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Abstract. Background: Accumulating evidence implicates
oxidative stress in ethanol-induced toxicity. Ethanol has been
reported to be involved in oxidative damage, mostly in vitro, or
in post mortem tissues, while biochemical abnormalities in the
blood or serum are scanty or lacking. The aim of the present
study was to examine the oxidative status of plasma proteins
as markers of oxidative stress in subjects with chronic alcohol
dependence (CAD). Since smoking has also been associated
with oxidative stress this factor was also considered. Patients
and Methods: A total of 71 patients with CAD and 61 healthy
volunteers of comparable age were included in the study. The
protein carbonyl assay was carried out in plasma, as a reliable
measure of general oxidative protein damage, in these two
groups. Results: Increased plasma protein carbonyls (PCs)
were found in patients with CAD as compared with the control
group [mean values (nmol/mg protein): 4.73+1.46 and
3.62%0.91 respectively, p<0.000001]. Within the control
group, smokers had higher PCs than the non-smokers, however
this difference was of marginal significance [mean values
(nmol/mg protein): 3.93+1.32 and 3.47+0.63, respectively].
The CAD group had significantly increased PCs compared
with both the smoker and the non-smoker subgroups of the
controls (p<0.001 and p<0.0001, respectively). Duration of
alcohol consumption, daily alcohol intake, smoke load, folic
acid and vitamin B12 levels did not correlate significantly with
PC levels. Conclusion: The above results support the evidence
for systemic oxidative stress in CAD, which must be attributed
mainly to alcohol consumption, while smoking may act
synergistically.
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Alcohol dependence is a chronic disorder characterized by
the habitual consumption of alcohol, often resulting in
interference with physical or mental health, as well as with
social and/or occupational behaviour. Alcohol produces
both physical and psychological addiction when consumed
in excess for a long period. Chronic alcohol dependence
(CAD) may result in multiple-organ damage derived from
the detrimental effect of ethanol and its metabolites. Much
of the cell damage that occurs over time has been
increasingly attributed to oxidative stress, which is
considered to play an important role in the pathogenesis of
ethanol toxicity (1-3).

Cell biomolecules such as lipids, DNA and proteins are
targets of reactive species formed during oxidative stress (4-
7). Lipid peroxidation in chronic alcoholism has been
studied extensively (8-15). Ethanol or acetaldehyde may also
induce cell toxicity via protein oxidation. Ethanol-fed rats
were found to have decreased thiol concentrations and
reduced glutamine synthetase activity, together with
increased protein carbonyls in the liver (16). Oxidative
modification of proteins in vivo may potentially be more
important than damage to lipids, since a variety of cellular
functions is affected, including signal transduction
mechanisms, transport and enzymatic systems, and receptor
functioning (17). Secondary damage to other biomolecules
such as inactivation of DNA repair enzymes, malfunction of
DNA polymerases during DNA replication and the
development of new antigens provoking autoimmune
responses may also occur (18). The chemical reactions
resulting from attack of reactive oxygen species (ROS) on
proteins are complex (7, 19) and can lead to a variety of
products. Oxidation can result in cleavage of the
polypeptide backbone, cross-linking and modifications of
the side-chains of virtually every amino acid (20-22).

Although there is a large body of evidence implicating
ethanol oxidative damage in vitro or in post mortem
tissue(s) -mainly liver- biochemical data in the periphery of
humans is limited. Plasma proteins may be targets of ROS
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and other free radicals, produced by ethanol metabolism
and/or smoking, the oxidative alterations of which could be
detected as an increase in their carbonyl content. Since
there is no complete understanding of the molecular
mechanisms by which alcohol exerts its toxic effects, we
conducted the present study in order to explore the
possibility that alcohol may trigger, at least in part, damage
to plasma proteins. Due to the fact that smoking is strongly
related with alcoholism we also evaluated this parameter.
We used the protein carbonyl (PC) assay, as a reliable
measure of general oxidative protein damage (23-25).

Patients and Methods

There were a total of 132 participants included in the study.
Informed consent was obtained from each subject and the study
protocol had the approval of the scientific committee of our
hospital. The study was in accordance with the Declaration of
Helsinki ethical guidelines.

The patient group constituted of 71 patients with chronic
alcohol dependence according to the DSM IV (Diagnostic and
Statistical Manual, 4th Edition) criteria of the American Psychiatric
Association (26). They were all out-patients of the "Athena" Drug
and Alcohol Addiction clinic, attached to the Department of
Psychiatry of Athens National University. Patients were included
in the study after abstaining from drinking for 24 h. Evaluation of
alcohol abuse was made using the Pattern of Abuse tool (a tool of
the World Health Organization, for alcoholism that examines past
and present history; 27), the section on alcoholism of Composite
International Diagnostic Interview (28) and the Diagnostic
Interview Schedule (29). All alcoholic patients were smokers. The
average alcohol consumption, the mean duration of alcohol abuse
and the smoke load are shown in Table I. No patient exhibited any
significant nutritional deficits.

The control group consisted of 61 healthy volunteers of
comparable age. Control participants either did not drink at all or
did so only occasionally (< once/week). According to their smoking
habits they were divided into smokers and non-smokers. They were
free of cardiopulmonary, gastrointestinal or hepato-biliary-
pancreatic disorders. Demographic characteristics of both patients
and controls are shown in Table I.

Blood sampling was performed at the time of admission to the
detoxification program, at which point they were in a drug-free
state. Venus blood samples were taken after overnight fasting at
8.00-10.00 hours into heparinized tubes. The aliquots, for the PC
analysis were immediately centrifuged at 3000 rpm x 15 min and
the plasma was stored at —80°C until analysis.

Protein carbonyl assay. The determination of PCs was made
spectrophotometrically according to the method of Reznick and
Packer (25) after modification (23, 24). Analytically, the method
used is described below.

All plasma samples were diluted 1:20, then 400 pl of each
sample was taken and divided equally into two 2 ml eppendorff
tubes. For each 0.1 ml of sample that was present, 0.4 ml of 10 mM
2,4-dinitrophenylhydrazine (DNPH) (in 2.5 M HCI) was added to
one tube and 0.4 ml of 2.5 M HCI to the other. The tubes were
then incubated for 1 h on a rotator (Blood cell mixer) in the dark.
The protein was then precipitated out by adding an equal volume
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Table I. Clinical and demographic data of studied groups.

Controls CAD P
No. 61 71
Gender (males/females) 27/34 58/13 <0.001%
Age (years)* 44.8+17.9 45x11 NS
Smokers 18 (30%) (100%) <0.001%
Smoke load$ 25 (13-31) 37 (15-42) 0.06
Duration of alcohol
use (years)* - 16.7x7.6
Average alcohol
consumption® (g/day) - 360+258
Average age of onset
of alcohol use (years) 29

“Mean=SD, §Cigarettes/day (min-max), Ty2-test, N.S.: non significant.

(1000 wl) of 20% (w/v) trichloroacetic acid (TCA) and the samples
were left on ice for 10 min in order to maximize the precipitation
effect. The protein was spun down at 6000 x g for 5 min
(Centrifuge: Heraus, Biofuge-stratos), the supernatant was
discarded and a further 1000 pl of 10% (w/v) of TCA was added to
the pellet which was broken up with a glass rod. The protein was
spun down again to 6000 x g for 5 min and the supernatant
removed. The pellet was subsequently washed with 1 ml of an ethyl
acetate:ethanol mixture (1:1) to remove excess DNPH. This was
repeated three times. The final protein pellet was dissolved in 1 ml
of 6 M guanidine HCI (pH 2.3) and the samples left for 10 min at
370C. The samples were then centrifuged at 6000 x g for 5 min to
remove any particles that could interfere with the absorbance
readings. Finally the absorbance (A) of both (DNPH and HCIl)
solutions were measured at 280 nm and 370 nm, respectively.
Standard curves for the measurement of protein concentrations
were carried out at A280 using bovine serum alboumin (BSA)
(range of concentrations 0.05 mg/ml-10 mg/ml) in guanidine
hydrochloride solution (6 M). Results were expressed as nmoles of
carbonyls per milligram of protein based on the following
equations:

Protein concentration (mg/ml) = A,g, of HCI solution x 1.868
mg/ml (from standard curve using guanidine hydrochloride)
Carbonyl concentration (mol/ml) = (Aj;, of DNPH solution - Az,
of HCl solution) x 45.45 nmol/ml (molar extinction coefficient)

Carbonyl content (nmol/mg of protein) = Protein
concentration/carbonyl concentration
Activities of y-glutamyl transferase (y-GTp), alanine

aminotransferase (ALT}), aspartate aminotransferase (ASTg,) and
alkaline phosphatase (ALP;4) were measured by using an
autoanalyzer (Cobas Integra 800, Roche) (30-33).

Statistical analysis. All variables were checked for normality using
the Shapiro-Wilk’s W test and for homogeneity of variances with
the Leven’s test. Statistical analysis was done by analysis of
covariance (ANCOVA) with diagnostic group and sex as factors
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Figure 1. Box and whiskers plots (mean value, standard error and
standard deviation) of (a) plasma protein carbonyls in CAD patients and
the controls; (b) in CAD patients and two subgroups of the controls
(smokers and non-smokers). *Newman-Keuls post-hoc tests: CAD vs.
smoker controls p=0.00089, CAD vs. non-smoker controls p=0.000022,
Smoker vs. non-smoker controls p=0.07.

and age as covariate. Pearson’s or Spearman’s correlation
coefficients and y2-test were also used when appropriate. The level
of statistical significance was set at 0.05.

Results

The CAD group showed significantly higher levels of PCs
compared with the entire control group (Figure 1a). Since
the alcoholic patients were all smokers, the control group
was subdivided into smoker and non-smoker subgroups.
Comparisons of the CAD group with both smoker and non-
smoker subgroups of the controls revealed statistically
significant differences (Table II, Figure 1b). Within the
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Figure 2. Box and whiskers plots (mean value, standard error and
standard deviation) of plasma protein carbonyls in males and females, in
(a) the control group and (b) the CAD group.

Table II. Biochemical data of studied groups*.

Controls CAD p

PCs (nmol/mg of protein)

All subjects 3.62+0.91 4.73+1.46  <0.000001%

Smokers 3.93+1.32 0.001%

Non-smokers 3.47+0.63 <0.0001%
ASTL 36.7+27.1  20%6 <0.001%
ALTL 22.1+20.2 22+8 N.S.
v-GTS2 124.2+137.3  20+9 <0.0001%
ALPL6 65.2+22.5 66.8+28 N.S.

*Mean+SD, FANCOVA with Newmann-Keuls post-hoc tests. N.S.:
non significant.
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control group, smokers presented with higher protein
carbonyl levels compared with the non-smokers, however
the difference was marginally significant (p=0.07).

Age did not affect PCs in patients or the control group.
Females presented with a tendency for higher levels of PC
only in the control group (Figure 2). Age of onset, average
alcohol consumption (g per day), age of onset of smoking,
number of cigarettes per day, did not correlate with PCs in
the CAD group. Additionally, no correlation was observed
between PC levels and vitamin B12, folate levels or liver
enzyme activities.

Consequently, the CAD group was stratified according to
the duration of alcohol consumption (<10, 10-20, >20
years). One-way ANOVA did not reveal any statistically
significant difference among the subgroups.

Discussion

It has been well established that ethanol and its metabolites,
namely, acetaldehyde and hydroxy-ethyl free radicals result
in oxidative stress in experimental animals and alcoholic
patients, which is expressed as oxidative modification of
cellular constituents, mainly lipids. Oxidation of lipids has
been reported in plasma, erythrocytes and liver biopsy
samples (34-36). However, data regarding oxidative protein
damage in the plasma of CAD patients is limited (37, 38).

The most common method of quantifying oxidation of
proteins is the carbonyl assay. It was developed as a "general
assay" of oxidative protein damage and is based on the fact
that several oxygen-derived species can attack amino acid
residues (particularly histidine, arginine, lysine and proline)
to produce carbonyl groups (>C=0), which can be
measured after reaction with 2,4-dinitrophenylhydrazine
(39-41). The carbonyl assay has become widely used since it
is a reliable and relatively sensitive method, partly because
it measures several different consequences of oxidative
damage (42). Normal values in physiological fluids however
have not been established and appear to vary widely. This
can be attributed to: a) The sensitivity of the method used
(spectrophotometric vs. ELISA vs. HPLC); b) Non-
standardized procedures that may lead to variable losses of
protein, depending on how the assay is performed and c)
Interference caused by other compounds, such as products
of unsaturated hydroxyaldehyde reaction with proteins (43).
In the present study, strict precautions were taken to ensure
reliability as has been previously criticized (44).

In the present study, a significant increase in plasma PCs
was noted in subjects with CAD as compared with the entire
control group and the results are compatible with previous
observations in plasma (37) and serum (38) of smaller
groups of patients. Furthermore, the CAD group had
statistically significant increased protein carbonyls, compared
with both the smoker and the non-smoker subgroup of the
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controls. Within the control group a marginally significant
tendency towards increased PCs in smokers was noted, in
accordance with the results of Reznick et al. reporting that
cigarette smoke leads to the formation of protein carbonyls
in human plasma, while antioxidant agents such as
glutathione seem to protect both plasma proteins and
isolated albumin against carbonyl formation (45). Protein
carbonyls measured in the plasma of smokers have
consistently been reported to be increased whether the
difference reached statistical significance (46) or not (47).
Thus, smoking might affect the levels of protein carbonyls
measured in vivo and hence be a factor contributing to
oxidative damage, especially in older age (48). Age of onset
of smoking and the number of cigarettes per day did not
affect PCs levels in the present study, indicating that smoke
may affect PC concentration in plasma independently of
smoke load. Thus, when estimating PCs as markers of
oxidative stress in plasma, this parameter should be taken
into account, especially in small PC elevations. Smoking is
nearly always connected with alcohol abuse and this is the
first time that it is being evaluated in regard to CAD. Since
in the present study the CAD group (all smokers) differed
significantly, not only from the non-smoker but also from the
smoker subgroup of the controls, one can assume that this
effect of ethanol is independent of smoking.

Our results support the notion that alcohol consumption
may have a significant role in the whole oxidative stress
process. In the present study, this role seemed independent of
the duration and the amount of alcohol consumption. Elevated
PC concentrations in plasma are suggestive of systemic
oxidation with the potential of being subsequently detrimental
to a number of vulnerable organs/tissues. Recently, chronic
alcohol consumption has been reported to cause abnormal
erythrocyte morphology and increased fragility as a result of
oxidation of erythrocyte ghost proteins (49).

The principal mechanism by which ethanol is thought to
generate tissue-damaging reactive oxygen species is by the
induction of cytochrome P-450 2E1 (CYP2E1) (50).
CYP2E]L, is an abundant hepatic protein considered to
result in hydroxyethyl radical formation in the liver after
induction with ethanol. However, CYP2EI1 is also present
on the plasma membrane (51). In a rat total enteral
nutrition model, CYP2E1 protein and activity was found to
increase as blood alcohol concentration rose. At blood
ethanol concentration >300 mg/dl, transcription of the
CYP2E1 gene is turned on, followed by elevated mRNA
levels and increases in CYP2E1 protein which can induce
further oxidative damage (52). Oxidative modification of
proteins can inactivate catalytic function, activate
degradation by most common proteases and reduce life
span (promoting premature aging) (20, 21). Furthermore,
protein oxidation, under certain conditions shifts
metabolism from anaerobic to aerobic and probably alters
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nutritional state (17). Nutritional deficits which are common
in chronic alcoholics result in additional deprivation of diet-
derived antioxidants.

The slight PC increase observed in females vs. males may
possibly reflect the greater vulnerability of women to the
effects of ethanol, especially after chronic alcohol abuse.
This has been attributed to body size with a subsequent
smaller distribution space for alcohol, but more interestingly
to the lower total gastric alcohol dehydrogenase activity in
the stomach, a gender-related effect exacerbated by
alcoholism (53, 54).

Conclusion

Our results indicate the occurrence of a systemic oxidative
damage induced by chronic alcohol abuse. Additionally,
smoking which is nearly always associated with alcohol
abuse, may have an additive effect, thus overwhelming the
plasma antioxidant defences, exacerbating the oxidative
stress process (55).

References

1 Ishii H, Kurose I and Kato S: Pathogenesis of alcoholic liver
disease with particular emphasis on oxidative stress. J
Gastroenterol Hepatol 72: S272-282, 1997.

2 Lindros KO: Alcoholic liver disease: pathological aspects. J
Hepatol 23: 7-15, 1995.

3 Wu D and Cederbaum AI: Alcohol, oxidative stress, and free
radical damage. Alcohol Res Health 27: 277-284, 2003.

4 Halliwell B and Gutteridge JMC: Free radicals in biology and
medicine. Oxford: Oxford University Press, 1989.

5 Spencer JPE, Jenner A, Aruoma OI, Evans PJ, Kaur H, Dexter
DT, Jenner P, Lees AJ, Marsden DC and Halliwell B: Intense
oxidative damage promoted by L-DOPA and its metabolites.
Implications for neurodegenerative disease. FEBS Lett 353:
246-250, 1994.

6 Smith MA, Perry G, Richey PL, Sayre LM, Anderson VE, Beal
MF and Kowall N: Oxidative damage in Alzheimer’s. Nature
382:120-121, 1996.

7 Stadtman ER and Berlett BS: Reactive oxygen-mediated
protein oxidation in aging and disease. Chem Res Toxicol 10:
485-494, 1997.

8 Brooks PJ: DNA damage, DNA repair, and alcohol toxicity-a
review. Alcohol Clin Exp Res 21: 1073-1082, 1997.

9 Aykac G, Uysal M, Yalcin AS, Kocak-Toker N, Sivas A and Oz
H: The effect of chronic ethanol ingestion on hepatic lipid
peroxide, glutathione, glutathione peroxidase and glutathione
transferase in rats. Toxicology 36: 71-76, 1985.

10 Uysal M, Ozdemirler G, Kutalp G and Oz H: Mitochondrial
and microsomal lipid peroxidation in rat liver after acute
acetaldehyde and ethanol intoxication. J Appl Toxicol 9: 155-
158, 1989.

11 Kera Y, Ohbora Y and Komura S: The metabolism of
acetaldehyde and not acetaldehyde itself is responsible for in
vivo ethanol-induced lipid peroxidation in rats. Biochem
Pharmacol 37: 3633-3638, 1988.

12 Shaw S, Jayatilleke E and Lieber CS: Lipid peroxidation as a
mechanism of alcoholic liver injury: role of iron mobilization
and microsomal induction. Alcohol 5: 135-140, 1988.

13 Speisky H, Bunout D, Orrego H, Giles HG, Gunasekara A and
Israel Y: Lack of changes in diene conjugate levels following
ethanol induced glutathione depletion or hepatic necrosis. Res
Commun Chem Pathol Pharmacol 48: 77-90, 1985.

14 Inomata T, Rao GA and Tsukamoto H: Lack of evidence for
increased lipid peroxidation in ethanol-induced centrilobular
necrosis of rat liver. Liver 7: 233-239, 1987.

15 Coudray C, Richard MJ, Faure H and Favier A: Blood and liver
lipid peroxide status after chronic ethanol administration in
rats. Clin Chim Acta 279: 35-45, 1993.

16 Rouach H, Fataccioli V, Gentil M, French SW, Morimoto M
and Nordmann R: Effect of chronic ethanol feeding on lipid
peroxidation and protein oxidation in relation to liver
pathology. Hepatology 25: 351-355, 1997.

17 Halliwell B: Oxidative stress, nutrition and health. Experimental
strategies for optimisation of nutritional antioxidant intake in
humans. Free Rad Res 25: 57-74, 1996.

18 Wiseman H and Halliwell B: Damage to DNA by reactive
oxygen and nitrogen species: role in inflammatory disease and
progression to cancer. Biochem J 313: 17-29, 1996.

19 Dean RT, Fu S, Stocker R and Davies MJ: Biochemistry and
pathology of radical-mediated protein oxidation. Biochem J
324: 1-18, 1997.

20 Berlett BS and Stadtman ER: Protein oxidation in aging,
disease, and oxidative stress. J Biol Chem 272: 20313-20316,
1997.

21 Stadtman ER, Starke-Reed PE, Oliver CN, Carney JM and
Floyd RA: Protein modification in aging. EXS 62: 64-72, 1992.

22 Amici A, Levine RL, Tsai L and Stadtman ER: Conversion of
amino acid residues in proteins and ammo acid homopolymers
to carbonyl derivatives by metal catalyzed oxidation reactions. J
Biol Chem 264: 3341-3346, 1989.

23 Lyras L, Cairns NJ, Jenner A, Jenner P and Halliwell B: An
assessment of oxidative damage to proteins, lipids, and DNA in
brain from patients with Alzheimer’s disease. J Neurochem 68:
2061-2069, 1997.

24 Lyras L, Perry RH, Perry EK, Ince PG, Jenner A, Jenner P and
Halliwell B: Oxidative damage to proteins, lipids, and DNA in
cortical brain regions from patients with dementia with Lewy
bodies. J Neurochem 71: 302-312, 1998.

25 Reznick AZ and Packer L: Oxidative damage to proteins:
spectrophotometric method for carbonyl assay. Methods
Enzymol 233: 357-363, 1994.

26 American Psychiatric Association: Diagnostic and Statistical
Manual of Mental Disorders. 4th ed. Washington DC: APA,
1994.

27 Hughes PH, Venulet J, Khant U, Medina Mora ME, Navaratnam
V, Poshyachinda V, Rootman I, Salan R and Wadud KA: Core
data for epidemiological studies on nonmedical drug use. Geneva,
WHO Offset publ 56: 1-100, 1980.

28 World Health Organization: Composite International
Diagnostic Interview-CIDI, Core Version 1.0. WHO, Geneva:
Division of Mental Health, 1990.

29 Wells JC, Tien AY and Eaton WW: Risk factors for the
incidence of social phobia as determined by the Diagnostic
Interview Schedule in a population-based study. Acta Psychiat
Scand 90: 84-90, 1994.

527



in vivo 27: 523-528 (2007)

30 Persijn JP and van der Slike W: A new method for the
determination of y-glutamyl-transpeptidase in serum. J Clin
Chem Clin Biochem 14: 421-424, 1976.

31 Bergmeyer HV, Harder M and Reg R: Approved
Recommendation (1985) on IPCC method for the
measurement of catalytic concentration of enzymes. Part 3.
IFCC method for alanine aminotrasferase. J Clin Chem Clin
Biochem 24: 481-495, 1986.

32 Bergmeyer HV, Harder M and Reg R: Approved
recommendation (1985) on IPCC method for the measurement
of catalytic concentration of enzymes. Part 2. IFCC method for
aspartate aminotrasferase. J Clin Chem. Clin Biochem 24: 497-
510, 1986.

33 Tietz NW, Rinker AD and Show LM: IPCC method for the
measurement of catalytic concentration of enzymes. Part 5.
IPCC method for alkaline phosphatase. J Clin Chem Clin
Biochem 21: 731-748, 1983.

34 Fink R, Clemens MR, Marjot DH, Patsalos P, Cawood P,
Norden AG, Iversen SA and Dormandy TL: Increased free-
radical activity in alcoholics. Lancet 70: 291-294, 1985.

35 Uysal M, Bulur H, Erdine-Demirelli S and Demiroglu C:
Erythrocyte and plasma lipid peroxides in chronic alcoholic
patients. Drug Alcohol Depend 18: 385-388, 1986.

36 Situnayake RD, Crump BJ, Thurnham DI, Davies JA, Gearty J
and Davis M: Lipid peroxidation and hepatic antioxidants in
alcoholic liver disease. Gut 37: 1311-1317, 1990.

37 Grattagliano I, Vendemiale G, Sabba C, Buonamico P and
Altomare E: Oxidation of circulating proteins in alcoholics: role
of acetaldehyde and xanthine oxidase. J Hepatol 25: 28-36,
1996.

38 Mutlu-Tirkoglu U, Dogru-Abbasoglu S, Ayka¢-Toker G,
Mirsal H, Beyazyurek M and Uysal M: Increased lipid and
protein oxidation and DNA damage in patients with chronic
alcoholism. J Lab Clin Med 136: 287-291, 2000.

39 Jayko ME and Garrison WM: Formation of C=0 bonds in the
radiation-induced oxidation of protein in aqueous systems.
Nature 181: 413-414, 1958.

40 Levine RL, Garland D, Oliver CN, Amici A, Climent I, Lenz

AG, Ahn S, Shaltiel S and Stadtman ER: Determination of

carbonyl content in oxidatively modified proteins. Methods

Enzymol 186: 464-478, 1990.

Levine RL, Williams JA, Stadtman ER and Shacter E:

Carbonyl assays for determination of oxidatively modified

proteins. Methods Enzymol 233: 346-357, 1994.

42 Stadtman ER: Metal ion-catalyzed oxidation of proteins:
biochemical mechanism and biological consequences. Free Rad
Biol Med 9: 315-325, 1990.

43 Benedetti A, Esterbauer H, Ferrali M, Fulceri R and Comporti
M: Evidence for aldehydes bound to liver microsomal protein
following CCl4 or BrCCI3 poisoning. Biochim Biopys Acta 711:
345-356, 1982.

4

—_

528

44 Evans P, Lyras L and Halliwell B: Measurement of protein
carbonyls in human brain tissue. Methods Enzymol 300: 145-
156, 1999.

45 Reznick AZ, Cross CE, Hu ML, Suzuki YJ, Khwaja S, Safadi
A, Motchnik PA, Packer L and Halliwell B: Modification of
plasma proteins by cigarette smoke as measured by protein
carbonyl formation. Biochem J 286: 607-611, 1992.

46 Marangon K, Devaraj S and Jialal I: Measurement of protein
carbonyls in plasma of smokers and in oxidized LDL by an
ELISA. Clin Chem 45: 577-578, 1999.

47 Jacob RA, Aiello GM, Stephensen CB, Blumberg JB, Milbury
PE, Wallock LM and Ames BN: Moderate antioxidant
supplementation has no effect on biomarkers of oxidant
damage in healthy men with low fruit and vegetable intakes. J
Nutr 733: 740-743, 2003.

48 Moriarty SE, Shah JH, Lynn M, Jiang S, Openo K, Jones DP
and Sternberg P: Oxidation of glutathione and cysteine in
human plasma associated with smoking. Free Rad Biol Med 35:
1582-1588, 2003.

49 Tyulina OV, Prokopieva VD, Boldyrev AA and Johnson P:
Erythrocyte and plasma protein modification in alcoholism: a
possible role of acetaldehyde. Biochim Biophys Acta 176: 558-
563, 2006.

50 Badger TM, Ronis MJJ, Seitz HK, Albano E, Ingelman-
Sundberg M and Lieber CS: Alcohol metabolism: role in
toxicity and carcinogenesis. Alcohol Clin Exp Res 27: 336-347,
2003.

51 Neve EP and Ingelman-Sundberg M: Molecular basis for the
transport of cytochrome P450 2E1 to the plasma membrane. J
Biol Chem 275: 17130-17135, 2000.

52 Badger TM, Ronis MJJ, Ingelman-Sundberg M and Hakkak R:
Pulsatile blood alcohol and CYP 2E1 induction during chronic
alcohol infusions in rats. Alcohol 10: 453-457, 1993.

53 Frezza M, Di Padova C, Pozzato G, Terpin M, Baraona E and
Lieber CS: High blood alcohol levels in women: the role of
decreased gastric alcohol dehydrogenase activity and first-pass
metabolism. N Engl J Med 322: 95-99, 1990.

54 Seitz HK, Egerer G, Simanowski UA, Waldherr R, Eckey R,
Agarwal DP, Goedde HW and von Wartburg JP: Human
gastric alcohol dehydrogenase activity: effect of age, gender and
alcoholism. Gut 34: 1433-1437, 1993.

55 Albano E: Free radical mechanisms of ethanol toxicity. In:
Toxicology of the Human Environment. The Critical Role of
Free Radicals. Rhodes CJ (ed.). London, Taylor and Francis,
pp. 235-263, 2000.

Received November 15, 2006
Revised January 17, 2007
Accepted January 24, 2007




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (None)
  /CalCMYKProfile (Japan Color 2001 Coated)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages false
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.00000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Average
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.00000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 300
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.00000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308030d730ea30d730ec30b9537052377528306e00200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /FRA <>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 793.701]
>> setpagedevice




