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Oxidative modifications of LDL are involved in athero-
genesis. Previously we have developed a simple assay to
evaluate the susceptibility of lipids to copper-induced
peroxidation in the relatively natural milieu of unfractio-
nated serum in the presence of excess citrate. Based on our
previous results we have proposed that the inducer of
peroxidation in our optimized assay is a copper–citrate
complex. Recent investigations indicate that under certain
conditions a copper–albumin complex may induce per-
oxidation of ascorbate. Two different complexes may be
formed in albumin-containing systems (e.g. serum) namely
1:1 and 2:1 copper–albumin complexes. The aim of the
present work was to evaluate the possibility that at least one
of these complexes may be responsible for the induction of
peroxidation of lipids in lipidic systems containing copper
and albumin, including our optimized assay. Towards this
end, we have investigated the dependence of copper-
induced peroxidation on the concentration of added albumin
in lipidic systems in the absence and presence of citrate. In all
the systems investigated in this study (PLPC liposomes,
LDL, HDL and mixtures of HDL and LDL) we found that
at low concentrations of free copper (e.g. in the presence
of excess citrate) the 2:1 copper–albumin complex is redox-
active and that this complex is the major contributor to the
initiation of lipid peroxidation in these systems and in our
optimized assay. The possible relevance of the induction of
peroxidation in vivo by the latter complex has yet to be
studied.
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Albumin; Copper–albumin complexes

Abbreviations: LDL, low-density lipoprotein; AAPH, 20 azobis
(2-amidinopropane) hydrochloride; HDL, high-density lipoprotein;
PLPC, palmitoyllinoleoylphosphatidylcholine; OD, optical density;
QLS, quasi-elastic light scattering; TMP, tocopherol-mediated
peroxidation; WD, Wilson’s disease; CSF, cerebro spinal fluid;
RBCs, red blood cells

INTRODUCTION

In view of the putative involvement of oxidative
modifications of low density lipoprotein (LDL) in
atherogenesis,[1 – 4] a number of assays have been
developed to monitor the susceptibility of LDL to
peroxidation ex vivo.[5,6] The common procedures for
isolation of LDL for these assays involve long
ultracentrifugation and a subsequent dialysis
to remove added preservatives like EDTA.[7,8] These
procedures may affect the studied lipoprotein.[9]

Moreover, lipoprotein peroxidation in vivo is likely to
occur in the interstitial fluid surrounding the arterial
wall.[10,11] Since the composition of the interstitial
fluid is similar to that of plasma, particularly
with respect to its content of water-soluble
antioxidants,[10] relatively simple assays were
developed to assess lipid peroxidation in a more
natural milieu, i.e. in plasma or serum.[12 – 15]

Our previously developed method of evaluation of
the susceptibility of lipids to peroxidation in
unfractionated serum is based on assaying lipid
peroxidation in a citrate containing medium.[13,14]

Citrate was introduced because in its absence the
dependence of peroxidation on copper concentration
is “paradoxical” in that increasing the concentration
of copper beyond a certain level results in
prolongation of the lag preceding peroxidation.[13]

Our interpretation of this finding was that the water-
soluble reductants present in serum and the chloride
ions present in the diluted serum act synergistically
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to stabilize Cuþ and by that prolong the lag at high
copper concentrations. For a copper concentration of
100mM and citrate concentrations below 360mM,
LDL peroxidation was inhibited by citrate in a dose-
dependent fashion, but increasing the citrate concen-
tration to 720mM had only a relatively slight effect on
the kinetics of peroxidation.[13] Based on the fact that
AAPH-induced peroxidation of lipoproteins was not
affected by citrate and on the slight effect of
increasing the citrate concentration from 360 to
720mM, we proposed that the inducer of peroxi-
dation in our optimized assay is a copper–citrate
complex, whose concentration remains about
100mM, independent of the citrate concentration.

This assumption is rather questionable because
under the same conditions, increasing the citrate
concentration from 360 to 720mM inhibited the
peroxidation of high density lipoprotein (HDL).[13]

Furthermore, in our previous work we have not
related to the possibility, observed for ascorbate
peroxidation,[16 – 19] that in albumin-containing sys-
tems (e.g. serum) a copper–albumin complex may
induce lipid peroxidation. Evidence for the for-
mation of two copper–albumin complexes was
given by Zgirski and Frieden.[20] Based on the
published binding constants,[20] it can be concluded
that both a 1:1 and a 2:1 copper–albumin complexes
may exist in the range of concentrations studied in
the present investigation. Both the stability[20 – 22] and
the redox activity[16,18,19] of these complexes are
different. As a consequence, the dependence of
copper-induced peroxidation on the concentration of
added albumin can be expected to be complex.

In the present study, we evaluated the above
possibility by studying the effects of albumin on
copper-induced peroxidation of PLPC liposomes,
LDL, HDL and mixtures of HDL and LDL in the
absence and presence of citrate. The major finding is
that in the presence of citrate, albumin may promote
lipid peroxidation in liposomes and lipoproteins and
that in our optimized assay, peroxidation is probably
induced by a copper–albumin complex.

MATERIALS AND METHODS

1-Palmitoyl-2-Linoleoyl-sn-Glycero-3-Phosphocholine
(PLPC) was purchased from Avanti Polar-Lipids
Incorporation (Alabaster, AL). CuCl2, EDTA, NaCl,
NaH2PO4 and Na2HPO4 were purchased from
Merck (Darmstadt, Germany). Sodium citrate and
human serum albumin were purchased from Sigma
(St. Louis, MO).

Preparation of PLPC Liposomes for Kinetic Studies

PLPC liposomes were prepared as previously
described.[23] Briefly, the chloroformic solution of

PLPC was evaporated and lyophilized overnight to
remove traces of chloroform. The resultant film was
dispersed at room temperature in a saline solution
(146 mM NaCl) containing 15mM EDTA, to minimize
the peroxidation during the preparative stages.
The PLPC dispersion (3.75 mM) was mixed to
homogeneity using a vortex-mixer. Liposomes were
prepared by sonication ð10–13 minÞ under nitrogen
and ice cooling (Huang, 1969), using a Heat Systems
Incorporation XL-2020 probe-sonicator.

The mean size of the liposomes was evaluated by
quasi-elastic light scattering measurements (QLS)
using ALV’s high performance particle sizer, model
ALV-NIBS/HPPS, equipped with a HeNe-laser at
632.8 nm. The mean diameter of the PLPC liposomes
varied between 40 and 80 nm.

After sonication, the liposomes underwent further
dilution in PBS (pH 7.4, 146 mM NaCl, and 3.3 mM
sodium phosphate) to final concentrations of 250mM
PLPC and 1 mM EDTA. The concentration of
linoleate in liposomal PLPC studied in the present
study and preceding paper,[24] were higher than
those commonly studied in the investigation of LDL
peroxidation so as to obtain OD values in the
preferable spectrophotometric range under con-
ditions of slow peroxidation. Liposomes were stored
at 48C until being used, typically within one week of
their preparation.

Isolation of LDL and HDL for Kinetic Studies

Isolation of lipoproteins was initiated immediately
after drawing of blood into EDTA containing tubes
and was carried out at 48C by sequential flotation of
the lipoproteins in KBr solutions containing 1 mM
sodium EDTA, at 40,000 rpm, using a 60 Ti rotor and
a L7-80 Beckman ultracentrifuge. LDL was fractio-
nated by 18 h centrifugation at a density of
1:019–1:050 g=ml: HDL was fractionated by sub-
sequent 40 h centrifugation at 1:063–1:210 g=ml: The
cholesterol content of the isolated lipoproteins was
determined using the commercially available kit of
Olympus System Reagent Cholesterol (Olympus
Diagnostica, Germany). Prior to oxidation studies,
both lipoprotein fractions were dialyzed overnight at
48C in the dark against 2000 volumes of PBS
containing 146 mM NaCl. EDTA was included in
the dialysis medium such that after dilution to the
desired lipid concentration the medium contained
1mM EDTA, to prevent oxidation by metal ions
contaminating the buffer.[8] Prior to being diluted for
oxidation studies, the LDL and HDL samples were
stored at 48C for up to 6 days.

Monitoring the Peroxidation Kinetics

Oxidation of PLPC liposomes and lipoproteins
was monitored at 378C by continuous recording of
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the absorbance at 4 wavelengths, using a Kontron
(Uvikon 933) double-beam spectrophotometer
equipped with a 12 position automated sample
changer. Measurements were carried out in quartz
cuvettes containing PBS solution (final volume of
1.5 ml, optical pathway 1 cm).

In many experiments, the reaction mixtures
contained 100mM copper and 720mM citrate, as in
our optimized assay of peroxidation of serum
lipids.[13] In other experiments we have varied the
concentration of copper within the range of
2–100mM and the concentration of citrate within
the range of 130–1440mM; and the
citrate/copper ratio varied within the range of
7:2–40: Albumin-containing mixtures contained
1–24mM albumin. Different concentrations of
citrate and/or albumin were added from aqueous
solutions to the diluted solution of either liposomes
or lipoproteins. A freshly prepared solution of
CuCl2 was added to each of the reaction mixtures
and subsequently mixed with a Pasteur pipette
prior to being monitored for peroxidation. Peroxi-
dation of lipoproteins was monitored for approxi-
mately 5 h with an interval of 3 min between
measurements. Peroxidation of PLPC liposomes
was monitored for 18 h, with 11 min intervals
between measurements.

The initial optical density (OD) values were
recorded immediately after the addition of CuCl2.
The presented time-dependencies of absorbance
were corrected by subtracting the initial OD from
the OD recorded at later time points.

The peroxidation kinetics was monitored at
multiple wavelengths. Most of the data presented
in this paper are of OD measurements obtained at
245 nm. Only at albumin concentrations higher
than 18mM, when the OD values at 245 nm were
beyond the sensitivity of the spectrophotometer,
the presented data are those obtained at 268 nm.
In those experiments in which the data were
obtained at both wavelengths, the kinetic profiles
were very similar, as have been shown previously.[13]

The lag preceding peroxidation was derived from
the kinetic profiles of peroxidation as previously
described.[13,25]

Given the critical dependence of oxidation on the
concentration of pre-formed hydroperoxides in the
liposomes (and, therefore, on the individual pre-
paration and its freshness),[24] each kinetic profile
was compared with control experiments conducted
with identical liposomal dispersions within the same
batch.

Each of the time-dependencies of absorbance
given in the present study is a representative of at
least three kinetic measurements. Data analysis was
performed by the standard procedures provided by
Microsoft EXCEL XP and MICROCAL ORIGIN 7.0
software.

RESULTS AND DISCUSSION

The Effect of Citrate on Copper-induced
Peroxidation of PLPC Liposomes

In our previous study,[24] the rate of copper-induced
peroxidation in the absence of citrate increased upon
increasing the copper concentration up to a saturat-
ing level of about 5mM copper. The close similarity
between the kinetic profiles of PLPC peroxidation
induced by 5 and 10mM copper (Fig. 1) is consistent
with these results.

Citrate decreased the rate of peroxidation of PLPC
in a dose-dependent fashion (e.g. Fig. 1 for 30mM
copper). As an example, in the presence of 720mM
citrate, even a very high concentration of copper (e.g.
30mM), induced a very slow peroxidation (Fig. 1),
similar to the results reported previously for the
fractionated lipoproteins LDL and HDL.[13]

In our previous study, we have proposed that the
relatively slow peroxidation obtained in the presence
of excess citrate is induced by a copper–citrate
complex.[13] Theoretically, this assumption implies
that the rate of peroxidation should depend only on
the concentration of copper–citrate. Given the high
binding constant of copper to citrate ðpKD ¼ 5:9Þ;[26]

FIGURE 1 Time courses of the accumulation of peroxidation
products during Cu2þ-induced peroxidation of liposomal PLPC
ð250mMÞ in the presence or absence of citrate. The numbers
alongside each graph indicate the concentrations of Cu2þ and
citrate and the citrate/Cu2þ ratio for the specific kinetic profile.
Formation of peroxidation products was monitored at 245 nm, at
378C in the presence of 1mM EDTA, so that the actual copper
concentration is lower than its total concentration by 1mM.
Different symbols are used for the kinetics observed under
different conditions in the presence of citrate (as given alongside
each graph). The solid lines depict the kinetic profiles observed in
the absence of citrate.

ALBUMIN IN LIPID PEROXIDATION 1175

Fr
ee

 R
ad

ic
 R

es
 D

ow
nl

oa
de

d 
fr

om
 in

fo
rm

ah
ea

lth
ca

re
.c

om
 b

y 
L

ib
ra

ry
 o

f 
H

ea
lth

 S
ci

-U
ni

v 
of

 I
l o

n 
11

/2
8/

11
Fo

r 
pe

rs
on

al
 u

se
 o

nl
y.



under conditions of a large excess of citrate, the
concentration of copper–citrate is about equal to the
total copper concentration. This means that for high
citrate/copper ratios the rate of peroxidation by a
copper–citrate complex should depend only on the
total copper concentration, independent of the
citrate/copper ratio. By contrast, peroxidation
induced by residual free copper can be expected to
depend on free copper concentration, which, in turn,
can be shown to depend exclusively on the citrate/
copper ratio. Specifically, in the latter case the rate
of peroxidation should decrease upon increasing
this ratio. Based on this analysis, the results
described in Fig. 1 indicate that in the presence of
excess citrate, peroxidation is induced by the
residual free copper. Notably, in the absence of
both EDTA and citrate, the lipid peroxidation of
liposomal PLPC induced by 50 nM copper[24]

resembled the slow peroxidation induced by
15–100mM copper in the present study, in the
presence of excess citrate (Fig. 1).

Specifically, comparison of the kinetic profiles
observed for a constant copper concentration of
30mM reveals that increasing the citrate concen-
tration from 216 to 720mM, i.e. increasing the
citrate/copper ratio from 7.2 to 24, inhibited the
peroxidation (Fig. 1), although the concentration of
the copper–citrate complex is expected to be about
30mM in both cases. In the context of the above
considerations, this indicates that peroxidation is
probably induced by free copper, whose concen-
tration is very low in both cases, but considerably
higher at 216mM citrate than at 720mM citrate. This
conclusion is supported by two observations. First,
in two mixtures in which the citrate/copper ratio
was 14.4, the rate of peroxidation was slower than
that observed at a citrate/copper ratio of 7.2, but
faster than that observed when the latter ratio was
equal to 24 (Fig. 1). Moreover, the two kinetic profiles
observed at a citrate/copper ratio of 14.4 appeared
identical (Fig. 1), in spite of the 6.7 fold difference in
the total concentrations of both copper and citrate.

Hence, it can be concluded that in mixtures
containing excess citrate, the rate of peroxidation is a
function of the citrate/copper ratio rather than a
function of the total concentration of copper. In view
of our theoretical considerations, we can conclude
that peroxidation in these systems is indeed induced
by free copper.

The Effect of Albumin on Copper-induced
Peroxidation in the Absence and Presence
of Citrate

PLPC Liposomes

In the absence of citrate, albumin inhibits peroxi-
dation. The magnitude of this effect depends on

the copper/albumin ratio (Fig. 2). At copper
concentrations lower than the concentration of
albumin, e.g. in a mixture of 8mM copper and
12mM albumin (Fig. 2A), peroxidation was very
slow. This observation accords with the paradigm
that a 1:1 copper–albumin complex is a very weak
inducer of peroxidation, if at all.[27] Addition of
albumin ð12mMÞ to a system containing a higher
concentration of copper ð18mMÞ; also reduced the
rate of peroxidation (Fig. 2B), although in the
presence of albumin peroxidation at 18mM copper
(Fig. 2B) was much faster than at 8mM copper
(Fig. 2A). The acceleration of peroxidation upon
increasing the copper concentration, in the presence
of albumin (Fig. 2A,B), may of course be a result
of an increase in the free copper concentration.
Nonetheless, this acceleration may also be due to the
effect of a relatively redox-active copper–albumin
complex formed upon binding of a second copper
ion to albumin. This possibility is consistent with
the previous findings of Marx and Chevion,[19]

Gryzunov et al.,[16] Lozinsky et al.,[18] and Lovstad,[17]

that this complex can initiate oxidation of ascorbate
in solutions. Our results (see below) are consistent

FIGURE 2 Time courses of the accumulation of peroxidation
products during Cu2þ-induced peroxidation of liposomal PLPC
ð250mMÞ: Peroxidation was induced either by Cu2þ in the absence
of citrate (squares) or by Cu2þ in the presence of citrate (720mM,
circles). The empty symbols represent mixtures containing no
albumin and the filled symbols represent mixtures containing
albumin ð12mMÞ: The ½Cu2þ�=½albumin� ratio was lower than 1
(0.67) in the experiments given in panel A, but higher than 1 (1.5)
in the experiments given in panel B. Peroxidation was monitored
at 245 nm, at 378C in the presence of 1mM EDTA.
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with the hypothesis that the copper–albumin (2:1)
complex is also capable of initiating peroxidation in
lipidic systems.

The results obtained in the presence of 720mM
citrate support this conclusion (Fig. 2). Specifically,
the addition of 12mM albumin to 8mM copper
ð½Cu2þ� , ½albumin�Þ did not affect the peroxidation
kinetics and the peroxidation remained very slow
both in the absence and presence of citrate (Fig. 2A).
By contrast, addition of 12mM albumin to 18mM
copper ð½Cu2þ� . ½albumin�Þ; inhibited peroxidation
in the absence of citrate but promoted the peroxi-
dation in the presence of citrate (Fig. 2B). Experi-
ments conducted at different citrate/copper ratios
within the range of 7.2–40 (results not shown)
indicate that the latter effect is almost independent
of the citrate to copper ratio. Binding of copper to
added albumin in systems containing excessive
citrate may only decrease the concentrations of
both the free copper and the copper–citrate complex.
Thus, the acceleration of peroxidation observed
upon addition of albumin must be due to initiation of
peroxidation by a relatively redox-active copper–
albumin complex.

The assumption that peroxidation is induced by a
2:1 copper–albumin complex, whereas the 1:1
complex and the copper – citrate complex are
relatively redox-inactive is supported by the depen-
dencies of lipid peroxidation on the concentrations of
copper and albumin in systems containing 720mM
citrate, as depicted in Fig. 3. In the latter figure, the
square values of OD as observed after 18 h of
continuous monitoring, are presented as functions of
the concentrations of albumin (panel A), copper
(panel B) and a 1.5:1 mixture of copper and albumin
(panel C). Given the similar kinetic profiles observed
in the presence of excess citrate (e.g. Fig. 1), the OD,
as measured at a given time, is indicative of the rate
of peroxidation. The rate of initiation of peroxidation
can be expected to depend linearly on the concen-
tration of the inducer of peroxidation.[28] In turn, the
rate of peroxidation can be expected to depend on
the square root of the rate of initiation[28] and is
therefore likely to depend on the square root of the
concentration of the redox-active complex.[28] Based
on these considerations, we have chosen to describe
the concentration dependencies of Fig. 3 in terms of
OD square rather than OD. Accordingly, the results
given in Fig. 3 can be interpreted as follows:

(i) For a constant copper concentration, increasing
the concentration of albumin may result in
acceleration of peroxidation due to the increase
in the concentration of the redox-active 2:1
complex on the expense of the relatively redox-
inactive copper–citrate complex. However, at
further elevated albumin concentrations,
increasingly higher fractions of copper are

likely to form (redox-inactive) 1:1 copper–
albumin complexes and, as a consequence, the
rate of peroxidation can be expected to
decrease. The observed “bell-shaped” depen-
dence described in Fig. 3A accords with the
above hypothesis, thus supporting it.

(ii) For a constant albumin concentration, when the
concentration of copper is lower than that of
albumin, peroxidation is expected to be very
slow because the copper–albumin complexes
will have a 1:1 stoichiometry. Further increase of
the copper concentration will result in for-
mation of increasing concentrations of the
relatively redox-active 2:1 complex, hence in
acceleration of peroxidation. At yet higher
copper concentrations, after all the binding
sites of albumin are saturated, we can only
expect a minor acceleration because most of the
added copper will be bound to citrate present in
the solution, to form the relatively redox-
inactive copper–citrate complex. This expected
complex behavior was in fact observed exper-
imentally (Fig. 3B), which lends further support
to the above hypothesis.

FIGURE 3 Dose-dependence of the kinetics of peroxidation of
liposomal PLPC on the concentrations of albumin and copper in
the presence of citrate ð720mMÞ: Panel A depicts the dependence of
peroxidation on albumin concentration (at a constant Cu2þ

concentration of 12mM). Panel B depicts the dependence on
copper concentration (at a constant albumin concentration of
12mM). Panel C depicts the effect of the concentrations of copper
and albumin at a constant copper to albumin ratio of 1.5. All the
kinetic experiments were conducted in the presence of 720mM
citrate and 1mM EDTA, at 378C. The square values of OD, as
observed after 18 h of continuous monitoring, are described as
functions of the concentration of albumin (panel A), copper (panel
B) and a 1.5:1 copper:albumin mixture (panel C) (see text for
details).
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(iii) For a constant copper/albumin ratio, varying
simultaneously the concentrations of both
copper and albumin can be expected to result
in a linear dependence of OD square on the
concentration of the complex (i.e. of both
copper and albumin). The observed linear
dependence of OD square on the concentration
of the complex (Fig. 3C) lends further support
to the hypothesis that the 2:1 copper–albumin
complex is indeed the inducer of peroxidation.

In conclusion, in the studied range of concen-
trations of copper, citrate and albumin, when the
mixture contains no albumin, peroxidation of PLPC
liposomes is induced by residual free copper, whereas
in the presence of albumin, peroxidation is initiated
by a 2:1 copper–albumin complex. Both the copper–
citrate complex and the 1:1 copper–albumin complex
contribute to the induction of peroxidation only
slightly, if at all.

Fractionated Lipoproteins and their Mixtures

Similar to its effect on PLPC peroxidation, citrate
ð720mMÞ prolongs the lag and decreases the maximal
rate of copper-induced lipid peroxidation in LDL
(Fig. 4A), HDL (Fig. 4B) and their mixtures (Fig. 4C).
These results are similar to those obtained previously
for the fractionated lipoproteins.[13] Notably, in the
absence of albumin, the addition of citrate resulted in
the appearance of a biphasic kinetic profile (Fig. 4),
previously obtained in both lipoproteins and in their
mixture and attributed to tocopherol-mediated
peroxidation (TMP),[29] or to a protein-derived
radical-mediated peroxidation.[30] Irrespective of
the nature of the mediator, such behavior is typical
for the conditions of low “oxidative stress”, as
induced under low copper:LDL ratio,[31] which in
the present study might be either induced by
copper–citrate or by residual, very low concen-
tration of free copper. In view of our results in PLPC
liposomes (see above), we think that free copper is
the inducer of peroxidation rather than the copper–
citrate complex.

The latter interpretation differs from that
adopted in our previous work.[13] Therefore, we
have reassessed the results of the previous study.
Based on the data reported in that study on the
rate of peroxidation of LDL and on its dependence
on the concentration of citrate,[13] we evaluate that
the dissociation constant of copper to LDL is
approximately 0.5mM. This value is quite close to
the 1mM estimate, based on LDL peroxidation
in a citrate-free PBS buffered media.[28] It also
accords with our present interpretation that free
copper, rather than copper–citrate, is responsible
for the lipoprotein peroxidation in the presence of
excessive citrate.

The effect of albumin on copper-induced per-
oxidation of LDL resembles the effects described
above for PLPC liposomes, both in the absence and
presence of citrate. Specifically, in the absence of
citrate, albumin prolongs the lag preceding per-
oxidation without affecting the maximal rate,
whereas, in the presence of citrate, albumin shortens
the lag and increases the maximal rate of peroxidation
(Fig. 4A). Interestingly, in the absence of citrate,
albumin affects only slightly the peroxidation of both
HDL and mixtures of HDL and LDL (Fig. 4B,C).
By contrast, in the presence of citrate, albumin affects
the peroxidation of both HDL and mixtures of HDL
and LDL, similar to the effects observed for LDL
peroxidation under the same conditions, although in
a less pronounced fashion (Fig. 4B,C).

In all the experiments presented in Fig. 4 the
concentration of albumin was much lower than that
of copper in order to evaluate the possible effects of
albumin other than copper-binding. The effects of
relatively high concentrations of albumin on copper-
induced peroxidation of LDL, attributed mainly to
copper-binding, were studied in our laboratory
previously.[27] As shown in Fig. 4A, albumin in the
absence of citrate prolongs the lag without affecting

FIGURE 4 Time courses of the accumulation of peroxidation
products during Cu2þ-induced lipoprotein peroxidation.
Peroxidation was induced either by 10mM Cu2þ in the absence
of citrate (squares) or by 100mM Cu2þ in the presence of 720mM
citrate (triangles). Panel A depicts the peroxidation of LDL
ð0:05mMÞ; panel B depicts the peroxidation of HDL ð2:4mMÞ and
panel C depicts the peroxidation of a mixture of HDL ð2:4mMÞ and
LDL ð0:1mMÞ: The empty symbols represent mixtures containing
no albumin. The filled symbols represent mixtures containing
either albumin [1.5mM; (squares)] or albumin and citrate [12 and
720mM, respectively; (triangles)]. Peroxidation was monitored at
245 nm, at 378C, in the presence of 1mM EDTA.
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the rate of peroxidation. Therefore, it may be
concluded that its inhibitory effect is indeed not
merely due to copper binding.[32] This conclusion is
further supported by the fact that in the absence of
citrate, the albumin concentration was 1.5mM, and
since the upper limit of copper binding to albumin is
two ions per one albumin molecule,[20] it follows that
only 3mM (out of the 9mM) can be bound to albumin,
so that the concentration of free copper is at least
6mM. This is a saturating concentration of copper for
peroxidation of 0.05mM LDL.[28] Hence, the anti-
oxidative effect of albumin can not be merely due to
copper binding, and must therefore involve other
mechanism(s). One possibility is that albumin
reduces the rate of inter-particle migration of
hydroperoxides,[27] and by that inhibits peroxi-
dation. For the given concentrations of copper and
lipoproteins, the ratio of bound copper to oxidizable
lipids is higher in HDL than in LDL,[33] which results
in higher susceptibility of the HDL lipids to copper-
induced peroxidation. As a possible consequence,
peroxidation of HDL might be less dependent on
inter-particle migration of hydroperoxides than
peroxidation of LDL. This may explain the larger
effect of albumin on LDL than on HDL peroxidation
(Fig. 4, panels A and B, respectively).

In the presence of citrate, the addition of albumin
to LDL, HDL or their mixtures shortens the lag
preceding peroxidation, increases the maximal rate
of peroxidation and abolishes the apparent TMP
(Fig. 4). These effects are qualitatively similar to
those observed for PLPC liposomes and are more
pronounced for LDL than for either HDL or mixtures
of HDL and LDL (Fig. 4).

In relating to the results obtained in media
containing excess citrate, it is important to note that
addition of albumin to lipoproteins, in copper-
containing media results in complexation of part of
the copper by albumin, thus reducing the concen-
trations of both residual free copper and copper–
citrate. The prooxidative effect of albumin (Fig. 4)
must therefore mean that a copper–albumin com-
plex is the major initiator of lipoprotein peroxidation
in the presence of citrate.

In conclusion, the present work demonstrates that
similar to its role in the oxidation of ascorbate in
aqueous solutions,[16,17,19] a 2:1 copper–albumin
complex may also induce peroxidation of lipids in
liposomes and lipoproteins. This inducer is less
potent than free copper, at similar concentration
but in systems containing low concentrations of free
copper (e.g. in the presence of excess citrate), this
complex may be the major contributor to the
initiation of lipid peroxidation. Accordingly, this
complex is likely to be the major initiator of
peroxidation in our optimized assay of lipid
peroxidation in unfractionated serum. This assay
was based on the use of a high concentration of

citrate in the medium to avoid its complication by the
paradoxical dependence of peroxidation on the
copper concentration, which occurs in the absence
of citrate. Our modified interpretation regarding the
inducer of peroxidation does not undermine our
previous explanation of the paradoxical effect on the
basis of the Cu2þ/Cuþ equilibrium, which, we think,
remains valid.[13]

The possible involvement of a 2:1 copper–albumin
complex in lipoprotein peroxidation in vivo is
questionable because in biological media, in general,
the concentration of copper ions is lower than the
concentration of albumin. However, the latter
complex might be relevant in pathological disorders
involving metal ions overload. Specifically, Wilson’s
disease (WD) is characterized by defective biliary
excretion of copper and impairment of its incorpo-
ration into ceruloplasmin. These defects result in
accumulation of copper in the liver causing
progressive liver damage,[35] which may result in
leakage of free copper from the damaged hepato-
cytes. The free copper is “loosely” bound to albumin
and amino acids in the circulation.[36] A possible
result of such leakage is that serum lipoproteins of
WD patients may be exposed to increased oxidative
stress. However, the latter possibility is in apparent
contradiction with the results of several studies.
First, a rigorous examination of the concentrations of
copper and albumin in the circulation of WD
patients[36] reveals that the formation of a 2:1
copper–albumin complex is not very likely. More-
over, copper bound to albumin is taken up by red
blood cells (RBCs), so that its concentration in the
serum is lower than in the blood,[37] which reduces
the possibility of induction of peroxidation in the
serum by a copper–albumin complex. This is also
consistent with the findings that both the serum
TBARS level and the LDL susceptibility to peroxi-
dation ex vivo in WD patients are similar to those
observed in normal individuals.[36,38]

In spite of these considerations, a 2:1 copper–
albumin complex might play a role in other body
fluids of WD patients. This speculation is based on
the available data on the copper concentration in the
cerebro spinal fluid (CSF) of WD patients
ð1:1–1:5mMÞ[39] and on our estimate of the concen-
tration of albumin in the CSF of these patients, based
on the following considerations: (i) the concentration
of albumin in the serum of (the hypoalbuminemic)
WD patients is approximately 25 g/l, i.e. about
350mM,[40] and (ii) the concentration of albumin in
the CSF of WD patients is merely 0:2–0:5% of its
concentration in the serum,[41] namely, 0:7–1:8mM
(compared to normal values of 1:2–6mM).[42] Hence,
in extreme cases, the copper–albumin ratio may be
higher than 2, so that a 2:1 copper–albumin complex
may be formed in the CSF milieu of WD patients and
initiate peroxidation.

ALBUMIN IN LIPID PEROXIDATION 1179

Fr
ee

 R
ad

ic
 R

es
 D

ow
nl

oa
de

d 
fr

om
 in

fo
rm

ah
ea

lth
ca

re
.c

om
 b

y 
L

ib
ra

ry
 o

f 
H

ea
lth

 S
ci

-U
ni

v 
of

 I
l o

n 
11

/2
8/

11
Fo

r 
pe

rs
on

al
 u

se
 o

nl
y.



We also considered the possibility that other
polyvalent metal ions abundant in biological fluids
(e.g. iron, zinc, magnesium and calcium) compete
with copper for the first, tight, “redox-inactive” site of
albumin and by that enhance copper binding to a
second, “redox-active” site. This results in the
formation of a “redox-active” copper–albumin
complex, even when the total copper/albumin
ratio is lower than one. The latter possibility is not
likely in view of our experiments (not shown), in
which neither Fe2þ nor Fe3þ affected the kinetics of
copper-induced peroxidation in the presence of
equimolar albumin. Yet, evaluation of the patho-
physiological significance of peroxidation induced by
a 2:1 copper–albumin complex in disorders associ-
ated with metal-ion overload requires further studies.

Acknowledgements

We thank the Israel Science Foundation (research
grant 362/02 18.1), the Lady Davis Chair of
Biochemistry (D.L.) and the Joseph Buchmann
Foundation (D.S-B.) for financial support. We thank
Professor Harats and Mrs. Gonen of the Institute of
Lipid and Atherosclerosis Research at Sheba Medical
Center for their help with lipoprotein fractionation
and Professor Berliner of the Internal Medicine “D”
Department at the Tel Aviv Medical Center for
helpful discussions and support.

References

[1] Parthasarathy, S., Steinberg, D. and Witztum, J.L. (1992) “The
role of oxidized low-density lipoproteins in the pathogenesis
of atherosclerosis”, Annu. Rev. Med. 43, 219–225.

[2] Steinberg, D., Parthasarathy, S., Carew, T.E., Khoo, J.C. and
Witztum, J.L. (1989) “Beyond cholesterol—modifications of
low-density lipoprotein that increase its atherogenicity”,
N. Engl. J. Med. 320, 915–924.

[3] Esterbauer, H., Gebicki, J., Puhl, H. and Jurgens, G. (1992)
“The role of lipid-peroxidation and antioxidants in oxidative
modification of LDL”, Free Radic. Biol. Med. 13, 341–390.

[4] Witztum, J.L. and Steinberg, D. (2001) “The oxidative
modification hypothesis of atherosclerosis: Does it hold for
humans?”, Trends Cardiovasc. Med. 11, 93–102.

[5] Esterbauer, H. and Ramos, P. (1996) “Chemistry and
pathophysiology of oxidation of LDL”, Rev. Physiol. Biochem.
Pharmacol. 127, 31–64.

[6] Halliwell, B. and Chirico, S. (1993) “Lipid-peroxidation—its
mechanism, measurement, and significance”, Am. J. Clin.
Nutr. 57, S715–S725.

[7] Redgrave, T.G., Roberts, D.C. and West, C.E. (1975)
“Separation of plasma lipoproteins by density-gradient
ultracentrifugation”, Anal. Biochem. 65, 42–49.

[8] Fainaru, M., Schafer, Z., Gavish, D., Harel, A. and Schwartz, M.
(1988) “Interactions between human and carp (Cyprimus
carpio) low density lipoproteins (LDL) and LDL receptors”,
Comp. Biochem. Physiol. B 91, 331–338.

[9] Scheek, L.M., Wiseman, S.A., Tijburg, L.B.M. and vanTol, A.
(1995) “Dialysis of isolated low-density-lipoprotein induces a
loss of lipophilic antioxidants and increases the susceptibility
to oxidation in vitro”, Atherosclerosis 117, 139–144.

[10] Dabbagh, A.J. and Frei, B. (1995) “Human suction blister
interstitial fluid prevents metal ion-dependent oxidation of
low-density-lipoprotein by macrophages and in cell-free
systems”, J. Clin. Investig. 96, 1958–1966.

[11] Suarna, C., Dean, R.T., May, J. and Stocker, R. (1995) “Human
atherosclerotic plaque contains both oxidized lipids and
relatively large amounts of alpha-tocopherol and ascorbate”,
Arterioscler. Thromb. Vasc. Biol. 15, 1616–1624.

[12] Regnstrom, J., Strom, K., Moldeus, P. and Nilsson, J. (1993)
“Analysis of lipoprotein diene formation in human serum
exposed to copper”, Free Radic. Res. Commun. 19, 267–278.

[13] Schnitzer, E., Pinchuk, I., Bor, A., Fainaru, M., Samuni, A.M.
and Lichtenberg, D. (1998) “Lipid oxidation in unfractionated
serum and plasma”, Chem. Phys. Lipids 92, 151–170.

[14] Schnitzer, E., Pinchuk, I., Fainaru, M., Schafer, Z. and
Lichtenberg, D. (1995) “Copper-induced lipid oxidation in
unfractionated plasma—the lag preceding oxidation as a
measure of oxidation-resistance”, Biochem. Biophys. Res.
Commun. 216, 854–861.

[15] Spranger, T., Finckh, B., Fingerhut, R., Kohlschutter, A.,
Beisiegel, U. and Kontush, A. (1998) “How different
constituents of human plasma and low density lipoprotein
determine plasma oxidizability by copper”, Chem. Phys. Lipids
91, 39–52.

[16] Gryzunov, Y.A., Arroyo, A., Vigne, J.L., Zhao, Q., Tyurin, V.A.,
Hubel, C.A., Gandley, R.E., Vladimirov, Y.A., Taylor, R.N. and
Kagan, V.E. (2003) “Binding of fatty acids facilitates oxidation
of cysteine-34 and converts copper–albumin complexes from
antioxidants to prooxidants”, Arch. Biochem. Biophys. 413,
53–66.

[17] Lovstad, R.A. (2002) “A kinetic study on the copper–albumin
catalyzed oxidation of ascorbate”, Biometals 15, 351–355.

[18] Lozinsky, E., Novoselsky, A., Glaser, R., Shames, A.I.,
Likhtenshtein, G.I. and Meyerstein, D. (2002) “Effect of
ionic strength on the binding of ascorbate to albumin”,
Biochim. Biophys. Acta 1571, 239–244.

[19] Marx, G. and Chevion, M. (1986) “Site-specific modification
of albumin by free-radicals—reaction with copper(ii) and
ascorbate”, Biochem. J. 236, 397–400.

[20] Zgirski, A. and Frieden, E. (1990) “Binding of Cu(II) to
nonprosthetic sites in ceruloplasmin and bovine serum
albumin”, J. Inorg. Biochem. 39, 137–148.

[21] Zhang, Y. and Wilcox, D.E. (2002) “Thermodynamic and
spectroscopic study of Cu(II) and Ni(II) binding to bovine
serum albumin”, J. Biol. Inorg. Chem. 7, 327–337.

[22] Zhang, Y., Akilesh, S. and Wilcox, D.E. (2000) “Isothermal
titration calorimetry measurements of Ni(II) and Cu(II)
binding to His, GlyGlyHis, HisGlyHis, and bovine serum
albumin: A critical evaluation”, Inorg. Chem. 39, 3057–3064.

[23] Gal, S., Pinchuk, I. and Lichtenberg, D. (2003) “Peroxidation
of liposomal palmitoyllinoleoylphosphatidylcholine (PLPC),
effects of surface charge on the oxidizability and on the
potency of antioxidants”, Chem. Phys. Lipids 126, 95–110.

[24] Bittner, O., Gal, S., Pinchuk, I., Danino, D., Shinar, H. and
Lichtenberg, D. (2002) “Copper-induced peroxidation of
liposomal palmitoyllinoleoylphosphatidylcholine (PLPC),
effect of antioxidants and its dependence on the oxidative
stress”, Chem. Phys. Lipids 114, 81–98.

[25] Raveh, O., Pinchuk, I., Fainaru, M. and Lichtenberg, D. (2001)
“Kinetics of lipid peroxidation in mixtures of HDL and LDL,
mutual effects”, Free Radic. Biol. Med. 31, 1486–1497.

[26] Martel, A.E. and Smith, R.M. (1977) “Other organic ligands”,
Critical Stability Constants (Plenum Press, New York), p. 163.

[27] Schnitzer, E., Pinchuk, I., Bor, A., Fainaru, M. and
Lichtenberg, D. (1997) “The effect of albumin on copper-
induced LDL oxidation”, Biochim. Biophys. Acta 1344, 300–311.

[28] Pinchuk, I., Schnitzer, E. and Lichtenberg, D. (1998) “Kinetic
analysis of copper-induced peroxidation of LDL”, Biochim.
Biophys. Acta 1389, 155–172.

[29] Bowry, V.W. and Stocker, R. (1993) “Tocopherol-mediated
peroxidation—the prooxidant effect of vitamin-E on the
radical-initiated oxidation of human low density lipo-
protein”, J. Am. Chem. Soc. 115, 6029–6044.

[30] Ziouzenkova, O., Sevanian, A., Abuja, P.M., Ramos, P. and
Esterbauer, H. (1998) “Copper can promote oxidation of LDL
by markedly different mechanisms”, Free Radic. Biol. Med. 24,
607–623.

[31] Witting, P.K., Bowry, V.W. and Stocker, R. (1995) “Inverse
deuterium kinetic isotope effect for peroxidation in human
low-density lipoprotein: a simple test for tocopherol-
mediated peroxidation of LDL lipids”, FEBS lett. 375, 45–49.

D. SAMOCHA-BONET et al.1180

Fr
ee

 R
ad

ic
 R

es
 D

ow
nl

oa
de

d 
fr

om
 in

fo
rm

ah
ea

lth
ca

re
.c

om
 b

y 
L

ib
ra

ry
 o

f 
H

ea
lth

 S
ci

-U
ni

v 
of

 I
l o

n 
11

/2
8/

11
Fo

r 
pe

rs
on

al
 u

se
 o

nl
y.



[32] Pinchuk, I. and Lichtenberg, D. (2002) “The mechanism of
action of antioxidants against lipoprotein peroxidation,
evaluation based on kinetic experiments”, Prog. Lipid Res.
41, 279–314.

[33] Raveh, O., Pinchuk, I., Schnitzer, E., Fainaru, M., Schaffer, Z.
and Lichtenberg, D. (2000) “Kinetic analysis of copper-
induced peroxidation of HDL, autoaccelerated and toco-
pherol-mediated peroxidation”, Free Radic. Biol. Med. 29,
131–146.

[34] Schnitzer, E., Fainaru, M. and Lichtenberg, D. (1995)
“Oxidation of low density lipoprotein upon sequential
exposure to copper ions”, Free Radic. Res. 23, 137–149.

[35] Mansouri, A., Gaou, I., Fromenty, B., Berson, A., Letteron, P.,
Degott, C., Erlinger, S. and Pessayre, D. (1997) “Premature
oxidative aging of hepatic mitochondrial DNA in Wilson’s
disease”, Gastroenterology 113, 599–605.

[36] Ogihara, H., Ogihara, T., Miki, M., Yasuda, H. and Mino, M.
(1995) “Plasma copper and antioxidant status in Wilson’s
disease”, Pediatr. Res. 37, 219–226.

[37] Suzuki, K.T., Shiobara, Y., Tachibana, A., Ogra, Y. and
Matsumoto, K. (1999) “Copper increases in both plasma and

red blood cells at the onset of acute hepatitis in LEC rats”, Res.
Commun. Mol. Pathol. Pharmacol. 103, 189–194.

[38] Rodo, M., Czonkowska, A., Pulawska, M., Swiderska, M.,
Tarnacka, B. and Wehr, H. (2000) “The level of serum lipids,
vitamin E and low density lipoprotein oxidation in Wilson’s
disease patients”, Eur. J. Neurol. 7, 491–494.

[39] Kodama, H., Okabe, I., Yanagisawa, M., Nomiyama, H.,
Nomiyama, K., Nose, O. and Kamoshita, S. (1988) “Does CSF
copper level in Wilson disease reflect copper accumulation in
the brain?”, Pediatr. Neurol. 4, 35–37.

[40] Milkiewicz, P., Saksena, S., Hubscher, S.G. and Elias, E. (2000)
“Wilson’s disease with superimposed autoimmune features:
report of two cases and review”, J. Gastroenterol. Hepatol. 15,
570–574.

[41] Stuerenburg, H.J. (2000) “CSF copper concentrations, blood-
brain barrier function, and coeruloplasmin synthesis during
the treatment of Wilson’s disease”, J. Neural. Transm. 107,
321–329.

[42] Seyfert, S., Kunzmann, V., Schwertfeger, N., Koch, H.C. and
Faulstich, A. (2000) “Determinants of lumbar CSF protein
concentration”, J. Neurol. 249, 10211026.

ALBUMIN IN LIPID PEROXIDATION 1181

Fr
ee

 R
ad

ic
 R

es
 D

ow
nl

oa
de

d 
fr

om
 in

fo
rm

ah
ea

lth
ca

re
.c

om
 b

y 
L

ib
ra

ry
 o

f 
H

ea
lth

 S
ci

-U
ni

v 
of

 I
l o

n 
11

/2
8/

11
Fo

r 
pe

rs
on

al
 u

se
 o

nl
y.


