25/2022 1:14 PM XML Document
B Music | ] Gen_PositiveHitsOnly.template 10/25/2022 1:14 PM XML Document
B Pict | ] Gen_ResultsSummary_ESTD.template 10/25/2022 1:14 PM XML Document
& Pictures
] Gen_ResultsSummary_ISTD.template 10/25/2022 1:14 PM XML Document
1§ Videos (] Gen_Samples_AboveLOQ.template 10/25/2022 1:14 PM XML Document
5 Windows (C:) [ Gian Samnlac FSTN tarmniste 10759077 114 M YMI Dorumant vE
v < >
File name: | | Template files ("t |
© | Open | Cancel
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11399 LCMS QQQ G6400 series 1193614

N8

g
I
" '.l I‘l‘l I.I

NI RRL AR I

4
4
Z
Z
Z
Z
%
%
%
%
%
7

X O 0 ) A

Overview Startup and Shutdown Calibrant Delivery Sources Nebulizer
System and Divert
Valve
/ - 1 -
/7 .",e:,-“ *a
Corona Needle on Transfer Capillary High Pressure lon Desolvation Assembly Rough Pump
Funnel and lon Optics

AN #)
N

Tools and Parts
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A

Y 9 1
Hiodl l¥dmsy marthyednu vazudlynudesdudmsunios LC MSD QQQ G6400

e®

. 9 Yy 9 ' o Y a 1 a o a 4 A Jd
Series gANYLLAT ﬂ'llliJfT'lﬂﬂﬁﬂ?ﬂﬂ'lﬁf]U"U@\i ﬂﬂluﬂ'lllﬂ NIWINAND VIHNLDILAUA wa ulagd

310@ 1N3 026376363

d Al
gunsandoaly
- Screwdriver/ Torx (llsllﬂ’N)
- Wrench (Uszuathnag)
- Multimeter
P o A ] Y 1 .
- Qﬂﬂﬁmﬂu']ﬂﬂlﬂiﬂﬂ 1YY NADIADI Nebulizer
v .
- {1 lint-free cloth
- Cotton swab
- ATTATENIIWALN 4000 13I8 8000 grit

- N ilo ( powder free )

Tools needed
=
; |
|
= L ~——
Clean powder-free nitrile Clean lint-free cloth Clean wash bottle LC/MS-grade water
gloves
\
N \
\ \
™
4000 grit abrasive paper LC/MS-grade Torx screwdriver
isopropanol open-end wrench
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Error Message

9 4 [ 4 % A 4 o
Mass Hunter Software WUINVBYD Lﬁﬂ’)ﬂﬂﬂt‘gﬂﬁlﬂﬂlﬂ%ﬂﬂﬂﬁiuuﬂ Lﬁﬂﬁﬂ'ﬁ@]i’)ﬁ]wﬂ NITNNIU

Y
ad a K

a <
AnUnannadulu Log book azazuaasaniuzidudiag - Emor

35(Ua Activity Log

= Agilent MassHunter Workstation Data Acquisition

Home
[—

Acquisition Actuals Chromatogram Plot E

Tune Instrument Status

System

. Lock
D Reset Layout Tune Activity Log
Layouts Tools Settings
For Help, Press F1

Agilent MassHunter Activity Log Viewer

me

Settings

> Filters

Date/Time v User Description
b 2021-06-28 16:47:47-07.00 SYSTEM (SYSTEM) Activity Log Viewer: User "SYSTEM' has logged in.
b 2021-06-28 16:19:22-07:00 SYSTEM (SYSTEM) Acq Console: Context is switched to “Tune’.
b 2021-06-28 16:19:22-07:00 SYSTEM (SYSTEM) Acq Console: User has loaded layout "Status(sys)'.
b 2021-06-28 16:19:11-07:00 SYSTEM (SYSTEM) Acqg Console: User 'SYSTEM' has logged in.
b 2021-06-28 16:19:09-07-00 SYSTEM (SYSTEM} Acquisition Engine: Method "C:\Projects\Test01_0412\Methods\default.m (Version: NA)' loaded on instrument.
b 2021-06-28 16:19:07-07:00 SYSTEM (SYSTEM) Acq Console: User has loaded layout "Method(sys)".
b 2021-06-28 16:17:58-07:00 SYSTEM (SYSTEM) Offline Method Editor: User "SYSTEM' has logged out.
b 2021-06-28 15:50:59-07:00 SYSTEM (SYSTEM) Offline Method Editor: User "SYSTEM' has logged in.

[ o A . a a . .
aUNF IUN (Time) , ¥UA (Even Type) , 318021080 (Description)
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U ]
M3¥38 (Help)
1 2
1 MassHunter software 9213 5tuz i lfasesilo tay A3msudfamuiosdu

Taena F1 tiouaad1i1i1¢19 MassHunter Help & Learning AULTAAY

fﬂ im} |$ \NSIG‘E Prudt|@ Funcl‘O\ guug|Q EITUF‘D Mass D hx 4 - o

S m (D) File | Ci/Program%20Files%20(x86)/A... A 7 o & 2@

MassHunter Help & Learning

= = = > »TQ Source Section

TQ Source Section

This section on the TQ tab of the Method Editor allows you to set the TQ instrument set points
for time segments in the run and view the current conditions. Different parameters are

displayed on the screen, depending on which ion source is selected.

You can change the value of the parameter in the method in the first column. The second
column shows the Actuals or the current reading for each parameter on the source. If the

source specified in the method is not the same as the actual source, the values in these two

A A a Y a o A a da! YY) 1
1uﬂﬁﬂllﬂiﬂﬂlﬂﬂﬂiyﬂ'lllﬂgllﬁﬂ\‘l error THWUN error MNATUIULOY Search AIAIDE19
9 U . . . o axt 9
UYIWAN “Fragmentor driver cannot maintain the requested voltage” software 3ZHUUSUIITLUN ﬂiy‘I'H

L v qyu
1eaanle

B DO | omsie x| (D Prod x| B fust x| 0 ogeog x| A emore x| [ Masst x| [) Masw x|+ - 0

< O m (@ File | CyfProgramSe20Files3200:B6)/Agilent¥%20Tech.. A" 17 0 0O ¢t 6 8 2

MassHunter Help & Leaming

Home

> B >

2 0o e 2o«

0 voitage

ey
D 1.0 Fragmentor driver cannot maintain the requested voltage. +

Probable Causes
*  Main board 1 power supply broken
* Cable disconnected and shorted to ground
* Fragmentor has conductive path to another cenductive surface (for example, a carben track from an arc)

Suggested Actions

*  |fthis error continues to oceur, copy this error on the sereen and contact Agilent for more help

See Also

* (6420, G6460, G64T0, GE495 Error Messages

¢ TQ Device Pane
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M1319M3111395nHUAT09 LC-MSD

an 1981089

NN A519a01 519221989 11 Method

@ @ 4]
A5 dUUTIIY LA TTAVANAUVBILNY N2

A39A0U LAY NMANUALDIA Spray chamber 4UDg

nebulizer ( Ion source )

A3900U uay Na1saza1eluuIa waste

o o @ ' o
‘I/Iﬂﬁﬂﬂﬂri ATIVADUNITIIVDINDLLNY

Y
A3 UINIU 1 UYANTBIVO rotary pump

2 Y
NNADU A32990V FEAY 11U tag Fve91iulu rotary pump

A
11/a8u corona needle

N3OV oil mist filter

NINNADUNY A5G0 LA ANALDIA capillary
34l 4 7 o
i waeuiiulu rotary pump
1lasu N2 gas filter
nnniladl 1@ oil mist filter

A39A0U LAY NIANUALDIA skimer

G]ngl}ﬂxiﬂWi A39001 LAy NIANAED1A HED dinode

= ..
1aeu electron multiplier

dq’ Y U U d‘a Y [ o % Y
HNLH: mi1aua@ngguu1w1ﬁuwamuanymzam maJm“lmmaﬂuﬂammmu anAIaINIIn

d‘ (%4 4 F% Y +4
ﬂ%%ﬂﬁﬂqﬁﬁﬂﬂﬂaﬂx‘iﬂUQ]HﬂJ@Gﬂ‘Iﬂﬂ
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MINANNTZRIA Spray chamber HUUNNIY

1. 1% 19509 LC/MSD QQQ 0 luan11¢ Standby mode

2. 11a spray chamber

3. 0199 electro spray nebulizer
< J
4. %A spray shield A28 lint-free cloth YU IPA WU W

Y
5. ANNALDIA (rinse) A28 IPA Werd 111

6. BE1AA IPA Hay 11 191754 capillary
7. 1d electro spray nebulizer

8. 1a spray chamber
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o v d
MINMANNALDIA Spray chamber !!‘U‘Uﬁ'llﬂ11’i

1. 1% #3099 LC/MS QQQ 0gluan1g Standby mode
2. 999 electro spray nebulizer

3. 0199 spray chamber

4. 000 spray shield L1Qi¥ stainless parts

5. ld spray chamber A28 IPA Had 1N

6. 159 spray chamber A28 lint-free cloth 1138 cotton swab YU IPA WEL 1?!}1
7. MANVAL01A (rinse) A8 IPA Hery i

8. 1¥nIzAENI TN 4000 150 8000 grit UM spray shield Lag stainless parts
9. dradrothazern uaz sonicate #18 IPA ey 1h

10. Ysznou spray shield 4li$ stainless parts

11. Uszneu spray chamber

12. 1o spray chamber
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m3fae 113 Rough pump (91135031 MS40+)

1. TaLcMS-QQQ a3ttalugilomsldaies
2. 599U Rough pump 1&UfIa4

Y
3. 00A0il drain Cap U2 Fill il cap 00n 11hsiu lnasenlvivua

Fill oil cap
0il drain Cap

9
A Aa o W < [ . N
4. 1 Oil drain Captiagiad HIuY IUNDVANTL AL maximum ( Munu )
5. aFill oil cap AIUVY

6. noalasu Air filter

Cartridge Filter
Cap P/N 9499201

7. 1ila LCMSD QQQ 93iilalugiionsldases
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