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Abstract Background. Homozygous carriers of the
D allele of the angiotensin-converting—enzyme (ACE)
gene have been reported to be at increased risk for var-
ious cardiovascular disorders, including left ventricular
hypertrophy. We investigated the potential role of the
ACE gene in influencing left ventricular mass.

Methods. Quantitative echocardiographic data and
DNA samples were available for 2439 subjects from the
Framingham Heart Study. ACE genotypes were deter-
mined by an assay based on the polymerase chain reac-
tion. (The D allele of the ACE gene contains a deletion,
whereas the / [insertion] allele does not.) Left ventricular
mass and the prevalence of left ventricular hypertrophy,
adjusted for clinical covariates, were analyzed according
to genotype. Genetic linkage between the ACE locus and
left ventricular mass was evaluated by quantitative anal-
ysis of pairs of siblings.

Results. The ACE genotype was associated neither
with left ventricular mass nor with the prevalence of left
ventricular hypertrophy. Mean (*=SE) left ventricular mass

EFT ventricular hypertrophy is recognized as a ma-
jor independent risk factor for morbidity and mor-
tality from cardiovascular causes."* Blood pressure,
obesity, and age are important determinants of left ven-
tricular mass? however, they account only for part of
the observed variance.” Evidence that left ventricular
mass is a familial trait®!’ suggests the influence of ge-
netic factors; the absence of simple mendelian patterns
of inheritance — except in rare syndromes' — identi-
fies left ventricular mass as a complex phenotype that
is influenced by interacting genetic and environmental
factors.
In humans the gene for angiotensin-converting en-
zyme (ACE) occurs in two allelic forms, distinguished
by the presence (insertion, I) or absence (deletion, D)
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(adjusted for sex) among subjects carrying the DD, DI,
and // genotypes was 165*+1.6, 165+1.3, and 166+2.0 g,
respectively (P=0.90). The prevalence of left ventricular
hypertrophy among the three genotype groups was 15.6
percent, 13.6 percent, and 15.6 percent, respectively
(P=0.36), and the adjusted relative risk of left ventricu-
lar hypertrophy associated with the DD genotype was
1.10 (95 percent confidence interval, 0.86 to 1.19). Link-
age analysis in 759 pairs of siblings using both the ACE
D/I marker and a microsatellite polymorphism at the
neighboring locus for the human growth hormone gene
failed to support any role of ACE in influencing left ven-
tricular mass.

Conclusions. The ACE genotype showed no associa-
tion with echocardiographically determined left ventricu-
lar mass, nor did it confer an increased risk of left ven-
tricular hypertrophy. We found no appreciable role of the
ACE gene in influencing left ventricular mass. (N Engl J
Med 1996;334:1023-8.)

01996, Massachusetts Medical Society.

of a 287-base-pair repetitive DNA domain in intron 16.
Homozygosity for the D allele was recently reported to
be an independent risk factor for electrocardiographi-
cally defined left ventricular hypertrophy.'? In a large
cross-sectional sample the DD genotype was associated
with an overall relative risk of 1.76 that was attributable
to a fourfold increase in risk in a subsample of 172
normotensive men.

The ACE D/I polymorphism is known to account for
about half the variance in ACE plasma levels, with
higher values occurring in persons with two D al-
leles.®1 On the basis of a number of experimental and
clinical observations, the renin—angiotensin system was
postulated to be in an activated state in DD homozy-
gotes, leading to speculation that this genotype was
associated with cardiac hypertrophy. Angiotensin pep-
tides exert trophic influences on cardiomyocytes in cul-
ture,'®"7 and the expression of genes encoding compo-
nents of the renin—angiotensin system is up-regulated in
hypertrophy and remodeling.!®? The ability of ACE
inhibitors to induce the regression of hypertensive left
ventricular hypertrophy?»? and prevent ventricular re-
modeling after myocardial infarction®*?® provides an in-
triguing clinical correlate to these observations.

The identification of a genetic marker that could be
used to predict the risk of developing left ventricular
hypertrophy has major implications for such factors as
prognostication and risk stratification. On the basis of
its association with increased plasma ACE activity, the
DD genotype might even represent a modifiable risk
factor responsive to treatment with ACE inhibitors. Be-

Downloaded from www.nejm.org on November 12, 2009 . For personal use only. No other uses without permission.
Copyright © 1996 Massachusetts Medical Society. All rights reserved.



1024 THE NEW ENGLAND JOURNAL OF MEDICINE

fore such far-reaching conclusions can be entertained,
evidence based on rigorously performed studies using
state-of-the-art diagnostic, epidemiologic, and molecular
genetic standards is mandatory. We therefore conducted
a large-scale investigation based on echocardiographic
assessment of left ventricular mass in a well-character-
ized sample of subjects from the Framingham Heart
Study, using association algorithms and, as an addition-
al powerful analytic tool, pedigree-based linkage an-
alyses.

METHODS
Study Population

The details of the design and methods of the Framingham Heart
Study have been presented elsewhere.?” Briefly, starting in 1948, 5209
subjects between the ages of 28 and 62 years were enrolled in the co-
hort study, and beginning in 1971, a total of 5124 of their children and
their children’s spouses were enrolled.?® Surviving participants have
been examined at regular intervals.?® Blood samples for DNA were
collected between 1987 and 1991. Of 6214 subjects who underwent
echocardiographic studies between 1979 and 1983, the results for
4973 were technically acceptable. Of these 4973 subjects, 2534 were
excluded from the present study for the following reasons: age under
20 years (10 subjects), the presence of a systolic murmur of grade 3
or greater or the presence of a diastolic murmur (108), a creatinine
level above 2.0 mg per deciliter (177 wmol per liter) (11), the lack of
a DNA sample (1293, 774 of whom had died or did not participate in
the 1987 to 1991 examination cycle), inaccessibility of DNA samples
(1100), and untypability of blood samples (12). Thus, a total of 2439
subjects were studied.

Clinically relevant variables including age, height, weight, systolic
and diastolic blood pressure, blood glucose concentration, and preva-
lence of diabetes, ischemic heart disease, congestive heart failure, and
antihypertensive treatment at the time of echocardiography were
determined with the use of previously published definitions and cri-
teria.?

Echocardiography

As previously described for the Framingham Study,” M-mode
echocardiographic measurements were performed at end-diastole, ac-
cording to the recommendations of the American Society of Echo-
cardiography® and the Penn convention.*? With the use of these meas-
urements, left ventricular mass was determined by the following
equation:

left ventricular mass (in grams) =

1.04[(LVIDD + VST + PWT)? — (LVIDD)*] — 13.6,

where LVIDD is end-diastolic left ventricular internal diameter, VST
is ventricular septal thickness, and PWT is posterior-wall thickness.
Left ventricular mass was used as an unadjusted variable and was
also adjusted for height (the mass in grams divided by the height in
meters).*

Sex-specific population-based echocardiographic values derived
from a healthy reference sample served to define categorical criteria
for the presence or absence of left ventricular hypertrophy.*’ Values
exceeding the 95th percentile of this distribution (143 in men and 102
in women) were considered to indicate left ventricular hypertrophy.

Determination of ACE Genotypes

DNA was extracted from blood samples according to standard pro-
tocols.*** We used a modification of the published methods for the
determination of ACE genotypes.® Briefly, 5 ul containing approxi-
mately 5 to 20 ng of genomic DNA was covered with oil, denatured
at 95°C for three minutes, and cooled to 80°C before 10 ul of poly-
merase-chain-reaction (PCR) master mix,” containing 0.15 U of Tag
DNA polymerase, was added. The primers used, the thermocycling
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protocol, and the approach to electrophoresis, retesting of DD ho-
mozygotes, replicate scoring, and quality control have been described
previously.”

Determination of Genotypes for the Human Growth
Hormone Gene Polymorphism

The genotype of a highly polymorphic microsatellite associated
with the gene for human growth hormone (HGH ), known to be locat-
ed very close to ACE,*® was determined in all pairs of siblings. Genom-
ic DNA was amplified during a 35-cycle, two-step PCR protocol (95°C
for 15 seconds and 72°C for 2 minutes), with a reaction mix that dif-
fered from the one used for the determination of ACE genotype in the
concentration of magnesium chloride (2.5 mM), deoxynucleoside
triphosphates (200 uM each of adenosine triphosphate, cytidine tri-
phosphate, thymidine triphosphate, and guanosine triphosphate), and
primers (100 nM). One of the two primers (sense, 5’ACTGCACTC-
CAGCCTCGGAGACAGS'; reverse, 5’ AGAGCAGGTGGTGTGGT-
GCTACTC3') was labeled at the 5’ end with [*?P]y-ATP. Reaction
products were resolved over sequencing gels containing 6 percent pol-
yacrylamide, 8 M urea, and 30 percent formamide and visualized by
autoradiography. Parallel sequencing ladders were used for size stand-
ardization. Scoring was carried out as described previously.”

Statistical Analysis

Association Algorithms

Multiple linear regression was used to compare quantitative data
on left ventricular mass among subjects with the DD, DI, and II gen-
otypes.”’ Each group was analyzed separately according to sex and
together (after adjustment with weighted least-squares analysis for
the differences between the sexes in the variance of left ventricular
mass), with and without adjustments for covariates (age, height,
weight, systolic blood pressure, and the presence of ischemic heart
disease, congestive heart failure, or diabetes mellitus), with the GLM
program in SAS software.’® Secondary tests were carried out to test
for dominant, recessive, and additive modes of inheritance. Unadjust-
ed means represent simple, empirical values. Adjusted means were
estimated by linear models to incorporate sex differences and the ef-
fects of other covariates listed previously. Left ventricular hypertro-
phy (absence or presence) was analyzed as a categorical variable by
logistic regression.*” Separate-sex and pooled analyses, without and
with adjustment for covariates, and before and after partitioning into
four subgroups defined according to body-mass index (above or be-
low the sex-specific median) and the presence or absence of hyper-
tension (defined as diastolic blood pressure =90 mm Hg, systolic
blood pressure =140 mm Hg, or the need for antihypertensive phar-
macotherapy) were conducted with the Logistic program in SAS
software. To exclude the possibility of bias, all tests were also per-
formed on a subgroup of the sample that included only 1 randomly
chosen member from each nuclear family (1717 subjects). All tests
were two-sided, and a P value of less than 0.05 was considered to
indicate statistical significance. The power to test for differences among
mean values in the three genotype groups was assessed for each gen-
otype stratified according to sex and with the estimated root-mean-
square error of left ventricular mass after modeling with genotypes
and risk factors (26.91 in men, 17.82 in women, and 22.88 in the
pooled group).

Algorithms for Linkage Analysis in Pairs of Siblings

The Framingham Heart Study includes 2787 extended families
ranging in size from 1 to 25 members. Linkage analysis in the present
study was performed on 367 families with at least 2 members (254,
74, 32, 4, 2, and 1 families with 2, 3, 4, 5, 6, and 7 siblings each, re-
spectively) with typable DNA and data on left ventricular mass, com-
prising 897 persons and providing 759 unique pairs of siblings for
linkage analysis (there are n(n — 1)/2 pairs of siblings in a family with
n siblings). Algorithms for quantitative-trait linkage analysis***! of the
ACE and HGH genotypes in pairs of siblings were used with the
SAGE SIBPAL programs.”? This nonparametric method accommo-
dates continuous rather than categorical phenotypic variables, requires
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no genetic model assumptions, allows the incorporation of covariates,
and optimizes the informational content of data by deriving power
from both trait-concordant and trait-discordant pairs of siblings (in
contrast with methods used to analyze pairs of siblings concordant for
a categorical disease phenotype): concordant pairs of siblings are ex-
pected to share alleles at an implicated locus, whereas the opposite is
expected for discordant pairs.

Regression of the squared difference in traits between pairs of sib-
lings on the estimated proportion of alleles shared on the basis of de-
scent (in lieu of actual information, which is available for only a small
fraction of the sibships) was used to evaluate linkage. The regression
coefficient, B,, was estimated as B, = —2(1 —26)? o2, where O is the
recombination frequency between marker and trait and 02 is the ge-
netic variance of the trait. B8, is zero if O equals 0.5 (no linkage) and
0?2 equals 0 (no genetic variance), or if both variables equal zero, and
B, will be negative if O is less than 0.5 and 02 is greater than 0.

The assumption that pairs of siblings are independent and from a
randomly mating population was supported by the finding that the
extent of linkage disequilibrium between ACE and HGH was iden-
tical to that in a large cross-section of the U.S. population (data not
shown).

RESULTS

Allele and Genotype Frequencies

Among the 2439 subjects in the study, the frequen-
cies of the ACE D and I alleles were 0.551 and 0.449,
respectively. The observed frequencies of 0.296, 0.510,
and 0.194 for the DD, DI, and II genotypes, respective-
ly, agree with the frequencies predicted by Hardy—
Weinberg equilibrium (chi-square =0.946; P=0.62). The
frequencies of 0.533 and 0.447, respectively, for the
D and I alleles and frequencies of 0.300, 0.506, and
0.194 for the DD, DI, and II genotypes, respectively, in
the subgroup that included only 1 member from each
nuclear family (1717 subjects) did not materially affect
the results, corresponded with maximume-likelihood es-
timates of allele frequencies* (0.543 and 0.457 for
D and I, respectively), and maintained the frequencies
predicted by Hardy—Weinberg equilibrium.

Thirty-five alleles were observed for the HGH mark-
er. The associated polymorphism information content
(a measure ranging from 0 to 1 for the least and most
informative markers, respectively) was 0.935 (0.373
for ACE).

No significant differences were found between men
and women or among the three ACE-genotype groups
as regards age and prevalence of ischemic heart dis-
ease, congestive heart failure, diabetes mellitus, and
antithypertensive treatment. Height, weight, body-mass
index, and systolic blood pressure tended to be higher
in men than in women, but did not differ significantly
among the ACE-genotype groups (Table 1).

Genotype—Phenotype Associations

Subjects with the DD, DI, and II genotypes had re-
markably similar mean values for left ventricular mass
(Table 2). No statistically significant differences among
genotypes were found for unadjusted or adjusted mean
left ventricular mass. Whether the analyses were carried
out separately for men and women, for pooled data ad-
justed for sex, or for subgroups classified according to
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Table 1. Characteristics of the Subjects According to ACE Gen-
otype and Sex.*

CHARACTERISTIC ACE GENOTYPE

DD DI 11

Men (no.) 341 558 217
Age (yr) 48*12 47*13 50*+13
Height (m) 1.75+0.07 1.760.07 176+0.07
Weight (kg) 82x12 82+12 82+11
Body-mass indexf 26.7*x3.4 26.5*3.6 26.4+3.3
Systolic blood pressure (mm Hg) 128+16 127x16 126x16
Ischemic heart disease or conges- 5 6 8

tive heart failure (%)
Diabetes mellitus (%) 4 6 5
Antihypertensive therapy (%) 15 12 12
‘Women (no.) 382 685 256
Age (yr) 48+13 50+13 49+14
Height (m) 1.61+0.07 1.61+0.06 1.60£0.07
Weight (kg) 6412 6412 64+11
Body-mass indext 24.8+4.6 24945 25.0+4.9
Systolic blood pressure (mm Hg) 121+18 122+18 123+18
Ischemic heart disease or conges- 3 4 3

tive heart failure (%)
Diabetes mellitus (%) 3 2 4
Antihypertensive therapy (%) 12 16 12

*Plus—minus values are means =SD.

FThe weight in kilograms divided by the square of the height in meters.

body-mass index and hypertension status, and whether
they were performed according to dominant, recessive,
or additive modes of inheritance, the differences asso-
ciated with genotype were small and considerably less
than the average 27-g difference accounted for by hav-
ing a body-mass index above rather than below the me-
dian or the average 18-g difference observed between
hypertensive and normotensive subjects.

Analysis in which left ventricular mass was included
as a dichotomous variable (presence or absence of left
ventricular hypertrophy) for different modes of inherit-
ance similarly failed to reveal any effect of the ACE
genotype (Table 3). Neither in the entire sample nor in
any subgroup defined according to sex, body-mass in-
dex, or blood-pressure status was the ACE genotype as-
sociated with differences in the prevalence of left ven-
tricular hypertrophy.

To ensure that the inclusion of family members did
not bias the results (an unlikely possibility in the ab-
sence of rare alleles and effectively of no concern if the
null hypothesis is accepted), the analyses were repeated
in a subgroup that included only 1 randomly chosen
member from each nuclear family (1717 subjects). Al-
most identical results for genotype-specific and sex-
specific mean values and variances of left ventricular
mass were again documented, as was the absence of an
association between the ACE genotype and the preva-
lence of left ventricular hypertrophy (data not shown).

Linkage Studies

Quantitative analysis of 759 pairs of siblings for the
ACE and HGH genotypes with the use of data on left
ventricular mass standardized for sex and height and
both with and without adjustment for covariates (body-
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mass index and blood pressure) revealed regression co-
efficients of —0.0043 (P=0.40) for ACE and —0.0037
(P=0.38) for HGH. These results, which remained un-
changed after the analysis was weighted for multiplex
sibships,*’ provided no support for the presence of link-
age between the ACE gene or the ACE locus and left
ventricular mass.

DiScUSSION

Left ventricular hypertrophy is an important risk fac-
tor for cardiovascular morbidity and mortality.!* Rare
familial forms of cardiac hypertrophy are inherited as
classic mendelian traits; the molecular basis of several
of them has recently been elucidated.!! More common-
ly, left ventricular hypertrophy has multiple causes, has
a pattern of familial aggregation,®° and is associated
with other risk factors, such as hypertension and obesi-
ty.2 The genetic underpinnings of these nonmendelian
forms of left ventricular hypertrophy are obscure; how-
ever, recent observations have suggested that homozy-
gosity for the ACE D allele may represent a marker, or
risk factor, for this condition.'*** In contrast to these re-
ports, we found no evidence of an association of the
D/I polymorphism and echocardiographically deter-
mined left ventricular mass or left ventricular hypertro-
phy, or for the role of any other molecular variant of the

Table 2. Left Ventricular Mass According to the ACE Genotype.*

P

VARIABLET ACE GENOTYPE VALUE
DD DI 11

Men (no.) 341 558 217

Unadjusted LV mass (g) 201+2.9 199%+23 199%3.6 0.75

Adjusted LV mass (g) 201+2.5 199%£2.0 198%3.2  0.66

Women (no.) 382 685 256

Unadjusted LV mass (g) 131+1.8  131*14 132+23 0.92
Adjusted LV mass (g) 13114 130*=1.1 131=1.7 0.82
All subjects (no.) 723 1243 473
Unadjusted (except for sex) LV 165+x1.6 165*1.3 166*2.0 0.90
mass (g)¥
Adjusted LV mass (g) 16513 163*1.0 164*x1.6 0.68
Subgroup
No hypertension, body-mass index 297 508 201
below median (no.)
Unadjusted LV mass (g) 14719 146*1.5 14723 091
Adjusted LV mass (g) 144+1.7 144*=1.4 14529 0.82

No hypertension, body-mass index 228 382 141
above median (no.)
Unadjusted LV mass (g) 17326 174%x2.1 173%£33  0.95
Adjusted LV mass (g) 17323 173*1.8 173%x2.1 0.96
Hypertension, body-mass index 73 105 34
below median (no.)
Unadjusted LV mass (g) 16551 16042 16072 0.76
Adjusted LV mass (g) 168+5.1 163*+4.2 16372 0.72
Hypertension, body-mass index 125 247 96
above median (no.)
Unadjusted LV mass (g)
Adjusted LV mass (g)

19544
195+£4.0

190£3.2
189+2.9

193+5.0  0.62
19144  0.44

*Plus—minus values are means *=SE. LV denotes left ventricular. Two subjects could not
be classified with regard to hypertension.

FAdjusted values were adjusted for sex, age, height, weight, systolic blood pressure, and the
presence of ischemic heart disease, congestive heart failure, or diabetes (in subgroup analyses,
because of the smaller samples, diabetes was ignored).

F#Weighted least-squares analysis was used to adjust for the differences between sexes in the
variance of left ventricular mass.
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ACE gene and locus in an epidemiologically well char-
acterized, large cross-sectional sample.

There are several explanations for the discrepancy
between our findings and the earlier observations. Pre-
vious studies were limited by small samples,** post hoc
analyses of subgroups,'? the selection of control sam-
ples from patient populations,** and suboptimal char-
acterization of phenotypes.'? Electrocardiographic cri-
teria for the diagnosis of left ventricular hypertrophy
are notoriously insensitive as compared with echocar-
diographic criteria®*?#; the high prevalence of left
ventricular hypertrophy reported by Schunkert et al.'?
— 19.6 percent in their overall sample (249 of 1270
subjects) and of 18.9 percent in normotensive, middle-
aged men (113 of 397 subjects) — arouses concern
about the methods used or selection bias (among anal-
ogous groups of subjects in the Framingham Study,
the electrocardiographically determined prevalence of
left ventricular hypertrophy was 4.1 percent and 2.1
percent, respectively*®). A recent study using echocar-
diography reached conclusions identical to ours.” Also,
genetic-association studies are very sensitive to the
selection of representative, genetically compatible con-
trols, a problem often compounded by small samples.
As we have recently pointed out,® there is consider-
able variability in the frequency of the DD genotype
among so-called controls in many smaller studies and
sometimes even within a single study; in fact, Schun-
kert et al.'”? reported a prevalence of the DD genotype
among controls ranging from 17.8 percent to 29.8 per-
cent. The large number of subjects examined in the
present study reduces the likelihood of selection bias
among controls, and the finding of almost identical
allele and genotype frequencies in a similarly large
population® gives us considerable confidence in the
reliability of our data. In an effort to replicate the sub-
group in which the most striking association between
the ACE genotype and left ventricular hypertrophy
had previously been reported,'? we divided our sample
into high- and low-risk subgroups, according to blood
pressure and body-mass index, and found no such as-
sociation.

As with all studies that fail to reject the null hypoth-
esis, assessment of statistical power is important. There
was excellent power to detect small differences in left
ventricular mass: assuming that the D allele has a lin-
car, additive effect on left ventricular mass, our study
provided 80 percent power to detect either an overall
difference in left ventricular mass (between the DD and
II genotypes) of 3.24 g among all subjects or a differ-
ence of 6.20 g in men and 3.46 g in women. Likewise,
if the D allele is assumed to have a recessive effect (i.e.,
analysis for the effect of DD vs. that of DI and IT com-
bined), there was 80 percent power to detect a differ-
ence in left ventricular mass of 4.91 g in the entire sam-
ple and of 946 g in men and 5.26 g in women. If the
D allele was assumed to have a dominant effect (i.e.,
analysis for the effect of DD combined with DI vs. that
of IT), there was 80 percent power to detect a difference
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Table 3. Prevalence of Left Ventricular Hypertrophy According
to the ACE Genotype.*

P
VARIABLET ACE GENOTYPE VALUE}
DD DI Vi
Men (no.) 341 558 217
LVH (%) 15.1 12.9 15.2
Unadjusted odds ratio 1.05 0.83 1.00 0.43
95% CI 0.66-1.68 0.52-1.29 —
Adjusted odds ratio 1.06 0.81 1.00 0.40
95% C1 0.64-1.76  0.50-1.31 —
‘Women (no.) 382 685 256
LVH (%) 15.5 14.2 16.0
Unadjusted odds ratio 0.96 0.87 1.00 0.73
95% CI 0.62-1.48 0.58-1.29 —
Adjusted odds ratio 1.18 0.87 1.00 0.37
95% CI 0.69-2.01 0.53-1.42 —
All subjects (no.) 723 1243 473
LVH (%) 15.6 13.6 15.6
Odds ratio (adjusted for sex 1.00 0.85 1.00 0.36
only)§
95% C1 0.73-1.38  0.63-1.14 —
Adjusted odds ratio 1.10 0.84 1.00 0.18
95% CI 0.76-1.58  0.60-1.18 —
Subgroup
No hypertension, body-mass 297 508 201
index below median (no.)
LVH (%) 3.7 3.1 6.0
Adjusted odds ratio 0.64 0.54 1.00 0.33
95% C1 0.27-1.54  0.24-1.20 —
No hypertension, body-mass 228 382 141
index above median (no.)
LVH (%) 18.9 17.3 14.9
Adjusted odds ratio 1.10 1.15 1.00 0.89
95% CI 0.60-2.07  0.64-2.05 —
Hypertension, body-mass index 73 105 34
below median (no.)
LVH (%) 19.2 7.6 11.8
Adjusted odds ratio 1.92 0.62 1.00 0.07
95% C1 0.54-6.78  0.17-2.31 —
Hypertension, body-mass index 125 247 96
above median (no.)
LVH (%) 36.0 32.0 375
Adjusted odds ratio 1.22 0.80 1.00 0.26
95% C1 0.65-2.28  0.46-1.40 —

*LVH denotes left ventricular hypertrophy, and CI confidence interval. Left ventricular hy-
pertrophy, calculated as left ventricular mass (in grams) divided by height (in meters), was
defined as a value above 143 in men and above 102 in women. Two subjects could not be
classified with regard to hypertension.

fFor the calculation of the odds ratios, the group with the II genotype was used as the ref-
erence group. Adjusted odds ratios were adjusted for sex alone or sex, age, height, weight,
systolic blood pressure, and the presence of ischemic heart disease, congestive heart failure,
or diabetes (in subgroup analyses, because of the smaller samples, diabetes was ignored).
Ninety-five percent confidence intervals are for the odds ratios.

1P values reflect the results of likelihood-ratio tests for the hypothesis that all three geno-
types have identical probabilities of left ventricular hypertrophy.

§Weighted least-squares analysis was used to adjust for the differences between sexes in the
variance of left ventricular mass.

in left ventricular mass of 5.67 g in the entire sample
and of 10.94 g in men and 6.03 g in women.

Although our results show no effect of the ACE gene
or locus on left ventricular mass, there is evidence in
the Framingham Heart Study of its heritability.®® Cor-
relations for left ventricular mass are two to three times
higher among siblings and parent—child pairs than
among second-degree relatives or unrelated pairs of
spouses.*® These findings indicate the presence of famil-
ial aggregation of the trait and confirm the appropri-
ateness of the population studied.

Unlike previous investigations focusing on the role of
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the ACE gene (except for one examining its role in
hypertension*®), ours had the opportunity to analyze the
study population using genetic-linkage algorithms. This
approach overcomes the main limitation of association
studies with the D/I marker: inherently low specificity
of a test in which the indicator is more common than
the condition studied. The use of genetic-linkage algo-
rithms eliminates concern about incomplete linkage dis-
equilibrium between the D/I marker and a putative dis-
ease mutation, addressing the possible contribution of
the gene to left ventricular hypertrophy independently
of association with any particular marker allele. The
two markers used for this analysis, ACE D/I and the
HGH microsatellite, are complementary: the former, al-
beit less informative, is located directly at the gene; the
latter, although much more informative, is located 1.9
cM from ACE (according to two-point linkage anal-
ysis?®). The power of this analysis, on the basis of the
number of pairs of siblings available, was 78.4 percent
to detect a genetic effect of ACE of 20 percent on the
variance of left ventricular mass, and 97.6 percent to de-
tect a genetic effect of 30 percent or greater. Whereas
quantitative analysis of pairs of siblings, by its very de-
sign, cannot be used to exclude linkage positively, our
failure to detect it in a sample as large as the one exam-
ined, and with the use of two complementary polymor-
phic markers, suggests that no major gene effects are at-
tributable to the ACE or HGH genes or loci, although
this conclusion must be drawn with caution.

We recognize that M-mode echocardiography for the
determination of left ventricular mass is valid only if
the geometric assumptions of the model are fulfilled.
Since fewer than 4 percent of all subjects had conges-
tive heart failure or coronary heart disease, the magni-
tude of this potential limitation is small. The sample
examined is representative of the ambulatory, noninsti-
tutionalized Framingham Heart Study population. Ex-
clusion of a less healthy group of patients from the
analysis (persons who had undergone echocardiogra-
phy but for whom, because of death or failure to attend
the subsequent examination cycle, DNA samples were
not available) could have potentially biased our results.
However, only if we postulate that the effects of the
ACE genotype on left ventricular hypertrophy were ex-
clusively manifest and quite pronounced in this group,
would this have affected the overall results of the study
(by extrapolation) — an unlikely possibility given the
observed similar odds ratios for left ventricular hyper-
trophy associated with the ACE genotype regardless of
conventional risk factors, and contrary to the originally
reported limitation of the purported association of the
DD genotype and left ventricular hypertrophy to young,
normotensive men. The exclusion of all 427 subjects
who were taking antihypertensive medications or other
cardiac drugs (since such drugs may have potential con-
founding effects) did not affect the results.

The regression of hypertensive left ventricular hyper-
trophy? and the prevention of ventricular remodeling
after myocardial infarction*? observed in patients treat-
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ed with ACE inhibitors suggest that the renin—angioten-
sin system has an important role in the determination of
cardiac mass; however, the operative mechanisms have
thus far remained elusive. The present data fail to sup-
port a role of ACE (and HGH) gene mutations in deter-
mining left ventricular mass and establish that the ACE
D/I polymorphism is not a useful marker to predict the
risk of left ventricular hypertrophy.

We are indebted to Mr. Huang Chao for expert technical assistance.
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