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Purpose: To review epidemiologic studies on the associ-
ation between homocyst(e)ine level and risk for cardiovas-
cular disease and the potential benefits of homocysteine-
decreasing therapies.

Data Sources: Computerized and manual searches of the
literature on total homocysteine levels and cardiovascular
disease.

Study Selection: Prospective studies and major retro-
spective epidemiologic studies evaluating the association
between homocyst(e)ine levels and cardiovascular disease
and the association between blood levels or dietary intake
of folate, vitamin B6, and vitamin B12 and cardiovascular
disease.

Data Extraction: Relevant data on patient population,
plasma homocyst(e)ine levels, duration of follow-up, and
main results were extracted from studies that met the
inclusion criteria.

Data Synthesis: The designs and results of studies in-
cluded in this review are summarized. A formal meta-
analysis was not performed because the studies were het-
erogeneous in method and design.

Conclusions: Results of epidemiologic studies suggest
that moderately elevated plasma or serum homocyst(e)ine
levels are prevalent in the general population and are
associated with an increased risk for cardiovascular dis-
ease, independent of classic cardiovascular risk factors.
Simple, inexpensive, nontoxic therapy with folic acid, vita-
min B6, and vitamin B12 reduces plasma homocyst(e)ine
levels. Although the association between homocyst(e)ine
levels and cardiovascular disease is generally strong and
biologically plausible, the data from the prospective stud-
ies are less consistent. In addition, epidemiologic observa-
tions of an association between hyperhomocyst(e)inemia
and cardiovascular risk do not prove the existence of a
causal relation. Therefore, the effectiveness of folate, vita-
min B6, and vitamin B12 in reducing cardiovascular morbid-
ity and mortality requires rigorous testing in randomized
clinical trials. Several such trials are under way; their results
may greatly affect cardiovascular morbidity and mortality,
given the simplicity and low cost of vitamin therapy.
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Cardiovascular disease remains the major cause
of morbidity and death in developed countries

and accounts for approximately 40% of all deaths in
Canada (1). Smoking cessation and reductions in
cholesterol levels and blood pressure have been
shown to be effective strategies in the prevention of
cardiovascular disease (2). However, these major,
classic cardiovascular risk factors and such non-
modifiable risk factors as age, sex, and family his-
tory cannot fully explain why some persons develop
myocardial infarction, stroke, and other cardiovas-
cular disease but other persons do not (3–5). Other
factors may also increase the likelihood of develop-
ing cardiovascular disease and contribute to athero-
genesis. Pathologic and epidemiologic studies sug-
gest that only about one half to two thirds of the
variation in anatomic extent of atherosclerosis and
risk for atherosclerotic vascular disease can be ex-
plained by classic risk factors (6–9). Therefore,
many emerging risk factors have been investigated.
Among these, elevated plasma or serum levels of
homocyst(e)ine (hyperhomocyst(e)inemia) are of
particular interest. Recent epidemiologic studies
have shown that moderately elevated plasma homo-
cysteine levels are highly prevalent in the general
population and are associated with an increased risk
for fatal and nonfatal cardiovascular disease, inde-
pendent of classic cardiovascular risk factors. This
association is usually consistent, strong, dose-
related, and biologically plausible. Although simple,
inexpensive, nontoxic therapy with folate and vita-
mins B6 and B12 is highly effective at reducing
plasma homocyst(e)ine levels, it remains to be dem-
onstrated that decreasing homocyst(e)ine levels re-
duces cardiovascular morbidity and mortality.

Methods

Data Sources

We searched the scientific literature for all epi-
demiologic studies (prospective, case–control, cross-

See editorial comment on pp 387-388.
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sectional, or geographic correlation) on cardiovas-
cular disease (using the terms coronary heart disease,
cerebrovascular disease, peripheral vascular disease,
and atherosclerosis) and homocysteine or vitamins
(using the terms homocysteine, B12, B6, and folic
acid). We searched the MEDLINE database for
articles published from January 1965 to January
1999 and identified additional studies by examining
bibliographies of original articles, review articles,
and textbooks.

Study Selection

We used standard definitions to define epidemi-
ologic studies (10) and did not consider case series.
The epidemiologic prospective cohort studies varied
greatly in terms of patient selection, number of
patients and controls, circumstances and techniques
of measuring plasma homocyst(e)ine levels, defini-
tions of elevated plasma homocyst(e)ine level, types
and definitions of vascular outcome events and sur-
rogate outcome measures, and statistical analyses. A
formal meta-analysis of these studies was not per-
formed because the results could have been mis-
leading. We included all prospective epidemiologic
studies (up to January 1999) but included only the
largest retrospective studies (those that involved at
least 150 cases) because prospective studies gener-
ally provide a robust estimate of association,
whereas small retrospective studies are often subject
to various biases. We further restricted the retro-
spective studies to those published after the meta-
analysis by Boushey and colleagues (11) because
that article provides a good critical review of the
studies done up until 1995.

Homocysteine Metabolism

Homocysteine is a sulfur-containing amino acid
produced during catabolism of the essential amino
acid methionine. Homocysteine can be metabolized
by two major pathways. When methionine is in ex-
cess, homocysteine is directed to the transsulphura-
tion pathway, where it is irreversibly sulfoconjugated
to serine by cystathionine b-synthase in a process
requiring vitamin B6 as a cofactor. However, under
conditions of negative methionine balance, homo-
cysteine is primarily metabolized through a methi-
onine-conserving remethylation pathway. In most
tissues, homocysteine is remethylated in a process
that requires methionine synthase, vitamin B12 as a
cofactor, and methyltetrahydrofolate as a cosub-
strate. This pathway requires an adequate supply of
folic acid and the enzyme methylene tetrahydrofo-
late reductase (MTHFR) (12). Genetic and ac-
quired abnormalities in the function of these en-
zymes or deficiencies in folic acid, vitamin B6, or

vitamin B12 cofactors can lead to elevated homocys-
teine levels.

In the plasma, approximately 70% of homocys-
teine circulates in a protein-bound form; approxi-
mately 25% combines with itself to form the dimer
homocystine; and the remainder (,5%) combines
with other thiols, including cysteine, to form di-
sulphide (a homocysteine–cysteine mix) or circu-
lates as the free thiol compound (13). In North
America, the term homocyst(e)ine is often used to
refer to the total pool of circulating plasma homo-
cysteine, whereas the term tHcy is more common in
Europe.

Homocyst(e)ine Theory of Atherosclerosis

Severe hyperhomocyst(e)inemia associated with
homocystinuria can be caused by several rare inher-
ited disorders, including homozygous deficiency of
cystathionine b-synthase, MTHFR, or methionine
synthase or defects in vitamin B12 metabolism (12,
14). These distinct genetic conditions share the fol-
lowing features: extreme elevations of plasma ho-
mocyst(e)ine levels and premature atherothrombotic
disease with typical histopathologic features of en-
dothelial injury, proliferation of vascular smooth-
muscle cells, progressive arterial stenosis, and he-
mostatic changes suggestive of a prothrombotic
state (15). The characteristic clinical and pathologic
features of these genetically diverse conditions sup-
port the hypothesis that elevated plasma homocys-
t(e)ine levels are responsible for the vascular dam-
age and led McCully and Wilson (16) to propose
the “homocyst(e)ine theory of atherosclerosis.” Al-
though these genetic errors of metabolism are ex-
tremely rare (homozygous cystathionine b-synthase
deficiency occurs in approximately 1 in 150 000 live
births and is associated with plasma homocyst(e)ine
levels as high as 400 mmol/L), they provide a useful
in vivo human model for vascular injury associated
with high homocyst(e)ine levels.

Laboratory Measurement of
Homocyst(e)ine Levels

Most assays for measuring homocysteine concen-
trations are based on chromatographic techniques;
high-performance liquid chromatography is still the
most widely used (13). However, a simple and rel-
atively inexpensive immunoassay has become com-
mercially available and may soon enable widespread
measurement of plasma homocyst(e)ine levels in the
clinical laboratory (17). Plasma homocyst(e)ine lev-
els are usually measured in the fasting state and can
be measured before or after methionine loading.
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Methionine loading, a method of stressing the ho-
mocyst(e)ine metabolic pathways, may be more sen-
sitive than measurement of fasting homocyst(e)ine
levels for detecting mild disturbances in the trans-
sulfuration pathway that may be caused by vitamin
B6 deficiency or partial cystathionine b-synthase de-
ficiency (18, 19). The procedure involves measuring
the baseline fasting plasma homocyst(e)ine level,
administering a standard oral dose of methionine,
and measuring the plasma homocyst(e)ine level
again 4 to 6 hours later. Methionine loading may
help to discriminate between defects involving the
transsulfuration and remethylation pathways (20); it
may also help to identify patients who have im-
paired homocysteine metabolism despite a normal
fasting total plasma homocysteine level and who
may, therefore, be at increased risk for vascular
disease (19).

Reliable measurements of plasma homocyst(e)ine
levels require the use of accurate assays as well as
optimal procedures for collection and handling of
blood samples (13). Patient characteristics (such as
fasting state and posture) and recent vascular events
may also affect measured total homocysteine levels
(20–22).

Definition and Prevalence of
Hyperhomocyst(e)inemia

Hyperhomocyst(e)inemia is usually defined by us-
ing arbitrary cut-off points—for example, above the
95th percentile or more than two SDs above the
mean of values obtained from fasting, healthy con-
trols. This is similar to the way in which high plasma
cholesterol levels were originally defined. Normal
plasma homocyst(e)ine levels usually range from 5
to 15 mmol/L (17). However, the definition of ele-
vated homocyst(e)ine levels is not standardized, and
substantial differences exist in the “normal” refer-
ence levels used in the literature. Higher fasting
values are arbitrarily classified as mild and moder-
ate hyperhomocyst(e)inemia (16 to 100 mmol/L)
and severe hyperhomocyst(e)inemia (.100 mmol/L).
The prevalence of hyperhomocyst(e)inemia depends
on the way in which the condition is defined and
measured. When the common definition of hyper-
homocysteinemia—levels of total homocysteine ex-
ceeding the 95th percentile of the distribution in a
healthy sample of controls—is used, 5% of the nor-
mal population will necessarily be defined as having
an elevated homocyst(e)ine level (23). Between
13% and 47% of patients with symptomatic athero-
sclerotic vascular disease have been reported to
have hyperhomocystein(e)mia (24). However, little
evidence suggests a sudden increase in risk for vas-
cular disease above a certain threshold level of

plasma homocyst(e)ine; the relation between plasma
homocyst(e)ine levels and risk for cardiovascular
disease seems to be graded and linear (25).

Causes of Mild and Moderate
Hyperhomocyst(e)inemia

One or a combination of genetic, physiologic,
pathologic, and nutritional factors (Table 1) causes
modest elevations in homocyst(e)ine levels without
associated homocystinuria. Therefore, MTHFR mu-
tations (for example, thermolabile MTHFR); older
age; male sex; postmenopausal status; smoking; sed-
entary lifestyle; dietary factors, including increased
intake of animal proteins (which have a higher me-
thionine content); low intake of folic acid, vitamin
B6, and vitamin B12; decreased renal function; trans-
plantation; and such medications as corticosteroids
and cyclosporine have been associated with mild
and moderate hyperhomocysteinemia (26, 27).

Of particular interest are nutritional deficiencies
in the vitamin cofactors that are required for ho-
mocysteine metabolism: folic acid, vitamin B6, and
vitamin B12. These deficiencies are highly prevalent
and may account for most cases of moderate hyper-
homocysteinemia. An inverse relation has been
shown between plasma homocyst(e)ine levels and
plasma levels and dietary intake of folate and vita-

Table 1. Causes of Hyperhomocyst(e)inemia

Enzyme deficiencies and mutations
Cystathionine b-synthase
Methionine synthase
Methylenetetrahydrofolate reductase

Cobalamin mutations
Vitamin deficiencies

Folate
Vitamin B6
Vitamin B12

Increased methionine consumption
Demographic characteristics

Increasing age
Male sex
Tobacco use
Physical inactivity
Postmenopausal status

Chronic medical disorders
Decreased renal function
Systemic lupus erythematosus
Malignant neoplasms
Hyperproliferative disorders
Severe psoriasis
Hypothyroidism
Diabetes mellitus
Transplantation

Acute-phase response to illness
Drugs

Anticonvulsant agents (phenytoin, carbamazepine)
Folate antagonists (methotrexate)
Vitamin B12 antagonists (nitrous oxide)
Vitamin B6 antagonists
Cholesterol-lowering agents (cholestyramine, colestipol, nicotinic acid)
Thiazide diuretics
Cyclosporine
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mins B6 and B12 (26), and fasting homocyst(e)ine
levels are elevated in more than 95% of patients
with folic acid or vitamin B12 deficiency (27). Vita-
min B6 deficiency is associated primarily with hyper-
homocyst(e)inemia after methionine loading. Sel-
hub and coworkers (26) reported that low plasma
levels of folate or B vitamins were present in about
two thirds of all patients with hyperhomocyst(e)ine-
mia and that up to 40% to 50% of a North Amer-
ican sample of elderly persons consume insufficient
amounts of folic acid and vitamin B6 (26). In the
United States, 80% to 90% of the population has a
dietary folate intake less than 400 mg/d (the new
suggested recommended daily allowance); national
averages for folate intake and vitamin B6 are esti-
mated at 224 mg/d and 1.51 mg/d, respectively (28,
29). in Europe, the mean dietary folate intake is
reported to be 291 mg/d (range, 197 to 326 mg/d)
for men and 247 mg/d (range, 168 to 320 mg/d) for
women. The desired intake was reached by only a
small proportion of the European persons studied
(30).

Total Homocysteine Level and
Atherogenesis: Experimental Evidence and

Possible Mechanisms

Experimental evidence suggests that the athero-
genic propensity associated with hyperhomocys-
t(e)inmia is caused by endothelial dysfunction and
injury, which in turn is followed by platelet activation

and thrombus formation. Numerous mechanisms
have been suggested by which hyperhomocysteine-
mia may contribute to atherothrombotic vascular
disease, including direct toxic endothelial cell dam-
age. Direct toxic endothelial cell damage has been
shown in both in vitro and in vivo models (including
experimental evidence in primates) to be related
primarily to 1) the generation of potent reactive
oxygen species (31–35); 2) impaired production of
endothelium-derived nitric oxide and endothelial
dysfunction, as evidenced by impaired endothelial-
dependent vascular reactivity in primates and in
humans with elevated homocyst(e)ine levels (36–
39); 3) stimulation of smooth-muscle cell prolifera-
tion (40, 41); and 4) lipid abnormalities, including
elevated plasma triglyceride levels and increased
susceptibility to oxidation of low-density lipopro-
teins (42–44). Another suggested mechanism is in-
creased thrombogenicity mediated by increased
platelet adherence and the release of platelet-
derived growth factors secondary to homocyst(e)ine-
induced endothelial damage; activation of factors V,
X, and XII; inhibition of protein C activation; inhi-
bition of cell surface expression of thrombomodulin;
and decreased tissue plasminogen activator activity
(45–50). A potentially unifying hypothesis of the
vascular damage associated with hyperhomocys-
teinemia relates to the formation of oxygen free
radicals, which cause oxidative vascular damage,
proliferation of smooth-muscle cells, alteration in
endothelial function and structure, and increased
thrombogenicity that ultimately leads to athero-
thrombosis (51).

Table 2. Hyperhomocyst(e)inemia and Anatomic Extent of Atherosclerosis*

Study (Reference) Design Selection Criteria Participants

Malinow et al. (56) Case–control Population sample (ARIC cohort) 287 case-patients, 287 controls
Aronow et al. (57) Case–control Not described 121 men, 79 women

Tonstad et al. (58) Case–control Children with family history; normal controls 90 case-patients, 30 controls

Clarke et al. (59) Case–control Cystathionine b-synthase–deficient heterozygotes;
normal controls

25 case-patients, 21 controls

Selhub et al. (60) Cross-sectional Population sample (Framingham cohort) 1041 adults
Verhoef et al. (61) Case–control CAD on angiography; controls had no CVD 131 case-patients, 101 controls
Montalescot et al. (62) Case–control Symptomatic CAD, CVD, or PVD; normal controls 75 case-patients, 75 controls

van den Berg et al. (63) Cross-sectional Symptomatic PVD 171 case-patients
Konecky et al. (64) Cross-sectional Patients referred for tranesophageal echocardiography 156 adults

* ARIC 5 Atherosclerosis Risk in Communities Study; CAD 5 coronary artery disease; CVD 5 cardiovascular disease; OR 5 odds ratio; PVD 5 peripheral vascular disease.
† Highest compared with lowest fifths of plasma homocyst(e)ine level.
‡ Per unit increase in homocyst(e)ine level.
§ Highest compared with lowest quarters of homocyst(e)ine level.
\ For each 5-mmol/L increase in homocyst(e)ine level.
¶ In patients with coronary disease (n 5 50) and matched controls (n 5 50).

** Upper quarter compared with lower three quarters.
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Epidemiologic Associations between
Hyperhomocyst(e)inemia and

Cardiovascular Risk

Genetic Studies

A highly prevalent C677T point mutation of the
MTHFR gene is associated with a thermolabile
MTHFR variant. This mutation has been reported in
38% of French Canadians; the TT genotype is
found in 5% to 15% of the general population in
Canada and is associated with elevated plasma ho-
mocyst(e)ine levels, particularly in the setting of
reduced folate levels (52–54). Frosst and colleagues
(52) suggested that the C677T polymorphism in the
MTHFR gene was a candidate risk factor for vascu-
lar disease. However, most individual studies and a
recent meta-analysis of studies involving more than
6000 genotyped patients and controls have failed to
confirm this association (55). This apparent para-
dox—that the TT genotype in the MTHFR gene,
which is associated with high homocyst(e)ine lev-
els and is a strong predictor for hyperhomo-
cystein(e)mia in the general population, is not con-
sistently associated with increased cardiovascular
risk—remains unclear. Potential explanations in-
clude the relatively low frequency of the TT geno-
type, the association of the TT genotype with ele-
vated homocyst(e)ine levels only in the presence of
folate deficiency, and methodologic limitations of
available data (such as the relatively small sample
size of most studies).

Studies of the Association between Plasma
Homocyst(e)ine Levels and Anatomic Extent of
Atherosclerosis

Cross-sectional and case–control studies have
shown a clear association between plasma homocys-
t(e)ine levels and the anatomic extent of carotid
(56–60), coronary (61, 62), peripheral vascular (63),
and aortic (64) atherosclerotic disease (Table 2).
These variables are, however, only surrogate mea-
sures of cardiovascular events.

Cross-Sectional and Retrospective Case–Control
Studies

Many cross-sectional and retrospective observa-
tional studies have examined the association be-
tween plasma homocyst(e)ine level and cardiovascu-
lar risk, and most support the existence of such an
association. Despite the enormous heterogeneity of
the studies, a 1995 meta-analysis of 27 observational
studies involving a total of approximately 4000 par-
ticipants reported that hyperhomocyst(e)inemia (de-
fined as plasma homocyst(e)ine levels above the
90th or 95th percentile of levels in controls) was
associated with an increased risk for fatal and non-
fatal atherosclerotic vascular disease in the coronary
(odds ratio, 1.7 [95% CI, 1.5 to 1.9]), cerebral (odds
ratio, 2.5 [CI, 2.0 to 3.0]), and peripheral (odds
ratio, 6.8 [CI, 2.9 to 15.8]) circulation (11). An
increase of 5 mmol/L in basal total plasma homo-
cysteine level was associated with a 60% increase
(CI, 40% to 70%) in the odds of coronary heart
disease among men and an 80% increase (CI, 30%

Table 2—Continued

Age
Range

Major Outcomes Mean Plasma Homocyst(e)ine Level Main Results

Case-Patients Controls

y mmol/L

Carotid intima–media thickness 9.26 8.32 OR, 3.15 (CI, 1.57–6.32)†
60–99 Extracranial carotid stenosis

(case-patients: 40%–100%;
controls: 0%–39%)

Men: 19; women: 17 Men: 14; women: 13 P 5 0.003 for men; P , 0.001 for women
(difference in plasma homocyst(e)ine level
between case-patients and controls)

10–19 Carotid intima–media thickness Boys: 6.7; girls: 6.0 Boys: 6.3, girls: 6.3 r 5 0.22 (correlation between plasma
homocyst(e)ine level and intima–media
thickness)

Carotid intima–media thickness 56.0 16.0 OR, 1.04 (CI, 1.0–1.07)‡
67–96 Extracranial carotid stenosis $25% – – OR, 2.0 (CI, 1.4–2.9)§
25–65 Angiographic CAD 13.5 12.5 OR, 1.3 (CI, 1.0–1.6)\

Angiographic CAD (number of
vessels)

11.7§ 9.9¶ r 5 0.25 (correlation between plasma
homocyst(e)ine level and extent of coronary
atherosclerosis)

,55 Angiographic PVD – – OR, 4.0 (CI, 1.6–9.9)**
30–89 Aortic plaque surface area – – r 5 0.63 (correlation between plasma

homocyst(e)ine level and extent of aortic
atherosclerosis)
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to 90%) in the odds of coronary heart disease
among women; it was also associated with a 50%
increase (CI, 30% to 90%) in the odds of cerebro-
vascular disease. On the basis of this report, it was
estimated that a reduction of 5 mmol/L in plasma
homocyst(e)ine level would decrease vascular risk
by one third. However, these studies (which mea-
sured homocyst(e)ine levels only at baseline) may
have underestimated the strength of the association.
After correction for the “regression dilution bias,” a
prolonged lower total plasma homocysteine level of
approximately 3 to 4 mmol/L corresponds to approx-
imately one-third less vascular disease. An increase
of 5 mmol/L was estimated to increase the risk for
coronary heart disease by as much as does an in-
crease in cholesterol level of 0.5 mmol/L (19 mg/
dL). This meta-analysis also estimated that approx-
imately 10% of the coronary heart disease in the
general population could be attributed to hyper-
homocyst(e)inemia.

Since publication of this meta-analysis, many ad-
ditional observational studies have been done (19,
65–71). Most of these studies have also reported an
association between hyperhomocyst(e)inemia and
atherosclerotic vascular disease (Table 3). The re-
cent large European Concerted Action Project (19),
which involved 750 patients with arterial vascular
disease and 800 controls, confirmed that an elevated
plasma homocyst(e)ine level was an independent
risk factor for cardiovascular disease (odds ratio, 2.2
[CI, 1.6 to 2.9]) and calculated that an increase of 5
mmol/L in fasting basal homocyst(e)ine level was
associated with a relative risk for cardiovascular dis-

ease of 1.35 (CI, 1.1 to 1.6) in men and 1.42 (CI,
0.99 to 2.55) in women.

Prospective Cohort Studies

Prospective longitudinal studies provide more ro-
bust evidence, especially when a strong and consis-
tent association between a risk factor and disease is
found (although even these investigations cannot
fully account for possible confounders). However,
the results of prospective cohort studies that evalu-
ated the association between hyperhomocyst(e)in-
emia and vascular risk remain inconclusive (Table
4). Eight cohort studies reported statistically signif-
icant positive associations between elevated homo-
cyst(e)ine levels and cardiovascular disease. A large
prospective cohort study from Tromsø, Norway
(25), reported a relative risk for coronary heart
disease of 1.41 (CI, 1.16 to 1.71) for each increase
of 4 mmol/L in serum homocyst(e)ine level; there
was no threshold level below which homocyst(e)ine
was not associated with risk for coronary heart dis-
ease. After 5 years of follow-up, the Physicians’
Health Study (72) found an adjusted relative risk
for fatal or nonfatal myocardial infarction of 3.4
(CI, 1.3 to 8.8; P 5 0.01) for persons whose homo-
cyst(e)ine levels were in the highest 5% compared
with those whose homocyst(e)ine levels were in the
lowest 90%. The British United Provident Associa-
tion study (73) reported a risk for fatal coronary
heart disease of 2.9 (CI, 2.04 to 4.12) among men
whose homocyst(e)ine level was in the highest quar-
ter compared with those whose homocyst(e)ine level
was in the lowest quarter, after adjustment for other

Table 3. Recent Cross-Sectional and Retrospective Case–Control Studies of Homocysteine and Cardiovascular Risk*

Study (Reference) Design Patient Selection Setting Participants

Graham et al. (19) Case–control Men and women with vascular disease Nine European countries 750 case-patients, 800 controls
Markus et al. (65) Case–control Men and women with ischemic stroke United Kingdom 160 case-patients, 75 controls

Lindgren et al. (66) Case–control Consecutive men and women with acute
stroke

Sweden 162 case-patients, 79 controls

Hopkins et al. (67) Case–control Men and women with CAD and family
history of CAD

United States 304 case-patients, 231 controls

Dalery et al. (68) Case–control Men and women with angiographic CAD Quebec, Canada 420 case-patients, 521 controls

Robinson et al. (69) Case–control Men and women with angiographic CAD United States 162 case-patients, 155 controls

Malinow et al. (70) Case–control Men with previous myocardial infarction Ireland and France 150 case-patients, 584 controls

Alfthan et al. (71) Cross-sectional, ecological Healthy men European countries 1990 men

* All studies were published after publication of the meta-analysis by Boushey et al. (11). CAD 5 coronary artery disease; CVD 5 cardiovascular disease; NS 5 not significant; OR 5 odds ratio.
† Highest compared with lower fifths of total homocysteine levels.
‡ Reported as log total homocysteine.
§ Highest compared witih lowest fifths of total homocysteine levels.
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risk factors. The British Regional Heart Study (74)
found an independent, graded, positive association
between hyperhomocyst(e)inemia and the risk for
stroke. Nygård and coworkers (75) reported a
strong graded relation between plasma homocys-
t(e)ine levels and overall mortality in persons with
angiographically demonstrated coronary heart dis-
ease; the mortality ratio was 4.5 (CI, 1.22 to 16.6)
for persons with the highest levels of homocys-
t(e)ine compared with those with the lowest levels.
A smaller prospective study from Zutphen, the
Netherlands (76), reported a positive association be-
tween homocyst(e)ine levels and risk for myocardial
infarction and stroke; a prospective study in patients
with systemic lupus erythematosus found a positive
association between homocyst(e)ine levels and risk for
atherothrombotic events (77); and the Rotterdam
Study (78) reported odds ratios of 2.53 (CI, 1.19 to
5.35) for stroke and 2.43 (CI, 1.11 to 5.35) for myo-
cardial infarction in persons whose plasma homocys-
t(e)ine level was in the highest fifth.

However, the above results were not confirmed
in six reports from four large cohorts followed pro-
spectively. A more recent report from the Physi-
cians’ Health Study (79) failed to demonstrate a
significant association between plasma homocys-
t(e)ine levels and risk for myocardial infarction or
death from coronary heart disease (relative risk, 1.7
[CI, 0.9 to 3.3]) after a more prolonged follow-up of
7.5 years; this cohort also showed no significant
associations between plasma homocyst(e)ine level
and risk for stroke and angina (80, 81). Similarly, a
large study from Kuopio, Finland (82); the Multiple

Risk Factor Intervention Trial cohort (83); and the
recent report on the Atherosclerosis Risk in Com-
munities Study cohort (84) did not find significant
associations between hyperhomocyst(e)inemia and
fatal and nonfatal coronary heart disease and
stroke. Four of these studies (79, 80, 82, 84) showed
a trend toward increased risk associated with high
levels of homocyst(e)ine, and it is possible that the
use of less extreme contrasts (for example, compar-
ison of event rates in patients whose plasma homo-
cyst(e)ine level was in the upper 5% with rates in
patients whose plasma homocyst(e)ine level was in
the lower 95%) contributed to the lack of statisti-
cally signficant results.

Association between Dietary Intake and Blood
Levels of Folate, Vitamin B6, and Vitamin B12 and
Cardiovascular Risk

Most cross-sectional, retrospective, case–control,
and prospective cohort studies show positive and
graded (dose-dependent) associations between blood
levels or dietary intake of folate and vitamins B6
and B12 and risk for cardiovascular disease; how-
ever, the epidemiologic data are not entirely consis-
tent. The largest studies (30, 80, 85–89) are sum-
marized in Table 5.

Epidemiologic studies cannot fully exclude the
possibility that folate and vitamins B6 and B12 may
have an association with cardiovascular risk and
atherogenesis that is independent of homocyst(e)ine
levels or that a high level of these vitamins may be
a marker of diets rich in fruits and vegetables,
which have been independently associated with

Table 3—Continued

Age Total Plasma Homocysteine Level Main Results

Case-Patients Controls

y mmol/L

mean 6 SD, 47.2 6 0.3 11.3 9.7 Relative risk, 2.2 (CI, 1.6–2.9)†
mean, 65 1.32‡ 1.27‡ P 5 0.09 (difference in log homocyst(e)ine level between

patients and controls)
$50 13.4 13.8 P 5 NS (difference in homocyst(e)ine level between

case-patients and controls)
mean 6 SD, 62 6 11 Men: 13.7; women: 12.6 Men: 11.3; women: 8.9 Men: OR, 13.8 (CI, 3.5–55); women: OR, 12.8 (CI, 2.0–82)

for homocyst(e)ine level .19 mmol/L compared with #9
mmol/L

25–64 Men: 11.7, women: 12.0 Men: 9.7; women: 7.6 Men: P , 0.001; women: P , 0.01 (difference in
homocyst(e)ine level between case-patients and controls)

38–68 Men: 13.9; women: 15.3 Men: 11.2; women: 10.1 Men: OR, 0.29 (CI, 1.7–4.7); women: OR, 3.5 (CI,
1.4–8.5)†

20–59 Ireland: 15.5; France: 16.7 Ireland: 14.7; France: 12.9 Ireland: OR, 3.42 (CI, 1.6–7.2); France: OR, 5.18 (CI,
2.9–9.3)§

40–49 Elevated total homocysteine levels
were found in countries with
higher CVD mortality rate

r 5 0.71 (correlation between homocyst(e)ine level and
CVD death)
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lower risk for cardiovascular disease and may con-
tain other vascular protective substances (90). De-
spite some inconsistencies in the studies of vitamins
and the inherent weaknesses of epidemiologic inves-
tigations, these associations strengthen the validity
of the “homocyst(e)ine theory of atherosclerosis.”

Summary of Epidemiologic Data

Emerging evidence from epidemiologic studies
supports a strong, dose-dependent, positive associa-
tion between plasma homocyst(e)ine level and risk
for cardiovascular disease. This association seems to
be independent of other known risk factors associ-
ated with elevated total homocysteine levels and
other cardiovascular risk factors. However, the con-
clusion that an elevated plasma homocyst(e)ine
level is an independent risk factor for atherothrom-
botic vascular disease should be tempered by the
inconsistent findings of prospective cohort studies,
the failure to demonstrate consistent associations
between genetic mutations that cause elevated
plasma homocyst(e)ine levels and cardiovascular

risk, and the absence of data from randomized clin-
ical trials demonstrating that decreasing plasma ho-
mocyst(e)ine levels reduces the incidence of cardio-
vascular disease.

Therapies That Decrease Plasma
Homocyst(e)ine Levels

Simple, safe, and inexpensive therapy can de-
crease homocyst(e)ine levels in most persons. Most
patients respond to multivitamin treatment within 2
to 6 weeks of initiating therapy, irrespective of the
cause of high homocyst(e)ine levels. Folic acid,
alone or combined with vitamins B6 and B12, re-
duces plasma homocyst(e)ine levels even in persons
who are not frankly vitamin deficient (91, 92). A
recent meta-analysis of the effects of folic acid–
based supplements on basal plasma homocyst(e)ine
levels demonstrated that the proportional and abso-
lute reductions in plasma homocyst(e)ine level pro-
duced by folic acid supplements were greater at
higher pretreatment plasma homocyst(e)ine levels
and at lower pretreatment blood folate levels (92).

Table 4. Prospective Cohort Studies of Homocysteine and Risk for Cardiovascular Disease*

Study (Reference) Design Patient Selection Setting Participants

Stampfer et al. [Physicians’ Health
Study] (72)

Nested case–control 14 916 male physicians United States 271 case-patients, 271 controls

Wald et al. [British United Provident
Association Study] (73)

Nested case–control 21 520 men United Kingdom 229 case-patients, 1126 controls

Arneson et al. (25) Nested case–control 10 963 men, 10 863 women Tromsø, Norway 123 case-patients, 492 controls
Perry et al. [British Regional Heart

Study] (74)
Nested case–control 5661 men United Kingdom 107 case-patients, 118 controls

Nygård et al. (75) Nested case–control 587 men and women with
angiographic CAD

Belgium 64 case-patients

Stehouwer et al. [Zutphen Study] (76) Nested case–control 878 men The Netherlands 162 case-patients

Petri et al. (77) Prospective cohort 337 patients with systemic
lupus erythematosus

United States 60 case-patients

Bots et al. [Rotterdam Study] (78) Nested case–control 7983 men and women The Netherlands 224 case-patients, 533 controls

Chasan-Taber et al. [Physicians’ Health
Study] (79)

Nested case–control 14 916 male physicians United States 333 case-patients, 333 controls

Verhoef et al. [Physicians’ Health
Study] (80)

Nested case–control 14 916 male physicians United States 109 case-patients, 427 controls

Verhoef et al. [Physicians’ Health
Study] (81)

Nested case–control 14 916 male physicians United States 149 case-patients, 149 controls

Alfthan et al. [North Karelia Project]
(82)

Nested case–control 7424 men and women Finland 265 case-patients, 269 controls

Evans et al. [Multiple Risk Factor
Intervention Trial] (83)

Nested case–control 12 866 men United States 93 patients with MI, 186 controls;
147 patients who died of CHD,
286 controls

Folsom et al. [Atherosclerosis Risk in
Communities Study] (84)

Nested case–control 15 792 men and women United States 232 case-patients, 537 controls

* CAD 5 coronary artery disease; CABG 5 coronary artery bypass graft surgery; CHD 5 coronary heart disease; MI 5 myocardial infarction.
† For $95th percentile compared with #10th percentile of total homocysteine levels.
‡ Highest compared with lowest quartiles of total homocysteine levels.
§ Per 4-mmol/L increment in homocysteine level.
\ Homocyst(e)ine levels $20 mmol/L compared with those ,9 mmol/L.
¶ Highest compared with lowest third of total homocysteine levels.

** Highest compared with lowest fifth of total homocysteine levels.
†† $95th percentile compared with ,95th percentile of total homocysteine levels.
‡‡ $95th percentile compared with #75th percentile of total homocysteine levels.
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Folic acid alone in a dosage of 0.5 to 5 mg/d was
associated with an approximately 25% reduction
(CI, 23% to 28%) in basal plasma homocyst(e)ine
levels. The addition of vitamin B12 (mean dosage,
0.5 mg/d) was associated with an additional 7%
reduction (CI, 3% to 10%) in basal plasma homo-
cyst(e)ine level. The addition of vitamin B6 (mean
dosage, 16.5 mg/d) did not provide further benefit.
However, this meta-analysis did not evaluate the
effects of vitamin therapy on homocyst(e)ine levels
after methionine loading, which may be more de-
pendent on vitamin B6.

The minimum daily dosage of folic acid that has
maximal efficacy in decreasing plasma homocys-
t(e)ine levels is approximately 0.4 mg (24, 65, 92).
Higher daily dosages are no more effective, except
perhaps in patients with renal failure, and lower
daily dosages of 0.1 mg seem to be inadequate.
However, because the response to therapy to de-
crease homocyst(e)ine levels is not uniform and de-
pends on such factors as genotype for enzymes in-
volved in the metabolism of homocyst(e)ine and
folate, the status of vitamins B6 and B12, and nutri-
tional needs, multivitamin doses for the treatment of

hyperhomocyst(e)inemia may need to be modified de-
pending on the response of the individual patient.

A possible side effect of folic acid therapy is
progressive neurologic damage (subacute combined
degeneration of the spinal cord) in persons with
subclinical vitamin B12 deficiency. In these patients,
folic acid therapy may mask the development of the
hematologic manifestations of this deficiency. How-
ever, this uncommon complication can be avoided
by ruling out vitamin B12 deficiency before begin-
ning folic acid therapy or by supplementing folic
acid therapy with vitamin B12 therapy. A vitamin
B12 dosage of 400 to 1000 mg/d is suggested because
the recommended daily intake of vitamin B12 is
approximately 2 mg and only 1% to 3% of oral
vitamin B12 is absorbed by simple diffusion.

The major potential side effect of vitamin B6

therapy is sensory neuropathy, a rare complication
largely confined to patients who are treated for
months to years with dosages exceeding 400 mg/d.
The dosages of vitamin B6 that are used to treat
mildly and moderately elevated total plasma homo-
cyst(e)ine levels are usually much lower than this (25
to 50 mg/d).

Table 4—Continued

Age Mean Follow-up Major End Points Total Homocysteine Level Relative Risk or Odds Ratio
(95% CI)

Case-Patients Controls

y mmol/L

40–84 5 Fatal and nonfatal MI, CHD
death

11.1 10.5 3.4 (1.3–8.8)†

35–64 8.7 Fatal CHD $15.2 ,10.3 2.9 (2.04–4.1)‡

12–61 3.5 Fatal and nonfatal CHD 12.7 11.3 1.41 (1.16–1.71)§
40–59 12.8 Fatal and nonfatal stroke 13.7 11.9 2.8 (1.3–5.9)§

Median, 62 4.6 CHD death $20.0 ,9.0 4.5 (1.22–16.6)\

64–84 10 MI and stroke – – 1.81 (1.07–3.08) for MI¶
4.61 (1.18–11.89) for stroke¶

Mean 6 SD, 34.9 6 11.7 4.8 Stroke and arterial thrombosis – – 2.44 (1.22–1.43) for stroke
3.49 (0.97–12.54) for arterial thrombosis

$55 2.7 Stroke and MI Stroke: 18.4;
MI: 17.3

15.2 2.53 (1.19–5.35) for stroke**
2.43 (1.11–5.35) for MI**

40–84 7.5 Fatal and nonfatal MI, CHD
death

– – 1.7 (0.9–3.3)††

40–84 5 Ischemic stroke 11.4 10.6 1.2 (0.7–2.0)**

40–84 9 New angina, CABG 10.9 10.4 1.0 (0.4–2.4)‡‡

40–64 9 Fatal and nonfatal MI, stroke Men: 9.9;
women: 9.6

Men: 9.8;
women: 9.3

Men: 1.05 (0.56–1.95); women:
1.22 (0.66–2.78)††

35–57 11–17 Nonfatal MI, CHD death MI: 12.6; CHD
death: 12.8

MI: 13.1; CHD
death: 12.7

0.82 (0.55–1.54)‡

45–64 3.3 All CHD events 8.9 8.5 1.28 (0.5–3.2)**
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Since January 1998, the U.S. Food and Drug
Administration has mandated that food products
made with cereal or flour be fortified with 140 mg of
folic acid per 100 g of flour for the prevention of
neural tube defects; a similar policy was imple-
mented in Canada in November 1998. Although a
recent study (24) showed that a breakfast cereal
providing 127 mg of folic acid per day reduced total
plasma homocysteine levels by a mean of only 3.7%,
it remains to be demonstrated what effect the wide-
spread fortification of foods with folic acid would
have on plasma homocyst(e)ine levels.

Planned and Ongoing Trials of Therapies To
Decrease Homocysteine Levels for Cardiovascular
Prevention

To date, no published randomized clinical trials
have evaluated the effects of decreasing homocys-
t(e)ine levels on major cardiovascular events. The
ability of randomized clinical trials to detect a treat-
ment effect, if one exists, depends on the choice of

the population, the specific treatment regimen, and
the duration of therapy. Targeting persons at high
risk for fatal and nonfatal cardiovascular events
(that is, those with previous vascular disease); en-
rolling a sufficiently large sample; maximizing folic
acid, vitamin B6, and vitamin B12 doses; and allow-
ing for a sufficiently long duration of treatment
(which would permit the therapy to affect the ath-
erosclerotic process and would allow a sufficiently
large number of events to occur for a treatment
effect to be shown) represent the best strategies in
the design of randomized clinical trials evaluating
the effects of decreasing homocyst(e)ine levels.

Several large randomized clinical trials of de-
creasing homocyst(e)ine levels are currently in
progress (Table 6), including the Heart Outcomes
Prevention Evaluation Study, which is funded by the
Medical Research Council of Canada and will be
conducted in many Canadian medical centers. In
total, these trials are expected to include approxi-
mately 50 000 persons and will be able to detect

Table 5. Folate, Vitamins B6 and B12, and Cardiovascular Risk*

Study (Reference) Design Patient Selection Setting Participants Age Mean
Follow-up

Main Results

y

de Bree et al.
[Nutrition Canada
Survey] (30)

Prospective cohort,
nested case–
control

5056 members of
the general
population

Canada 165 CHD deaths,
men and women

35–79 15 RR, 1.69 (CI, 1.10–2.61) for
lowest compared with highest
quarters of folate level

Verhoef et al.
[Physicians’
Health Study] (80)

Prospective cohort,
nested case–
control

14 916 male
physicians

United States 333 men after MI 40–84 7.5 RR, 1.4 (CI, 0.9–2.3) for lowest
compared with highest fifths
of folate level; RR, 1.5 (CI,
1.0–2.2) for lowest compared
with highest fifths of vitamin
B6 level

Morrison et al.
[Atherosclerosis
Risk in Communi-
ties Study] (85)

Prospective cohort,
nested case–
control

15 792 members
of the general
population

United States 232 men and
women with
fatal and
nonfatal CHD

45–64 3.3 RR, 0.66 (CI, 0.3–1.5) for highest
compared with lowest fifths of
folate level; RR, 0.28 (CI,
0.1–0.7) for highest compared
with lowest fifths of vitamin B6
level; RR, 0.81 (CI, 0.4–1.8) for
highest compared with lowest
fifths of B12 level

Giles et al. [National
Health and Nutri-
tion Examination
Survey] (86)

Prospective cohort,
nested case–
control

14 407 members
of the general
population

United States 98 men and
women with
ischemic stroke

35–74 13 RR, 1.37 (CI, 0.82–2.29) for
serum folate level #9.2 mmol/L
compared with .9.2 mmol/L

Rimm et al. [Nurses’
Health Study] (87)

Prospective cohort,
nested case–
control

80 082 female
nurses

United States 658 women with
nonfatal MI and
CHD death

30–55 14 RR, 0.69 (CI, 0.55–0.87) for
highest compared with lowest
fifths of folate level; RR,
0.67 (CI, 0.53–0.85) for
highest compared with lowest
fifths of vitamin B6 level

Robinson et al.
[European Con-
certed Action
Project] (88)

Retrospective
case–control

– Nine European
countries

750 men and
women with
vascular disease,
800 controls

Mean 6 SD,
47.2 6 0.3

– OR, 1.50 (CI, 1.03–2.20) for
folate level ,10th percentile;
OR, 1.84 (CI, 1.39–2.42) for
vitamin B6 level ,10th
percentile; OR, 1.19 (CI,
0.80–1.76) for B12 level ,10th
percentile

Verhoef et al.
[Boston Area
Health Study] (89)

Retrospective
case–control

– United States 130 men and
women with MI

Mean 6 SD,
57.7 6 9.3

– P 5 0.03 for folate level;
P 5 0.005 for vitamin B6
level; P 5 NS for vitamin B12
level (folate, vitamin B6, and
vitamin B12 levels were lower
in case-patients than in
controls)

*CHD 5 coronary heart disease; MI 5 myocardial infarction; NS 5 not significant; OR 5 odds ratio; RR 5 relative risk.
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even a 10% relative risk reduction in the incidence
of major vascular events, such as death or myocar-
dial infarction.

Conclusions

A substantial body of epidemiologic evidence
suggests an association between cardiovascular risk
and moderately increased plasma homocyst(e)ine
levels. Although this association seems to be strong,
dose related, independent of other risk factors, and
biologically plausible, not all of the study results are
consistent; it remains to be demonstrated that re-
ducing elevated plasma homocyst(e)ine levels will
result in a reduction in the risk for cardiovascular
disease.

Large randomized trials are in progress to deter-
mine whether multivitamin therapy to decrease total
homocysteine levels will reduce the risk for cardio-
vascular disease. If a combination of vitamins is
found to be effective, this safe, inexpensive, easily
administered therapy will probably be widely used
throughout the world and have a major effect on
public health.
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