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SOP 051 - Sequence Setup - Thermo Xcalibur

1. Principle

1.1.  This procedure is designed to allow the user to create a sequence and acquire
data using Thermo Xcalibur software.

2. Specimens
2.1. N/A

3. Reagents and Materials

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

4.1. Thermo Trace GC FID, Thermo LXQ LC-MS (Ion Trap),
Thermo QE-Focus LC-MS (Orbi Trap)

4.2. Xcalibur software

4.3. Data reporting system (PC) @
5. Procedure \\

5.1. Create Sequence

5.1.1.  On a network &t}l Thermo Xcalibur software installed, open the
Xcalibur softwar uble-clicking the ICON.

e Xcalibur software will launch in the “Thermo Xcalibur Roadmap”
view (see below).
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5.1.3.  Allow time for the Xcalibur software te,downloa GC and
autosampler. Once that is complete cli the “Sequence Setup” icon
in the middle of the screen.

5.1.4.
=] l®] | mEE] @lwlex] »mnf 2|
T Pah | nstMeth | ProcMeth | Position | &
5. ]. 4 ]. . For Help, press F1 WW!*W!W!*;

5.1.5.  Click on “File” then “Open” to open an existing sequence, or click on the
“open” icon at the top of the tool bar.
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T
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5.1.6.  To find a sequence, look in C: /Xcalibur/data/.“4Chogse the appropriate

assay folder and then a sequence locatediin that folder to use as a

template.

| 7| %8 | B W= | | (e[| o [wm mE| 2|
o e — Proe e “Feton Vot T T

5.1.7 ter opening, choose File-Save As... In the dialog box, navigate to the
opriate Method (acid/neutral, acid/neutral quant, etc.) folder in
:/Xcalibur/data/. Using the “Create New Folder” button, create a new
folder - naming it with your load number.

.8.  Create a row for all specimens in the load by choosing a sample type
from the drop down menu in the first column (Sample Type).

5.1.8.1. Standard Bracket = Calibrators
5.1.8.2. Blank = Blanks

51.83. QC=QCs
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5.1.8.4.  Unknown = Specimens

5.1.9.  Put the description of the standard/blank/control or full “S” and “T”
numbers and amount aliquoted in the column labeled “Sample ID”. Put
the partial sample number (last 4-5 digits of the S#) in the column
labeled “File Name”.

5.1.10. Place the appropriate QC specimens after the case samples.

5.1.11. Move to the column Labeled “Level” and make sure that the levelsyare
correct for Standards and QC'’s.

# Thermo Xcalibur Sequence Setup - 11082402_110825125948.sld [Open]
Ele Edit Change Actions View GoTo Help

o | Wy (¢

EE Rl

(

‘ample Typ e Nar Sample ID Path . Inst Meth | Proc Meth | Position |
1 |Urknown  NEETeSTDH IE \Xcahbur\Data\AmdNeutr%ﬂ 1 0824D2|E \wws\anhd | Cvecalibursmethods\ANFIDE 1
2 |StdBracket stdl 1.0 ml blood C:idoaliburD atabcidi eutralsiis 82402 Choalburtmethadshanfid | Chcalburtimethods\ANFIDD 2
3 |StdBracket std2 1.0 mL blood E:\Xcalibur\Data\AcidNeutr__r‘-' 402 | C:\caliburmethodshanfid Chescaliburimethods\ANFIDD 3
4 |Blark. blatk. | blark 1ml blood [ \><ca||bur\Data\AmdNeué§lls\1 1082402, C:\¥calburtmethodshanfid | C:¢ealiburimethods\ANFID 4
3 |Unknown 11815 5110011815 72011068931 Tl blood | C: \Xcahbur\Data\AmdNeutr&I&J 1 082@' C:\calibutmethodshanfid | ChvdcaliburtmethadshaMFID k]
B Urknown 12971 5110012971 7201106632 Tral blood | C: Wcallbur\DataW&dﬁ&&Fals’ﬁ‘fﬂm2 C:¥calburtsmethodshanfid | C:Y<oalburtsmethods\ANFIDD 6
T Urknown 13166 5110013166 7201106692 Tl blood | C: Wcﬂﬁur\DatgﬁAmgﬁmtrﬂgﬂ 1082402 | Chdealibursmethodshanfid | Chescaliburtmethods\aNFIDD 7
8 Urknown 13280 5110013280.7 2011 06634 1l blaod C&caﬁﬁ@pat@eut@ﬂ 1082402 | Chwicaliburtsmethodshanfid | Cihedealiburtmethods\ANFID 8
2 {Unknawn 13300 5711007132007 2001 08695 Tl blood | C: Ilbur‘fﬁi‘gg\-ﬁbtﬁﬁgiralsﬂ 1082402 | C:Wecalburtsmethodshanfid | CY<ealbursmethods\ANFID 9
10 |Unknown 140251 51100714025 7 2011 08E3E Tl blood | C: Wcaﬁ@@D ataficidieutrals’ 11082402 C:\¥ealbutmethodshanfid | Cxcaliburtimethods®NFID 10
11 Unknown 14351 51100714351 7201108637 Tral blood S I|bu?5Q§a\.ﬁCldNeutrals\1 1082402 | Chwealibursmethodshanfid | Chealburtmethods\ANFID 11
12 | Unknown 14447 57100714447 72011 0EE32 1ol qug;I C:hwcalibur DaticidMeutralsh 11082402 | C:i¥ealibutmethodshanfid | CealibutmethodshANFID 12
13 Unknown 14453 5110014453 72071108633 1@3}pr0|: C \Xcah@\Data\.-’-‘«mdNeutrals'ﬂ 1082402 | Ch¢ealiburtsmethodshanfid —  CheealiburtmethodshaMFID (13
14 |Unknown 14609 5110014609 T201106700.dml bloos Gat<caliburD atavicidMeutralsh 11082402 | C:\¥ealiburmethodshanfid | Cvecaliburtmethods\aNFID 14
15 |oc golow | QCLO Tl blood S0 W ChemcealiburtD atabdcidheutralh 11082402 | Checalburtmethodshanfid | CohecalbutimethodshWNFIDE 15
16 ac gehigh QCHI Tl blood - € 00 O | EehescalibutD atabdoidMeuralsh1 1082402 Chxcalbursmethodshanfid | Ceealburtmethods\ANFIDD 16
AT \Unknown  BHlank_blankend O . ChEealbutD atahdcidi eutralsh 11082402 | C:\<caliburtsmethodshFlDend | Chcalibursmethods\aNFIDE 4

5.1.11.1.

5.1.12. Right clickithe first row in the “Path” column and select “Browse”.

5.1.13. (Find the folder with your load number. It will now appear in the “Path”
column.

5.1.14, Right click the first row in the “Inst Method” column and select
“Browse”.

5.1.15. Navigate to C:\Xcalibur\methods. Open the appropriate method folder
and select the associated instrument method.

5.1.16. Right click the first row in the “Proc Method” column and select
“Browse”.

5.1.17. Navigate to C:\Xcalibur\methods. Open the appropriate method folder
and select the associated processing method.
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5.1.18. Once those columns have been checked and corrected, if needed, left
click on the first cell in the “Path” column to highlight that cell. Drag
down to the bottom to highlight all the cells in that column (see below).

3 Thermo Xealibur Sequence Setup - 11082402_110825125948.sld [Open]

Fle Edit Change Actions View GoTo Help
D@ |u|S| B2 | @ESE 0 8@ vmn 2
ample Typle Nar Sample 1D Inst Meth Proc Meth Position | Inj Vol | Level Sample Wtsample VolTD Corr An Dil Factor| Study | C

1 Urknown  NEETcSTDI i d G D1 1.0 [ 0.000 0.000 1.000
2 |StdBracket stdl 1.0l bload id [ (1] 2 1.0 std1 - 0. 0.000 0.000 1.000
3 Std Bracket 'std2  1.0mL blood id £ o] 3 1.0 std2 0.000 0,000 0.000 1.000
4 Blark blank. blank 1ml blood fid |C D 4 1.0 g’ 0000 0.000 1.000
5 Unknown 11815 5110011815 7201106331 1ml bloo: id [ [¢] 5 1.0 D'GEEI‘ 0.000: 0.000 1.000
6 Unknown 12971 5110012571 T201106692 Tml blood f8 id {5 D B 140 0.000 5, 0.000 0.000 1.000
7 Unknown 13166 5110013166 T201106693 Tml bloo: id i 4] 7 0 0.000 0000 0,000 1.000
8 Urknown 13280 5110013280 20110684 ml blood [ d G [ 10 L\ 0o 0.000 0.000 1.000
9 Unknown 13300 5110013300 7201106695 Tml blood f8 id £ D El 1.0 . 0000 » 0.000 0.000 2000
10 Urknown 14025 5110014025 7201106636 Tml bloo id it 1] 10 19 0.000 0.000: 0.000 1.000
1 |Unknown | 14351 5110014351 20110657 1ml bloos d G o 11 48 1.0 & umw 0.000 0.000 1.000
12 Unknown 14447 5110014447 201106638 1ml bloo: id [ D 12 A ) . 0.000 0.000 0.000 1.000
13 Unknown 14453 5110014453 7201106693 Tml blood {8 id C o] 130 1.0 0.000 0.000! 0.000 1.000
14 |Unknown 14609 5110014609 201106700 1l blood |8 d G NEID. 14 L 10 At 0.000 0.000 0.000 1.000
15 ac aclow GCLO Tml blood id [ D 1, T L.07qc! 0.000 0.000: 0.000 1.000
16 ac «qehigh GCHI Tml blood id 33 e ] 16 10 qch 0.000 0.000: 0.000 1.000
17 Urknown blank_ blankend g CE \Xcalibur\methodstFIDend  C: Wca\\%‘nslhuds\ANF\D 4 1.0 0.000 0.000: 0.000 1.000
5 . 1 . 19 £ 00 0.000 0.000 0,000 0,000

5.1.20. With the entire column still selected cligk on the*SEill Down” icon (see
below).

# Thermo Xcalibur Sequence Setup - 11082402_110825125948.sld
File Edit Change Actions GoTo  Help N

View

] il] ][ | S

Inst Meth | Proc Meth | PosiNon | Inj)

lample Type Nar Sample 1D

1 |Urknown  NEETcSTDT Chcalibursmethodshanfid | C\Healiburtsmethodsh@NFID 1
2 |StdBracket st | 1.0mL blood Chcalbutmethodshanfid | Chscaliburtimethods\aMNFID 2
3 |StdBracket std? | 1.0mL blood Y C:¥caliburtmethodshanfid | Ch+calibursmethods\aMNFID 3
4 | Blank. blank |blank Tmlblood R C:Acaliburtmethodshanfid | CixcaliburimethodshaWFID 4
5 |Unknown 11815 5110011815 T 2011068841 mi blg C¥ealiburmethodshanfid | ChXcalibutmethods\aNFID. |5
6 |Unknown 129715110012971 T2D11DG‘BS'-2‘=‘1_mI bloo Chcaliburmethodshanfid | C:¥Healiburtmethods\@NFID 6
T Unknown 13166 5110013166 T@}'-}BSBSS Tralblood C:\<ealiburtsmethodshanfid C:Mxcaliburmethadz\WANFID 7
8 |Unknown 13280 5110013280 1201106854 1mi bieod Civoaliburimethodshanfid | C:A¥caliburimethodshANFID |8
9 Unknown 13300 511001 330‘&"{;2@1108895{1@ blood C:v¥caliburtimethodshanfid | Cohxcalibursmethods\aMFID 3
10 [Unknown 14025 5110014825 TQIBJTDBBSB 1ml blood C:hcaliburtmethodshanfid | CixXealiburmethodsh@MFID 10
11 [Urknown 14351534001 42500.201906E97 1 mi blood C:ealiburtimethodshanfid | Ch¥caliburimethods\ANFID 11
12 |Urknown 14447 5‘ij01 444?\@1 106595 1ml bload C:Aecalibursmethodshanfid | C\<caliburimethodshaMFID 12
13 Unknown 1_531&345 ﬁﬂ 4453’_12'1-31 106693 1ml blood C¥¥caliburtmethodshanfid | Ciecaliburtmethods\MFID. 113
14 Unknown 414609 5110094868 T 201106700 1ml blood Chcaliburtmethodshanfid | Ch<ealibutmethods\aNFID 14
15 |oc clow  GCLA Tl blood C:hecalibutvmethodshanfid | CixcaliburimethodshaWFID 15
16 |ac MM Q_C‘_ﬁﬁ il blood Ccaliburtimethodshanfid | Coxcaliburimethods\AMFID 16
17 Urknown® _"_Igla’r’ﬂ;'_lbighkend il T aliburmethods FIDend | Chcaliburtmethods\AMFID 4
*
- ¢

50217 The fill down dialog box will appear. Make sure to select the Path,
Instrument Method, and Processing Method as shown below and click
“OK”. (see below)
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Fill Down 3
Select Columns:
[ Sample Type [ Sample Weight
[ Sample Mame [ Sample Yaolume
[ File Hame [ ISTD Carr Aot
[ Sample D [ Dil Factor
[+ Path [ Study
[ |nstument Method [ Client
[ Laboratony
| Calibration File [ Compary
[ Position | Phone
[ Injection Yalume [ Comment
-
Al | Clear
Fill roves 2 to |1 7 uzing row 1
| ] | Cancel
5.1.21.1.

5.1.22. In the Position column, en
specimen vial locatio

hat the vial positions correspond to the
2 autosampler tray.

5.1.22.1. Note: forming analysis using an FID, add a blank as

the las e in the run (the reinjected blank) change the
inst od to “C:\Xcalibur\methods\FIDend”.

5.1.23. Save @

5.1.24. @ e sequence, choose the Printer icon and select “Vial position

" #Click “OK”.

1. rom the sequence screen click on the “Run Sequence” button in the tool
bar (see below).
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5.1.25.1.

5.1.26.

5.1.26.1.

SOP 051 - Sequence Setup - Thermo Xcalibur

10825125948.5ld [Open]

D@ ||8| B(E|- | (&8 v Bl P E
-ample Typ e Nar| Sample ID | Path | Inst Meth. | Proc Meth.
_NEETc'STD‘I | Chcalibur D atahacidMeutralsy 11082402 | Chxcaliburtmethodshanfid | Chxcaliburimethods W AWFID
|Std Bracket stdl | 1.0 mL blood | Cohcalibur D atahacidieutralsh 11082402 | C:hxcaliburtsmethodshanfid | ChcaliburimethodshamelD
|Std Bracket | std2 1.0 mL blood | Cohcalibur D atahacidieutralsy 11082402 | C:hxcaliburtsmethodshanfid | ChcaliburimethodshaNAD
|Blank blark | blank Tmlblood | ChcaliburtD atahdcidM eutralsh 11082402 | C:Axcaliburtymethodshanfid | C\<calibursmethods\aNFID

Unknown (11815 5110011815 T201106931 1ml blood | C:\<caliburt D atahacidh eutralst 11082402 | C:<caliburmethodshanfid
|Unknown 12571 | 5110012971 T201106692 1ml blood | C:\<caliburD atahAcidh eutralst 11082402 | C:<caliburmethodshanfid
\Unknown 13166 5110013166 T201106693 1ml blood | C:<caliburD atavAcidi eutralst 11082402 | C:\<caliburtmethodsanfid

oo~ o o e -

|Unknown 133000 5110013300 T201106635 Tl blood | C:YHcaliburD atahacidd eutrals’ 11082402 C:\<caliburimethods'y
10 Urknowe 14025 5110014025 201106595 Tl blood | C:caliburD atabdcidi eutralsh 1 1082402 | Chxcaliburimethods
11 [Urknown 14351 5110014351 T201106697 1ml blood | C:\*ealibutDatavdcidMeutralsi1 1082402 | C:\xcaliburme
12 |Urkrown 14447
13 Urknown 14453
14 [Unkrown 14609

\Unknown 1132801 5110013280 T201106634 1ml blood | C:WealiburD ata\Acidh eutralsh1 1082402 | C:\<calibursmethodshanfid

| CAcalibursmethods AN FID
| CrhcalibursmethodsWANFID

Crhecaliburimethods\WAMFID
swicaliburimethodshANFID
caliburimethods\aNFID
caliburmethods\ANFID
liburmethods\ANFID
iburmethods\AMFID

|C: iburmethodsaMFID
| CrcaliburmethodshaNFID

15 4o qgelow | Checaliburimethods\AMFID
16 ac qehigh QCHI Tl blood | CohcaliburD atahdcideutralsh 11082402 C:v<calibursmethods\ANFID
17 |Unknown  blank_ blankend | CircalibursD atahAcidM e 402 C:¥<calibursmethods\ANFID
« 9 1 :
The “Run Sequence” dialog box will appear (s ).

Run Sequence

Run Rows; (117

I~ Priority Sequence

Acquisition Options
Inztrument it [zl
TriFluz Autosampler (=
TRACE GC Ultra \

v Start'When R , .
E LS ge Instuments... Froceszsing Actions

Iknstime th

Start Up Browse... [ Quap

™ Qual

Sh Browse... i
4 r

B [ Programs
ition TOWSE...

—
Acquisition Browse...

Fun Synchronouszly

o

[ Pre Acquisition [ Paost Acquizsition

After Sequence Set Sypstem:
& 0On " Standby 0

5.1.27. Make sure that the “start instrument” has “yes” next to the Autosampler

and not the TRACE GC Ultra to begin the run.

5.1.27.1. If the “Start instrument” is not listed correctly, click the “Change

Instruments” button.
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5.1.27.2. 1In the next screen, click directly on the “Yes” under the “Start
Instrument” column next to the incorrect instrument.
5.1.27.3. Click again under the “Start Instrument” column next to the correct
instrument so that “Yes” is displayed (ask the Instrument Chemist
for additional help if needed)
5.1.27.4. Click “OK” and go to step 5.1.27.
5.1.28. Also ensure that the “Run Rows” field contains the correct starti
ending rows for the sequence. If not, enter the correct rows.
5.1.29. Click OK to begin the run.

5.1.30. Stay by the instrument to ensure that the first Sample 1 ted properly
before leaving.

6. References
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