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The Comprehensive Forensics and Toxicology Test Mix is included with the G1734BA
Forensics and Toxicology Triggered MRM Application Kit.

Agilent does not provide the actual acquisition methods to use with the
Comprehensive Test Mix, due to the large number of instrument
configurations that are possible.

Instead, Agilent provides this guide to explain how to create MRM methods
that are used to create dAMRM and tMRM methods for the test mix.

You must copy the values from the file MRM_Methods_ForTox.xlsx, found on the
Support Disc, to set up your MRM methods.

Before you begin, make sure that your system meets the installation
requirements that are described in the MassHunter Forensics and Toxicology
Triggered MRM Database and Library Quick Start Guide.

For more detailed instructions, see the Quick Start Guide for this database,
and the MassHunter Data Acquisition for 6400 Series Triple Quadrupole
LC/MS Familiarization Guide and online Help.
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Test Mix Overview

The Comprehensive Forensics and Toxicology Test Mix is composed of 139
compounds, provided in 10 submixes. The methods described in this guide are
suitable for the analysis of 135 of these compounds.

The remaining four compounds consist of two isobaric compound pairs, in
which each pair has the same transitions. These compounds require dedicated
LC/MS methods and are not covered in the general screening method included
in this kit. These four compounds are found in Submix 6:

Amitriptyline and Maprotiline

Nortriptyline and Protriptyline
Of the remaining 135 compounds in the comprehensive test mix, several are
isobaric pairs. All of these compounds have unique transitions that can be

used in identification. Table 1 lists the elution order for these isobaric pairs on
a C18 reverse phase column.

Table 1 Elution Order

Submix Elution Order
Submix 2 1 Methamphetamine
2 Phentermine
Submix 3 1 Clobazam (Urbadan)
2 Temazepam
Submix 4 1 Promethazine
2 Promazine
Submix 8 1 Oxcarbazepine
2 Phenytoin
Submix 9 1 Naltrexone (Submix 9c)
2 Acetylcodeine (Submix 9a)
Submix 9 1 Codeine (Submix 9a)
2 Hydrocodone (Submix 9c)
Submix 9 1 Morphine (Submix 9b)

2 Hydromorphone (Submix 9a)

Note that all the isobaric compound pairs in Submix 9 are provided in
separate vials (Submix 9a through 9d) to aid in method development.
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Workflow Overview

This Method Setup Guide contains LC and MS acquisition parameters to easily
set up multiple standard mixes in the Comprehensive Forensics and
Toxicology Test Mix.

Refer to the Quick Start Guide for more details. The Quick Start Guide uses
example data from the Checkout Mix to illustrate the workflow and
familiarization exercises. The general workflow (Figure 1) from the Quick
Start Guide can easily be adapted to work with your unique analyses,
including the analysis of the Comprehensive Test Mix included in this kit.

Update dMRM to a

Develop MRM Update MRM to a tMRM method

method dMRM method

(MRM.d) (dMRM.d)

(tMRM.d)

Figure 1 tMRM Method Development Workflow for single standard mix

Single Standard Mix Workflow

The workflow to analyze a single standard mix is:
1 Use the database to create the MRM method for the primary transitions.

2 Establish the Retention Times, and then create a new method using the
Update DMRM Method command. Save as a DMRM method.

3 Check the dMRM editor for any overlaps and adjust accordingly the dwell
time settings and or the Retention Time windows.

4 Acquire data to make sure that the dMRM method is valid.
5 Save the dMRM method as a tMRM method.

6 Add the secondary transitions.
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After you have set up methods to analyze a single standard mix, you can adapt
the same procedures for your unique multi-component analysis.

Multiple Standard Mix Workflow

To develop a method to analyze multiple standard mixes in one analytical run:

1 Optimize each tMRM method for each standard mix separately. Use the
same LC chromatographic method.

Combine these tMRM methods.

3 Re-optimize the parameters for overlapping tMRM transitions for
compounds that co-elute.

For ease of use, optimize no more than 50 compounds at a time in each MRM
-> dMRM -> tMRM workflow.
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Step 1. Set up the LC part of the method

1 Prepare the standards.
The concentration of the test mix stock solution is 100 ug/mL (100 ppm).
a Dilute 1 uL of the stock solution to 1.0 mL with acetonitrile.

For more accurate results, and if conservation of sample is not a
concern, dilute 10 uL of the stock solution to 10.0 mL of solvent instead.

Submix 9 consists of 4 vials. Submix 10 consists of 3 vials. When you dilute either of these
submixes, combine 1 pL from each vial, and then dilute to 1.0 mL with acetonitrile.

b Transfer 1 mL of the final sample solution to a standard 2-mL sample
vial for analysis.

The final solution is a 100 ng/mL (100 ppb) working solution.
2 Set up the mobile phases.
This step is identical for all LC modules.
Solvent A: 5 mM ammonium formate/0.01% formic acid in water
Solvent B: 0.01% formic acid in methanol
3 Check that the method is set up to make a 1-uL injection.
4 Set up the gradient.

The gradient setup is dependent upon the LC configuration. The
parameters that follow are examples.

5 Make sure that the Column Compartment temperature is set to 40°C.
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1290 Infinity LC 1290 Infinity LC system with Agilent Eclipse Plus C18, 2.1 mm x 100 mm,
system  1.8-um ZORBAX LC column (p/n 959758-902), included in the G1734BA
Forensics and Toxicology Triggered MRM Application Kit.

Time [min] A[%] | BI%] [F,:“b"m] E?.’.‘iiﬁ:.‘?‘“
000800, 500 i460 130000
050 8500 B0
150 7000 3000
650 4000  60.00 i
900 500 9500
1000 500 9500 f
1010 9500 500 o

Stop time is 12 minutes with a post time of 2 minutes.

1260 Infinity LC  The 1260 Infinity LC system can have a lower backpressure limit (up to 600
system bar) and a higher dead volume than the 1290 Infinity LC system.

BLC] rr:ﬂrinl Eﬁiﬁs“

O EC Y V1] b.400 I
180778500 E 0D
200 7000  30.00 o
850 4000  60.00 i

1100 500 9500

1200 500 9500 -

1210 9500 500 0

Time [min] A[%]

Stop time is 14 minutes with a post time of 2 minutes.

These settings are optimized over the whole Comprehensive Test Mix. For best
sensitivity of Submix 5, use pure water and methanol in negative mode.
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Step 2. Set up LC/MS ion source parameters

¢ Set up the ion source parameters in the MS part of the method tab.

For a multicomponent method, the ion source parameters shown in the
next figure are used to achieve the best overall sensitivity for all of the
compounds in the Comprehensive Test Mix. You can adjust the method to
optimize for individual compounds or submixes.

lon source parameters for an 6400 Series LC/MS with an Agilent Jet Stream
source

Source parameters

Gaz Temp: |300 C

Gas Flow: ,?‘Di 1#min

Mebulizer: [40.0 psi [ p
Sheath Gas Temp: ,F T
Sheath Gas Flow: l‘l‘li I#miry

Positive Megative

Capillary: |3500 Y | 3500 W

Mozzle Voltage: ||j y |[| Y

Forensics and Toxicology Triggered MIRM Method Setup Guide



Acouisition SDUICEI Chromatogram ] Instrument ]

Source parameters

Gaz Temp:

Gas Flow:
MWebulizer:

Sheath Gas Temp:
Sheath Gas Flow:

Capillary

Maozzle Valtage

lon source parameters for a 6400 Series LC/MS with Agilent iFunnel technology
and an Agilent Jet Stream source

177 7

Fositive
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|#rmiry
pai
°C

|#rmiry

MHegative

- |3500

W | 3000

: |300

¥ |s00

iFurnnel parameters

Foszitive Megative
T High Fressure RF [150 ¥ Jan W
i Lows Pressure RF |ED W |ED W
psi
Copy ‘ Pazte ‘
Pazte to All Segments ‘

W

W
W

For instruments that are equipped with iFunnel technology, the Source tab
includes iFunnel parameters. These iFunnel parameters ensure the best
overall sensitivity for all of the compounds in the Comprehensive Test Mix.
You can use the Source and iFunnel Optimizer program to optimize for
individual compounds or submixes. Refer to the MassHunter Data Acquisition
for 6400 Series Triple Quadrupole online Help.
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Step 3. Set up the MRM method

1 From the Support Disc, open the file MBRM_Methods_ForTox.xlsx.

This spreadsheet file contains several tabs, one for each of the standard mix
in the Comprehensive Test Mix.

The Forensics and Toxicology Triggered MRM database contains both
positive and negative polarity transitions for some compounds. The better
polarity to use for a particular compound is often the one that gives the
most selective transitions, not the most sensitive or most abundant
transitions.

Selectivity depends on the sample matrix and to a lesser degree the mobile
phase composition. The MRM_Methods_ForTox.xlsx spreadsheet contains the
most generally selective polarity and transitions to use in your dMRM and
tMRM methods.

During method development, the inclusion of both polarities for one compound is often
desirable. Do not include both negative and positive polarity transitions for qualifier and
quantifier ions of one compound. The compounds that contain both polarities in the
Triggered MRM database must be renamed in the method to “compoundname_pos” and
“compoundname_neg”

When the best polarity and transitions are found for a compound, remove from the method
all other transitions for the compound. Then remove “_pos” or “_neg” from the remaining
compound name.

Make sure that you remove the secondary transitions that are not required for
confirmation. Secondary transitions required for confirmation must be as unique to a
particular analysis and/or have intense ion peaks.

Some mixes contain two compounds which have one or more common MRM transitions.
See Table 1 on page 2 for the elution order of isobaric compound pairs.

Forensics and Toxicology Triggered MIRM Method Setup Guide 9



A B 1o} ] E I3 G H 1 K L

1 |MRM

2 [Compound Group Compoun 1STD? Precursar MS1 Res  Product Ich52 Res  Dwell Fragrent: Collision ECell Accal Polarity
3 |SubMix 1 HU-210 FALSE 387.3 Unit 43.1 Unit 10 151 56 3 Positive
4 [Submix 1 HU-210 FALSE 3853 Unit 367.2 Unit 10 289 24 3 Negative
5 [Submixl HU-210 FALSE 385.3 Unit 301.2 Unit 10 285 36 3 hegative
£ |SubMixl JWH-200 FALSE 385.2 Unit 155 Unit 10 184 20 3 Positive
7 [Submixl JWH-200 FALSE 3852 Unit 114.1 Unit 10 154 28 3 Positive
B [Submixl JWH-018 FALSE 3422 Unit 155 Unit 10 193 24 3 Positive
9 |SubMix 1 JwWH-018 FALSE 342,2 Unit 127 Unit 10 199 52 3 Positive
10 [Subiix 1 JWH-230 FALSE 336,2 Unit 121 Unit 10 171 20 3 Positive
11 [Submix 1 JWH-250 FALSE 3362 Unit 91.1 Unit 10 171 52 3 Positive
12 |SubMix 1 CP 47,497 FALSE 331.3 Unit 313.2 Unit 10 247 24 3 Negative
13 [Submix 1 CP 47,497 FALSE 3313 Unit 259.2 Unit 10 247 32 3 Negative
14 [Submix 1 JWH-073 FALSE 328.2 Unit 155 Unit 10 1839 24 3 Positive
15 |SubMix 1 JWH-073 FALSE 328.2 Unit 127 Unit 10 189 52 3 Positive
16 [Subiix 1 CP 47,497 FALSE 317.2 Unit 2939.2 Unit 10 232 24 3 Negative
17 [Submix 1 CP 47,497 FALSE 317.2 Unit 245.2 Unit 10 232 3z 3 hegative
18 |SubMixn 1 CBN Cann  FALSE 311.2 Unit 293.2 Unit 10 126 16 3 Positive
19 [Subiix 1 CBN Cann FALSE 311.2 Unit 223 Unit 10 126 20 3 Positive
20 (Submix 1 CBR Cann FALSE 303.2 Unit 279.1 Unit 10 2039 3z 3 hegative
21 |SubMix 1 CBN Cann  FALSE 3082 Unit 222 Unit 10 209 48 3 Negative
22 [Submix 1 Ketamine FALSE 238.1 Unit 173.1 Unit 10 103 12 4 Positive
23 [Submix 1 kKetamine FALSE 238.1 Unit 125 Unit 10 103 28 4 Positive
24 |SubMix 1 HU-210 FALSE 387.3 Unit 71.1 Unit 10 151 24 3 Positive
29

26

27

28

29

a0

3l

3z

a3

34

35

M 4 b M| SubMix 1 SubMix2 - SubMix 3 o SubMix 4 SubMix S SubMix 6 SubMix 77 SubMix 8 SubMili] 4

Ready | Awerage: 127.0363636  Count: 277 Sum: L

2 Open the MassHunter Data Acquisition program.
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3 In the Method Editor window, click QQQ > Acquisition.

Precursor lon

MS1 Res

Product lon

MS2Res | Duwell

Cell Accelerator

360 Unit

| 200 Ui

| e

Fragmentor

Collsion Energy

Voltage

Polaiiy

135 0 7 |Positive

Tune file Stop time Acquisition | Saurce | Crvamstogram | strument |
atunes. TUNE ML & Nolimifhs Purp Scan segments
Browse . R LD Compound Group | Compound Name | 1STD?
on souce e » | compoungt ]
ASESI v [ Peakwidti [004 min
Time segments
Statt Delta | Dets

B g SeanTpe | Divvave S| ) stored

| 0[MRM xroms | zmf of F |

191 oycles/s (2035 meleycle

In the spreadsheet file, in the SubMix 1 tab, select all of the cells that
contain MRM information. Make sure that you select the two header rows.
Do not select the entire table!

wim || e || e

11
12
13
14
15
16
17
18
]
an
21
22
23
24

2 B [ 5] E F <] H ) K L

AR M

Compound Group Compoun 15TD? Precursor MS1 Res  Product Ic M52 Res  Dwell Fragmenti Collision ECell Accel Polarity
Subniz 1 HU-210 FALSE 387.3 Unit 43.1 Unit 10 151 96 3 Positive
Subnix 1 HU-210 FALSE 385.3 Unit 367.2 Unit 10 285 24 3 hegative
Subix 1 HU-210 FALSE 385.3 Unit 301.2 Unit 10 285 36 3 Negative
Subniz 1 JWH-200 FALSE 3852 Unit 155 Unit 10 154 20 3 Positive
Subnix 1 JWH-200 FALSE 3852 Unit 114.1 Unit 10 184 28 3 Positive
Subix 1 JwWH-018 FALSE 342,2 Unit 155 Unit 10 199 24 3 Positive
Subniz 1 JwWH-018 FALSE 342,2 Unit 127 Unit 10 133 92 3 Positive
Subnix 1 JWH-250 FALSE 3362 Unit 121 Unit 10 171 20 3 Positive
Subix 1 JWH-250 FALSE 3362 Unit 91.1 Unit 10 171 52 3 Positive
Subniz 1 CP 47,497 FALSE 3313 Unit 313.2 Unit 10 247 24 3 Negative
Subnix 1 CP 47,497 FALSE 331.3 Unit 259.2 Unit 10 247 3z 3 hegative
Subix 1 JWH-073 FALSE 328.2 Unit 155 Unit 10 189 24 3 Positive
Subniz 1 JWH-073 FALSE 3282 Unit 127 Unit 10 183 92 3 Positive
Subnix 1 CP 47,497 FALSE 317.2 Unit 299.2 Unit 10 232 24 3 hegative
Subix 1 CP 47,497 FALSE 317.2 Unit 245.2 Unit 10 232 az 3 Negative
Subniz 1 CBN Cann FALSE 311.2 Unit 293.2 Unit 10 126 1e 3 Positive
Subnix 1 CBR Cann FALSE 311.2 Unit 223 Unit 10 126 20 3 Positive
Subix 1 CBN Cann  FALSE 3082 Unit 279.1 Unit 10 209 az 3 Negative
Subniz 1 CBN Cann FALSE 303,2 Unit 222 Unit 10 203 43 3 Negative
Subnix 1 kKetamine FALSE 238.1 Unit 179.1 Unit 10 103 12 4 Positive
Subhix 1 Ketamine FALSE 238.1 Unit 125 Unit 10 103 28 4 Positive
Subiix 1 HU-210 FALSE 387.3 Unit 7L.1 Unit 10 151 24 3 Positive

Copy the selected cells. (Press Ctrl+C or use the Copy command).

Forensics and Toxicology Triggered MRM Method Setup Guide
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6 In the MassHunter Data Acquisition program, in the first line of the Scan
segments table, click the leftmost column to select the first line.

Scan tegments
Companird Giougp Compourd Hame | ISTD7?  Precusaibon * | MSTFles | Prod lon M52Aer  Dwed  Fropmerie | Collon Ercgy WW“” Polady

7 Right-click and click Paste from Clipboard.

Add Row
Delete Row

Sort
Import from Database Browser..,
Update DMREM Method ..

Cut

Copy
Paste

( Paste from Clipboard )

Fill Dowyn

Fill Calumn
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Scan segments

The Scan segments table for instruments that are not equipped with iFunnel
technology looks similar to the next figure.

Cell Accelerstor

Compound Group Compound M ame ISTD? | Precursor lon 51 Fes | Product lon M52 Res | Dwel Fragmentor | Caollision Energy Yollage Palarity
Compound] - 350 | Unit 200 | Uit 200 135 0 7 | Positive
SubMix 1 HU-210 I 387.3 (Uit 4371 [Unit 10 151 56 3| Positive
SubMix 1 HU-210 ™ 385.3 Uit 3E7.2 (Urit 10 285 24 3| Megative
SubMix 1 HU-210 ™ 385.3 [ Unit 301.2 [Urit 10 285 36 3| Negative
SubMix 1 JidH-200 I 385.2 Uit 185 | Uit 10 184 20 3| Positive
Subhdix 1 JwH-200 I~ 3852 | Unit 114.1 |Unit 10 184 28 3|Positive
SubMix 1 Jw'H-018 I 342.2 |Unit 155 |Unit 10 133 24 3| Positive
SubMix 1 JodH-08 I 342.2 [Urit 127 |Unit 10 193 52 3| Positive
SubMix 1 JiwH-250 - 336.2 [Unit 121 |Urit 1o 17 20 3| Positive
SubMix 1 Ja'H-250 I 336.2 [Urit 1.1 {Unrit 10 171 52 3| Positive
SubMix 1 CP 47.497-C8 homole| [ 331.3 | Unit 32| Unit 10 247 24 3| Megative
Subhdix 1 CP 47.457-C8 homale - 3313 | Unit 259.2 | Unit 10 247 32 3|Meqgative
SubMix 1 JoH-073 I 328.2 |Urit 185 | Uit 10 189 24 3| Positive
Subhdix 1 JwH-073 I~ 3282 | Unit 127 |Unit 10 189 52 3|Positive

Scan segments

The Scan segments table for instruments that are equipped with iFunnel
technology looks similar to the next figure.

Cell Accelerator

Compaund Group Compound Name ISTD? | Precursor lon M51 Res | Product lon MS52Res | Dwell | Fragmentar | Calision Energy oD Palarity
Subhix 1 JwdH-200 r 385.2 | Urit 114.1 | Unit 10 380 28 3| Positive
Subhiz 1 JwH-og r 342.2 | Urit 155 | Unit 10 280 24 3| Positive
Subhix 1 JwH-018 r 342.2 | Urit 127 |Unit 10 380 52 3| Positive
Subhix 1 JuwsH-250 r F36.2 | Urit 121 |Urit 10 280 20 3| Positive
SubMix 1 JudH-250 r 336.2| Uit 917 |Unit 0 380 52 3| Positive
SubMix 1 CP 47 437-C8 homalc | [ 3313 | Unit 3132 | Unit 10 380 24 3| Megative
Subhix 1 CP 47 497-C8 homalc | [ 3313 | Urit 283.2| Unit 10 280 2 3| Megative
SubMix 1 JwH-O73 r 328.2 | Urit 155 | Unit 10 380 24 3| Pozitive
Subhix 1 JwH-073 r 328.2 | Urit 127 |Unit 10 380 52 3| Positive
Subhiz 1 CP 47,497 r 7.2 | Urit 293.2| Unit 10 280 24 3| Megative
Subhix 1 CF 47,437 r 7.2 | Urit 2452 | Unit 10 380 32 3| Megative
Subhix 1 CEN Cannabinol r 1.2 | Urit 2932 | Unit 10 280 16 3| Positive
SubMix 1 CEN Catnabinal r 311.2| Urit 223| Urit 0 380 20 3| Positive
Subkiz 1 CEN Cannabinol r 309.2 | Urit 279.1 | Unit 10 380 32 3| Megative
Subkix 1 CEN Cannabinal r 309.2 | Urit 222| Unit 10 380 48 3| Megative
SubMix 1 F.etamine r 2381 | Urit 1737 | Unit 10 380 12 4| Positive
Subhix 1 F.etamine r 2381 | Urit 125 | Unit 10 380 28 4| Positive

b SubMic 1 HU-210 r 3873 | Urit 1.1 Unit 10 280 24 3| Positive

Forensics and Toxicology Triggered MIRM Method Setup Guide
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Scan segments

Compound Graup

Compound Name

Note that polarity switching is supported for MRM, but the transitions
within each compound must have the same polarity. Polarity switching
(positive and negative transitions within a compound) is not supported.

8 Remove the first compound from the Scan segments table:

ISTD? | Precursor lon M51Res | Product lon M52 Res | Dweell Fragmentor | Collision Energy

Select the first line. For the first method that you create, the line
contains the compound Compoundl. For the other methods, the line
contains a compound from the previous submix.

Right-click and click Delete Row. See the next figure.

Cell Azcelerator

Vaokage Polarity

431 1 151 56

B 3|Positive
85,3 Unit 37.2|Unit 10 25 2 3| Negative
o 85,3 Unit 30,2 it 10 25 % 3| Negative
Import from Database Browser. 85,2 | Uit 155 | Unit 10 184 20 3|Positve
85,2 | Uit 121 |rit 10 184 2 3|Positve

e (T M 3422 Unit 155 | Unit 10 193 2 3|Positve
cut 3422 Unit 127 Ui 10 193 52 3|Positve
e 3.2 | Unit 121 Uit 10 17 20 3|Positve
Paste 3.2 | Unit 311 it 10 17 52 3|Positve
Paste from Clipboard 3313 Unit 32| Onit 10 a7 2 3| Negative
3313 Unit 253.2 rit 10 a7 = 3| Negative

AEER 320.2Unit 155 Uit 10 189 2 3| Pasitive
FillCaturn . 328.2| Unit 127 Ui 10 189 52 3|Positve
ERTe ey = EE T waa i " Ee e F i

Scan segments

The final method now looks like the next figure.

Cell Acceleratar

Compound Group Compound Name ISTD? | Precursor lon 151 Res | Product lon MS2 Fes | Dwel Fragmentor | Collision Energy Yoltage Polarity
¥ SubMix 1 HU-210 ™ 3873 [Urit 43.1 | Unit 10 13 56 3| Positive
Subbdix 1 HU-210 I 385.3 |Unit 367.2 [Urit 10 285 24 3|Negative
Subbix 1 HU-210 - 385.3 | Unit 301.2 |Unit 10 285 36 3[Megative
Subbdix 1 Jw'H-200 I 385.2 [Urit 155 |Unit 10 184 20 3| Positive
Subbdix 1 JwH-200 I 385.2 [Urit 114.1 {Urit 10 184 28 3| Positive
Subbdix 1 JwH-018 - 342.2 {Urit 155 Uit 10 193 24 3| Positive
Subbdix 1 JwH-018 I 342.2 {Urit 127 |Unit 10 199 52 3| Pasitive
Subbdix 1 JwH-250 ™ 336.2 {Unit 121 |Unit 10 17 20 3| Pasitive
Subbdix 1 Jw'H-250 ™ 336.2 |Urit 31.1 | Unit 10 17 52 3| Positive
SubMix 1 CP 47 497-C8 homole| [ 331.3 | Unit 3.2 | Unit 10 247 24 3|Megative
Subbix 1 CP 47 497-C8 homole I 331.3|Unit 259.2 |Unit 10 247 32 3[Megative
Subbdix 1 JwH-073 I 328.2 |Unit 155 |Unit 10 189 24 3| Positive
Subbdix 1 JwH-073 I 328.2 |Unit 127 |Unit 10 189 52 3| Pasitive

9 Click Method > Save As (or click g in the Method Editor toolbar) and

save the method as ForTox_MRM_Mix1.m.
14 Forensics and Toxicology Triggered MIRM Method Setup Guide



10 Delete all but one compound from the Scan segments table.

The Scan segments table cannot be empty. You must leave one compound in
the table.

11 Repeat step 4 through step 10 for each of the submixes to be analyzed.

When you save each method, use a name that reflects the submix name,
such as ForTox_MRM_Mix2.m for the values in the SubMix 2 tab.

Forensics and Toxicology Triggered MIRM Method Setup Guide 15



Step 4. Set up a worklist to run the submixes

e Set up the worklist as shown in Figure 2. Include all submixes. Inject the
first standard twice to allow the system to come to equilibrium.

3 Sample Name Sample Position Method Data File Sample Type Level Name
1 v | Subbdix_01 F1-A1 ForTox_MER_Mix_1 m to_rlelete o Calibration 1
2 v | Subbdix_01 F1-A1 ForTox_MMBR_Mix_1.m Subkdix_01.d Calibration 1
3 v |Subbix_02 F1-4A2 ForTox_tMRM_Mix_2.m SubMix_02.d Calibration 1
4 v | Subbix 03 F1-A3 ForTox_tRER_Mix_3.m Subbdix_03.d Calibration 1
5 ¥ |Subbdix_04 F1-A4 ForTox_tRk_Mix_4.m SubMix_04.d Calibration 1
] v | Subhix_05 F1-Ab ForTox_tER_Mix_5.m Subdix_05.d Calibration 1
7 v | Subbdix_06 F1-AB ForTox_tRk_Mix_6.m SubMix_06.d Calibration 1
8 v | Subbdix_07 F1-A7 ForTox_tRk_Mix_7.m SubMix_07.d Calibration 1
a DR =1 Y W H [ =) Cl_AQ EmvT e hADRAd hdie O mn [=NTEN A =] Malileatimon 1
Figure 2 Worklist
After you acquire the MRM data for each submix, you can create dAMRM and
tMRM methods and optimize the parameters. Follow the steps in Quick Start
Guide.
Refer to the Quick Start Guide for this database, or the MassHunter Data
Acquisition for 6400 Series Triple Quadrupole LC/MS Familiarization Guide
or online Help.
In a standard method development workflow, the trigger parameters in the tMRM methods
such as Threshold, Trigger Entrance, Trigger Delay and Trigger Window are created for
analysis of standards in solvent. These trigger parameters must be rechecked for matrix
samples as signal abundances and noise characteristics of some MRM transitions can be
different in samples with complex matrix compared to solvent standards.
16 Forensics and Toxicology Triggered MIRM Method Setup Guide
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