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Body Fluid Identification by Proteomic Mass Spectrometry - Liquid
Chromatography & Mass Spectrometer Processing using Excel

1 Purpose

1.1 Samples are run through liquid chromatography to separate peptide markers. Marker peptides are
identified by mass spectrometry.

2 Liquid Chromatography — Mass Spectrometer Analysis Procedure

2.1 Retrieve the following reagents:

Cytochrome C (1pmol/ pl) at -80°C
PCM Standard

Phase A

Acetone

Acetonitrile

Isopropanol

2.2 If batch contains low concentration samples, make Low Conc resuspension mixture in a new 1.5
mL microcentrifuge tube. Work on ice or in a -20°C cold tube rack.

Low Conc. Resuspension Mixture — Enough for 9 Low Conc. Samples
Reagent Volume
Phase A 93 ul
Cytochrome C (1 pmol/ul) 0.94 ul
Total volume: 93.94 ul
2.3 Resuspend samples as follows:

2.3.1 REGULAR samples: add 93ul Phase A and 0.94 pl Cytochrome C (1 pmol/ul) to
reconstitute peptides. LIMS can do the math for total of samples

232 LOW Concentration Samples: add 10 pl of Low Conc resuspension mixture to
reconstitute peptides.

24 Vortex.

2.5 Place in refrigerated centrifuge at 4°C and spin at 18,000 g for 30 minutes. Record instrument and
temperature in LIMS.
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2.6 Pipette supernatant into LC Vial (avoid pellet if present) and store at 4°C.

2.7 Prepare the LC cleaning solution to be run alongside samples and controls:

LC Cleaning Solution
Reagent Volume
Acetone 2 ul
Acetonitrile 9 ul
Isopropanol 9 ul
Total Volume: | 20 ul /sample

2.8 Open “Batch Template” excel sheet located on desktop and save as date (YYYYMMDD),
followed by a letter identifying batch order (e.g., A, B, C, etc.), an underscore, followed initials in
“Batches” folder located on desktop.

2.9 To build batch fill in all highlighted areas as follows.

2.9.1 Sample Name: follow “Guidelines for Molecular Serology Body Fluids Proteomics”
protocol

2.9.2 AcgMethod: Choose from drop down options. See table below.

Sample Type AcqMethod
PepCalMix, 2Col Runlgrad2 2ulLoading PepCalMix 2021JulyOmm.dam
Phase A 2Col Run2grad2 2ulLoading PepCalMix 2021JulyOmm.dam
Cleanine Sol 2Col Runlgrad2 cleaning SE SA B CytoC DI HISv2 2021Apr.dam

& 2Col Run2grad?2 cleaning SE SA B CytoC DI HISv2 2021Apr.dam
Eieffgs controls. | 2Col Runlgrad2 2ulLoadingSE SA B CytoC DI Scheduled IA_2021 Apr.dam

> | 2Col Run2grad2 2ulLoadingSE SA B CytoC DI Scheduled A 2021 Apr.dam

Unknowns
Reruns (High) 2Col Runlgrad2 4ulLoadingSE SA B CytoC DI Scheduled IA October2022.dam

2Col Run2grad? 4ulLoadingSE SA B CytoC DI Scheduled IA_October2022.dam

293 VialPos place samples, controls, and prepared cleaning solution in Eksigent refrigerated
auto sampler and fill out position accordingly.

294 SetName: date (YYYYMMDD), followed by a letter identifying batch order (e.g., A, B, C,
etc.), an underscore, followed initials

2.9.5 OutputFile: Copy and paste Sample name

2.10  Save Excel Sheet as Text (tab delimited) file in “Batches” folder located on the desktop.
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2.11  Open analyst software.

2.12  Double click Hardware Configuration = Eksigent LC and MS - Activate Profile

*

..... % Repott ate Editor Hardware Configuration Editor
% Tune and Calibrate

----- ﬁ\_ Compound Optimization

----- A Instrument Optimization

----- I[g Manual Tuning

3 Acquire

----- % IDA Method Wizard

----- = Buid Acquistion Method

FA Diild femsinition Dodnl

Hardware Prafilas:

‘f( QEWRCWMB Mew Prafile...

-1 HM M5 and spring

-1 LM M5 and Syringe Wiew Profile...
__—f

EA_ctivate Profile
Available Devices...

2.13  Ensure that Eksigent windows is open simultaneously (both Eksigent Control Software window
and the Eksigent Autosampler window).

B zesigent Control Software

File Niew System Analysis  Help

OOLELY ]

| Chenoss

1558 Pochort Loads1 10
Tray: 8°C
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2.14  Double click Build Acquisition Batch

vt - e Ve

&Eile Edit View Acquire Tools Explore Window 5Script Help

a=zEE R | | L |[Acquire Mode v] (| ’Validation
=+ Ig 1] = Vo T % P
==l —
N Lranon
& Corfigure Acquiing Sample 20 of 20 Peiiod 1 of 1 E—
o Securty Configuraton 0 —— 00 Elee
EII:E‘ Hardware Configuration
_ Start Time Sample Name Pla
& Repott Template Edtor 1 | | 5/1412010 33040 F | Phase A_Col2 7
i1} Tune and Calibrate 2 || 61412019 412:40 P | CtoC Dig_10fmoliul 10ul Loading_CoM | 1
A Compound Optimization 3 || 611412019 44541 P | CytoC Dig_10fmoliul 10ul Loading_Col2 | 1
o o 4 || 61412019 5:18:40 P | CytoC Dig_10fmoliul 10ul Loading_Col | 1
- Al Instrument Optimization 5 | |6/14/2019 55141 P | Phase A_col2 1
¢ Manual Tuning B | |6M4/2019 5:24:40 P | Phase A C1 1
B Acquire 2 7 | |6M4/2019 71424 P | Phase AC2 1
o : 8 o | 6114/2019 8:04:06 P | SE 0.1ugiul, 2 ul loading, Col1_Sample 1| 1
"% IDA Method Wizard 9 || 611412019 8:53:49 P | SE 0.1ugiul, 3 ul loading, Col1_Sample 1| 1
- 1E Build Acguisit 10 || 6M14/2010 9:43:33 P | SE 0.1ugiul, 3 ul loading, Col1_Sample 1| 1
& i Acquision Baich 11 || 6/14/2019 10:33.14 | SE 0.1ug/ul, 3 ul loading, Col1_Sample 1| 1
12 || 6M4/2018 11:22:55 | SE 0.1uglul, 3 ul loading, Col1_Sample10| 1
A Bxplore {1} 13|+ | 611512019 12.12:38 | SE 0.7ugiul, 3 ul loading, Col1_Sample 1| 1
= Open Data Fil 14|/ | 6115/2019 1:02:20 A | SE 0.1ugidl, 3 ul loading, Col1_Sample 1| 1

2.15  Click Add Set.

M Amnalyst - [Batch Editor: [Validation - Mew Batch]]
I File Edit View Acquire Tools Explore Window Script Help

SEFHS A EE|'_):'Q§ Acquire Mods “ M B validation v | ®m¥m™MmH
m_-j-.‘[mx_.ﬁ. nu T % P

=l El
&R Corfgun Sampie  Locsbors  Cusrlsbon  Submi

S Sacuets Ealumbon Satact Muthod for Sample Sel

&H Hardwars Carligurben Cusmisten

& Feport Template Ecitar Set: (20211202 v N v | | Cuick Gueen
o0 Tune ard Caliorats (1) ’ - o Acquistion

L} e ool

A, Compound Oplimi salion ——— SIRRY Uss ms Temrplats rane w | Method Edbar

A Inetrument Dptimization Add Samples Del Samole Usa Muhiple Mathed

ir§ Manual Tuning
B foqure ) Batch Sept: | | select St

% DA Meshed Vitzard

T Buskd Acistion Method | | sampie Name| Rack Code | Rack Position | Plate Code | Plate Position | visl Position|  Dem File | inj-valume i) |

|
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2.16  Right click to import acquisition batch.
AL Analyst - [Batch Editor: [Validation - Mew Batchl)
A File Edit View Acquire Tools Explore Window Script Help
BEES R By B | 152 %  Acquire Made v | [T 3| validation v||iem % [
= o T 0 MM @ Do R AR T% P
x|
B Corfgue Sample  Locations Cusnitstion  Submi
¥ Sty Covlimion Select Method far Samgle Set
T Hardware Corfiguration Guarttation
% Fepod Template Editcr Set: | 20211202 w e
e Tune and Caibrale (1)
i Add Set Remove Set Aceadekion
A Compaund Ogtimization Use 23 Template | one
Al hesumen: Optimization Add Samples Dl Samples [ Use Mubiple Mathods
1% Manual Tuning
Batch Script Selact £
% IDA Method Wizard (\
& Buid Acquistion Method Jm;c:-wT Backe e | Back Pf-'ilrtion [ Piate Code| Piate Position | Vial Position |
] Buid Acquistion Baich Impart Fi } File
S8 Bplore (2 Save As Bakch SOIL *LIMS Woarklist
& Open Data Fie Save As a Template... S0 *LIMS TaskiD
E Cpen Comaound Databizss Hide/Show Column...
7 Cuaniiate Save Column Settings...
FF R Mh@ntiaron Methart
2.17  Select batch list. Click open.
Samcle locatiors Guarttstion Submi
Select Method for Sample Set
Guarttzson
Sa: (20011200 v v v (G
Add Set Reamzve Sel AEp—
te  none ~ | Method Edtar
Add Samples D Sarmoles Dllnmurpi-l'
Baich Scrpt -& COpen x
Lock i | I Deskinp | @ ¥ M- -
| saempie Hame | Rack Code | Reck Position | Plate Code | Plate Positios = s :
* TMAcin
Cuick access *
e -
Desktop L Roses
= I ——
Libranes KE Y p——
A Yot Do I;;i:f.‘..l..rfu: 12/2/2021 %28 AM
This PC all
Tiest2. bt
@ - -
Metovirk S
Fie: rame: | = -.E:m
Fies of tyoe: (Daver da Micmaoft Dara anguivestesto bt “¢ e
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2.18

Select autosampler (ekspert nanoL.C 400). Click OK.

— 1 Select Autosampler
Aliaz

_| |CTCRAL
CTC-MP= Dirier
Drioresn ACC-F000
Dionex A5[ 50|
Dicnex A51-100
Dipnex 'WFS- 3000

Ek:Ezn:.ﬁEI

Endurancs

L

X

“.@

Cance

2.19

Label and Position WITNESS: Have a witness verify the selected autosampler, batch sample

names, methods, and tube positions in autosampler match that in Vial Position column.

2.20  Click on Submit tab when sample list is ready.

(AL, Analyst - [Batch Editor: [Validation 202242022 - BuildingBatch1]]
&Eile Edit View Acquire Tools Explore Window Script Help

o B Validation 2022\2022

TX P |

axEE R - ¥4 ¥ | Acquire Mode
+= wg g ¢ .
B Configure

g Securty Configuration Batch Cwner name

Sample Locations Quarlt'rtatio

-8 Hardware Configuration MS User
O

%% Report Template Editor

" Tume and Calibrate

Submit Status

i ,$.‘ Compound Optimization

ol oo

ok Cimdiemiz =i

Mumber of samples in the Batch: 114, Number of DataFiles: 114,
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2.21 Click Submit button.

(AL, Analyst - [Batch Editor: [Validation 202242022 - BuildingBatch1]]
¢ File Edit View Acquire Jools Explore Window Script Hel
q B! P P
AEEHES R B < (2 % |Acquire Mode SN E | Validation 202242022 v | gl K —DE |al
Hulg 8 Lo FR M T X P
512
5B Configure Sample Locations Quantitation -Submit
8 Security Configuration Batch Owner name
&E Hardware Configuration
5 Report Template Edit
A5 epur Fomiite B Submit Status
W Tune and Calibrate Number of samples in the Batch: 114. Number of DataFiles: 114,
ﬁ\ Compound Optimization
A% oz ot Oindimizabi

2.22  Ensure “All samples” is selected and that box is unchecked. Click OK.
Acquisition X

Acquire data for:

Selected zamples

(@) &ll samples

|| Apply new samples order
( | oK D Cancel - Help

2.23  Click Queue button and double check all samples were submitted.

AL Analyst - [Queue Manager [Local]]

&Eile Edit View Acquire Tools Explore Window Script Help
2EzEHER Sl Acquire Mode v
(D mABL00 LB FRHA+- X% TP
T—— I = x|
VIEW LWUEUE
Eﬂm Acquiing Sample[0 |of [0 |

&8 Security Corfiguration 0%
DEE Hardware Corfiguration

| | | start Time [ samn
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2.24  Click Ready button.

WAL Analyst - [Queue Manager [Local]]
&Eile Edit View Acquire Tools Explore Window Script Help

g2=EEE R o Acquire Mode “| i) validation 2022\2022
s v g w = <
==l
T -FleacI;.-' D
G Configure Acquinng S ample h u |=. Period EI of El

A8 Securty Corfiguration 03 1005

E‘:E Hardware Corfiguration

it pl G | | |startTime | sample Name | Plate Po| Vial Posi| §

2.25  Click Start sample button. The Eksigent LC and 6500 MS will process all samples.

AL Analyst - [Queue Manager [Local]]
&Eile Edit View Acquire Jools Explore Window Script Help

2= EHES R L Acquire Mode e
= w (%) /i R T P
Zl=
-Fleaclx-'
gt Confiqure Acquining Sample

8 Securty Corfiguration 0
E‘:E Hardware Corfiguration

e | i L — i

&

Start Time Samj
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