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Circulating angiotensin I-converting enzyme (ACE)
levels are influenced by a major quantitative trait
locus (QTL) that maps to the ACE gene. Phylogenetic
and measured haplotype analyses have suggested
that the ACE-linked QTL lies downstream of a putative ancestral breakpoint located near to position
6435. However, strong linkage disequilibrium
between markers in the 3′ portion of the gene has
prevented further resolution of the QTL in Caucasian
subjects. We have examined 10 ACE gene polymorphisms in Afro-Caribbean families recruited in Jamaica.
Variance components analyses showed strong
evidence of linkage and association to circulating
ACE levels. When the linkage results were
contrasted with those from a set of British Caucasian
families, there was no evidence for heterogeneity
between the samples. However, patterns of allelic
association between the markers and circulating
ACE levels differed significantly in the two data sets.
In the British families, three markers [G2215A, Alu
insertion/deletion and G2350A] were in complete
disequilibrium with the ACE-linked QTL. In the
Jamaican families, only marker G2350A showed
strong but incomplete disequilibrium with the ACElinked QTL. These results suggest that additional
unobserved polymorphisms have an effect on circulating ACE levels in Jamaican families. Furthermore,
our results show that a variance components
approach combined with structured, quantitative
comparisons between families from different ethnic
groups may be a useful strategy for helping to determine which, if any, variants in a small genomic region
directly influence a quantitative trait.
INTRODUCTION
There is considerable evidence from physiological and pharmacological studies that angiotensin I-converting enzyme (ACE)
+To

plays a critical role in the maintenance of cardiovascular
homeostasis (1–3). The important role of ACE is further underscored by evidence from clinical trials showing that the use of
ACE inhibitor medication in the treatment of a range of conditions confers benefits that may be independent of blood pressure
lowering effects (4–11). More recently, studies of ACE inhibition in experimental animals suggest that ACE activity in early
life may be a critical determinant of future blood pressure (12).
Thus, there is great interest in defining the mechanisms that
influence ACE activity.
Combined segregation and linkage analyses in white European
families have shown that ACE activity is strongly influenced
by a quantitative trait locus (QTL) either within or very close
to the ACE gene (13). This putative QTL is in strong linkage
disequilibrium with the Alu insertion/deletion (I/D) marker in
intron 16. Other polymorphisms in the ACE gene have been
detected in sequencing studies (14) and an analysis of British
subjects has shown that these polymorphisms define three
clades (15); one clade is marked by the Alu insertion allele and
the other two are marked by the Alu deletion allele. One of
these clades may have arisen following an ancestral recombination event between members of the other two, more
common, clades. These inferences have been confirmed by
analyses of the complete genomic sequence of ACE (16) and
additional genotyping in white British subjects has facilitated
further refinement of the location of the putative ancestral
breakpoint to a position 3′ of the 6435 polymorphism (17).
The identification of the putative ancestral breakpoint has
enabled more detailed analysis of the genetic determination of
circulating ACE levels. Measured haplotype analyses in white
British families (15,17) have demonstrated that the major
ACE-linked QTL is located 3′ of the putative ancestral breakpoint; the Alu insertion clade is associated with low circulating
ACE levels while the two Alu deletion clades (which share
3′ but not 5′ sequences) are both associated with high ACE
levels. Unfortunately, the relatively limited haplotype diversity
found in white European populations appears to place restrictions on further refinement of the position of the ACE-linked
QTL.
The well-characterized and robust evidence for linkage and
association of circulating ACE levels to the ACE locus defines
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a model system for mapping quantitative genetic effects. An
exciting strategy for association studies is trans-ethnic
mapping, by which differences in linkage disequilibrium
patterns between populations can be used to calibrate the
resolution of association (18,19). Since the ACE phenotype
displays high heritability (>60%) and the ACE locus accounts
for much of the genetic variance (15), the prospects for this
type of study may be evaluated in relatively modest samples.
In African-descent populations, where greater haplotype
diversity is likely (20–22), there have been few studies of the
genetic determinants of circulating ACE levels. However,
associations between the I/D polymorphism and plasma ACE
levels (23) and evidence of significant familial correlations
(24) have been demonstrated. In Afro-Caribbean families
recruited from Jamaica an ACE-linked QTL for circulating
ACE levels, which is in significant disequilibrium with the I/D
marker, has also been reported (25). However, the linkage
disequilibrium between the I/D marker and the ACE-linked
QTL appears to be much weaker than observed in white populations. This observation supports the view that comparisons of
Afro-Caribbean and Caucasian families may be useful for fine
localization of the putative ACE-linked QTL.
Measured haplotype approaches, although promising, can be
difficult to execute, computationally intensive and may depend
critically on both inferences related to the topology of
maximum-parsimony trees and inferences about the existence
of recombinant breakpoints (26). Recently, a flexible, general
variance components model of linkage and association has
been developed. This approach has the features of explicit
modelling of linkage, direct assessment of population
substructure, flexible handling of general family structures and
also permits direct estimation of the proportion of the major
locus additive genetic variance explained by disequilibrium
between a marker and a QTL (27,28). These features are
important for studying a Jamaican sample, where ∼7% European admixture has been noted (29).
In this paper we report the results of tests of association and
linkage between 10 polymorphisms at the ACE locus, and
circulating ACE levels. Linkage, association and transmission
disequilibrium analyses were carried out on African-descent
Jamaican families in an attempt to identify the minimal set of
polymorphisms associated with ACE. The properties of the
unobserved trait locus were also investigated. The novel data
from these Jamaican families were then compared and
contrasted with data from a set of white British families which
have previously been analysed using these methods (30) in
order to determine whether the same markers explain the
observed linkage effects in both groups. Heterogeneity tests
between the samples were constructed to examine the ACE
associations in the context of the combined data.
RESULTS
ACE activity measurements were available for 98 men and 138
women in the Jamaican families and 187 men and 218 women
in the British families. Table 1 presents allele frequencies and
pairwise disequilibrium coefficients for the markers in both
sets of families. It is apparent that the allele frequencies are
somewhat different in the two sets of families and, in general,
the heterozygosity is greater in the British families. It is also
evident that there is far less disequilibrium between marker

alleles in the Jamaican than in the British population sample
(Table 1). Pairwise disequilibrium coefficient (D′) values in
the British sample are uniformly greater than 0.7 and are all
significantly different from zero (P < 0.0001); in contrast, in
the Jamaican sample, D′ values show considerable variation
and are not significant in several cases.
In the Jamaican families there is significant evidence of
linkage between ACE and the genotyped markers. However,
the multipoint linkage curve appears to be fairly flat (Fig. 1,
top right) with a maximum LOD score of ∼4.0 [1 degree of
freedom (d.f.), P < 0.00001]. There is significant evidence of
association between these markers and ACE levels, although
there is considerable variation between markers. In these families
many markers are only weakly associated with ACE levels.
The marker showing strongest association in the Jamaican
population is G2350A, both at the population level (χ2 = 25.48,
equivalent to LOD = 5.53; 1 d.f., P < 0.00001) and after a
transmission disequilibrium test (27) which confirms this association (χ2 = 7.65, equivalent to LOD = 1.66; 1 d.f., P = 0.006).
G2350A is also the marker with the lowest χ2 value for linkage
after accounting for association, but significant evidence for
additional important variants at this locus can still be found
(Fig. 1, bottom); G2350A accounts for only about half of the
observed linkage.
We also present the results of our previous analysis of
British families (30) for the purpose of examining the differences between the results in these families and our new results
in the Jamaican families.
In the British families there is somewhat greater evidence of
linkage between circulating ACE and the genotyped markers.
The multipoint linkage curve is similarly flat (Fig 1, top left)
but the maximum LOD score is ∼7.2 (1 d.f., P < 0.00001). The
evidence for association between these markers and ACE
levels appears to be stronger than in the Jamaican families. All
markers show significant association (χ2 > 63.6, equivalent to
LOD > 13.8; 1 d.f., P < 0.00001) and as in the Jamaican families,
the transmission disequilibrium test confirms that these associations are not due to population substructure (χ2 > 41.6, equivalent
to LOD > 9.0; 1 d.f., P < 0.00001) (Fig. 1, middle left). When
evidence of linkage is assessed after accounting for association,
the LOD scores are progressively and substantially diminished as
the gene is traversed in the 5′→3′ direction (Fig. 1, bottom
left). At markers G2215A, I/D and G2350A, the evidence for
linkage is nearly zero (LOD scores of 0.20, <0.01 and <0.01,
respectively), which suggests that all of the important functional variants are in very strong linkage disequilibrium with
these three markers.
To assess differences between the two data sets, a series of
sample heterogeneity tests was conducted (Table 2). The
highly significant heritability (P < 0.00001) of circulating
ACE levels (polygenic variance σg² = 0.72 in the Jamaican
families and σg² = 0.67 in the British families) was not significantly different between the family sets (χ2 = 0.10, 3 d.f., P > 0.9).
Moreover, the strength of evidence for linkage between the
ACE locus and circulating ACE levels (major locus variance
σa² = 0.64 in the Jamaican families and σa² = 0.60 in the British
families) was also not significantly different (tests of heterogeneity for linkage models all give χ2 < 0.28, 4 d.f., P > 0.9).
Thus, the differences in the significance of linkage effects
(Fig. 1, top) are simply due to differences in statistical power
owing to the different cohort sizes. These results indicate that

Human Molecular Genetics, 2001, Vol. 10, No. 10 1079

Table 1. Allele frequencies and pairwise disequilibrium coefficients
Pairwise disequilibrium coefficients (D′) for British families
T-5491C

A-5466C

T-3892C

A-240T

T-93C

T1237C

G2215A

ID

G2350A

4656(CT) Frequency

0.91

0.91

0.92

0.85

0.88

0.78

0.82

0.85

0.75

0.31

0.94

0.89

0.89

0.86

0.77

0.84

0.85

0.75

0.32

0.86

0.91

0.82

0.80

0.79

0.77

0.77

0.42

0.91

0.86

0.78

0.85

0.89

0.74

0.31

0.88

0.82

0.81

0.83

0.84

0.31

0.85

0.86

0.88

0.84

0.45

0.93

0.93

0.90

0.48

0.95

0.88

0.51

0.90

0.51

A-5466C
T-3892C
A-240T
T-93C
T1237C
G2215A
I/D
G2350A
Frequency

0.32

0.42

0.31

0.31

0.45

0.48

0.51

0.51

0.52

Pairwise disequilibrium coefficients (D′) for Jamaican families
T-5491C

A-5466C

T-3892C

A-240T

T-93C

T1237C

G2215A

ID

G2350A

4656(CT) Frequency

0.89

0.51

0.89

0.71

0.63

0.40

0.36

0.25

0.26

0.31

1.00

0.89

0.72

0.65

0.38

0.34

0.09

0.25

0.33

1.00

1.00

0.93

0.74

0.74

0.67

0.58

0.14

0.71

1.00

0.31

0.27

0.19

0.28

0.31

1.00

0.42

0.40

0.68

0.60

0.07

0.80

0.80

0.85

0.68

0.16

0.96

0.95

0.19

0.48

1.00

0.20

0.47

0.26

0.17

A-5466C
T-3892C
A-240T
T-93C
T1237C
G2215A
ID
G2350A
Frequency

0.33

0.14

0.31

0.07

0.16

0.48

0.47

0.17

0.32

Allele frequencies and pairwise disequilibrium coefficients estimated from founder haplotypes deduced by Simwalk2 (38).
All the D′ values in the British data set are significantly different from zero (P < 0.01).
In the Jamaican data set, D′ values which are not significant (P > 0.05) are shown in bold type.

the overall contribution of the ACE locus to circulating ACE
levels is similar in the two populations.
In sharp contrast, the results for the association models differ
significantly between the two data sets (Table 2). Examination
of these χ2 values demonstrates that there is considerable heterogeneity between the family sets for association between
markers and circulating ACE levels, for all of the polymorphic
markers (tests of heterogeneity for association models all give
χ2 > 11.08, 5 d.f., P < 0.01). These results show that patterns of
disequilibrium between the ACE-linked QTL and these
markers vary significantly between populations.
Although the markers G2215A, I/D and G2350A are in very
strong disequilibrium with the putative ACE QTL in the UK
families, they can explain only part of the ACE effect in
Jamaican families. Now, if a single polymorphism determines
ACE levels, it is possible to estimate the properties of the
unobserved QTL using asymptotic derivations which have
been described previously (28). For the UK data, disequilibrium (D′) between markers G2215A, I/D and G2350A and the
unobserved QTL is estimated at >97%. Furthermore, the trait
allele is expected to be very common (40–60%). In the
Jamaican data, the predicted D′ between the unobserved QTL

and G2350A is smaller (>63%) and therefore the boundaries
for QTL allele frequencies are wide (10–90%). Alternatively,
there may be additional functional polymorphisms in the
region [such as the putative 5′ functional variant previously
reported in French Caucasian families (14)], at least one of
which is in disequilibrium with G2350A (D′ > 63%) and has
allele frequencies between 10 and 90%.
DISCUSSION
In the presence of strong disequilibrium, it is difficult to determine which of several markers in a region is actually a functional mutation influencing trait levels. Where families have
been sampled from populations of relatively limited haplotype
diversity, it has been possible to use measured haplotype
analysis to refine the location of the putative ACE-linked QTL to
some extent (15,17). Unfortunately, it appears as if the resolution of this approach in such populations will be limited by the
rarity of the additional recombinant breakpoints required for
further localization. On the other hand, in families drawn from
African-descent populations where there is greater haplotype
diversity (16,31) the combined requirement for large numbers of

1080 Human Molecular Genetics, 2001, Vol. 10, No. 10

Figure 1. Comparison of linkage and association in British and Jamaican families. The top panels show evidence for linkage without any consideration of allelic
association. The middle panels show evidence for global association (diamonds, subject to population substructure) and for robust association (triangles, transmission
disequilibrium). The bottom panels show remaining evidence for linkage after accounting for the effects explained by association at each marker.

independent haplotypes as well as suitable numbers of individuals
in each haplotype class makes measured haplotype analyses
difficult to achieve.
We have used a variance components approach to examine
association, linkage and linkage adjusted for association,
between 10 polymorphisms in the ACE gene and circulating
ACE levels. We have demonstrated similarities between AfroCaribbean families recruited in Jamaica and Caucasian families recruited in the UK; both the heritability and the overall

linkage of the ACE region to circulating ACE levels do not
differ between the sets of families (P > 0.9). In contrast to these
similarities, the associations between markers and ACE levels
differ considerably between family sets. Not only is the
strength of the association on average far less in the Jamaican
families than in the British families but the evidence of association for the marker exhibiting maximum disequilibrium is
also clearly different (P < 0.00001). In addition, while the
linkage statistic adjusted for association approaches zero for
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Table 2. Log-likelihoods and χ2 tests of heterogeneity between British and Jamaican families
Allowing heterogeneity

Polygenic model

Combined sample

ln(LUK)

ln(LJamaica)

ln(LUK)+ln(LJamaica)

ln(Lcombined)

χ2

–544.77

–316.50

–861.27

–861.32

0.10

–528.22

–308.64

–836.86

–836.99

0.26

Linkage
T-5491C
A-5466C

–528.22

–308.64

–836.86

–837.00

0.28

T-3892C

–528.22

–308.64

–836.86

–837.00

0.28

A-240T

–528.23

–308.64

–836.87

–837.00

0.26

T-93C

–528.22

–308.28

–836.50

–836.60

0.20

T1237C

–528.22

–307.95

–836.17

–836.25

0.16

G2215A

–528.22

–307.65

–835.87

–835.94

0.14

I/D

–528.22

–307.40

–835.62

–835.70

0.16

G2350A

–528.22

–307.22

–835.44

–835.52

0.16

4656(CT)

–528.13

–307.22

–835.35

–835.42

0.14

T-5491C

–481.40

–303.30

–784.70

–806.16

42.92a

A-5466C

–479.50

–300.58

–780.08

–802.76

45.36a

T-3892C

–480.55

–304.18

–784.73

–802.67

35.88a

A-240T

–493.73

–305.79

–799.52

–818.31

37.58a

T-93C

–483.96

–295.53

–779.49

–785.03

11.08a

T1237C

–449.86

–301.41

–751.27

–764.13

25.72a

G2215A

–428.46

–301.40

–729.86

–746.53

33.34a

I/D

–461.56

–302.94

–764.50

–780.95

32.90a

G2350A

–422.64

–288.17

–710.81

–730.91

40.20a

4656(CT)

–444.82

–300.66

–745.48

–784.03

77.10a

Association

The sum of maximum log-likelihoods [ln(L)] computed for each data set independently was compared with the maximum likelihood of a
combined Jamaican and British data set. Likelihood ratio χ2 values are given in the last column.
aSignificant values at P <.01, indicating significant differences between data sets.
For the polygenic model, an overall mean parameter and non-shared and polygenic variances were estimated. The random effects model
included the polygenic model and an additional major locus linkage variance. The association model included between- and within-family
association parameters and an intercept term.

three markers (G2215A, I/D and G2350A) in the British families, the only marker in Jamaican families that shows a large
diminution in the evidence for linkage after adjusting for association is G2350A, where the value is almost halved. Taken
together, these results suggest that ACE gene polymorphisms
contribute substantially to variation in ACE levels in the two
samples.
There are a number of potential explanations for the highly
significant differences in the strength of association between
the markers and ACE levels in the two cohorts of families. For
instance, it is possible that the functional polymorphism was
not one of the markers genotyped in this study and, in addition,
has different linkage disequilibrium relationships with the
markers in the two sets of families. Alternatively, different
functional polymorphisms may be responsible for the linkage
and association effects in the two populations. Another possibility is that there may be multiple functional variants within
the ACE gene which influence ACE levels; in French Caucasian

families it has been reported that there may be QTLs in both
5′ and 3′ regions of the ACE gene (14).
With current statistical methods and the present data, it is not
formally possible to discriminate between these competing
alternatives. However, the hypothesis that suggests that there is
a single ACE-linked variant, which has not been typed in either
population, appears to be somewhat better supported. In both
populations the markers are polymorphic and their major
alleles are of comparable frequency. In addition, if the
common ACE gene clades diverged ∼1.1 million years ago as
proposed previously (16), the existence of functionally
different clades would predate the separation of humans into
present-day ethnic groupings.
For data of the type presented here, trans-ethnic mapping
may be a useful tool to complement measured haplotype analyses.
In the British families there is strong disequilibrium which
allows easy identification of the ACE QTL but with limited
resolution. The Jamaican families, on the other hand, show far
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less disequilibrium in this region and thus may be more useful
for fine localization of the ACE QTL. The greater diversity
observed in the Jamaican families might facilitate distinction
of the true QTL polymorphism from the other non-functional
marker loci, whereas this task might require prohibitively large
data sets in white European populations.
In conclusion, our results suggest that the major ACE-linked
QTL is not likely to be one of the markers typed although it is
likely to lie close to G2350A. Furthermore, our results show
that the combination of trans-ethnic comparisons with robust
variance components analyses may have utility in efforts to
identify a functional polymorphism from among a series of
markers in a small genomic region. Extension of this work to
polymorphisms which have been identified in the interval
between G2215A and 4656(CT)3/2 (i.e. both upstream and
downstream of G2350A) (16), will be required in order to
further refine the minimal set of polymorphisms which need to
be examined in biological assays to conclusively determine
their functional significance.
MATERIALS AND METHODS
Families and ACE trait
The details of recruitment of the families in this paper have
been described previously (25,32). Briefly, 45 extended families in Jamaica and 83 families from the Oxfordshire region
were recruited as part of projects to investigate the genetic
determinants of blood pressure variability. Both sets of families were ascertained via a single hypertensive proband without
regard to ACE activity levels. The University of the West
Indies/University Hospital of the West Indies Ethics
Committee and The Central Oxford Research Ethics
Committee approved the protocols for recruitment of the families.
Circulating ACE activity was measured in both sets of families with the use of comparable techniques employing
synthetic substrates. In the Jamaican families a spectrophotometric method was used (25) while in the British families
HPLC was used (15). Correlational analyses found no
evidence of associations between ACE levels and blood pressure, body mass index or age; consequently, these variables
were not used as covariates in the association analyses. ACE
levels were standardized using a common mean and standard
deviation for males and females in the Jamaican families but
were standardized separately in males and females in the
British families to account for a small but significant gender
difference.
Genotyping
DNA was extracted from whole blood using standard methods
(33). The I/D polymorphism was typed using a PCR method
(34) and the other nine polymorphisms were typed, according
to protocols developed by us, using either PCR alone or
PCR followed by restriction digests (15). Experimental
details may be found at http://www.well.ox.ac.uk/~mfarrall/
ACE_polymorphisms.html.

Statistical methods
Variance components models were used for all assessments of
linkage, linkage disequilibrium and heterogeneity. Briefly, the
phenotype model allows for fixed association effects, which
are partitioned into a between- and within-family effect, as
well as random effects, which are partitioned into environmental, polygenic and major locus linkage variances (27). The
expectation for the phenotype y of each individual j in family i is:
ŷ ij = µ + β b b ij + β w w ij
In this model, µ, βb and βw are estimated as the population
mean and regression coefficients for between- (bij) and within- (wij)
family effects, respectively. All available genotype data are
used in construction of the bij and wij values (30). The betweenfamily component of association is specific to each nuclear
family and could be influenced by population stratification, but
within-family effects are sensitive only to linkage disequilibrium. In the absence of stratification they provide independent
and unbiased estimates of the additive genetic effect (28).
Deviations from these expectations for each pair of individuals
j and k in family i are modelled as:
2

2

2

ì σa + σg + σ e
Ω ijk = í
î π ijk σ 2a + 2 ϕ ijk σ 2g

if j = k
if j ≠ k

where σa² is the additive genetic variance of the QTL, σg² is the
variance attributable to polygenes and σe² is the residual environmental variance. πijk and ϕijk are the proportion of alleles shared
identical-by-descent at the marker locus and the kinship
coefficient between individuals j and k in family i, respectively. The likelihood of the data can be expressed in terms of
the observed phenotypes yi, the random effects in Ωi and the
linear model as:
L=

∏ ( 2π )

–n i ⁄ 2

–1

Ω̂

– 1/2 – 1/2 [ ( y i – ŷ i )′Ω̂ i ( y i – ŷ i ) ]

e

i

(35). For tests of statistical significance of the parameters, two
alternative likelihoods are fitted with the parameter(s) of
interest fixed at zero (L0) and with the parameter(s) left free to
vary (L1). We consider twice the difference in log-likelihoods
to be asymptotically distributed as χ2, with d.f. equal to the
number of parameters evaluated in all significance tests. We
maximized this likelihood under different sets of constraints to
construct the following specific tests: (i) Overall genetic effect
(test significance of σg² while constraining σa² = βb = βw = 0);
(ii) Linkage (test significance of σa² while constraining βb = βw
= 0); (iii) Global association, assuming no stratification (test
significance of βb and βw while constraining βb = βw); (iv)
Robust association through a transmission disequilibrium test
(test significance of βw); and (v) Test of population stratification (test whether βb – βw = 0).
Note that in all cases, the fixed effects µ, βb and βw and the
random effects σa², σg² and σe² were left free to vary unless
otherwise specified. Tests of significance and parameter estimation were conducted for each population separately, except
when testing for heterogeneity. To test for heterogeneity, we
fitted one of the models above to each population [leaving the
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parameter(s) of interest free to vary] to obtain two likelihoods
(LUK and LJamaica). These were compared to the likelihood of the
combined sample (Lcombined) under the same model. In this
comparison, 2[ln(LUK) + ln(LJamaica) – ln(Lcombined)] is approximately distributed as χ2 with d.f. equal to the total number of
parameters estimated in the combined analysis.
A critical assumption of the variance components approach
concerns multivariate normality, as departures from this can
yield biased results (36). However, calculation of the
Anderson–Darling statistic (37) did not indicate any extreme
outliers in the full models, consistent with multivariate
normality of the data.

11.

12.

13.

14.

ACKNOWLEDGEMENTS
15.

We are grateful to the Jamaican and British families who
participated in these studies. We thank the Oxfordshire general
practitioners that contributed index cases, Dr Joy Callender
and nurses Hazel Hylton, Valerie Beckford, Hyacinth Gallimore,
Sarah Pollitt, Anna Zawadzka and Jane Cadd for expert technical
help. We are also grateful to Dr Martin Farrall for helpful
discussions and critical reading of the manuscript. This work
was supported in part by the Wellcome Trust, by the National
Eye Institute, National Institutes of Health, USA (grant EY-12562
to L.R.C.), by the British Heart Foundation and by the Medical
Research Council, UK (Training Fellowship to B.K. and grant
G108/325 to C.A.M.).

17.

REFERENCES

20.

1. Erdös, E.G. (1990) Angiotensin I-converting enzyme and the changes in our
concepts through the years: Lewis K Dahl Memorial Lecture. Hypertension,
16, 363–370.
2. MacGregor, G., Markandu, N., Roulston, J., Jones, J. and Morton, J.
(1981) Maintenance of normal blood pressure by the renin-angiotensin
system in normal man. Nature, 291, 329–331.
3. Sealey, J. and Laragh, J. (1990) The renin angiotensin aldosterone system
for normal regulation of blood pressure and sodium and potassium
homeostasis. In Laragh, J.H. and Brenner, B.M. (eds), Hypertension:
Pathophysiology, Diagnosis, and Management, Raven Press, New York,
NY, pp. 1287–1317.
4. The Heart Outcomes Prevention Evaluation Study Investigators. (2000)
Effects of an angiotensin-converting-enzyme inhibitor, ramipril, on cardiovascular events in high-risk patients. N. Engl. J. Med., 342, 145–153.
5. The SOLVD Investigators. (1992) Effect of enalapril on mortality and the
development of heart failure in asymptomatic patients with reduced left
ventricular ejection fractions. N. Engl. J. Med., 327, 685–691.
6. Lewis, D., Hunsicker, L., Bain, R. and Rohde, R. (1993) The effect of
angiotensin-converting-enzyme inhibition on diabetic nephropathy. The
Collaborative Study Group. N. Engl. J. Med., 329, 1456–1462.
7. Pfeffer, M., Braunwald, E., Moyé, L., Basta, L., Brown, E., Cuddy, T.,
Davis, B., Geltman, E., Goldman, S., Flaker, G. et al. (1992) Effect of
captopril on mortality and morbidity in patients with left ventricular
dysfunction after myocardial infarction. Results of the survival and
ventricular enlargement trial. N. Engl. J. Med., 327, 669–677.
8. Ruggenenti, P., Perna, A., Gherardi, G., Gaspari, F., Benini, R. and
Remuzzi, G. (1998) Renal function and requirement for dialysis in chronic
nephropathy patients on long-term ramipril: REIN follow-up trial. Gruppo
Italiano di Studi Epidemiologici in Nefrologia (GISEN). Ramipril
efficacy in nephropathy. Lancet, 352, 1252–1256.
9. Ruggenenti, P., Perna, A., Gherardi, G., Garini, G., Zoccali, C., Salvadori,
M., Scolari, F., Schena, F.P. and Remuzzi, G. (1999) Renoprotective
properties of ACE-inhibition in non-diabetic nephropathies with nonnephrotic proteinuria. Lancet, 354, 359–364.
10. Maschio, G., Alberti, D., Janin, G., Locatelli, F., Mann, J., Motolese, M.,
Ponticelli, C., Ritz, E. and Zuchelli, P. (1996) Effect of the angiotensinconverting-enzyme inhibitor benazepril on the progression of chronic

16.

18.

19.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

renal insufficiency. The Angiotensin-Converting-Enzyme Inhibition in
Progressive Renal Insufficiency Study Group. N. Engl. J. Med., 334, 939–945.
ISIS-4 (Fourth International Study of Infarct Survival) Collaborative
Group. (1995) ISIS-4: a randomised factorial trial assessing early oral
captopril, oral mononitrate, and intravenous magnesium sulphate in 58 050
patients with suspected acute myocardial infarction. Lancet, 345, 669–685.
Sherman, R.C. and Langley-Evans, S.C. (2000) Antihypertensive treatment in early life modulates prenatal dietary influences upon blood pressure in the rat. Clin. Sci., 98, 267–275.
Tiret, L., Rigat, B., Visvikis, S., Breda, C., Corvol, P., Cambien, F. and
Soubrier, F. (1992) Evidence, from combined segregation and linkage
analysis, that a variant of the angiotensin I-converting enzyme (ACE)
gene controls plasma ACE levels. Am. J. Hum. Genet., 51, 197–205.
Villard, E., Tiret, L., Visvikis, S., Rakotovao, R., Cambien, F. and
Soubrier, F. (1996) Identification of new polymorphisms of the angiotensin I- converting enzyme (ACE) gene, and study of their relationship to
plasma ACE levels by two-QTL segregation-linkage analysis. Am.
J. Hum. Genet., 58, 1268–1278.
Keavney, B., McKenzie, C.A., Connell, J.M.C., Julier, C., Ratcliffe, P.J.,
Sobel, E., Lathrop, M. and Farrall, M. (1998) Measured haplotype analysis of the angiotensin-I converting enzyme gene. Hum. Mol. Genet., 7,
1745–1751.
Rieder, M.J., Taylor, S.L., Clark, A.G. and Nickerson, D.A. (1999)
Sequence variation in the human angiotensin converting enzyme. Nat.
Genet., 22, 59–62.
Farrall, M., Keavney, B., McKenzie, C., Delépine, M., Matsuda, F. and
Lathrop, G.M. (1999) Fine-mapping of an ancestral recombination breakpoint in DCP1. Nat. Genet., 23, 270–271.
Todd, J.A., Mijovic, C., Fletcher, J., Jenkins, D., Bradwell, A.R. and
Barnett, A.H. (1989) Identification of susceptibility loci for insulin-dependent
diabetes mellitus by trans-racial mapping. Nature, 338, 587–589.
Cruickshanks, K.J., Jobim, L.F., Lawler-Heavner, J., Neville, T.G., Gay,
E.C., Chase, H.P., Klingensmith, G., Todd, J.A. and Hamman, R.F. (1994)
Ethnic differences in human leukocyte antigen markers of susceptibility to
IDDM. Diabetes Care, 17, 132–137.
Halushka, M., Fan, J.-B., Bentley, K., Hsie, L., Shen, N., Weder, A.,
Cooper, R., Lipshutz, R. and Chakravarti, A. (1999) Patterns of singlenucleotide polymorphisms in candidate genes for blood-pressure homeostasis. Nat. Genet., 22, 239–247.
Tishkoff, S.A., Dietzsch, E., Speed, W., Pakstis, J., Kidd, J.R., Cheung,
K., Bonné-Tamir, B., Santachiara-Benerecetti, A.S., Moral, P., Krings, M.
et al. (1996) Global patterns of linkage disequilibrium at the CD4 locus
and modern human origins. Science, 271, 1380–1386.
Armour, J.A.L., Anttinen, T., May, C.A., Vega, E.E., Sajantila, A., Kidd,
J.R., Kidd, K.K., Bertranpetit, J., Pääbo, S. and Jeffreys, A.J. (1996) Minisatellite diversity supports a recent African origin for modern humans.
Nat. Genet., 13, 154–160.
Forrester, T., McFarlane-Anderson, N., Bennett, F.I., Wilks, R., Cooper,
R., Rotimi, C., Morrison, L. and Ward, R. (1997) The angiotensin converting
enzyme and blood pressure in Jamaicans. Am. J. Hypertens., 10, 519–524.
Cooper, R.S., Guo, X., Rotimi, C.N., Luke, A., Ward, R., Adeyemo, A.
and Danilov, S.M. (2000) Heritability of angiotensin-converting enzyme and
angiotensinogen. A comparison of US Blacks and Nigerians. Hypertension,
35, 1141–1147.
McKenzie, C.A., Julier, C., Forrester, T., McFarlane-Anderson, N.,
Keavney, B., Lathrop, G.M., Ratcliffe, P.J. and Farrall, M. (1995) Segregation and linkage analysis of serum angiotensin I-converting enzyme levels:
evidence for two quantitative-trait loci. Am. J. Hum. Genet., 57, 1426–1435.
Templeton, A.R. and Sing, C.F. (1993) A cladistic analysis of phenotypic
associations with haplotypes inferred from restriction endonuclease mapping. IV. Nested analyses with cladogram uncertainty and recombination.
Genetics, 134, 659–669.
Abecasis, G.R., Cardon, L.R. and Cookson, W.O. (2000) A general test of
association for quantitative traits in nuclear families. Am. J. Hum. Genet.,
66, 279–292.
Cardon, L.R. and Abecasis, G.R. (2000) Some properties of a variance
components model for fine-mapping quantitative trait loci. Behav. Genet.,
30, 235–243.
Parra, E.J., Marcini, A., Akey, J., Martinson, J., Batzer, M.A., Cooper, R.,
Forrester, T., Allison, D.B., Deka, R., Ferrell, R.E. et al. (1998) Estimating African American admixture proportions by use of population-specific alleles. Am. J. Hum. Genet., 63, 1839–1851.
Abecasis, G.R., Cookson, W.O. and Cardon, L.R. (2000) Pedigree tests of
transmission disequilibrium. Eur. J. Hum. Genet., 8, 545–551.

1084 Human Molecular Genetics, 2001, Vol. 10, No. 10

31. Zhu, X., McKenzie, C.A., Forrester, T., Nickerson, D.A., Broeckel, U.,
Schunkert, H., Doering, A., Jacob, H.J., Cooper, R.S. and Rieder, M.J.
(2000) Localization of a small genomic region associated with elevated
ACE. Am. J. Hum. Genet., 67, 1144–1153.
32. Julier, C., Delépine, M., Keavney, B., Terwilliger, J., Davis, S., Weeks,
D.E., Bui, T., Jeunemaître, X., Velho, G., Froguel, P. et al. (1997) Genetic
susceptibility for human essential hypertension in a region of homology
with blood pressure linkage on rat chromosome 10. Hum. Mol. Genet., 6,
2077–2085.
33. Sambrook, J., Fritsch, E. and Maniatis, T. (1989) Molecular Cloning: a
Laboratory Manual, Cold Spring Harbor Laboratory, Cold Spring Harbor, NY.
34. Rigat, B., Hubert, C., Corvol, P. and Soubrier, F. (1992) PCR detection of
the insertion/deletion of the human angiotensin converting enzyme gene
(DCP1) (dipeptidyl carboxypeptidase 1). Nucleic Acids Res., 20, 1433.

35. Lange, K., Westlake, J. and Spence, M.A. (1976) Extensions to pedigree
analysis. III. Variance components by the scoring method. Ann. Hum.
Genet., 39, 485–491.
36. Allison, D.B., Neale, M.C., Zannolli, R., Schork, N.J., Amos, C.I. and
Blangero, J. (1999) Testing the robustness of the likelihood-ratio test in a
variance-component quantitative-trait loci-mapping procedure. Am. J.
Hum. Genet., 65, 531–544.
37. Hopper, J.L. and Mathews, J.D. (1982) Extensions to multivariate normal
models for pedigree analysis. Ann. Hum. Genet., 46, 373–383.
38. Sobel, E. and Lange, K. (1996) Descent graphs in pedigree analysis: applications to haplotyping, location scores, and marker sharing statistics. Am.
J. Hum. Genet., 58, 1323–1337.

