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SOP 055 - Data Processing - LCQuan

1. Principle

1.1. This method is designed to allow a user to process data and create reports from
data acquired by a Thermo TSQ - LC/MS/MS

2. Specimens
2.1. N/A

3. Reagents and Materials

3.1. N/A @
4. Instrumentation and Equipment O

4.1. Thermo TSQ LC/MS/MS
4.2. LCQuan software

4.3. Data reporting system (PC)

5. Procedure \@
5.1. Data Processing \

5.1.1. On a networked PCgwit o LCQuan software installed, open the
LCQuan softwa uble-clicking the ICON.

5.1.1.1.
5.1.2. 1ck

sctee
Qhe “Browse for Folder” dialog box, locate and click on the folder
(named with Load#) to be processed: S:\toxicology\gclc\TSQ\”Load#”\.

pen an existing workbook™ and click “Next” on the welcome

Click “OK”. (See below)
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| Browse for Folder

Please browse to the workbook Folder then click on O

-0 201100506 -~
() 2011080806 P |
() 2011080806 _Bload

-3 2011060806 Liver

() 2011080807

-3 2011080509

) 2011080810
-3 2011080906
() 2011080907
-{[) 2011081101
-3 2011081106
) 20110801107
-3 20110801201
E; Benzodiazepines
-5 Cocaine

-5 Methadans

You have selected the folder :
5:MoxicologyhgelchTSOA2011080809E

Summary :

Created: Thursday. August 18, 2017 8:53:51 AM
Modified: Thursday, August 18, 2011 9.03:42 AM
Last saved by mfeaster

Number of saves: 3

5.1.4. =

5.1.5. In the workbook screen, cliclg the itate” tab (upper left), then the
“Sequence” Button.

43 L€quan - 20110B0BOIEX
File Zoom Yiew Apps Options Help

FEEE IEEIEEER:

[Tl Create Sequence - selecifil

Comment

by [oOETER |
Gample alquet [0SwLblosd |

e
A N

i Flun

N e

15TD
Filellame Path Sample D Lovel il BT BT e

Corr | Factor |VialPos| ni Vol e

5

For Help, pressF1

Mlare Feaster 8i18/2011 9:20 Al
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5.1.8. To display the acquisition sequence, click “File” — “Import” — “Processing
Sequence” — “Copy from Acquisition Sequence”. When prompted to
overwrite levels, select “No0”. The acquisition sequence should now be
displayed.

5.1.9. If there are multiple QC levels for the assay, that were not assigned during
sequence setup, now is the time to assign them. Click in the “Level”
column(s) that correspond to the QC’s of interest. From the dropdow
menu, select the appropriate QC level. (Dilution factors and any 0
typos need to be fixed now as well).

_____
Operator: |New Guy |
Laboratory: | OCME-TOR |
Sample aliquat: |U.5mL bload |
Company Mame
D ate Extracted:
ISTD il )
Path Level Corr Eacfor Vial Pos| Ir
Acni
Ravwfiles 0.00@”  5.000 E24 sl
o0 SO0 E2S 5(
5110013735 0.000 5000 E26 sl
511001 3791 0.000 2000 E27 3L
S110013795 0.000 5000 E28 5.
=11001 3504 0.000 5000 E29 3L
gcBlood E:30
‘gqclrine . 1000 E:32

ate Ratios & Retention Times

1. "Click the “Survey” button on the left side of the screen.

.2.2. If necessary, change the display windows (bottom) to the following
configuration using the dropdown Menus:

Left window:  “Selected” and “Chromatogram”

Center window: “IRC Chromatogram”

Right window: “Calibration Curve”

(See Below)
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5.2.3.

5.2.5.
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5.2.2.1.

II\Z‘W}\Stan(hnls Aacsf [E3 l

e

>

P 3 |Se|eded V| ‘Chmmalogram g [ =) IRC Chromatogram e [ =) Calibration Curve A4
Data-001 - miz= 152.00-152.00 Shi: 11 RT: 0,82 189 HL Warphine
Fi+ ¢ ESI SRM ms2 286160 [ 162 030-152.130, 165.040-165.140] F:+ c ESI SRM ms2 286 F:+ cESI SRM msz 286 Y =-00256078+0.0230565% RA2 = 08972 W 175K
Qualifier lon: 165.00000 26
RT:1.33 129 ]
Af BE033 a0 1007 244 .
100 SHBCD E a0 1
803 ]
20 E E 1
and RT:13m e
ks E 709
70 ]
70 ] i &0
& 2 50 H
5% 27 T
£ = 503 o 2]
< i £
R i
£ 3 403 g
3 2 =
& 3 30
30 504
E 20
20 i
10 103 104
105 120 163 1.74 hE o
LR o e S H e L e e e e !

12 14 16 12 1% ]
Time tmin) Time tmin)
Mari Feasker

5.2.4. Click the “Standards” tab (located directly above the above mentioned
“Chromatogram” window). In the seq ble, click in the row in
which the appropriate calibrator is Quality Manual section
2.13.4). The row should be highli een.
Click the “Method” button (Left).Wn the dropdown menu above the
bottom-right window, s hromatogram”.
5.2.5.1. K
Cancel \ [@ sdd |[@  oeke  |[@  Fenome
W Tr 3 IRC Chromatogram -

lative Intensity

@
=

o
=)

=
=l

Chr gram
Chromatogram List
Error Report

Filter List

Instrument Method List
Mass List
Sample Info
Spectrum
Status Plot
Status Report
Tune Method

Data-028 - miz= 157 00-157.00 SM: 11 RT: 1.18 - 1.61 || Data-029 - miz= 128.00.
050-185.150] F:+ c ESl SRM ms2 280155 [122.020.128.130. 1 Fi+ cESl SRM ms2 28
Qualifier lon: 157.00000

AR 243333 z E-ar) IRC Cl‘hmmatugram
: 8 H
Sh: 873 e £ i
£ 5 50
o =
= &
3 2 an
2

161 172

0s

12

12 13 14 15 16
Time (min}

Time (min)

Ink

Marc Feaster
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5.2.6. Select each analyte in turn (upper right), and update the retention time for
each.

5.2.7. Right click on the “IRC Chromatogram” window and choose “Show Peak
Info — Qual Ion Mass: xxx”. The “Peak Info” dialog box should appear.

5.2.8. Drag the “Peak Info” dialog box into position so that it does not obscure

the “Ion Ratio Confirmation” table displayed on the “Create Method”
screen.

5.2.9. In the “Peak Info” box, select the “IRC Tests” tab. For each anal
“component list”, copy/ paste the value listed in the “Measure

field into the “Target Ratio (%)” field of the “Ion Ratio Conf
table.

5.2.9.1. Note: The “Peak Info” dialog box can ain each

component is selected from the list.
5.2.9.2.

Signal to noise ratio

IBBE LB ([5HE4 0000000 i © 0

Instuments | | Create Method - identify companents and define calibratio /
[ Acqustin_| e | / —
Explore Morphine-d3 {15
Quantitate Chromatagran !_Irlo_l IRC Tests IEE_!LS_D_EC_WM y Paak Identification Marphine
Detectar: gxymorpnune—tﬁ (3]
[ | | il i i - wymarphone
{MS lon Caslution Test (%) Highest Peak IMm Peak Height (5/M] Hopmerhen (5]
Trace: [ Passed Allowed Coeluli 2 O Hearest RT |3U—| ggg;o‘;lu_:%h[olg‘]a
| Mass Range St L Codeine
= lor ratio confirmation Dxypeodone-df (15]
b aze (mz): =l : Osycodone
e Enabled lon ratio using:. Area Aychocodons-ds (5]
= lon Ratio Test Hydracadone
Fiker _ Emm-da 15)
[+ cESISAM Pass et Ratio %: 86,50 |
: Al d Target Dela %: | 21.62
Fietention Time, —
Expected [mink teasured Fatio % |EEET
Window %
Bl G)\nH zgll\fe Qualifier ion coelution:
Adjust U k Ty welopment ) Bbsolute 0.020 min
s : . .
5. . all analytes’ ion ratios have been updated in the method, save the

wotkbook. Click the “Survey” button.

.3. Check Data Quality

5.3.1. With the “Standards” tab selected, check that the standard curves and
percent difference of calculated calibration levels for each target analyte

are within method parameters - R? (Calibration Curve Window) & (% Diff
column of sequence table).

5.3.2. Switch to the “QC” Tab and check, for each target analyte, that the percent
difference is within method parameters. Note: If there is a problem with

the Calibration Curves or QC for an analyte, see a senior chemist for
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5.3.3.

5.3.4.

5.3.5.

5.3.6.

SOP 055 - Data Processing - LCQuan

solutions. Note: Steps 5.3.1 & 5.3.2 can also be viewed under the “Review
All” button.

Click on the “Review All” button (left) and the “Blanks” tab. Check that
each analyte is Not Found (NF). Note: If a target peak is integrated in a
blank sample, or there is a substantial non-integrated peak, see a senior
chemist for solutions.

Select the “Unknowns” tab, click on each internal standard (upper right) in
turn, checking the sequence table to be sure a peak was found in each
sample. Ifan IS was not integrated, the corresponding row will b€
highlighted in red (See “Manual Peak Integration” section belgw):

Click on each target analyte (upper right) in turn. Compare results
(Calculated Conc. Column) of duplicate samplesgslNotet See a senior
chemist if results are inconsistent.

Manual Peak Integration — Occasionallygdue to lowgie€overy or matrix
effects, internal standard and/or target analyte peak responses fall below
integration thresholds.

5.3.6.1. Right click on the “Chremat@gram Vindow” of the peak to be

manually integrated and choose, “User Peak Detection Settings...”

from the dropdown menu,(Seg Below).
Morphine-d3+(1S)

[ ata-026 - miz= 428 00-128.00) §M: 11 RT—== === | s
F:+ cESl SRMym=2 288Ma5125.030-12  Lock against All Change kg
v Unlock oo
4 2.21
1o 1 Method Settings
a0 ® Lser Settings
1 20—
] Showe Peak Info (Mot Found)...
70 Show Peak Info - Qual Ion Mass 157,00,
i E BDE Change Peak Baseline. ..
= -
2 1 Add or Change Peak Comment
E 5'3'; 137 User Peak Detection Setkings. ..
- E
@ 407 Display Options. ..
3U§ Manually &dd Peak
204
E Update Expected Retention Time ¥
10
= [— BE Reset SEaI?ng a
0= Copy to Clipboard
1 2 2 “+ o - . -
Time (min | II Time (min)
5.3.6.2.

5.3.6.3. In the “User Identification Settings” dialog box, choose the

“Detection” tab. In the “Min Peak Hight (S/N)” field, enter a lower
number than is currently displayed. Click “Apply”. E.g. Change

Page 8 of 11



SOP 055 - Data Processing - LCQuan

from 500 to 200 or lower. (Some peaks cannot be integrated in this
fashion).

Z{pata-ozs kNG User |dentification Settings

| Identification | Detection | |CIS Inteqration | 1015 Advanced|

4 [» [\ Al £ Standards £0Cs £ Blanks A Unknowns /

Peak Detection Algorithm: | IC1S

|

4032 %Selec{ed V| iChmmatogram e

Data-026 - méz= 1280012800 SM: 11 RT: 087 - 187 NL: O Nearsst AT
F:+cES| SRM ms2 280.155 [ 128 030-128.130, 157.030-157 ... et

lar ratio confirmation

RT: 1.37

(%) Highest Peak ﬂi.”f?ak Height [S /) =

T
% g Fc 178228
_g 5°§ SN: 739
£ 2]
E elative
103
E L . B
1.0 e 1.4
5 3 6 4 Time (min) s
5.3.6.5. Click “OK” when com Y t click on the “IRC
Chromatogram” window. ose “Show Peak Info — Qual Ion

Ratio Test” pass criteria. Close the Dialog
criteria was not met, undo User Integration by
hromatogram Window” and selecting “Method

5.3.6.6. lowering the signal to noise setting is required to integrate
: 21 1 for an analyte, the setting should be changed in the
thod settings. (see 5.2.9.2)

For other tips on proper integration techniques, refer to LCQuan and
You presentation.

ate and Print Reports

5.4.1. Once all data has been reviewed and Ion Ratios Re-Checked, save the
workbook and click the “Reports” button (Left).

5.4.2. In the “XReport Report Selections” table, select “PDF” from the
dropdown menu in the first two rows of the “Save Type” column.
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5.4.3. Inthe “XReport Report Selections” table, select the method specific
“Sample Summary” and “Sequence and Calibration Summary” from the
dropdown menu inRow1 and Row?2 of the “XReport Templates” column
respectively.

5.4.3.1. Report Template Path: S:\toxicology\gclc\TSQ\TSQ-reports\
(Screen Should Appear as Below)

Review Reports - generate reporting options and printouts

Excel Report Selections:

Manage Excel Column Arangements
Use Column Arrangement |

1 0 Select an Arangement

| Excel Long Summary

[ Sample Style Excel Reports

#Feport Report Selections:

=
@
@

Save Type XReport Template Create ¥Feport Templates

pdf
pdf

OOEE

|h|w|m| )

Fieport Dptions

) Print Orily

(&) Save Only

O Print and Save
Create Reparts ] [ Apply ] O [ Cancel ] [ Help ]

5.4.4. Click “Create R s”9A dialog box will appear, click “Yes” to save the
Workbook ate'reports.

5.4.5. After g utes, the above reports will be generated in PDF format

he S:\toxicology\gclc\TSQ\’Load#"\Exports\ folder.
0 this folder in Windows Explorer, open, review, and print the

.I. Note: If any changes are made to the method and/or integration
parameters after reports were generated, the above process is to be
repeated and new set of reports generated.

5.5. Refer to the “Reporting” and “Preparation of Load” sections of the method SOP
to complete the data package and report results.
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