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Simultaneous Determination of Polyunsaturated
Fatty Acids and Corresponding Monohydroperoxy
and Monohydroxy Peroxidation Products by HPLC

Richard W. Browne and Donald Armstrong

1. Introduction

Lipid peroxidation (LPO) is a prominent manifestation of free radical (FR)
activity in biological systems. The primary target of FR attack on lipids is
the 1,4-pentadiene structure of a polyunsaturated fatty acid (PUFA), which
are either free or esterified to cholesterol or glycerol. Initiation occurs when
a FR abstracts a methylene hydrogen from PUFA. In this reaction the FR
is quenched and a PUFA centered alkoxyl radical (Le) is formed. Le then
undergoes a spontaneous rearrangement of its double bonds forming a conju-
gated diene. Reaction of Le with molecular oxygen produces a PUFA-centered
peroxyl radical (LOOe®). Propagation occurs when either Le or LOOe act
as initiating FR and attack a neighboring PUFA in a tightly packed lipid
bilayer structure of a membrane or within a lipoprotein. The product of this
reaction is a new Le, which can further propagate the reaction and form a lipid
hydroperoxide (LHP) (I). Termination occurs when an antioxidant (AOX)
molecule capable of absorbing the intermediate free radicals, or free-radical
scavengers, interrupts this chain reaction.

The hydroperoxide moiety of LHP can be reduced by divalent metal ions
or glutathione-dependent peroxidases (phospholipid glutathione peroxidase or,
following hydrolysis to free fatty acids, glutathione peroxidase) to an alcohol,
yielding a hydroxy derivative (LOH). LHP and LOH represent the primary stable
end products of lipid peroxidation (2). Since biological samples are comprised
many different LPO products can vary in carbon chain length and degree of
unsaturation as well as regioisomerism of the position of the hydroperoxy
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or hydroxy group relative to the carbon chain (3). Furthermore, the native
unoxidized PUFA composition of a system inherently effects the possible LPO
products that are generated. Because of this, simultaneous determination of both
the substrate and its derivative oxidation products has been suggested (4,5).

We have previously described a reverse-phase high-performance liquid
chromatography (RP-HPLC) technique capable of separating regioisomeric
species of LHP and LOH derived from the four major PUFA found in human
plasma; linoleic, arachidonic, linolenic, and docosahexaenoic acid (6). Follow-
ing total lipid extraction, alkaline hydrolysis and reextraction of the liberated
fatty acids, two separate systems with different mobile-phase conditions
and analytical columns were used, one for LOH and LHP and the second
for the native unoxidized PUFA (7). We report here on an alteration of this
methodology allowing simultaneous determination of LHP, LOH, and PUFA
on a single chromatographic separation.

This present methodology sacrifices a small amount of resolution of LHP
and LOH for inclusive determination of PUFAs in a single isocratic run. Use
of diode-array detection allows determination of the PUFA at 215 nm and the
conjugated diene of LHP and LOH at 236nm. This method is useful for the
determination of total LHP and LOH relative to their precursor PUFA within
20 min after injection.

2. Materials
2.1. Instruments and Equipment

2.1.1. Analytical HPLC System (Shimadzu Scientific Instruments,
Columbia, MD)

Shimadzu LC-6A Pump.

Shimadzu SIL-7A Autosampler/injector.
Shimadzu SPD-M6A UV/VIS Photodiode Array.
PONY/IBM 486Dx PC.

Shimadzu CLASS-VP Chromatography Software.

2.1.2. HPLC Columns

Nk L=

1. Supelco LC-18 analytical, 4.6 x 250 mm, 5 micron particle size, 100 A pore
(Supelco, Bellafonte, NJ).

2. Supelcoguard C-18 (4.6 x 20 mm, 5 micron particle size, 100 A pore).

3. Supelcoguard Guard Column Cartridge.

2.2. Reagents and Solvents

1. Unless otherwise indicated, reagents were obtained from Sigma Chemical Co.
(St. Louis, MO).
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2. All organic solvents were HPLC grade and are obtained from J.T. Baker Chemical
Co. (Phillipsburg, NJ). Solvents were filtered through 0.22 micron, nylon, filter
membranes immediately prior to use.

2.3. Standards

1. Linoleic (18:2w6), linolenic (18:3m3), arachidonic (20 :4w6), and docosahexae-
noic acids (22:6w6) and 5-hydroxy eicosatetraenoic acid methylester were
purchased from Sigma in their highest purity.

2. Conjugated linoleic acid (CLA, iso-linoleic acid) was purchased from Cayman
Chemical Co. (Ann Arbor, MI). Calibration solutions were prepared by mass
and dissolved in HPLC-grade ethanol and stored under argon at —80°C prior
to HPLC analysis.

3. LHP standards were obtained as ethanolic solutions from Cayman (see Note 1).

3. Methods
3.1. LHP Standards

Calibration solutions are prepared in ethanol using a 160UV scanning
spectrophotometer (Shimadzu Scientific Instruments, Kyoto, Japan) with the
molar extinction coefficients provided by Caymen Chem. Co. Table 1 lists
the standards along with their shorthand nomenclature and molar extinction
coefficients (see Note 2). Following individual standard peak identification,
a hydroperoxy HPLC mixture is used on a daily basis to adjust for retention
time fluctuations.

3.2. LOH Standards

LOH standards are prepared from LHP standards by methanolic sodium
borohydried reduction as previously described (6). Following chloroform
reextraction the LOH standards are dissolved in ethanol and calibration solu-
tions prepared and stored as described for LHP. Following individual standard
peak identification a hydroxy HPLC mixture is used on a daily basis to adjust
for retention-time fluctuations (see Note 3).

3.3. HPLC Conditions

1. HPLC mobile phase consisted of 0.1% acetic acid/acetonitrile/tetrahydrofuran
(41:41:18 v/v/v), which was premixed, filtered, and degassed under vacuum soni-
cation. The mobile phase is continuously sparged with helium during analysis.

2. System flow rate is 1.3 mL/min and pressure of 175 Kg/cm?.

3. The diode array monitored the column effluent from 200-300 nm with specific
analysis channels of 236 and 215 nm with 8 nm bandwidth for the LHP/LOH
and PUFA, respectively.
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Table 1

Nomenclature, Retention Times and Molar Absorptivities
of Polyunsaturated Fatty Acid Hydroperoxides

and Hydroxy Derivative Standards

Molar
Retention Shorthand Absorbance extinction
time (min) Name name maximum coefficient
7.9 13-hydroxy- 13-HOTE 235 23,000
octadecatrieneoic acid
8.9 13-hydroperoxy 13HpOTE 235 23,000
octadecatrieneoic acid
9.8 13-hydroxy- 13-HODE 234 23,000
octadecadieneoic acid
10.5 9- hydroxy- 9-HODE 234 23,000
octadecadieneoic acid
11.3 13-hydroperoxy 13-HpODE 234 23,000
octadecadieneoic acid
12.1 9-hydroperoxy 9-HpODE 234 23,000
octadecadieneoic acid
12.2 15-hydroxy- 15-HETE 236 27,000
eicosatetraenoic acid
13.1 12-hydroxy- 12-HETE 237 27,000
eicosatetraenoic acid
13.5 12-hydroperoxy- 12-HpETE 237 27,000
eicosatetraenoic acid
13.8 8-hydroxy- 8-HETE 237 27,000
eicosatetraenoic acid
14.8 8-hydroperoxy- 8-HpETE 237 27,000
eicosatetraenoic acid
15.3 5-hydroxy- 5-HETE 236 27,000
eicosatetraenoic acid
16.4 5-hydroperoxy- 5-HpETE 236 27,000
eicosatetraenoic acid
21.2 5-hydroxy- Internal 236 27,000
eicosatetraenoic acid Standard
methyl ester @S,
30.5 octadecatrieneoic acid 18:3 215 ?
(linoleic)
40.0 Docosahexaenoic acid 22:6 215
44.9 Eicosatetraenoic acid 20:4 214
(arachidonic acid)
48.5 octadecadieneoic acid 18:2 209 ?

(linolenic acid)
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3.4.
1.

Sample Extraction

EDTA plasma was collected into evacuated blood-collection tubes.

2. Hexane/isopropanol (HIP) total lipid extracts are prepared by adding 1.0 mL

w
o

isopropanol to 0.5 mL ethylenediaminetetraacetic acid (EDTA) plasma.

. Two mL of hexane is added, the vial perfused with nitrogen, capped, vortexed

for 1 min, centrifuged for 3 min at 3,000g and the upper-hexane phase collected
by aspiration (see Note 4). The extraction is repeated three times and the hexane
layers are pooled and evaporated to dryness under nitrogen.

. Alkaline hydrolysis of total dried lipid extracts are performed by dissolving in

0.95 mL of degassed, absolute ethanol. Fifty mL of 10 M sodium hydroxide
(NaOH) is added, the sample perfused with nitrogen, capped, heated at 60°C for
20 min, and neutralized with 30 UL glacial acetic acid.

. One hundred m, L of 1.0 nmol/L 5-HETE-ME is added as internal standard.

The ethanol is evaporated under nitrogen, the sample dissolved in 1.0 mL water,
extracted twice with 2.0 mL of n-heptane, the upper phase collected and pooled,
evaporated under nitrogen, and the residue dissolved in 250 m,,L of ethanol.

HPLC Analysis

. Immediately prior to injection 250 pL of water is added to samples (see Note 5).

One hundred fifty m, L of the sample is injected into the HPLC system, eluted
isocratically with mobile-phase conditions described in Subheading 3.3., step 1,
over 60 min and monitored at 200—-300 nm by the photodiode array (see Note 6).

. Quantification is based on an external calibration curve using ethanolic standards

prepared on a Shimadzu 160 UV scanning spectrophotometer applying the max
and absorptivity coefficients provided by the manufacturer. Serial dilutions are
made in ethanol/water 50:50 (v/v) and standard curves generated by triplicate
injections of each calibrator. Sample concentrations are interpolated from
standard curves and corrected for recovery of the 5-HETE-ME internal standard
(see Note 3).

3.6. Results

Figure 1 shows two displays of the chromatographic data from a mixed
preparation of standards. Figure 1A shows the two dimensional graph of a
slice through the diode array three dimentional data at 236 nm identifying LHP
and LOH peaks. Figure 1B shows the slice at 215 nm identifying the native
PUFA. Figure 2 shows chromatographic data obtained from a human plasma
sample prepared as described in Subheading 3.4.

4. Notes

1.

2.

LHP and LOH standards can be purchased or synthesized. The synthesis of
standards is described in detail in volume 108 of this series (8).

If LOH standards are synthesized by methanolic sodium borohydried reduction,
rather than purchased in purified form, it is necessary to perform calibrations of
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Fig. 1. Simultaneous chromatograms of LHP and LOH standards at 236 nm (A)
and native unoxidized PUFA standards at 25 nm (B). See Subheading 3.3. for HPLC
conditions and Table 1 for nomenclature of peaks.

LHP and LOH separately since trace amounts of the sodium borohydried in the
LOH preparation may reduce LHP upon mixing.

3. Itis critical that all solvents, especially those used for extraction, are thoroughly
degassed to remove dissolved oxygen and prevent lipid oxidation during process-
ing. We routinely accomplish this by placing solvents in an ultrasonic water bath
and applying a vacuum followed by 15 min of helium sparging. Screw-cap
extraction vials are perfused with nitrogen or argon and immediately capped
prior to vortexing or incubations.
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Fig. 2. Simultaneous chromatograms of LHP and LOH at 236 nm (A) and native
unoxidized PUFA at 215 nm (B) isolated from human plasma by total lipid extraction,
and saponification.

4. Samples need to be injected in a solution that is at least 50% water in order to ensure
good mass transfer of the sample to the stationary phase. Samples injected in pure
solvent such as ethanol give extremely broad peaks and poor resolution.

5. It should be noted that a photodiode array is not necessary for this methodology
and a simple two-channel UV detector could be used. Integration of peak areas is
performed at 236 nm with an 8 nm bandwidth for LOH and LHP. This wavelength
and bandwidth are chosen to encompass the wavelength of maximum absorbance
(Ipax) of the ODEs at 234 nm and ETE at 237 nm.
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