SOP 054 - Data Processing - Agilent Chemstation & Thermo Xcalibur

Data Reduction
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SOP 054 - Data Processing - Agilent Chemstation & Thermo Xcalibur
Data Reduction

. Principle
1.1. This method is designed to allow a user to process Organic Base Screen, Organic
Base Quant, Acid and Neutral Screen, Acid and Neutral Quant, and LC Screen
data and create reports from data acquired by an Agilent GC (NPD, FID) and/or,
Agilent GC/MS, Thermo GC (NPD, FID), MS, and/or LXQ Ion Trap.
. Specimens
2.1. N/A

. Reagents and Materials
3.1. N/A

. Instrumentation and Equipment
4.1. Agilent GC/MS, Agilent GC (NPD, FID) ,Thermo GC,FMY or‘Lhermo LXQ
4.2. Agilent Chemstation Software and/or Thermo Xcalibur Software
4.3. Data reporting system (PC)

. Procedure

5.1. Copy the folder containing the acquired datayto'be processed (instrument PC)
located in:
5.1.1. C:\MSDChem\1\data (Agilent)
5.1.2. C:\Xcalibur\Data (Thermo)

5.2. Paste it into:
S:\toxicology\Instrument Pata\gems\ instrument name” (GC/MS data) — or
S:\toxicology\InstrumentyData\gclc\”instrument name” (GC-NPD or FID data) -
or S:\toxicology\Instfimentyata\LC\LXQ (Ion Trap Data)

5.3. Data ProcessingmScteen (Agilent GC/MS — Library Report)

5.3.1. Om"@metworked PC with Agilent Chemstation Software installed, open the
Chemstation software by double-clicking the ICON.
Dl ™

Daka Analysis

5.3.1.1.1.

5.3.1.2. Open the folder containing data to be reduced by choosing:
“File” — “Load Data File”.

5.3.1.3. In “Select Data File” window, select “Change Path”
5.3.1.4. Select the desired folder — typically located on: S:\toxicology\Instrument

Data\gcms\”instrument name”\”Load number”.
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Data Reduction

Select Data File

Browse For Folder,

Select Folder containing Datafiles

Path; |S:\toﬂicnlog_l,l'\gcms\Humetus['l4]\13042401

) database 07575 D

D acs 075760
[ Humerust 14) 07580.0

ENa] 1 5042401 -
) 01823.0 _

I3 03501.0 v
< | =

Change Path...

07419.0 ~

2 gele 4 07428.D u
L) gemacros 07429.0
= 07450.0
2 gems 074600
DA = 074840
I all methods 074770
BOBQUANT.M 075580
08080 075510

5315 [ Make Mew Folder l [ [u]4 l [ Cancel ] oK

5.3.1.6. In “Select Data File” WindO\@ ¢ desired data file (Typically

start with QC LOW).

5.3.1.7. Next, open the proc %od to be used for this assay/data type.

5.3.1.7.1. For Orgafitic SPLITOB.M
5.3.1.7.2. For A¢idand Neutrals: ANSCRNI.M
53.1.7.3. O ropriate Quantitation method (5.5.1).

From the menu bar select: “Method” — “Load Method...”
o proceed select “Yes” at the prompt).

.3.2. Browse to find desired method.
(S:\toxicology\Instrument Methods\GC\Agilent\GCMS ) —
Click “OK”

.1.8. Save newly loaded method into the current load folder.

5.3.1.8.1. From the menu bar select: “Method” — “Save Method...”

5.3.1.8.2. Click “Browse” and choose the location of the current load
folder. Click “OK”.
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e

tethod Path:
IE:HTDXIEDLDGY\INSTHUMENT DATAMGCMSSHUMERLE Browsze. |

Method File :
|SPLITOR.M
(] I Cancel | Help

5.3.1.8.2.1.

5.3.2. A macro within the software is used to detect each peak (abgye
threshold) and perform a mass spectrum library search on_tha

5.3.2.1. To select spectral libraries - Select “Spect 1o @
and choose “Select Library”.

5.3.2.2. Use the “Browse” buttons to selectdibraries

Search Mest Librany

Order If M atch Quality <
1 Browse. .. 40
3 Browse. .. IT
3 Browse, ..
Cancel | Help |
53.2.2.1.
5.3. 3 d integration threshold

d the “QC LOW?” data file.
m the menu, select the “Integrate” icon

533
5.3.3. .2. Peak inte integration will be evident by a retention time displayed
above each integrated peak.

5.3.3.2.3. If all prominent peaks are not integrated (threshold set too

high) or baseline noise is being integrated (threshold set too
low), the integrated threshold should be adjusted (5.3.3.3).
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SOP 054 - Data Processing - Agilent Chemstation & Thermo Xcalibur
Data Reduction

Threshold set too high

5.3.3.3. From the menu bar, select “Chromatogram — MS Signal Integration
Parameters”.

5.3.3.4. In the “Start threshold” box, faise or lower the threshold accordingly
(default = 0.2)

\TE Integrator

Detector — r Dutpib”
D ata point sampling |1 Minimum peak area 25
¥ Smoothing ' % of largest Peak
Detection filkering 5 paib 'l 7 Area counts
Start threshold 10.200 ¢ Peak location Top hd
Staop threshiold iD.DDD M aximum number of peaks 100

Baseline 2llocation

B aseline raget [# points) » 5

Baseline Preference

IRleading or trailing edge < |1 o0.o E4 |Baseline drop elze tangent j

Load... | Save... | ak | Cancel | Help |

33.3.5.

5.3.3.6. Repeat steps from 5.3.3.2 until all prominent peaks are integrated (it
is OK if some of the smaller peaks do not integrate (e.g.
amphetamine, zolpedem)

5.3.4. To run the Library Match Report, select “Tools” - “DoList” — select “Use

Standard DoList Options”, click “OK”. From the list check the box next
to “Detailed Library” and click “OK”.

Page 6 of 26



SOP 054 - Data Processing - Agilent Chemstation & Thermo Xcalibur

Data Reduction

5.3.5. In the “Multiple File Select” Box, double click or highlight and use the
arrows to select files for processing (files for processing will be displayed
in the box on the right). Click “Process”.

= Multiple File Select

5.3.5.1.

Path:  5:\toxi

Change Path...

Available Data Files

[14)A12041303%

Process | Cancel |

Files Selected for Proc

|| File

| Sample Name »~

06414.D
06420.D
06438.D
06448.D
06452 D
06456.D
06474.D
06482 D
06493.D
<

5120006374 T20.
5120006378 T20.
5120006405 T20.
5120006414 T20.
5120006420 T20.
5120006438 T20.
Sl000C A0 120,

File

mN ame

S:\toxicologyvgems\Humerus[14)8120413
S Atoxicologyigems\Humerus[14)4120413.C
. S:Atoxicologyhgems\Humerus(14)%120413.__
S:\toxicologyvgems\Humenas[14]4 12041 3.4
S:Atoxicologyigcms\Humerus[T4)4120413. ..

o

5120006452 T20.

5120006456 T20.

5120006474 T20.

5120006482 T20.

5120006493 T20. v
>

h. ™ 4

blank 2mL blood
qcl 2mL blood

5120004623 T20...
5120005039 T20...
5120005737 T20...

N

5.3.5.2. As arule, the Blank, QC Low, andiall of'the cases are to be

5.3.6.

5.3.7.

5.3.8.

5.3.9.

processed in this manner.

The requested reports will beytrangferred to the printer.

After organizing the printed repotts, open each data file in turn.

peak based ongietention time and mass spectral match.

must be performed manually.

53.9%. To zoom in on a peak, hold down left mouse button and drag

5

5

3.9.2.

3.93.

5.3.9.3.1. To search the MS library, double right click in the lower
window containing the spectrum of interest.
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diagonally to form a rectangle around the area to be expanded

To zoom back out, double click left mouse button over
chromatogram.

To view mass spectrum of a peak, double right click on the
chromatogram at the retention time of the apex of the peak of
interest. The mass spectrum should appear in the bottom window.

Starting with theiblanky use the detailed library reports to identify each

For peakSwithyareas below the integration threshold, the library match




SOP 054 - Data Processing - Agilent Chemstation & Thermo Xcalibur
Data Reduction

5.3.9.3.2. In the library search window, choose the chemical name that
provides the best spectral match and click “print”.

5.3.9.3.3. Label the corresponding peak on the printed chromatogram
with the name of the compound with the best spectral match.

5.3.9.3.3.1. Note: For Guidelines for MS Peak Identification See
Chromatographic And Mass Spectral Quality Cofitrol
Section of the QA/QC Manual.

5.3.9.3.4. Repeat for all other non-integrated peaks

5.3.10. There are often extraction artifact peaks that will be present'in all
chromatograms. On the blank blood chromatogram, mark these un-

identified peaks with an “@” (not). Alsdjunake a note on the

chromatogram identifying what the not §ymbel represents. “@ =
Extraction Artifact”.

5.3.10.1.0n all subsequent chromatograms peaks matching the “@” labeled

peaks on the blank bleed chromatogram can be labeled with a “@”
symbol — all other{peaksimust be identified or labeled as “NI” (Not
Identified).

5.3.11. Once all peaks are [abéled, an Extracted lon Chromatogram (EIC) shall be
displayed

5.3.11.1. Krom the menu bar select: “Chromatogram” — “Extracted Ion
Chrematograms...” The Extracted Ion Chromatograms window
appears.

$.3.11%2.1n the six “lons” fields, enter the following ions: 303, 308, 245, 315,
299, 235. Click “OK” (see below).
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Time B ange: |2. 037 to |21 BES Tinutes
lons
. 1. |303.00 & 3500
Cocaine — Oxycodone
Alprazolam — 30800 & |23900 ———— Hydrocodone/Codeine
Fentanyl . g g [23s00 Zolpidem
Use mass range from - |D.30 o+ |D.?D arnu
5 3 1 1 2 1 ak | Cancel | Help |

5.3.11.2.1.1.Note: Other ions may be substituted‘as needed on a
case to case basis.

5.3.11.3.To display the individual EICs in merged format, select
“Chromatogram” — “Display Ion Chromatograms in Merged

Format”.

5.3.11.4.Using the EIC, repeat steps outlined in 5.3.9.

5.4. Data Processing - Screen (Agilent GE-NPD and/or FID)

5.4.1. To Start, followystepsioutlined in 5.3.1 (Processing method can be found
in: S:\toxicology\lastrument Methods\GC\Agilent\NPD or FID.

5.4.2. With “STD12 loaded, Select: “Chromatogram” — “Integrate”. All target
peaks ghould beintegrated with retention times displayed at their apex.

5.4.3. Select: [File” — “Print”. Under “Enter window # to print” enter “2” and
click “OK”.

5.4'4, Repeat steps above for all calibration levels. — Collect chromatograms
from printer.

5.4.5. Update retention times (RT)
5.4.5.1. With STD1 loaded, select “Calibrate” — “Edit Compounds”

5.4.5.2. In the navigation pane, maximize the internal standard to reveal its
associated analytes.
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Data Reduction

SOP 054 - Data Processing - Agilent Chemstation & Thermo Xcalibur

5.4.5.3. Using printed STD1 chromatogram as a reference, update the RTs
for each analyte by entering the RT of the corresponding peak into
the “Ret Time” field.

5.4.5.4. Note that though the Internal Standard is listed first, it does not have
the earliest retention time. Check the blank for RT of the IS.

5.4.5.4.1. Hint: Use the Standard and Control Worksheet and
GC/MS data as a reference for elution order and co
of each standard.

Search by: {* Fet

Time 7 Mame

Alphaproding

- W Amphetamine

i tdethamphetarmine
- W Memantine

-l MNicotine

W MD&

H MOk A

H Tapentadal

W Threo Bupropion
i m-CFP

- W Lidocaine

- W Werlafavine

- i O-desmethyl Verlafa
- W Amitriptyline

H Mortriptyling

=

& Lzed for Quanf

Ret Time

m

ive Fesponze

- W Cyclobenzapring
H Mirtazapine
- Codeine
W Diazepam
- W Nordiazepa
W Duloxeti

Marfluoreting
Fluosetine

"l Tramadol
- MDPY
W Methadone
- W Abopine

[ = — |-

IC jmu.uo‘

gh——

minutes

% Uncertainty

Rel

o

000 jo.o0

|2000

[T | [T

|2000

03 |0.00 jo.00

{20.00

" Inde
#  |dentification !Calibrationi User-Defined] vanced | Regii
P Mai lMethamphetamine Cor
— Signals b

Level | Conceniration |

1 Jo.500000
2 1

3

| Response
|12527146.425000

oK | Cancel | Help

5.4.5.5. Repeat steps outlined in 5.4.5 for all calibrators.

5.4.6. Update Calibration Levels

Pritit €

5.4.6.1. Select “Calibrate” — “Update” — “Update One Level” — click “OK”.

5.4.6.2. Select “Yes” to

Quantitate/Requantitate.
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SOP 054 - Data Processing - Agilent Chemstation & Thermo Xcalibur
Data Reduction

5.4.6.3. In “Update Calibration” window, select from the dropdown menus:
“Recalibrate”, Level ID*: “1”, Responses: “Replace”, retention
Times: “No Update”. (See Below)

5.4.6.3.1. *Use the following Level IDs:Std1 Level ID =1,
Std2 Level ID =2, Std3 Level ID = 3 (Organic Bases Qnly)

Update Calibration |' :
Calibration D1ata File [Selection ignored by Seguence]
File Hame:
S toicologyhgelchMPDE3Y1 30424085 TD.D

IHecaIibrale vI uzing Calib Level 1D

Responzes Retention Td

1
PN

IHepIace LI IND Ipd: Q
[ Replace Qualifier lan ive Respors

Do Update | @ Cancell Help |
5.4.6.3.2.

5.4.6.4. Click “Do Upd
5.4.6.5. From the u select: “Quantitate” — “Calculate”.

5.4.6.6. Selecty'View’, “QEdit Quant Result”.

54.6.7. 1 @ ick QEdit window, while holding the Ctrl key, click on (to
- ght) all detected analytes (x) that are not present in the current
S

cimen. (Be sure not to highlight the Internal Standard (IS)).
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SOP 054 - Data Processing - Agilent Chemstation & Thermo Xcalibur
Data Reduction

OB Screen A/N Screen

T
Start | Exit | QDel | Configure

Al fiehamodre Start | Exit | ODel | Coni
i3 Memamme "
5 % HNicoline 1 % Mephobarbital
N g H] |I:i'utalhlitalh_ |
8 x Thieo Bupropion " entobarbita
9 x Tapentadol -
4wt 4  x Phenobarbital Standard 1
Standard 1 £ 1} Yueee, 5 x Metaxalone
13 x 0-desmethyl Venlafaxine 6 x Primidone
% Amitriptyline '
= Hotplyline 7 % Phenytoin
% Wiazopine 8_ x lLamotrigene
B Do Levetiracetam
® %lurdi?jzepam
Carisoprodao Standard 2
MDEA Theophylh:

2
26 x_Meperidine

28 x _HNorfluoxetine

29 Fluoxetine

30 _x_Fluvoxamine

32 x MDVP

5.4.6.7.2.
5 s > Standard 2

5 x Doxepin
Hordoxepin

Topiramate
Carbamazep

x

% Desmethylsertraline

x Sertraline

% Citalopram

x _Hydrocodone
Oxycodone
Paroxetine
Metoclopramide
Zolpidem
Verapamil

Propylhexedrine
iphenhydramine
Doxylamine
Drphenadiine
Levamisole
Chlorpheniramine

Standard 3 Bmmpheni'l'amine
Desipramine
5 Bupivacaine

7
58 x Clomipramine

60 x Amoxapine
61 Clozapine

5.4.6.8. Click “Q

5.4.6.7.1.

5.4.6.9. When
result lic

lick “Yes” to save changes made to quantitation
‘No” to discard changes).

teps outlined in 5.4.6 for Std2 and Std3 (if applicable).

.6.10.1. For multipoint curves, print calibration plot for each analyte
(follow steps outlined in 5.5.5)

5.46.11. Print method parameters — Note: To print GC method data, a
GC/MS data file must first be opened (any GC/MS data file).

5.4.6.11.1. Select “File — Print — Method”.
5.4.7. Calculate and Generate Reports
5.4.7.1. Open desired data file

5.4.7.2. Select “File” — “Edit File Info...”
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SOP 054 - Data Processing - Agilent Chemstation & Thermo Xcalibur
Data Reduction
5.4.7.2.1. Operator: “User Initials”

5.4.7.2.2. Sample Name: (Sample ID + aliquot volume) e.g. “std1 2mL
blood” or “S130007576 T201302957 2mL blood”

5.4.7.2.3. Misc info: (SOP# -extraction date — extractor initials) e.g.£‘sop
102 extracted 4/24/2013 emm

5.4.7.2.4. Sample Multiplier: Dilution factor (1 is default).
Edit Header for 07576.D O

Operator

|(User iniialz]
Sample Name
|S‘I 30007576 201302957 2ml blood

Mizc Infa
Isop 102 extracted 4,/24/2013 emm

Sample Multiplier

i
QK. | Cancel Hel
5.4.7.2.5.

5.4.7.3. Click “OK” Q
5.4.7.4. From the , t: “Quantitate” — “Calculate”.

e %
&Edit Quant Result”.

5.4.7.6. Tnrfth&yQ QEdit window, while holding the Ctrl key, click on (to
@ t) all detected analytes (x) that are not present in the current
S O

) en. (Be sure not to highlight the IS).

5.4.7.5. Select:

.1. Us the GC/MS data generated earlier to determine which
analytes are actually present in the specimen.

4.7.7. Click “QDel”. Click “Exit”

5.4.7.8. When prompted, click “Yes” to save changes made to quantitation
results (Click “No” to discard changes).

5.4.7.9. Select “Quantitate” — “Generate Report”
5.4.7.10.Style: “Summary”, Destination: “Printer”

5.4.7.11.Click “OK”. — A report will be generated
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SOP 054 - Data Processing - Agilent Chemstation & Thermo Xcalibur
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5.4.7.12.Compare GC/MS Data to GC-NPD or FID data.
5.4.7.12.1. Hand-label any non-target analyte peaks on the GC
chromatogram that have a corresponding GC/MS peak with the
same relative retention time.
5.4.7.12.2. Any peaks without a GC/MS match will be labeled “NI”.
5.4.7.13.Repeat steps outlined in 5.4.7 for all data files.
5.4.8. Reporting Results

5.4.8.1. Screen - Only compounds detected on both the GG/MS and GC-
NPD/FID will be considered confirmed and therefore reported.

5.5. Data Processing - Quantitation (Agilent GC/MSgNPD, FID)
5.5.1. To Start, follow steps outlined in 53wl
5.5.2. Clear any previous calibratign results;
5.5.2.1. Select “Calibrate — Clear®, choose “Clear Compound Responses” and
CGOK’Q.
5.5.3. Verify calibratipn,Jevels match Standard and Control Worksheet.
5.5.3.1. Select {Calibrate® Edit Compounds”.
5.5.3.2. Theldentification Tab displays retention time, target and qualifying
ions (iffapplicable), concentration units, and other quantitation and

calibration parameters.

5.5.3.2.1. Edit these parameters as needed — see a senior chemist with
any questions.

5.5.3.2.2. Navigate between compounds using the navigation pane on the
left side of the screen

5.5.3.2.2.1. Note: Target analytes can be found by maximizing (+)
its associated Internal Standard.

5.5.3.3. Click on the “Calibration” tab

5.5.3.3.1. Verify the levels and concentrations correspond to the Standard
and Control Worksheet.
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5.5.3.3.2. Navigate between compounds by selecting them on navigation

pane.

5.5.3.4. Select “Exit” on Edit Compounds window and save changes when
prompted

Searchby: & Ret Time © Mame  Indes ]

i Compound D atabase
=0 Propofol-d17
* | Propofol

Identification ICaIibrat\onl User-Definedl Advancedi Heporting]

Name  |Propofal

Signals to Be Lsed for Quantitation
RetTime  [3.957
Extract signals fram

[oson + oo ® Mmoo T %
This is ]3.457 ta 34.45? minutes
Quant signal  |Targstlon = ; 3 Uricertairty

m/z  Relative Response i Rel 'i

Target
* 1183.00 !100.00

o1 [i7ao0 [ero
02 [z 1480

ID.DU iD.DD

RRT |1.031

|20.00
|20.00

a3

Concentration Units Img/L

=]
!Meets qualifiers, Best RT ;i
iE]
! Extend Area Quant ‘:_l
%Linear Fiegression L‘
|Irwerse of conc L!

Propofol

1

=]

= 4

0.5
Concentration Ratio

Cancel | Help I

Print Calibration Curve

Copy Calbration Curve

5.5.3.5.

554. alibration Levels
5. Open datafile for the calibration level to be updated (Start with
Standard 1).
5.5.4.2. Select “Calibrate” — “Update” — “Update One Level” — click “OK”.
5.5.4.3. Select “Yes” to Quantitate/Requantitate.
5.5.4.4. Select which level to update in the “Existing Level ID” box.
5.5.4.5. Using the radio and check boxes, select to “Update Level (select

existing Calibration Level ID)”, Check box next to “Responses”, and

“Replace” (See Below).
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Update Calibratio

Calibration Drata File [Selection ignored by Sequence]
S\ towicologys nstrument DatahgolcWWPDHZ Hews 15017 4044:0d3.0

" Add Level [supply new Calibration Lewvel 1D

LCompound Concentration: ID.DDDDDD
1STD Concentration: ID.DDDDDD

% Update Level [select existing Calibration Level 1D] O %
¥ Fepla

¥ Regponses " dverage
™ Retention Times " dverage Repl
[ Replace Qualifier lon Relative Fesponzes

[ Update Mass Assignments

" Delete Level [select existing Cali

Cancel | Help

5.5.4.6. Click “D@&e”
5.5.4.7. Repeat 5¢4.1 through 5.5.4.6 for all calibration levels.

file - Std 1

5.545.1.

5.548.

5.5. e menu bar, select: “Quantitate” — “Calculate”.

.Select: “View”, “QEdit Quant Result”.
.11.In the Quick QEdit window, while holding the Ctrl key, click on (to

highlight) all detected analytes (x) that are not actually present in the
current specimen. (Be sure not to highlight the Internal Standard

(IS)).
5.5.4.12.Click “QDel”. Click “Exit”

5.5.4.13. When prompted, click “Yes” to save changes made to quantitation
results (Click “No” to discard changes)

5.5.5. Check Calibration Curve:
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SOP 054 - Data Processing - Agilent Chemstation & Thermo Xcalibur
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5.5.5.1. Select “Calibrate — Edit Compounds”
5.5.5.2. Choose target analyte from the navigation pane.
5.5.5.3. Open the “Calibration” Tab to view calibration curve parameters.
5.5.5.4. Check the curve parameters to see that SOP acceptance criteria i
met.
5.5.5.4.1. If a calibration level must be removed in order for et
pass calibration criteria, delete the area respg t
corresponds to the level to be dropped

Search by: * Ret Time " Mame ™ Index | Find Compaund |
;W Compound D atabase |dertification  Calibration iUsel-DEhnEdl Advanced | Rep

-0 Propofaldl?
opofol

Cancentration Response Ll 1D Concentration Response

| 0100000 | 183044.000000
| 0.250000 | 473807.000000

| 0500000 | 893003 0E0EDN
-
PG

0 i i [

B 0 0 [

I—D—Dm Quadratic: berm
I'm Linear term
Im Canstart berm
[ 1m0 CosfofDetf2)

1} 2 4 [} 8
Concentration Ratio

oK I Cancel | Help | Print Calibration Curve Copy Calibration Curve

55.54.

.5.5.5. Select “Print Calibration Curve”.
5.5.5.6. Repeat steps outlined in 5.5.5 for all target analytes.
5.5.5.7. Select “OK”, “OK.”
5.5.6. Save Method

5.5.6.1. Select “Method — Save Method”.

Page 17 of 26



SOP 054 - Data Processing - Agilent Chemstation & Thermo Xcalibur
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5.5.6.2. “Browse” to select the current load folder, and choose “OK™.
5.5.7. Print Method Parameters

5.5.7.1. Select “File — Print — Method”.
5.5.8. Calculate and Generate Reports

5.5.8.1. Open desired data file (Start with Std1)

5.5.8.2. Select “File” — “Edit File Info...” @
5.5.8.2.1. Operator: “User Initials” O

5.5.8.2.2. Sample Name: (Sample ID + aliquotyvolu e.g. “stdl ImL

blood” or “S130007576 T204302957 ood”

5.5.8.2.3. Misc info: (SOP# -extraeti — extractor initials) e.g. “sop
102 extracted 4/24/20

5.5.8.2.4. Sample MultiplierfiDilugion factor (1 is default).

Edit Header or 576,

.k Infa

op 02 extracted 472442013 emm

QK | I:ancell Help |

. Click “OK”

5.5.8.4. From the menu bar, select: “Quantitate” — “Calculate”.
5.5.8.5. Select: “View”, “QEdit Quant Result”.
5.5.8.6. In the Quick QEdit window, while holding the Ctrl key, click on (to

highlight) all detected analytes (x) that are not actually present in the
current specimen. (Be sure not to highlight the Internal Standard

(S)).
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5.5.8.7. Click “QDel”. Click “Exit”

5.5.8.8. Double click on remaining detected analytes to verify peak shape and
retention time.

5.5.8.8.1. QDel any analytical peak that does not meet chromatographic
acceptance criteria.

5.5.8.9. When prompted, click “Yes” to save changes made to quantitation
results (Click “No” to discard changes).

5.5.8.10. Select “Quantitate” — “Generate Report”
5.5.8.11.Style: “Detailed”, Destination: “Printer”
5.5.8.12.Click “OK”. — A report will be generated

5.5.8.13.Repeat steps outlined in 5.5.8 for all calibrators, specimens, and QC
data.

5.6. Data Processing (Thermo GC/MS),

5.6.1. On the PC attached to th€ instcument that acquired the data to be
processed, open Xcalibug by double-clicking the ICON.

afl

5.6.1.1. wcahoor

5.6.2. At thewelcome screen, click on “Sequence Setup”.

5.6.3._ Open the sequence that was used to acquire the data to be processed (See
SOP053).

5:6.4.9Double left click in the 1% row of the “Proc Method” Column, navigate to
C:\Xcalibur\methods and select the appropriate processing method — the
processing method will automatically fill down through the rest of the
sequence.

5.6.5. Save the sequence.

5.6.6. Process the sequence by clicking on the “Batch Reprocess” icon
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5.6.6.1.

5.6.7. In the Batch Processing Setup window, select Qual, Peak Detection &

Integration, and Library Search. Also Select Reports and Print Sample
Report (see below).
Batch Reprocess Setup [g|
Pracessing Actions

[~ Quan Process Rows: |1-14
-
-

-

v Qual
[v¥ Peak Detection & Integration

™ Spectum Erhancement

[v Library Search

v Reports

[v Print Sample Beports
I~ Print Summary Reparts
™ Programs

[™ Create Quan Summary Spre

Advanced Options

¥ Replace S plelr&
\ o | |
13

e software will process the data and print reports.

el the peaks on each chromatogram using the information
in the library search report associated with each data file.

k the “Roadmap” icon.
5.6.11. Choose Qual Browser.
5.6.12. Open a raw file to be reduced from the load file found in C:\Xcalibur\Data
5.6.13. For all peaks of interest that were not integrated by the processing method,

a library search must be done.

5.6.13.1.Click the “Pin” icon in the upper right corner of the window
displaying the chromatogram — the pin should turn yellow.
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5.6.13.2.Zoom in on peaks of interest by holding down the left mouse button
and dragging over a section of the chromatogram.
5.6.13.3.Zoom out using the “Reset Display” icon on the menu bar.

i

5.6.13.4.0Once the peak of interest is displayed as desired, click the “Pin’” in
the upper right corner of the Spectra Window.

5.6.13.3.1.

5.6.13.5.Left click the pointer at the apex of the peak of intesestyoridiag it
across the peak at half its height. The Spectra will'be displayed in
the pinned window.

5.6.13.6.Right click in the window displaying the Mass Spéctra and choose
“Library — Search”.

5.6.13.7. A library search window will openy, Adjust the window panes so the
information is displayed as désired and print using the printer icon
(select “All Cells in the Selected window” and “One Page” in the
dialog box).

5.6.13.8.Close the library reéport window to go back to the chromatogram
display.

5.6.13.9.Repeat steps outlined in 5.6.13 for all data files in load.
5.7. Data Processingy(Ihermo GC- FID)

5.7.1. OmstheBC aftached to the instrument that acquired the data to be
processed, open Xcalibur by double-clicking the ICON.

afl

5711 wcalibur

5.7.2. At the welcome screen, click on “Sequence Setup”.

5.7.3. Open the sequence that was used to acquire the data to be processed.

5.7.4. Double left click in the 1% row of the “Proc Method” Column, navigate to
C:\Xcalibur\methods and select the appropriate processing method — the

processing method will automatically fill down through the rest of the
sequence.
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5.7.5. Save the sequence.
5.7.6. Go back to the “Roadmap” page and select “Processing setup”.
5.7.7. Open the processing method located in C:\Xcalibur\Methods.

5.7.8. Choose “File — Open Raw File”. Browse to the load folder and select the
data file associated with Std1.

5.7.9. In the Identification Tab, using the chromatogram display at the

retention times for each of the analytes in Stdl.

5.7.10. Repeat steps 5.7.8— 5.7.9 for Std2.

5.7.11. Save and close the Processing Method.

5.7.12. Process the sequence by clicking (@ Reprocess™ icon.

5.7.12.1.

5.7.13. In the Batch Pr &Setup window, select Quan, Peak Detection &
i d tation (see below).

a

Process Rows: |1 14

¥ Calibration

O ¥ Quantitation

™ Qual
I~ Peak Dstection & Integration
I™ Spectium Enhancement

¥ Library Search

I Reparts
I~ Fiint Sample Feports
I™ Frint Sumimary B eparts
I Programs

™ Create Quan Summary Spreadshest

—Advanced Oplions

¥ Replace Sample Info

Ok | Cancel | Help |

5.7.13.1.
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5.7.14. Click “OK” — the software will process the data. (Listen for the beep upon
completion).

5.7.15. Go back to the “Roadmap” page and select Quan Browser.
5.7.16. Select the “All” tab to display all of the data.

5.7.17. Click on the first data file in the sequence (you can skip methanol blanks)
and then click on the first analyte in the right hand column.

5.7.18. Arrow down the analyte list, fixing any poor integrations and ‘deleting anly
non-peak integrations (right click on chromatogram andéseleet,“Set Peak
to Not Found Status”.

5.7.19. Once all data files and analytes have been reviewed, Print reports:
5.7.19.1.Select “File — Print — Reports Dialog™:

5.7.19.2.In both the Sample Reports andsSummary Reports sections, click on
the first two rows in the¢’Enabled”@olumn and check the check
boxes

5.7.19.3.1In both the SamplefReportsiand Summary Reports sections, click on
the second rowsgginithe ”Save As” column and select “PDF” from the
drop dowmybox.

5.7.19.4.Select the!Seleef’'Samples...” button and, using the buttons, move
the data\files'te be printed from the left window to the right window
and selectyi'Print Reports”.

6. Data ProcesSing (Fhérmo LXQ LC/MS)

6.141. “@n the PC attached to the instrument that acquired the data to be
processed, open Xcalibur by double-clicking the ICON.

afl

6.1.1.1. walibur

6.1.2. In the “Roadmap View”, click on “Sequence Setup”.
6.1.3. Open the sequence that was used to acquire the data to be processed.

6.1.4. 1If the processing method is not already selected, double left click in the 1%
row of the “Proc Method” Column, navigate to

Page 23 of 26



SOP 054 - Data Processing - Agilent Chemstation & Thermo Xcalibur
Data Reduction

C:\Xcalibur\methods\LCMS Screen and select either the “LCMS Screen —
Blood Urine” or “LCMS Screen — Liver”, depending on the specimen type
— the processing method will automatically fill down through the rest of
the sequence.

6.1.5. Save the sequence.

6.1.6. Process the sequence by clicking on the “Batch Reprocess” icon. A

6.1.6.1.

6.1.7. In the Batch Processing Setup window, select Quan, Peak Detection &
Integration, and Quantitation (see below).

Batch Reprocess Setup

i Processing Actions
¥ Quan Process Rows:

¥ Peak Detection & Inteqiation

¥ Calibration '
¥ Quantitation \

™ Qual
I™ Peak Detection & Integiati

I™ Spectium Enhance;

W Librany SK&

I Reports

B mary Spreadshest
gdvanced Bptions —————————————

ee Sample Info

ok | Cancel | Help |

Click “OK” — the software will process the data. (Listen for the beep upon
completion).

6.1.9. Go back to the “Roadmap View” page and select Quan Browser.
6.1.10. Select the “All” tab to display all of the data.

6.1.11. Click on the first data file in the sequence (you can skip methanol blanks)
and then click on the first analyte in the right hand column.

6.1.12. Review every analyte of each sample.
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6.1.12.1. Delete any non-analyte integrations by right-clicking on the
chromatogram and select “Set Peak to Not Found Status.”

6.1.12.2.To manually add a peak right-click on the chromatogram and select
“Manually Add Peak”

6.1.12.3.To change an integration parameter, right-click in the chromatogram
and select “User Peak Detection Settings” and adjust parameters
under the “Identification” tab.

6.1.12.3.1. Click “OK” to apply to only that sample, or
6.1.12.3.2. Click “Apply to All” to apply settings to all gamples.

6.1.12.4. After all integrations have been cheeked and/émehanged, select File-
Save Al
NOTE: Failure to do so will resultiin thejehanges not being reflected
in the Sequence Summary repert:

6.1.13. Once all data files and analytes‘havesbeén reviewed, Print reports:
6.1.13.1.Select “File — Pring™ Reéports Dialog”.

6.1.13.2.In both th¢,Sample Reports and Summary Reports sections, click on
the first two tews'in the “Enabled” column and check the check
boxes

6.1.13.3. In'both the,Sample Reports and Summary Reports sections, click on
the second rows in the ”Save As” column and select “PDF” from the
dropsdown box.

6.1°03.4.Tf needed, select a report template by navigating to
C:\Xcalibur\templates\LCMS Screen and select either “LCMS
Screen — Sample Report” or “LCMS Screen — Summary Report” for
the sample and summary reports, respectively.

6.1.13.5.Select the “Select Samples...” button and, using the buttons, move

the data files to be printed from the left window to the right window,
or click “Add All”, click “OK”, then select “Print Reports”.
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