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selectivity towards iPF2a isomers in urine
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3. Development of two-dimensional (pH,
organic solvent conc.) wash procedure using

[3H]-8-iso-PGF20.
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|. Sample Pretreatment

2mL urine + 0.4 mL MeOH (10%) + IS
+1-3mL 1% FA (pHm3)

Il. Solid-Phase Extraction

HLB SPE cartridge {1cc,
30 mg) conditioning
MeOH
1mL 5% MeOH - 2% FA

Filtration

Sample

Captiva 0.2 pm
filter cartridge

Sample application
[
Cartridge wash 1
1mL 5% MeOH

1mL 5% MeOH 2% NH40H

Cartrldge wash 3
1mL 5% MeOH 2% FA

‘ Carlrldge wash 2 ‘

Carlrldge wash 4
1 mL 15% MeOH 2% FA

Cartrldge wash §
N mL Hexane : diethyl ether (9:1)

[
Cartridge wash 6
1 mL Hexane : EA (8:1)
[

Elution fraction A
1 mL Diethyl ether - 2% AA (viv)

Fraction A
+ 1.5 mL hexane

conditioning

200 pl. MeOH
200 pl diethyl ether

200 pL hexane

HLB pElution plate {2 mg)

| Sample application

Plate wash 1
300 pl 5% MeOH
[

‘ Plate wash 2

200 pL 5% MeOH — 2% NH40H

I
Plate wash 3
300 pulL 5% MeOH -2% FA

I
Plate wash 4
600 pl 5% MeOH

[
Plate wash §
200 pl 15% MeOH
I

Elution fraction B
40 pl 80% MeOH

Il. Analysis

Fraction B
+160 ul H,0
LC-MS/MS analysis
20 pl injection

4. MD-SPE protocol for sample preparation
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5. Plasma lipoprotein subfractions as
characterized by capillary isotachophoresis
in a normolipidemic (NL) subject (A) and two
hypercholesterolemic (HC) patients (B).
Peaks 1-3, fast-, intermediate-, and
slow-migrating HDL (fHDL, iHDL, and
sHDL) subfractions ; peaks 4 and 5, fast- and
slow-migrating TRL (fTRL and sTRL)
subfractions; peaks 6 and 7, fast- and
slow-migrating LDL (fLDL and sL.DL)
subfractions; peak 8, a minor LDL
subfraction
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# 1. Spearman correlation between cITP LDL
subfractions, plasma lipid parameters, and
inflammatory markers
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# 2. Changes in cITP LDL subfractions
measured in whole plasma and plasma
d>1.006 g/ml fractions and cITP sdLDL
subfractions measured in d>1.040 g/ml
fraction

E Peviod of ==
g el Riesan & S Fdleciian
= . = a
§ 3 N g ol 343 halle plesnss
§"" £ |- 5 | . 660 oilP sTHFL A8 D Gaseline 657 & 604
g 1§ 1.6 L. R e IR, 044 & 003 -11% -
e oot & ema 1,040 ol TP 20 Boseline 060 & 004
) om H1 Skl 067 003 2 AF% -
oIl =i Haselne 185 1 G065
5 + I GRie. 158 & 005 2 16% -
. 6c Pl 451 005 g i
AT wil Tl Eacelme 0235 3 G002
5 Rl o.i1E = 001 -18 %% =
=P fr Baselne: O.72 3 003
6. Typical plasma lipoprotein subfractions GRn. 056 & 003 2R~
as characterized by cITP in a patient with oiTF <iDL o AT 0
hypercholesterolemia (HC) (TG, HDL-C, and S o s -
LDL-C: 139, 51, and 146 mg/dl, respectively) e et e - P
and a patient with both GiRds 017 3 601 4% -
hypertriglyceridemia (HTG) and HC (TG, T sd @D Bosclne 647 & 003
HDL-C, and LDL-C: 355, 54, and 147 mg/dl, SR BIE 002 =
. . =P sA-<=1 M Easele: 1.13 LLICLE 3
respectively) in whole plasma (a) and plasma T e s one e -

d>1.006 g/ml (b) and d>1.040 g/ml (c)
fractions. Peaks 1-3, fast-, intermediate-,
and slow-migrating HDL (fHDL, iHDL, and
sHDL) subfractions ; peaks 4 and 5, fast- and
slow-migrating TRL (fTRL and sTRL)
subfractions; peak 51in b and c,
very-fast-migrating LDL (vfLDL); peaks 6
and 7, fLDL and sLDL subfractions.
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