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Abstract

Smoking can accelerate the consumption of the stored antioxidant vitamins and increase the oxidative stress in the hyperlipidemic
patients. The study investigated the effects of combifexhrotene, vitamin C, and vitamin E on plasma antioxidant levels, erythrocyte
antioxidative enzyme activities, and LDL lipid peroxides. Male hyperlipidemic smokers (35-78 years old) were randomly divided into two
antioxidant supplemented groups: intervention 1 (1% r22) (15 mgp-carotene/day, 500 mg vitamin C/day, and 400 atpcopherol
equivalent/day) and intervention 2 (12,-n20) (30 mgB-carotene/day, 1000 mg vitamin C/day, and 800drigcopherol equivalent/day).

After 6-week supplementation, plasr@acarotene, vitamin C, vitamin E, and erythrocyte glutathione levels increased significantly by 200%,
98%, 129%, and 39%, respectively, in the 11 group, and by 209%, 216%, 197%, and 32%, respectively, in the 12 group. Pfasma Fe
concentrations and Fé/Fe** decreased significantly in both groups. Except erythrocyte glutathione peroxidase activity in the |11 group,
erythrocyte catalase, glutathione peroxidase, and superoxide dismutase activities increased significantly in both groups. Lipid peroxides in
LDL decreased significantly by 56% and 72% in the I1 and 12 groups, respectively. However, the levels of plasma iron, erythrocyte
glutathione, and LDL lipid peroxides, and the activities of erythrocyte antioxidative enzymes did not differ between two groups. In
conclusion, combined antioxidant supplements increased plasma antioxidant levels and antioxidative enzyme activities, and lowered LDL
lipid peroxides in male hyperlipidemic smokers. Higher dosage of the supplements did not have an additive effect. © 2002 Elsevier Science
Inc. All rights reserved.

Keywords: B-Carotene; Vitamin C; Vitamin E; Antioxidative enzyme; Hyperlipidemic smokers

1. Introduction Beta-carotene is highly lipid soluble, and carried largely
in LDL-cholesterol (75%) and HDL-cholesterol fractions
It has been demonstrated that smoking may cause an(25%) [21]. It functions as an efficient singlet oxygen
increase in oxidative stress and an imbalance in antioxidantquencher and as a radical-trapping antioxidant at low oxy-
nutrient intake and status [1-5]. Significantly lower plasma gen pressure to reduce the extent of nuclear damage and to
B-carotene, vitamin C, and vitamin E levels and increased inhibit lipid peroxiation induced by enzymatic sources of
oxidative damage were observed in smokers than in non-oxy radicals, such as xanthine oxidase system [22]. Ascor-
smokers [3-10]. Recently, many studies have shown thatbic acid is a water-soluble peroxidation chain-breaking an-
antioxidant nutrient supplementation, especigigarotene, tioxidant. It reacts directly not only with superoxide, hy-
vitamin C, and vitamin E, are effective in protecting the droxyl radicals, and singlet oxygen but also with
oxidation of DNA, LDL, and protein against oxidative dam- tocopheroxy radicals, resulting in the regeneration of to-
age by smoking in vitro [11,12] and in vivo [13-20]. copherol [23]. Tocopherol is the principal lipid-soluble
chain-breaking antioxidant in plasma and on the membrane
of the tissues, and acts as the predominant antioxidant in the
* Corresponding author. Tel#886-2-2736-1661 6550—6556 Ext 117; LD_L par_tlde by trapping peroxyl_ freg radicals. Su_pple_men-
fax: +886-2-2737-3112. tation with B-carotene [11,13], vitamin C [12] or vitamin E
E-mail address: chenjui@tmu.edu.tw (J.C.-J. Chao). [14-17] alone, or combined these antioxidants [17—-20] in
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vitro or in vivo has shown to protect oxidative damage from
smoking.

Combined vitamin C and vitamin E had better defensive
ability against oxidative damage compared with single vi-
tamins [23,24]. An in vitro study also showed that mixtures
of B-carotene, vitamin C, and vitamin E exhibited greater
protective effects on oxidative damage than individua vi-
tamin in human lung cells under hypoxic condition [25].
Thus, this study further determined the effect of combined
various dosages of three mgjor antioxidant vitamins, B-car-
otene, vitamin C, and vitamin E, on plasma antioxidant
levels, erythrocyte antioxidative enzyme activities, and lipid
peroxidation in male hyperlipidemic smokers who are at
high risk of developing coronary heart disease.

2. Materials and methods
2.1. Subjects

Forty-two male hyperlipidemic (plasma tota triglycer-
ides (TG) >2.29 mmol/L, total cholesterol (TC) >6.20
mmol/L or HDL-cholesterol (HDL-C) <0.90 mmol/L)
smokers (=5 cigarettes/day for at least 10 years) of 35t0 78
years old were recruited from the patients of Taipei Medical
University Hospital and Taipei Municipal Wan Fang Hos-
pital. Subjects were selected by interviewing their motiva-
tion, commitment to completing the experiment, dietary
habits, and medical history, and by laboratory examination
of their plasma lipids and general health conditions by the
investigators and physicians. Exclusion criteriainclude sec-
ondary hyperlipidemia, diabetes, kidney disease, acute or
chronic inflammatory diseases, abnormal body mass index
(BMI, <20 or >30), drastic body weight changes (>2.5 kg
inlast 1 month), vegetarian diet, dietary intake with extreme
polyunsaturated fatty acid/saturated fatty acid ratio of
greater than 3:1, drug abuse, the habit of acohol, coffee or
tea drinking (>3 cups/day) in last 3 months, or dietary
supplementation of high-dosage vitamins, minerals or anti-
oxidants (>200% Recommended Dietary Allowances) in
last 3 months. If the medication was with an antioxidant
effect, the physicians were suggested to change the medi-
cation two weeks before the beginning of the experiment.
Qualified subjects were asked for consenting to attend this
study and signing the agreement. During the experimental
period, subjects maintained their medication, physical ac-
tivity, and regular life style. The study was performed in
accordance with the regulations of the ethics committee of
Taipei Medical University Hospital.

2.2. Antioxidant supplements

This study was randomized and single-blinded. Qualified
individuals were randomly divided into two supplemented
groups: intervention 1 (11, n = 22) (15 mg B-carotene/day,
500 mg vitamin C/day, and 400 mg a-tocopherol equivalent

(a-TE)/day) or intervention 2 (12, n = 20) (30 mg B-caro-
tene/day, 1000 mg vitamin C/day, and 800 mg «-TE/day).
The subjects were informed of their assigned group. The
investigators did not know which supplements the subjects
were given. The subjects were given antioxidant supple-
ments in the tablet forms in the unlabeled brown bottles for
21 days by the dietitians at week 0. At week 3, another
21-day antioxidant supplements were given to the subjects,
when they came back for physical examination, dietary
assessment, and biochemical analyses. One antioxidant tab-
let contained 7.5 mg B-carotene, 250 mg L-ascorbate, and
298 mg D,L-a-tocopheryl acetate, which was manufactured
by the investigators in Purzer Pharmaceutical Co. Ltd
(Taoyuan, Taiwan, R.O.C.). After weight-crush test, the
hardness of the tablet was 5.5 kg. The tablet was dissolved
in water within 18.4 min. The |1 group was asked to con-
sume two tablets within 30 min after the morning meal, and
the 12 group was asked to consume two tablets within 30
min both after the morning and the evening meals for 6
weeks. Subjects were allowed to maintain their usual body
weight and interviewed for their dietary intake every three
weeks to monitor the dietary intake and to assess compli-
ance by the investigators.

2.3. Dietary assessment

Three 24-h dietary recalls, including 2 weekdays and 1
weekend, were randomly done by the trained investigators
at week 0, 3, and 6, respectively. The 24-h recall with at
least two eating-out meals was excluded. Dietary intake was
analyzed by food composition analysis software (November
1997 edition, provided by Dr. Wen-Harn Pan from the
Ingtitute of Biomedical Sciences, Academia Sinica, Taipei,
Taiwan, R.O.C.).

2.4. Biochemical analyses

2.4.1. Blood sample preparation

Overnight fasting blood samples (10 mL) were drawn by
venipuncture into the tubes containing heparin or EDTA
(only for lipid peroxidation analysis) from each subject at
week 0 (baseline), week 3 (mid-point), and week 6 (end-
point). Blood samples were centrifuged at 2,500 X g for 15
min to separate plasma from whole blood. The erythrocyte
pellets were collected for further reduced glutathione and
enzyme analyses.

2.4.2. Antioxidant levels

Plasma B-carotene [26], L-ascorbate [27], and a-tocoph-
erol [28] concentrations were measured by reverse-phase
high performance liquid chromatography (HPLC) (Jasco
PU-980 Intelligent HPLC Pump, Jasco AS-950 Intelligent
Sampler, Jasco UV-975 Intelligent UV/VIS Detector, Jasco
PF-920 Intelligent Fluorescence Detector, Jasco Cor., To-
kyo, Japan) using a4 X 125 mm RP-18E column (5 pm,
Merck 50734 Lichrocart 125-4 HPLC-cartridge, Merck
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Taiwan Ltd., Taipel, Taiwan, R.O.C.). Plasma B-carotene
concentration was measured at 470 nm under the mobile
phase of methanol and toluene (3:1). Plasma L-ascorbate
concentration was measured using an UV detector at 254
nm under the mobile phase of 40 mmol/L sodium acetate,
0.54 mmol/L sodium EDTA, 7.5% (vol/vol) methanol, and
1.5 mmol/L tetrabutylammonium hydroxide; pH 4.75.
Plasma «-tocopherol concentration was measured using a
fluorescence detector with excitation at 288 nm and emis-
sion at 340 nm under the mobile phase of methanol and
toluene (3:1). The data were analyzed by SISC-LAB [32]
chromatographic analysis software (Scientific Information
Service Cor., Taipel, Taiwan, R.O.C.).

The concentration of reduced glutathione (GSH) in
erythrocytes was measured spectrophotometrically at 400
nm using a commercial kit (Calbiochem 354102, Calbio-
chem-Novabiochem Cor., La Jolla, CA) [29].

The concentrations of free and total iron were measured
spectrophotometrically by the method of Xu et a. [30].
Protein in plasma was precipitated with 10% (vol/vol) tri-
chloroacetic acid (TCA), and removed by centrifugation.
The supernatant was extracted twice with 0.5 ml diethyl
ester to remove excess TCA. The supernatant was mixed
with 0.25 mmol/L of 1,10-phenanthroline, which forms a
reddish orange complex with ferrous ion (Fe™2). The con-
centration of free ferrous ion was determined spectrophoto-
metrically at 510 nm. The total iron concentration was
measured spectrophotometrically described above after add-
ing 284 mmol/L ascorbic acid to completely reduce ferric
(Fe™3) to ferrous ion. The concentration of ferric ion was
obtained by subtracting ferrous ion concentration from total
iron concentration.

2.4.3. Erythrocyte antioxidative enzyme activities

Catalase activity was determined spectrophotometrically
at 240 nm by the methods of Liick [31]. The activity of
catalase is expressed as unit k/mg protein, and Kk is the rate
constant of a first-order reaction. Glutathione peroxidase
(GPx) activity was measured spectrophotometrically at 340
nm by the methods of Paglia and Valentine [32] using a
commercia kit (RS 504, RANDOX Laboratories Ltd., Ant-
rim, UK). The activity of GPx is expressed as U/mg protein.
One unit of GPx activity is defined as 1 umol NADPH
oxidized/min. Superoxide dismutase (SOD) activity was
determined spectrophotometrically at 525 nm by the meth-
ods of Nobet et al. [33] using acommercial kit (Calbiochem
574600, Calbiochem-Novabiochem Cor.). The activity of
SOD is expressed as unit/mg protein. One SOD unit is
defined as the activity that doubles the autooxidation back-
ground in the absence of SOD (Calbiochem, Calbiochem-
Novabiochem Cor.). Protein content in erythrocytes was
measured by the modified method of Lowry et a. using a
Bio-Rad DC protein assay kit (Bio-Rad Laboratories, Her-
cules, CA) [34].

Table 1
Characteristics and clinical data of the subject prior to antioxidant
vitamin supplementation®

Intervention 1 Intervention 2

(n= 22 (n = 20)
Age (years) 56.6 = 11.8 57.8 +12.8
Smoking (cigarettes/day) 16.1 = 8.2 12.8 + 6.6
Body mass index (kg/m?) 263+ 4.0 265+ 35
Systolic pressure (mmHg) 142 + 14 134 + 12
Diastolic pressure (mmHg) 91 + 10 84+9
Triglycerides (mmol/L) 290+ 211 282+ 244
Total cholesterol (mmol/L) 589 + 1.35 5.68 = 1.22
LDL-cholesterol (mmol/L) 351+ 120 327+ 1.00
HDL-cholesterol (mmol/L) 1.02 = 0.39 1.00 £ 0.29

* Values are mean + SD. The datadid not differ significantly (P > 0.05)
between the groups by Student’s t test.

2.4.4. Plasma and LDL lipid peroxides

The concentration of lipid peroxidesin plasmaand LDL
was assessed colorimetrically at 586 nm by a commercial
kit (Calbiochem 437634, Calbiochem-Novabiochem Cor.)
[35]. LDL (density 1.063 kg/L) wasisolated from plasma by
density gradient ultracentrifugation at 121,000 X g (Beck-
man Opitma™ TLX Ultracentrifuge, Beckman I nstruments
(Taiwan) Inc., Taipel, Taiwan, R.O.C.), 4°C overnight [36].
LDL fraction was subsequently dialyzed and desalted in
phosphate buffered saline. Protein concentration of LDL
was measured by the modified method of Lowry et al. [34].
Plasma or LDL fraction (200 wL) was mixed with 650 pL
of Reagent 1 (7.7 mmol/L N-methyl-2-phenylindole in 75%
acetonitrile and 25% methanol) and 150 uL of Reagent 2
(15.4 mol/L methanesulfonic acid) at 45°C for 40 min. The
levels of malondialdehyde (MDA) and 4-hydroxy-2(E)-
nonenal (4-HNE), the end products derived from peroxida-
tion of polyunsaturated fatty acids and related esters, were
measured at 586 nm.

Table 2
Daily dietary intake of the subjects during the experimental period*
Intervention 1 Intervention 2
(n= 22 (n = 20)
Energy (MJ) 8.16 = 1.82 9.56 = 3.02
(keal) 1954 =+ 435 2286 + 722
Carbohydrate (g) 269.3 = 65.1 268.9 = 80.7
(% energy) 55.1 47.1
Fat (g) 65,5+ 19.1 76.9 = 24.6
(% energy) 30.1 30.3
Protein (g) 724+ 16.2 84.2 = 315
(% energy) 14.8 14.7
Vitamin A (ug RE) 1247 + 995 2179 + 2788
Vitamin C (mg) 124.2 = 110.7 104.5 = 103.4
Vitamin E (mg a-TE) 1355 + 5.36 16.76 + 7.92
Iron (mg) 11.68 + 3.33 16.60 + 11.48

1 Vauesaremean + SD. Dietary intake did not differ significantly (P >
0.05) between the groups by Student’s t test.
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Table 3
Plasma B-carotene, vitamin C, vitamin E, and erythrocyte reduced glutathione concentrations of the subjects before and after antioxidant vitamin
supplementst
umol/L Intervention 1 Intervention 2

Week 0 Week 3 Week 6 Week 0 Week 3 Week 6

(n =22 (n =22 (n = 20) (n = 20) (n = 20) (n = 18)
B-Carotene 0.20 = 0.11° 0.39 + 0.19° 0.60 + 0.28° 0.32 + 0.15%° 0.63 + 0.22° 0.99 + 0.434
Vitamin C 316+ 83 442 = 12.3° 62,5 + 12.3° 314+ 95 60.4 + 17.2° 99.3 + 23.7¢
Vitamin E 18.8 = 5.4 325+91° 43.1 + 14.0° 239+ 7.6% 475 + 13.4° 711+ 19.1¢
Glutathione 220.3 = 116.9* 289.7 = 84.1°°¢ 306.8 = 109.4° 237.0 + 80.32P 299.4 + 69.8° 312.0 = 87.0°

1 Values are mean + SD. Valuesin each row not sharing the same superscript differ significantly (P < 0.05) by Fisher's least significant difference test.

2.5. Satistical analysis

All data are expressed as mean = SD. Data were ana-
lyzed by Student’s't test or two-way analysis of variance to
determine the supplement dosage and time effects using
SAS (version 6.12, SAS Institute Inc., Cary, NC). Fisher's
least significant difference test was used to make post-hoc
comparisons if the main effect was demonstrated. Statistical
significance was assigned at the 0.05 level.

3. Results

Before entering the trial, the subjects in the 11 and 12
groups had similar age, smoking habit, BMI, blood pres-
sure, and plasma lipid profile (Table 1). During the trial,
four individuals dropped after week 3. In the 11 group, one
individual had a poor appetite, and another one had dramat-
ically increased plasmatriglycerides. Two individualsin the
12 group could not finish the trial due to traveling. Neither
complaint nor clinical adverse symptoms were observed in
others. From interviewing their antioxidant supplementation
and dietary intake, no unusual situation was found.

The data of daily dietary intake were shown in Table 2.
Because of no significant difference among dietary assess-
ments from different days, the daily average intake of the |1
and 12 groups was used. The intake for energy, macronu-
trients, vitamin A, vitamin C, vitamin E, and iron did not
differ significantly between the groups during the experi-
mental period. The intake for carbohydrate, fat, and protein

was 55.1%, 30.1%, and 14.8% energy in the I1 group, and
47.1%, 30.3%, and 14.7% energy in the |2 group.

The concentrations of plasma B-carotene, vitamin C, and
vitamin E increased dose- and time-dependently during the
6-week period (Table 3). Before antioxidant vitamin sup-
plementation, the levels of plasma B-carotene, vitamin C,
vitamin E, and erythrocyte GSH did not differ significantly
between the groups. At week 3 and 6, plasma B-carotene
concentrations increased significantly by 95% and 200%
(P < 0.05) in the I1 group, and by 97% and 209% (P <
0.05) in the 12 group. Plasma vitamin C levels elevated
significantly by 40% and 98% (P < 0.05) in the I1 group,
and by 92% and 216% (P < 0.05) in the |2 group. Plasma
vitamin E concentrations increased significantly by 73%
and 129% (P < 0.05) in the 1 group, and by 99% and 197%
(P < 0.05) in the 12 group. Erythrocyte GSH levels in-
creased significantly by 32% and 39% (P < 0.05) in the |1
group, and by 26% and 32% (P < 0.05) in the 12 group.
However, erythrocyte GSH levels did not differ between the
groups at week 3 and 6, or between week 3 and 6 within the
same group.

Table 4 shows plasma iron concentrations before and
after vitamin supplementation. The level of ferrous ion
decreased time-dependently (P < 0.05) in both groups.
However, ferrous ion level did not differ significantly be-
tween the groups during the 6-week period. Neither supple-
ment dosage nor time affected the concentrations of ferric
ion and total iron. Theratio of ferrousto ferric ion decreased
significantly by 33% and 39% (P < 0.05) in the I1 and 12
groups, respectively, at week 6 compared with that at week

Table 4
Plasma free and total iron concentrations of the subjects before and after antioxidant vitamin supplements®

Intervention 1 Intervention 2

Week 0 Week 3 Week 6 Week 0 Week 3 Week 6

(n= 22 (n= 22 (n = 20) (n = 20) (n = 20) (n = 18)
Fe?™ (wmol/L) 11.00 + 2.26%° 9.55 + 2.12° 8.18 + 1.334 11.79 + 2.66° 9.62 = 2.56"¢ 8.44 + 1.94°¢
Fe** (uwol/L) 25.20 + 8.84 26.80 = 5.78 25.96 + 7.26 23.99 + 7.37 27.32 + 11.67 28.95 + 8.26
Fe?'IFe®* 0.51 + 0.322P 0.38 = 0.14°° 0.34 = 0.12° 0.54 + 0.22% 0.44 + 0.25%P¢ 0.33 = 0.16°
Total iron (wmol/L) 36.20 + 9.46 36.34 = 5.69 34.03 £ 7.12 35.78 + 8.36 36.95 + 11.21 37.39 + 815

1 Values are mean = SD. Values in each row not sharing the same superscript differ significantly (P < 0.05) by Fisher’s least significant difference test.
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Table 5
The activities of erythrocyte antioxidative enzymes of the subjects before and after antioxidant vitamin supplements®
Intervention 1 Intervention 2
Week 0 Week 3 Week 6 Week 0 Week 3 Week 6
(n=22 (n=22 (n = 20) (n=20) (n=20) (n=18)
Catalase (unit K/mg protein) 3231+ 190.0° 386.7 + 249.33° 4931 + 217.57¢ 3498 + 142.7% 367.2 + 146.7** 507.8 + 114.8°
Glutathione peroxidase (U/mg protein) 9.65 +5.63* 1297 + 7.25% 15.60 + 8.88° 11.04 * 656  18.40 + 15.93° 19.95 + 10.02°
Superoxide dismutase (U/mg protein) 2.63 + 1.99% 439 + 329% 8.23 + 8.93° 487 = 2417 5.60 + 3.76%" 8.64 + 5.15°

1 Values are mean + SD. Vauesin each row not sharing the same superscript differ significantly (P < 0.05) by Fisher's least significant difference test.

0. However, the ratio of ferrous to ferric ion was similar
between the groups.

The activities of erythrocyte antioxidative enzyme did
not differ between the groups before supplementation (Ta
ble 5). Catalase activity did not differ at week 3 compared
with that at week 0 in both groups. However, catalase
activity increased significantly by 53% and 45% (P < 0.05)
inthe 11 and 12 groups, respectively, at week 6. The activity
of GPx was similar in the 11 group during the 6-week
period. Whereas GPx activity increased significantly by
67% and 81% (P < 0.05) in the 12 group at week 3 and 6.
The activity of SOD elevated significantly by 213% and
77% (P < 0.05) in the 11 and 12 groups, respectively, at
week 6. Supplement dosage did not affect the activities of
these enzymes.

Table 6 shows the levels of lipid peroxides (MDA +
4-HNE) in plasma and LDL before and after vitamin sup-
plementation. Plasma lipid peroxides did not differ between
the groups at week 0 and 3. However, the 12 group had
significantly decreased plasma lipid peroxides compared
with the 11 group at week 6. Plasmalipid peroxides lowered
significantly by 16% (P < 0.05) in the 11 group at week 3,
and by 17% (P < 0.05) in the 12 group at week 6. Lipid
peroxides in LDL decreased significantly by 46% (P <
0.05) in the 12 group at week 3. At week 6, the 11 and 12
groups lowered significantly LDL lipid peroxides by 56%
and 72% (P < 0.05), respectively.

4, Discussion

In this study, there was no placebo-controlled group, and
the subjects served as their own control to eliminate the

variation among the individuals. Because daily dietary in-
take did not differ significantly between the groups, the
effects on antioxidant levels, antioxidative enzyme activi-
ties, and lipid peroxidation resulted from the antioxidant
vitamin supplements per se.

The dosages of antioxidant vitamin supplements in this
study were much higher than the mean of dietary intake in
smokers or Recommended Dietary Allowances. Epidemio-
logic evidence showed that low antioxidant status was as-
sociated with increased death from cancer and from athero-
sclerosis [37,38]. Bronchus (RR = 1.8, P < 0.05) and
stomach cancers (RR = 2.95, P < 0.05), and ischemic heart
disease (RR = 1.53, P = 0.02) were associated with low
plasma carotene levels [37]. The average intake of vitamin
C was strongly inversely related to the 25-year stomach-
cancer mortality (r = —0.06, P = 0.01), also after adjust-
ment for smoking and intake of salt or nitrite [38]. A poor
vitamin E status was correlated with an increased risk of
subsequent cancer [37]. However, an epidemiologic study
found that daily vitamin E supplementation (50 mg) could
not prevent lung cancer, and daily B-carotene supplemen-
tation (20 mg) increased the risk of lung cancer in smokers
[39]. Normal subjects ingesting large amount of 3-carotene
(2050 mg/day) or vitamin E (100—800 IU/day), or over
long period had no carcinogenicity and without side effects,
indicating the toxicity of B-carotene and vitamin E is low
[39]. Dueto lack of acontrolled study of vitamin C toxicity
in humans, more evidence for the toxicity of vitamin C
requires further study.

Previous studies had shown that combined antioxidant
vitamin supplements increased significantly plasma antiox-
idant levels in smokers [8,13,17-20] and nonsmokers [13,

Table 6
Plasma and LDL lipid peroxides of the subjects before and after antioxidant vitamin supplements®
Intervention 1 Intervention 2
Week 0 Week 3 Week 6 Week 0 Week 3 Week 6
(n= 22 (n=22) (n = 20) (n = 20) (n = 20) (n = 18)
Plasma malondial dehyde and 12.88 + 2.22 10.77 + 2.88>°  11.60 + 4.07*°  11.84 + 3.08*°  11.04 + 3.40?P° 9.79 + 2.80°
4-hydroxy-2(E)-nonena (wmol/L)
LDL malondialdehyde and 496.9 + 378.4%° 3525+ 87.7°¢ 2197 + 87.9° 694.1 = 730.3%  371.7 + 426.2°¢ 1945 + 133.7°

4-hydroxy-2(E)-nonenal (wmol/L)

1 Values are mean = SD. Values in each row not sharing the same superscript differ significantly (P < 0.05) by Fisher’s least significant difference test.
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18,40,41]. The results in our study also indicated that the
levels of plasma B-carotene, vitamin C, vitamin E, and
erythrocyte GSH increased significantly in hyperlipidemic
smokers after 6-week combined antioxidant vitamin supple-
ments. Plasma antioxidant vitamin concentrations in smok-
ers increased significantly after daily supplementation with
combined vitamin C (350 mg) and vitamin E (250 mg) [13],
vitamin cocktails (272 mg vitamin C, 31 mg D,L-a-toco-
pheryl acetate, and 400 g folic acid) [8] or consumption of
tomato-based juice supplemented with multi-vitamins (30
mg B-carotene, 600 mg vitamin C, and 400 mg vitamin E)
[19]. A long-termed study also showed that healthy smok-
ing men had significantly increased plasma B-carotene, vi-
tamin C, and vitamin E concentrations by 209%, 45%, and
72% after daily supplementation with 30 mg B-carotene,
400 mg vitamin C, 200 mg vitamin E, and 100 g organic
selenium for 3 months [17]. Higher doses of antioxidant
vitamin supplements (22.5 mg/day B-carotene, 1500 mg/
day vitamin C, and 1200 IU/day vitamin E) for 6 weeks
elevated the levels of plasma B-carotene, vitamin C, and
vitamin E by 8.9-, 1.6-, and 2.0-fold in smokers, and by
6.6-, 1.6-, and 2.4-fold in nonsmokers [18]. Jiala and
Grundy [40] observed that plasma B-carotene, vitamin C,
and vitamin E levels elevated by 16.3-, 2.6-, and 4.1-fold in
healthy nonsmoking men after daily supplementation with
30 mg B-carotene, 1000 mg vitamin C, and 727 mg vitamin
E for 3 months compared with those in the placebo group.
Abbey et a. [41] aso found that plasma 3-carotene, vitamin
C, and vitamin E concentrations increased by 400%, 27%,
and 55% in healthy nonsmokers after daily supplementation
with 18 mg B-carotene, 900 mg vitamin C, and 200 mg
vitamin E for 3 months compared with those before supple-
mentation.

Although plasma B-carotene, vitamin C, and vitamin E
concentrations increased significantly, plasma ferrous ion
level and the ratio of ferrous to ferric ion decreased signif-
icantly in hyperlipidemic smokers after antioxidant vitamin
supplements. Morrison et a. [42] found a positive associa-
tion between serum iron and the risk of fatal acute myocar-
dial infarction (RR = 2.18 and 5.53 for males and females,
respectively). The formation of reactive oxygen species is
related to the redox state of transition metals [43]. A pre-
vious study found that the maximal rate of lipid peroxida-
tion occurred when the ratio of ferrous to ferric ion was
approximately one [44]. The ratio of ferrous to ferric ion
was far away from one after antioxidant vitamin supple-
ments in this study, which may lead to the decreased lipid
peroxidation in plasma and LDL. In addition, when ascor-
bate concentration (>50 wmol/L) was sufficient to reduce
al ferric ion to ferrous ion, ascorbate inhibited lipid per-
oxidation [45]. However, our result showed that plasma
ferrous ion level decreased after antioxidant vitamin sup-
plements even the mean of plasma vitamin C level was
more than 50 wmol/L in both groups at week 6. Y oshino and
Murakami [46] observed flavonoids enhanced autooxidation
of ferrousion, resulting in the inhibition of the formation of

reactive oxygen species. It is possible that antioxidant vita-
mins promote autooxidation of ferrous ion to decrease the
ratio of ferrous to ferric ion, and further to reduce the
formation of reactive oxygen species, such as superoxide
anion produced through the one-electron reduction of oxy-
gen by ferrous ion [47].

It has been reported that single and combined antioxidant
vitamins have different effects on the antioxidative enzyme
activity in healthy subjects and smokers. Single B-carotene
(15 mg/day) supplement for 28 days elevated erythrocyte
catalase and GPx activities but not total glutathione (re-
duced and oxidized) levels after depletion of B-carotene for
68 days in young healthy women [48]. Healthy nonsmoking
men and women consumed 500 mg vitamin C daily for 2
weeks had increased GSH levels in erythrocytes by nearly
50% after a one-week vitamin C-restricted diet [49]. Brown
et a. [50] demonstrated that erythrocyte catalase activity
increased in both smoking and nonsmoking men supple-
mented with vitamin E (280 mg/day) for 10 weeks. How-
ever, increased GPx and glutathione reductase activities,
and decreased SOD activity and GSH content in erythro-
cyteswere only observed in honsmoking men supplemented
with vitamin E compared with those consumed placebo. A
14-day short-termed study showed that vitamin E supple-
ment (1000 IU/day) had no effect on erythrocyte catalase,
GPx, and SOD activities or reduced and oxidized glutathi-
one levels in both male smokers and nonsmokers [51].
Combined antioxidant vitamin supplements (4500 IU vita-
min A/day, 750 mg vitamin C/day, and 400 IU vitamin
E/day) for 40 days increased erythrocyte GSH content by
173%, and glutathione reductase and GPx activitiesin urae-
mic patients with hemodialysis compared with those before
supplementation [52]. Hilbert and Mohsenin [18] indicated
that smokers had higher SOD activity in bronchoaveolar
(BAL) cells after supplementation with combined antioxi-
dant vitamins (22.5 mg B-carotene/day, 1500 mg vitamin
Clday, and 1200 IU «a-tocopherol/day) for 6 weeks. How-
ever, combined antioxidant vitamins had no effects on cata-
lase and GPx activities in BAL cells of the smokers. Be-
cause of different subjects with distinct physiological
conditions, types of antioxidant supplementation, treatment
duration, and measurement tissues, various results were
observed in the studies described above.

Similar to our results, previous studies showed that lipid
peroxide concentrations were inversely correlated with
plasma antioxidant levels in smokers [15,17,19]. A signifi-
cant reduction in plasma MDA levels was observed in
smokers supplemented with vitamin E (200 |U) [15]. De-
creased breath pentane excretion and enhanced resistance of
LDL to oxidation were aso found in smokers after con-
sumption of tomato-based juice supplemented with multi-
vitamins (30 mg B-carotene, 600 mg vitamin C, and 400 mg
vitamin E) [19]. Daily supplementation with 30 mg B-car-
otene, 400 mg vitamin C, 200 mg vitamin E, and 100 wg
organic selenium prolonged lag phase of LDL oxidation in
smokers [17].
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In conclusion, combined antioxidant vitamin supple-
ments improve the overall antioxidant protection capacity
and reduce the oxidative stress in male hyperlipidemic
smokers by increasing antioxidant levels and antioxidative
enzyme activities, and by decreasing lipid peroxidation. The
data suggest that antioxidant vitamin supplements increase
plasma antioxidant vitamin levels to reserve the consump-
tion of GSH and antioxidative enzymes in erythrocytes,
which results in the increases in GSH levels and antioxida-
tive enzyme activities. Additionally, improved antioxidant
status after supplementation protects against lipid peroxida-
tion. The present study also revealed that higher doses of
antioxidant vitamin supplements had not further improved
effects on the antioxidative enzyme system and lipid per-
oxidation. It is considerable that combined B-carotene (15
mg/day), vitamin C (500 mg/day) and vitamin E (400 mg/
day) supplements for 6 weeks can be used in aclinical trial
among the hyperlipidemic smokers to eliminate the oxida-
tive stress and damage.

Acknowledgments

The study was supported by the National Science Coun-
cil of Tawan, R.O.C. (grant NSC86-2314-B-038—004).
The authors thank Dr. Paul Chan in the Division of Cardio-
vascular Medicine at Taipei Municipal Wan Fang Hospital
for screening the patients. We aso thank Dr. Ming-Thau
Sheu in the Graduate Institute of Pharmaceutical Sciences at
Taipei Medical University for helping the preparation of
vitamin tablets, and Me-Yun Chin at Taipel Municipal
Wan Fang Hospital for her technical assistance.

References

[1] M. Faruque, M.R. Khan, M. Rahman, F. Ahmed, Relationship be-
tween smoking and antioxidant nutrient status, Br J Nutr 73 (1995)
625-632.

[2] J. Ma, J.S. Hampl, N.M. Betts, Antioxidant intakes and smoking
status: data from the continuing survey of food intakes by individuals
1994-1996, Am J Clin Nutr 71 (2000) 774—780.

[3] M.A.Ross, L.K. Crosley, K.M. Brown, S.J. Duthie, A.C. Callins, J.R.

Arthur, G.G. Duthie, Plasma concentrations of carotenoids and anti-

oxidant vitamins in Scottish males: influences of smoking, Eur J Clin

Nutr 49 (1995) 861—-865.

A. Mezzetti, D. Lapenna, S.D. Pierdomenico, A.M. Calafiore, F.

Costantini, Vitamin E, C and lipid peroxidation in plasma and arterial

tissue of smokers and non-smokers, Atherosclerosis 112 (1995) 91-99.

[5] W. Wei, Y. Kim, N. Boudreau, Association of smoking with serum
and dietary levels of antioxidants in adults: NHANES 111, 1988—
1994, Am J Publ Health 91 (2001) 258-264.

[6] K.K. Banerjee, P. Marimuthu, A. Sarkar, R.N. Chaudhuri, Influence
of cigarette smoking on Vitamin C, glutathione and lipid peroxidation
status, Indian J Publ Health 42 (1998) 20-23.

[7] 1. Durak, N.K. Bingol, A. Avci, M.Y. Cimen, M. Kacmaz, L. Karaca,

H.S. Ozturk, Acute effects of smoking of cigarettes with different tar

content on plasma oxidant/antioxidant status, Inhal Toxicol 12 (2000)

641-647.

J. Lykkesfeldt, S. Christen, L.M. Wallock, H.H. Chang, R.A. Jacob,

B.N. Ames, Ascorbate is depleted by smoking and repleted by mod-

[4

]

8

—_

erate supplementation: a study in male smokers and nonsmokers with
matched dietary antioxidant intakes, Am J Clin Nutr 71 (2000) 530—
536.

[9] U. Codandabany, Erythrocyte lipid peroxidation and antioxidants in
cigarette smokers, Cell Biochem Funct 18 (2000) 99-102.

[10] JF. Zhou, X.F. Yan, F.Z. Guo, N.Y. Sun, Z.J. Qian, D.Y. Ding,
Effects of cigarette smoking and smoking cessation on plasma con-
stituents and enzyme activities related to oxidative stress, Biomed
Environ Sci 13 (2000) 44-55.

[11] D.L. Baker, E.S. Krol, N. Jacobsen, D.C. Liebler, Reactions of beta-
carotene with cigarette smoke oxidants. Identification of carotenoid
oxidation products and evaluation of the prooxidant/antioxidant ef-
fect, Chem Res Toxicol 12 (1999) 535-543.

[12] K. Panda, R. Chattopadhyay, M.K. Ghosh, D.J. Chattopadhyay, |1.B.
Chatterjee, Vitamin C prevents cigarette smoke induced oxidative
damage of proteins and increased proteolysis, Free Radic Biol Med
27 (1999) 1064-1079.

[13] R.W. WEelch, E. Turley, S.F. Sweetman, G. Kennedy, A.R. Callins, A.
Dunne, M.B. Livingstone, P.G. McKenna, V.J. McKelvey-Martin,
J.J. Strain, Dietary antioxidant supplementation and DNA damage in
smokers and nonsmokers, Nutr Cancer 34 (1999) 167-172.

[14] B.M. Lee, SK. Lee, H.S. Kim, Inhibition of oxidative DNA damage,
8-OHdG, and carbonyl contents in smokers treated with antioxidants
(vitamin E, vitamin C, beta-carotene and red ginseng), Cancer Lett
132 (1998) 219-227.

[15] H.S. Kim, B.M. Lee, Protective effects of antioxidant supplementa-
tion on plasma lipid peroxidation in smokers, J Toxicol Environ
Health 63 (2001) 583-598.

[16] D. Harats, M. Ben-Naim, Y. Dabach, G. Hollander, E. Havivi, O.
Stein, Y. Stein, Effect of vitamin C and E supplementation on sus-
ceptibility of plasma lipoproteins to peroxidation induced by acute
smoking, Atherosclerosis 85 (1990) 47-54.

[17] K. Nyyssonen, E. Porkkala, H. Salonen, H. Korpela, J.T. Salonen,
Increase in oxidation resistance of atherogenic serum lipoproteins
following antioxidant supplementation: a randomized double-blind
placebo-controlled clinical trid, Eur J Clin Nutr 48 (1994) 633-642.

[18] J. Hilbert, V. Mohsenin, Adaptation of lung antioxidants to cigarette
smoking in humans, Chest 110 (1996) 916-920.

[19] F.M. Steinberg, A. Chait, Antioxidant vitamin supplementation and
lipid peroxidation in smokers, Am J Clin Nutr 68 (1998) 319-327.

[20] D.J. Howard, R.B. Ota, L.A. Briggs, M. Hampton, C.A. Pritsos,
Oxidative stress induced by environmental tobacco smoke in the
workplace is mitigated by antioxidant supplementation, Cancer Epi-
demiol Biomark Prev 7 (1998) 981-988.

[21] N.I. Krinsky, D.G. Cornwell, J.L. Oncley, The transport of vitamin A
and carotenoid in human plasma, Arch Biochem Biophys 73 (1958)
233-246.

[22] P. Palozza, N.l. Krinsky, Antioxidant effects of carotenoids in vivo
and in vitro: an overview, Methods Enzymol 213 (1992) 403—-420.

[23] P.B. McCay, Vitamin E: interactions with free radical and ascorbate,
Ann Rev Nutr 5 (1985) 323-340.

[24] H. Wefers, H. Sies, The protection by ascorbate and glutathione
against microsomal lipid peroxidation is dependent on vitamin E, Eur
J Biochem 174 (1998) 353-357.

[25] P. Zhang, S.T. Omaye, Antioxidant and prooxidant roles for beta-
carotene, apha-tocopherol and ascorbic acid in human lung cells,
Toxicol in Vitro 15 (2001) 13-24.

[26] H.-H. Cheng, D.-C. Guo, M.-J. Shieh, Altered bioavailability of
B-carotene in rats fed diets containing cholesterol and soybean oil or
lard, Food Sci Agric Chem 1 (1999) 237-243.

[27] B. Kacem, M.R. Marshall, R.F. Mattews, J.F. Gregory, Simultaneous
analysis of ascorbic acid and dehydroascorbic acid by HPLC with
post-column derivatization and UV absorbance, J Agric Food Chem
34 (1986) 271-274.

[28] Y.-L. Tang, Y.-L.C.-J. Huang, Dietary oxidized frying oil decreased
plasma and liver vitamin A in rats, Nutr Sci J 23 (1998) 265-279.



434 J.C.-J. Chao et al. / Journal of Nutritional Biochemistry 13 (2002) 427-434

[29] M.E. Anderson, Enzymatic and chemical methods for the determina-
tion of glutathione, in: Dolphin, Avramovic (Eds.), Glutathione:
Chemical, Biochemical and Medical Aspects, Part A, John Wiley &
Sons, Inc., New York, 1989, pp. 339-365.

[30] J. Xu, P. Che, Y. Ma, More sensitive way to determine iron using an
iron (I1)-1,10-phenanthroline complex and capillary electrophoresis,
J Chromatogr 749 (1996) 287-294.

[31] H. Luck, Catalase, in: Bergmeye (Ed.), Methods of Enzymatic Anal-
ysis, Academic Press, New York, 1963, pp. 885—888.

[32] D.E. Paglia, W.N. Vaentine, Studies on the quantitative and quali-
tative characterization of erythrocyte glutathione peroxidase, J Lab
Clin Med 70 (1967) 158-1609.

[33] C. Nobet, M. Moutet, P. Huet, J.Z. Xu, Y.C. Yadan, J. Chandiere,
Spectrophotometric assay of superoxide dismutase activity based on
the activated autoxidation of a tetracyclic catechol, Anal Biochem
214 (1993) 442-451.

[34] O.H. Lowry, N.J. Rosebrough, A. Farr, R.J. Randall, Protein mea-
surement with the Folin phenol reagent, J Biol Chem 193 (1951)
265-275.

[35] H. Esterbauer, K.H. Cheeseman, Determination of aldehydic lipid
peroxidation products: malonaldehyde and 4-hydroxynonenal, Meth-
ods Enzymol 186 (1990) 407.

[36] T.G. Redgrave, L.A. Carlson, Changes in plasma very low density
and low density lipoprotein content, composition, and size after a
fatty meal in normo- and hypertriglyceridemic man, J Lipid Res 20
(2979) 217-229.

[37] M. Eichholzer, H.B. Stahelin, K.F. Gey, Inverse correlation between
essential antioxidants in plasma and subsequent risk to develop can-
cer, ischemic heart disease and stroke respectively: 12-year follow-up
of the Prospective Basel Study, EXS 62 (1992) 398—410.

[38] M.C. Ocke, D. Kromhout, A. Menotti, C. Aravanis, H. Blackburn, R.
Buzina, F. Fidanza, A. Jansen, S. Nedeljkovic, A. Nissienen, Average
intake of anti-oxidant (pro)vitamins and subsequent cancer mortality
in the 16 cohorts of the Seven Countries Study, Int J Cancer 61 (1995)
480-484.

[39] A.T. Diplock, Safety of antioxidant vitamins and B3-carotene, Am J
Clin Nutr 62 (1995) 1510s-1516s.

[40] 1. Jiald, SM. Grundy, Effect of combined supplementation with
a-tocopherol, ascorbate, and beta carotene on low-density lipoprotein
oxidation, Circulation 88 (1993) 2780-2786.

[41] M. Abbey, P.J. Nestel, P.A. Baghurst, Antioxidant vitamins and low-
density-lipoprotein oxidation, Am J Clin Nutr 58 (1993) 525-532.

[42] H.I. Morrison, R.M. Semenciw, Y. Mao, D.T. Wigle, Serum iron and

risk of fatal acute myocardia infarction, Epidemiology 5 (1994)

243-246.

B. Halliwell, JM. Gutteridge, Role of free radicals and catalytic metal

ionsin human disease: an overview, Methods Enzymol 186 (1990) 1-85.

G. Minotti, S.D. Aust, The requirement for iron (I11) in the initiation

of lipid peroxidation by iron (1) and hydrogen peroxide, J Biol Chem

262 (1987) 1098-1104.

[45] D.M. Miller, SD. Aust, Studies of ascorbate-dependent, iron-catalyzed
lipid peroxidation, Arch Biochem Biophys 271 (1989) 113-119.

[46] M. Yoshino, K. Murakami, Interaction of iron with polyphenolic
compounds: application to antioxidant characterization, Anal Bio-
chem 257 (1998) 40—44.

[47] 1. Fridovich, Superoxide dismutases. An adaptation to a paramagnetic
gas, J Biol Chem 264 (1989) 7761-7764.

[48] S.T. Omaye, B.J. Burri, M.E. Swendseid, S.M. Henning, L.A. Briggs,
H.T. Bowen, R.B. Ota, Blood antioxidants changes in young women
following beta-carotene depletion and repletion, J Am Coll Nutr 15
(1996) 469—474.

[49] C.S. Johnston, C.G. Meyer, J.C. Srilakshmi, Vitamin C elevates red
blood cell glutathione in healthy adults, Am J Clin Nutr 58 (1993)
103-105.

[50] K.M. Brown, P.C. Morrice, JR. Arthur, G.G. Duthie, Effects of
vitamin E supplementation on erythrocyte antioxidant defense mech-
anisms of smoking and non-smoking men, Clin Sci 91 (1996) 107—
111.

[51] G.G. Duthie, JR. Arthur, W.P.T. James, H.M. Vint, Antioxidant
status of smokers and nonsmokers: effects of vitamin E supplemen-
tation, Annu New York Acad Sci 570 (1989) 435-438.

[52] M.Q. Hassan, S.AA. Hussain, M.A. Zaki, N.Z. Alsharif, S.J. Stohs,
Protective effects of antioxidants against uremia-induced lipid per-
oxidation and glutathione depletion in humans, Pharmacol Toxicol 77
(1995) 407-411.

[43

]

[44]

=



