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

Purpose

Samples are run through liquid chromatography to separate peptide markers. Marker peptides are

identified by mass spectrometry.

Liquid Chromatography — Mass Spectrometér Analysis Procedure

Retrieve the following reagents:

Cytochrome C (1pmol/qul) at -80°C

PCM Standard

Phase A

Acetone

Acetonitrile

Isopropanol

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 ConefResuspension Mixture — Enough for 9 Low Conc. Samples
Reagent Volume
Phase A 93 ul
Cytochrome C (1 pmol/pl) 0.94 pl
Total volume: 93.94 ul

Resuspend samples as follows:

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

LOW Concentration Samples: add 10 ul of Low Conc resuspension mixture to reconstitute

peptides.

Vortex.

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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2.8 Pipette supernatant into LC Vial (avoid pellet if present) and store at 4°C.

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

LC Cleaning Solution

Reagent

Volume

Acetone

2ul

Acetonitrile

9 ul

Isopropanol

9 ul

2.10

2.11

Total Volume:

20 pl /sample

Place samples, controls, and prepared cleaning solution i ‘igeﬁfrige}agd auto sampler and
fill out location of each vial in the input load plate on LIMS.

Fill in LIMS ouput data entry sheet and select the,appropriate Acquistion Method for the sample

type.

Sample Type

AcqMethod

PepCalMix, PhasesA

Coll PepCalMix
Col2 PepCalMix

Cleaning Sol

Coll Cleaning
Col2 Cleaning

ENeg, Ext Pos controls, Unknowns

Coll Unknown
Col2 Unknown

Reruns (High)

Coll Unknown Hi
Col2 Unknown Hi

2.12  Output Plate Nam

order (

2.13  Ensure th

vertical mode)
2.13.1
2.14

2.15

,C, et

uld be the date (YYYYMMDD), followed by a letter identifying batch

save document as .txt format.

Export sample batch from the output plate in LIMS.

n underscore, followed by analyst initials.

t samples are in the desired injection order before loading plate (in its default -

Positive controls should be run after unknown samples when creating batch.

Open LIMS created batch excel sheet in the LIMS LCMS folder and confirm it is as desired and
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2.16  Open analyst software.

2.17  Double click Hardware Configuration = Eksigent LC and MS - Activate

Eile Edit View Tools Window Script Help
@ﬁﬂ§@| & E|QQ!||ConﬁgureMnde

& w A W

B Corfigure

..... A Security Corfiguration
..... A Ha on
..... w epon Template Editor
I Tune and Calibrate

..... ﬁ\ Compound Optimization
..... Al Instrument Optimization

==l

ks

Hardware Configuration Editor

Hardware Profiles:

Mew Profile...
Wiew Profile:

R Rk

----- 2 Manual Tuning

9 Acquire

----- ¢ IDA Method Wizard

..... & Buid Acquisition Method
..... Build Acquisiion Batch
¥ Explore

2.18  Ensure that Eksigen d i multaneously (both Eksigent Control Software window
and the Eksige

pontrod Software = {m| .3

View o9 Lnalysis  Help

Wiailing Tor LT Wathod Ca oh Fa Pb Fe A 8

| chansel
- Tetal Flowrate: 0,030 yLimin | iGradient
) | Runtime: 00.00:00/ 000000 j
b @é@‘ | AD % BO % kyVivLloed IIIIIII e

LE Method: Zeol 20mintrm gradientckean Sul_min j52020
Sample:

| LC Methads | Sequence. 40 a0 30 00 1 g9 gp Colmn
o | plimn P K Poww ITOC

1554 Fasiver: Losd 110
155 Posier: Load/1-10
Tray: 8°C
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Double click Build Acquisition Batch
L A e o

&Eile Edit View Acquire Toecls Explore Window Script Help

aEEE R | + B2 R |Dgi HnoquireMode v” ﬁ[‘u’alidation
MM AALODWAFRB-HY TP |
| .
5 Configure Acquining Sample 20 of 20 Period 1 ID;
----- 8 Security Corfiguration 0 100% Elapse
----- é‘:E Hardware Corfiguration
) Start Time Sample N Pla
""" & Report Template Edior 1 | |614/2019 3.30:40 P | Phase ALCol2 1
% Tune and Calibrate 2 ‘/ 6142019 4:12:40 P | Cyt fm 10ul Loading_Col1 1
_____ A Compound Optimization 3 |V[6A4z019 44541 P Dig_ ful 0ul ng_Col2 | 1
o o 4 |/ |6/14/2019 5:18:40 P | Cyto@ Dig_10 [10ullLoading_Co | 1
""" Instrument Optimization 5 |« |6M14/2019 5:5141 P | Phasa AL col2 1
----- % Manual Tuning 6 || 61142019 6 Phase AG1 1
B3 Acauie ) 7 + e 1
s 8 ./ Sl ul loading, Col1_Sample 1| 1
- ] < |6l SE 0.1ugiul, 3 ul loading, Col1_Sample 1| 1
IE Build Acquisition Method 10 |+ |61 SE 0.1ugdul, 3 ul loading, Col1_Sample 1| 1
Build Aogustion Batch 1 | 0.1ugiul, 3 ul loading, Col1_Sample 1| 1
12 0. 1ugiul, 3 ul loading, Col1_Sample10| 1
)jg Bxplore: (1) SE 0.1ugiul, 3 ul loading, Coll_Sample 1| 1
----- & Open Data File SE 0.1ugiul, 3 ul loading, Col1_Sample 1| 1
2.20  Right click to import acqui
A Analyst - [Batch Editor:
pt Help
] = Validatian i | am ¥
R Ak k< ;«1&'-13|
Sample  Llaestions Cuaniislion  Submi
Select Method for Sample Set
Cluanttation
Set: | 20211202 L nana
Add et Remoue Sat ol
Use as Template i
Add Samples [l Samples (] Use Mikipies B

ir§ Manual Tuning

£ car: )

% IDA Method Wizard

Select £

Batch Serpt
| 1 |
mnke Mame | Back ©ode | B il i {0

T Buid Acquistion Method < ,- — 'f’mlrmnf Plate Code | Plate Position | Vial Position |

[ Buid Acquistion Estch Import From > File
A& Bplare (3 Save A5 Batch SOL *LIMS Worklist

[& Open Dats Fie Save As a Template... S0OL *LIMS TaskiD

E Open Compeund Datahase Hide/Show Column...
' Quaniate Save Column Settings...

FF Ruild Duantitation Mathod
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2.21  Select .txt batch list exported from LIMS. Click open.

N NN .1 . v & % F

Savele Locmtiors Cuartistion Submt

Selnct Method for Samgle Set

Cuanttason
s 2011202 v e
dd St Remeve Set e
Use as Tonclate [
Add Semples D Samples [ Use M Mtk
g o »
Batch Sorme . e

| sampie Name | Rack Code | Rsek Position | Pate Code | Pate Positiol

Type Todt Docurment
Sire: 3.01 KB
Date modified: 127272021 %28 AM

: . ’
——
Flies of poe: Civer da Micmsoft Dar anguives tesea 0t “ e

oLC.400). Click OK.

2.22  Select autosampler

CTC-MP Driver
Diiores ACC- 3000 L
Diorex &5(50]

Dicties ASI-100

| Dicnes WP 2000

Elksigeri A5

Endurance il

2.23  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.
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2.24  Click on Submit tab when sample list is ready.

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

BazEE R | & i) | Ll 2 ||Ac:quire Mode vi|: o i\-‘EIidatian 2022\2022
NN BBAOR UL FDE Y TP

==l
EB Configure Sample Locations Quant'rtati

-4 Security Corfiguration Batch Owner name
E‘:E‘ Hardware Corfiguration M5 User|

------ % Report Template Editor

Submit Status
tll? Tune and Calibrate Number of samples in the Bat 14.

- /. Compound Optimization

i ol e b Dipdirmin g

2.25  Click Submit button.

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

DEEHS R BB 2| acguiemod V exmTO®|E |

=l

Sample Locations @

A Configure
-8 Security Corfiguration
I'EE Hardware Configuration

ﬁ Report Template Edtor
" Tune and Calibrate umber of DataFiles: 114,

_/T\ Compound Optimization

ol e ek Clbiri

2.26  Ensure° is selected and that the box for “apply new samples order” is unchecked.

samples

(@) All samples
|| Apply new samples order

( 0K ) ‘ Cancel ‘ ’ Help

il
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2.27  Click Queue button and double check all samples were submitted.

AL Analyst - [Queue Manager [Local]]

#\ File Edit View Acquire Tools Explore Window Script Help

DABSESR| Y R+ | Acuie Mode ~| | (3 @ |validation 202212022 v aeaxXxBETOE i@l
(I rELOBUREMB = TP

EE View Queue I4‘;IEI

v ; Diurations Queue Server
— TR R = Tl
#A Securty Configuration 0% apsed ' . Stand By Nomal
58 Hardware Configuration
Start Time Sample Name [metnoa Batch Da
& Report Template Edior T |% (9162022 21752 P | 001 20fmalul Pe >Col Runtarad? | New Batch 20
2.28  Click Ready button.
AL Analyst - [Queue Manager [Local]]
&Eile Edit View Acquire Tools Explere Window Script Help
ﬂ%@n@@|$%ﬁ|ﬂ9_i|muimmwe | validation 202212022 v" a@_ﬂjm‘ E‘
S R WAR IR TN " T Rl i) RS
s ead Durati Oueus 5
. Lrakions LEUE Jerver
DEEE Conrfigure Acquiring Sample |0 |0d[|0f EI Evpected | D000 I@ e
: Securty Corfiguration o 100 Elapsed Stand By Marmal
G 'I‘EE Hardware Corfiguration
: Start Time mple Name | Plate Po | Vial Posi| Status Method Batch Data F
~ & Report Template Editor 011612022 217582 P | 001_20fmoldl Pe | 1 101 |Waiting | 2Col Runigradz | New Batch 2022C
" Tune and Calibrate 62022 2: P | 002_20fmolul Pe | 1 101 Waiting 2Col Run2grad? | Mew Batch 2022C
2.29 n. The Eksigent LC and 6500 MS will process all samples.
ools Explore Window Script Help
E@Hé@”ﬁ E |.QQ_i||AoquireMode vl‘ [ & |validation 2022\2022 v§| EXETTE | @‘
e S YT T T R
o Corfi . . Crurations Queus Server
D; onfigure Acquiing Sample ] _ F'enod[lof[l Expected  |00:0C:00 |§ g
i+ Securty Corfiguration 0% 100%  Elapsed Stand By Mormal
I'EE‘ Hardware Corfiguration
: Start Time Sample Name | Plate Po | Vial Posi| Status Method Batch Data f
~& Repot Template Edtor % 9162022 2-17.52 P | 001_20fmolul Pe | 1 101 |Waiing | 2Col Runigrad2 | New Batch 20220
i Tune and Calibrate 2 | ¥ [9M612022 2:37:52 P | 002_20fmolul Pe | 1 101 Waiting | 2Col Run2grad2 | New Batch 20220
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