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Abstract

Background: Mendelian randomization studies have so far restricted attention to linear
associations relating the genetic instrument to the exposure, and the exposure to the out-
come. In some cases, however, observational data suggest a non-linear association
between exposure and outcome. For example, alcohol consumption is consistently re-
ported as having a U-shaped association with cardiovascular events. In principle,
Mendelian randomization could address concerns that the apparent protective effect of
light-to-moderate drinking might reflect ‘sick-quitters’ and confounding.

Methods: The Alcohol-ADH1B Consortium was established to study the causal effects of
alcohol consumption on cardiovascular events and biomarkers, using the single nucleo-
tide polymorphism rs1229984 in ADH1B as a genetic instrument. To assess non-linear
causal effects in this study, we propose a novel method based on estimating local aver-
age treatment effects for discrete levels of the exposure range, then testing for a linear
trend in those effects. Our method requires an assumption that the instrument has the
same effect on exposure in all individuals. We conduct simulations examining the
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robustness of the method to violations of this assumption, and apply the method to the

Alcohol-ADH 1B Consortium data.

Results: Our method gave a conservative test for non-linearity under realistic violations
of the key assumption. We found evidence for a non-linear causal effect of alcohol intake

on several cardiovascular traits.

Conclusions: We believe our method is useful for inferring departure from linearity when
only a binary instrument is available. We estimated non-linear causal effects of alcohol
intake which could not have been estimated through standard instrumental variable

approaches.

Key words: Mendelian randomization, instrumental variables, causal inference, local average treatment effects,

alcohol consumption, cardiovascular disease

Key Messages

studies.

* Mendelian randomization studies have so far restricted attention to linear associations relating the genetic instrument
to the exposure, and the exposure to the outcome, but this may not always be appropriate. For example, alcohol con-
sumption is consistently reported as having a U-shaped association with cardiovascular events in observational

* We propose a novel Mendelian randomization method based on estimating local average treatment effects for dis-
crete levels of the exposure range, then testing for a linear trend in those effects.

* Our method gave a conservative test for non-linearity under realistic violations of the key assumption in simulations,
and we believe our method is useful for inferring departure from linearity when only a binary instrument is available.

* We found evidence for a non-linear causal effect of alcohol intake on several cardiovascular traits in the Alcohol-
ADH1B Consortium, using the single nucleotide polymorphism rs7229984 in ADH1B as a genetic instrument.

Introduction

Recent years have seen an increasing number of Mendelian
randomization (MR) analyses that examine causal rela-
tionships between heritable exposures, such as levels of cir-
culating biomarkers, and outcomes such as multifactorial
diseases, for example coronary heart disease and type 2
diabetes."*? In principle, MR reduces problems of con-
founding and abolishes reverse causation by using a genetic
proxy for the exposure in an instrumental variable (IV)
analysis.*

To date, applications of MR have been limited to lin-
ear (or log-linear) models for the associations between
gene and exposure and between exposure and outcome.
In part this is because linear models have a natural
interpretation which may be useful even if the true rela-
tionship is non-linear.® Furthermore, many of the associ-
ations between genetic variants and complex traits
appeared to be
However, in learning about causal relationships it is

discovered to date have linear.®
clearly of value to identify and characterize non-linear ef-
fects when they are present, bearing in mind that the ex-

istence and extent of such relationships may depend on

the measurement scale. In particular, non-linear associ-
ations may translate into opposing effects (protective as
well as harmful) according to the level of the exposure.
Such opposing effects have been observed in many obser-
vational studies examining the relationship between alco-
hol consumption and cardiovascular events.” Specifically,
light-to-moderate levels of alcohol consumption have
been associated with decreased risk of cardiovascular
events relative to non-drinkers, with increased risk only
occurring at higher levels of consumption. This apparent
protective effect of light-to-moderate alcohol consump-
tion could be explained by several different mechanisms,

3

and corresponding ‘J’- or ‘U’-shaped associations have
been observed with cardiovascular risk factors including
low-density lipoprotein particles,® abdominal adiposity,’
C-reactive protein (CRP),'®!'"! and triglycerides (TG)."
Similar observational associations were seen in our ear-
lier analyses of ADH1B Consortium data (Holmes et al.,
Supplementary Appendix, Figure S3'2).

As these observational findings suggest that light-
to-moderate consumption may be cardio-protective, it is of

great interest to consumers, suppliers and policy makers to
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establish whether this pattern is causal. Confounding is
plausible, since socioeconomic groups that drink moder-
ately may have other lifestyle factors that directly lead to
lower rates of disease,'* and the relationship between con-
founders and alcohol may themselves be non-linear.
Evidence for reverse causation is also well established,
with those developing ill health or commencing medication
more likely to reduce or quit alcohol consumption (the
‘sick-quitters’ phenomenon).'>1¢

Alcohol consumption is influenced by genetic vari-
ants that affect alcohol metabolism. Heritability of
alcoholism has been estimated at 40-60%, and variants in
ALDH2, ADH1B and ADHIC that encode for liver en-
zymes have been associated with decreased intake, via
increased metabolism of alcohol to acetaldehyde or
decreased acetaldehyde clearance, both leading to unpleas-
ant side effects.!” In particular, ADH1B has been shown to

18,19 44

be robustly associated with alcohol consumption
has been used in MR analyses to explore the causal effect
of alcohol consumption on coronary heart disease risk
factors.*’

We recently established a large consortium (the
‘Alcohol-ADH1B Consortium’) of genetic association
studies of European descent that used a single nucleotide
polymorphism (SNP) in ADH1B, rs1229984, as the instru-
ment to assess the impact of alcohol consumption on car-
diovascular events and risk factors.'®> This consortium
showed that carrying the 751229984 A-allele was associ-
ated with non-drinking, lower alcohol consumption and
lower incidence of binge drinking, which expands the pre-
vious associations of this variant with alcohol traits."?
Using a genetic association analysis, the consortium also
showed that ADH1B carriers had a more favourable car-
diovascular profile and a reduced risk of coronary heart
disease (CHD)."?> However, because of the existing litera-
ture on non-linear effects of alcohol consumption on car-
diovascular events and the lack of appropriate methods to
account for non-linear associations within IV analyses, we
did not initially conduct an MR analysis in the Alcohol-
ADH1B Consortium.

Approaches have been proposed for non-linear IV ana-
lysis in the econometric literature,?'~** but they cannot be
used in this context because we use a single SNP as the IV.
In the present paper, we develop new methods to conduct
non-linear IV analysis using a single binary instrument,
and also evaluate the impact of the key assumption of our
method. We then apply our method to the data from the
Alcohol-ADH1BConsortium to assess whether the causal
effect of alcohol on cardiovascular traits is indeed non-lin-
ear and whether this implies a non-zero optimal level of
consumption for cardiovascular health, which has clear
implications for public health.

Material and methods

Data

The Alcohol-ADH1B Consortium is a collaboration of
studies in which the associations between an allele of the
ADHI1B gene and 22 cardiovascular biomarkers and risks
of coronary heart disease, stroke and type 2 diabetes have
been examined."® Here our analyses are restricted to the
22 studies (18 cohorts, 2 nested case-control studies, 1
randomized trial and1 case-control study) with individual
participant data originating from Europe (n=16) and
North America (7 =6). Analysis was restricted to individ-
uals of European descent.'?

The principal alcohol trait was weekly volume of alco-
hol in British units [1 British unit is equivalent to 0.57 US
units or 10ml (7.9g) ethanol], which we derived using
questionnaire data from each study. For studies in which
this variable was not already present, we either calculated
weekly volume of alcohol by summing over the individual
components of beverage-specific drink questions (available
in 20 of the 22 studies), or by converting alcohol recorded
in g/week into British units."”> The units/week were
log-transformed, after incrementing by one to allow for
individuals reporting zero weekly alcohol consumption,
resulting in a normally distributed phenotype that had
homoscedastic residual error after regressing on the
ADH1B genotype.

Here we considered a subset of outcomes for which a
non-linear causal association was either postulated
from subject-matter knowledge, or suggested by the obser-
Alcohol-ADH1B

Consortium (all P<0.001 for the quadratic term in a

vational data available from the
quadratic model): systolic blood pressure (SBP), non high-
density lipoprotein cholesterol (non-HDL-C), TG, high-
density lipoprotein cholesterol (HDL-C), body mass index
(BMI), waist circumference (WC), CRP and interleukin 6
(IL-6). Outcomes were log-transformed towards normality
when appropriate (TG, CRP and IL-6).

The rs1229984 polymorphism in ADH1B was directly
genotyped in all studies and coded as 0/1 according to the
carriage of at least one minor allele. This coding was
adopted owing both to the low prevalence of the
rs1229984A-allele (average carriage of rs1229984A-alleles
in the analysis sample: 7.7%) and the stronger association
observed with alcohol dependence and other alcohol-
related traits under a dominant model compared with a re-
cessive model.**

Full details of participating studies, phenotype defin-
ition and genotyping are reported elsewhere'® and are
summarized in Table S1 in the Supplementary data, avail-
able at IJE online.
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Linear instrumental variable analysis

We used standard two-stage least squares (2SLS) to estimate
a linear causal effect of log(weekly units of alcohol+1)
(hereafter, log-alcohol) on continuous cardiovascular out-
comes. That is, we fitted the first-stage linear regression

xi = Pxc&i + Bxzzi + exi

where x; is log-alcohol for subject i, g; is a binary code for
the 7s1229984 genotype, z; is a vector of covariates and ¢x;
are residual errors assumed to be independent and identi-
cally distributed with mean zero. Regression coefficients
Bxc and fy, were estimated as fixed effects. We used the
fitted model to predict £; then estimated the alcohol-out-
come association fiyy from the regression

i = ByxXi + By i + evi

where y; is the continuous cardiovascular outcome for sub-
ject i and ¢y; are residual errors assumed to be independent
and identically distributed with mean zero. A 95% confi-
dence interval (CI) for fyy was derived by nesting the
2SLS within a bootstrap resampling procedure using
10000 bootstrap samples. As covariates we included in
both regressions a fixed effect for each study and fixed ef-
fects for age and sex.

Non-linear causal effects

To test for non-linearity of the causal X-Y association we
consider local average treatment effects (LATEs) in sub-
groups of X.*° First we coarsen X into a discrete and
rescaled variable X* = ULJ with finite support, assumed
without loss of generality to be {0, ..., ]} for fixed J. G is
an instrument for X* if it is independent of the remainder
X — X* (see Figure 1); this is not generally true but it can
be tested in applications. Under linear models we can ob-
tain an estimate of the causal effect of X* on Y, but this ef-
fect can also be represented as a weighted sum of
LATEs,***® which are causal effects among the individuals
whose exposures X* are changed from one level to the next
by the genetic instrument.

More precisely, let Y;(j) denote the potential outcome
for subject 7 obtained by setting, possibly contrary to fact,
the exposure X} = j. Moreover let X}(0) and X} (1) be the
possibly counterfactual values of the exposure obtained by
setting the binary instrument to 0 and 1 respectively. Then
the LATE at exposure level j is defined as

1 = E[Y:(j) — Yi(i — 1)| X7 (1) >] > X;(0)]

that is, the average treatment effect among those whose ex-
posure would be at least j if their instrument were set to 1,

(a) U

G X Y

(b) u

G X X* Y
X- X*

Figure 1. Directed acyclic graphs encoding a) the standard Mendelian
randomization assumptions: (i) G is associated with X, (ii) G is not asso-
ciated with confounders U of the X-Y association, and (iii) G affects Y
only via its association with X; (b) how these assumptions are affected
by the discretization of X in the proposed non-linear Mendelian ran-
domization approach.

and whose exposure would be less than j if their instrument
were set to 0. Identification of LATEs requires the further
assumption of monotonicity, that is either X} (1) — X¥(0)
>0 or XJ(1) — X7(0) <0 for all subjects 7, implying that
the instrument either does not decrease the exposure in all
subjects, or does not increase it in all subjects.

If we could estimate the LATEs 7; then testing them for
equality would provide a direct test of linearity of the causal
effect. Here we propose an assumption that allows this to be
performed. Assume that the causal effect of the instrument
on the discretized exposure is exactly 1 in each subject:

X:(1) — X(0) = 1vi.

This is a stronger version of the monotonicity assump-
tion. In fact, this assumption will hold if the first-stage
linear model is a true structural model for X, with no un-
measured confounders of the G-X association, or modifiers
of the effect of G on X. Under this assumption (and noting
that X has been rescaled so that a one unit change in X*
corresponds to the expected exposure change with geno-
type), every subject contributes to a LATE, since for every i
there is a j such that Xj(1)>;> X;(0), in fact
X:(1) =j = X;(0) + 1. That is, the instrument moves each
subject from one level of X* to the next: in the randomized
trials terminology, all subjects are compliers.

It is now possible to assign each subject to the
estimation of a LATE, based on the observed data.
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Since X}(1)=j=X(0)+1 if and only if X/ =; and
G;=1or X; =j—1and G; = 0, we can write the LATE as

1= E[Yi(j) = Yi(i — 1) | X; (1) >/ > X;(0)]
ElYi()|X; =/,Gi=1VX;=j-1,G;=0]
—E[Y,(j-1)|X; =j,Gi=1VX =j—1,G,; =0]

=E[Y|X]=j,Gi=1-E[Y[X] =j-1,G; =0
which may be estimated using ordinary linear regression
(possibly with adjustment for relevant covariates) restricted
to the subjects having X} =jand G; =1 or X; =j — 1 and
G;=0.

Having estimated a LATE (with its standard error) for
each level of X*, the estimates may be tested for equality
using standard methods of meta-analysis. In particular, we
use meta-regression to test for a linear trend in the LATEs.
A linear model relating LATEs to the exposure levels

E(tj) =71 +72)

would apply if the underlying causal model were quadratic
E(Y) =y +7j+ %“/z/2~

The coefficient y, is zero if the LATEs are equal, which is
the case when the causal effect of X on Y is linear. Then
the mean LATE, calculated by fixed-effects meta-analysis
of the estimated LATEs, is an alternative measure of the
linear causal effect of X. Rejection of y, = 0 implies a non-
linear causal effect; a quadratic form is not directly implied
but such a model could be hypothesized, up to its intercept
term, from the fitted meta-regression. The estimation of
a linear model relating LATEs to the exposure levels is a
simple but powerful way to investigate departures from

linearity, as any such departures are captured by a single
parameter. However, alternative models could be fitted to
characterize the dose-response relationship more flexibly.
For example, a piecewise constant model relating the
LATE:s to the exposure levels would correspond to a linear
spline model relating the exposure to the outcome. This
could be detected by a test of Cochran’s Q on the estimated
LATEs.

This procedure requires rescaling of X by the effect size
Bxc of the instrument. However the true value of By is
unknown and it must be estimated. To account for sam-
pling uncertainty in fy; we nest the entire LATE and
meta-regression procedure within a bootstrap resampling
procedure, using 10000 bootstrap samples, to obtain
proper confidence intervals on the meta-regression esti-
mates §,7%,. Our procedure for testing departure from
linearity of the causal effect of X on Y is summarized in
Box 1.

Beyond a test for departure from linearity, we are inter-
ested in identifying the way the causal effect changes with
increasing alcohol consumption and, in particular, the
nadir of the curve which could be conceived as an ‘optimal’
level of consumption regarding cardiovascular traits. As
we cannot estimate the intercept term in the fitted quad-
ratic model, we cannot predict the absolute value of the
outcome for a given level of alcohol consumption, so we
focus on the difference in outcome relative to zero alcohol
consumption. For those outcomes with evidence of non-
linearity, we predict this at four values of alcohol con-
sumption (3.04, 12.15, 31.90 and 84.52 units/week),
which are the medians of observed values in the categories
representing low (>0-7 units/week), moderate (7-21 units/
week), heavy (21-70 units/week) and very heavy (70+
units/week) alcohol consumption in the analysis of Holmes

1.3 For each discrete value of j:

1.3.3 Rescale ; by Bxc to the original scale of X

Box 1. Summary of proposed method for testing for a non-linear causal effect
1. For the observed data and for each of K bootstrap samples:

1.1 Regress X on G for all subjects, giving estimated regression coefficient iy

1.2 Discretize X into units of fy¢, that is derive the discrete variable X* = {LJ

1.3.1 Regress Y on X* using only the subjects for which X; =jand G; =1, or X} =j — 1 and G; = 0. Among
these subjects there is no variation in X* that is not explained by G.
1.3.2 This yields 7;, the estimated local average treatment effect (LATE) for level j of X*

1.4 Obtain the mean LATE by fixed-effects meta-analysis of 1;

Bxc

1.5 Meta-regress 7; on j to obtain the intercept and slope of the LATEs, corresponding to a quadratic causal model.

2. Obtain empirical confidence intervals on the mean LATE and the LATE intercept and slope from the bootstrap
samples.
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et al."® By differentiation of the hypothesized quadratic
function, we estimate three additional features of the
curve: (i) the ‘optimal’ level of alcohol consumption; (ii)
the difference in outcome at the optimal alcohol consump-
tion relative to zero alcohol consumption; and (iii) the level
of alcohol consumption required to have an outcome level
equivalent to that at zero alcohol consumption.
Confidence intervals for all the estimates are obtained by
nesting the estimation within the bootstrap resampling
procedure outlined above. In the bootstrap samples we left
truncated the nadir of alcohol consumption at zero.

All analyses were conducted using R version 2.13.%”

Simulations

We conducted simulations to assess the proposed approach
in terms of bias and coverage under various data-generat-
ing models. Full details and results are given in the
Supplementary data, available at IJE online. In brief, we
simulated data in which there was no causal X-Y associ-
ation, in which the association was linear and in which
there was a quadratic causal association, allowing
throughout for quadratic effects of confounders. We as-
sessed robustness to the assumption of individual-level
homogeneity of the genetic effect using additional simula-
tions of fy¢ heterogeneity and G-U interaction at both the
individual and subgroup levels.

We observed that the LATE estimates were essentially
unbiased with generally good coverage properties under
null, linear and quadratic models, and that the test for a
non-linear effect was slightly conservative. Together the
results suggest that this method is a useful extension to
standard approaches in the non-linear setting. Reasonable
levels of individual-level heterogeneity in By or between-
subgroup heterogeneity in fy; were not found to lead to
significant bias in the estimates. High levels of interaction
between G and U led to bias in the estimates, but such
interactions may be unlikely in practice.

Results

We investigated the potential non-linear effects of log-
alcohol on each of the outcomes in the Alcohol-ADH1B
Consortium using the proposed procedure. Some issues
relating to the inclusion of multiple studies in the
Consortium are discussed in the Supplementary data, avail-
able at IJE online.

Age- and sex-adjusted study-specific estimates of the
association between 751229984 and log-alcohol are pre-
sented in Figure S17 of the Supplementary data, available
at IJE online. These study-specific estimates have (inverse-
variance-weighted) mean —0.235 and standard deviation

(SD) 0.121, indicating some degree of between-study vari-
ability. However, in our simulations (see Supplementary
data, available at IJE online) a similar degree of heterogen-
eity between known subgroups (scenario ‘f* with y = 0.1)
was not found to result in bias to either the LATE intercept
or slope, with slightly conservative confidence intervals for
each.

To examine whether G =rs1229984 is a valid instru-
ment for discretized X*, assuming that it is valid for the
continuous measure X =log-alcohol, we examined the
correlation between G and the remainder X — X*; these
should be independent for G to be a valid instrument for
X*. We observed a weak but significant correlation
(Pearson’s r=-0.013, 95% CI: —0.020, —0.006). We
hypothesized that this residual correlation was due to the
large number of individuals reporting drinking zero weekly
units of alcohol (log-alcohol = 0), because these individuals
have a residual X — X*=0 and are also more likely to
have G=0. When individuals with log-alcohol =0 were
excluded from the analysis, the correlation between G and
the remainder X — X* was close to zero (Pearson’s
r=0.001, 95% CI: —0.007, 0.009). We therefore re-
analysed the data after excluding individuals with log-
alcohol =0, but obtained very similar results to those from
the full sample. Because it is necessary to retain individuals
reporting zero drinking to meet the objectives of the ana-
lysis, we only report results using the full sample.

The results of the LATE-based analysis for each of the
outcomes are presented in Table 1 along with the standard
linear IV analysis. We illustrate our approach in more de-
tail using SBP as an example, following the steps in Box 1.
We estimated ,ffxc = —0.244 assuming a common genetic
effect across all studies. Discretizing log-alcohol into units
of —0.244 gave an integer exposure X* with range
[—26,0]. We then estimated the LATE at each value of X*.

For example, for j = —11 [corresponding to a log-alcohol of
—11x —0.244=2.684, or exp(2.684) — 1=13.6 units/
week] we selected the subjects with X* = —11 and

751229984 =1, or X* = —12 and rs1229984 = 0. Linear re-
gression of SBP on X*, on these subjects only, and adjusting
for study, age and sex, gave t_1; = —1.55; that is, in sub-
jects whose X* was changed from —12 to —11 by the SNP,
their SBP was decreased by 1.55 mmHg.

Rescaling by fyc = —0.244, subjects whose log-
alcohol was changed from —12 x —0.244 =2.928 to
—11 x —0.244 = 2.684 [i.e. whose weekly units of alcohol
consumption was changed from exp(2.928) - 1=17.7 to
exp(2.684) - 1=13.6] by the SNP had their SBP
decreased by 1.55mmHg. Alternatively, a one-unit in-
crease in log-alcohol at this level of alcohol consumption
[e.g. from 2.684 to 3.684, or from exp(2.684) - 1=13.6
to exp(3.684) — 1=38.8 units/week—a considerable


http://ije.oxfordjournals.org/lookup/suppl/doi:10.1093/ije/dyu187/-/DC1
http://ije.oxfordjournals.org/lookup/suppl/doi:10.1093/ije/dyu187/-/DC1
http://ije.oxfordjournals.org/lookup/suppl/doi:10.1093/ije/dyu187/-/DC1
http://ije.oxfordjournals.org/lookup/suppl/doi:10.1093/ije/dyu187/-/DC1
http://ije.oxfordjournals.org/lookup/suppl/doi:10.1093/ije/dyu187/-/DC1
http://ije.oxfordjournals.org/lookup/suppl/doi:10.1093/ije/dyu187/-/DC1

International Journal of Epidemiology, 2014, Vol. 43, No. 6

1787

Table 1. Comparison of linear and non-linear instrumental variable estimates for selected cardiovascular traits in the Alcohol-

ADH1B Consortium

Outcome n Linear IV approach Non-linear IV approach
Mean LATE LATE intercept LATE slope
Estimate  95% CI*  Estimate  95% CI®  Estimate 95% CI* Estimate  95% CI” PP
SBP (mmHg) 78172 5.20 3.2,7.3 4.90 2.6,7.5 -220 -7.5,3.4 3.30 1.0, 5.5 0.004
Non-HDL-C (mmol/l) 60140 0.13  —0.02,0.28 0.25 0.06,0.45 —0.54 —0.94,-0.120 0.37 0.19,0.55 <0.001
HDL-C (mmol/l) 60227 —-0.02 -0.07,0.03 —-0.01 -0.07,0.06 —0.02 —0.15,0.14 0.00 —0.06,0.06 0.910
BMI (kg/m?) 79454 0.70 0.2,1.2 1.00 0.4,1.5 -1.00 -2.5,0.3 0.90 0.3,1.4 0.002
WC (cm) 57172 2.80 1.3,4.4 2.70 1.1,4.5 -1.80 -5.8,1.9 2.00 0.6,3.6 0.010
CRP* (mg/l) 63367 0.17 0.03,0.31 0.18 0.03,0.38 —-0.39 —0.77,0.03 0.26 0.10,0.43  0.001
IL-6° (pg/ml) 23535 0.30 0.16,0.45 0.35 0.10,0.53 0.10 —0.24,0.85 0.13 —-0.34,0.29 0.410
TG (mmol/l) 63667 0.01 —0.06,0.07 0.01 -0.09,0.07 0.04 —-0.15,0.21 -0.02 -0.10,0.06  0.670

SBP, systolic blood pressure; Non-HDL-C, non high-density lipoprotein cholesterol; HDL-C, high-density lipoprotein cholesterol; BMI, body mass index; WC,

waist circumference; CRP, C-reactive protein; IL-6, interleukin 6; TG, triglycerides.

“Derived using 10 000 bootstrap samples.
bApproximate Z-test using the bootstrap standard error.
“Log-transformed prior to analysis.

increase| was associated with an increase in SBP of —1.55/
—0.244 = 6.35 mmHg.

The full graph of estimated LATEs for SBP is shown in
Figure 2. Negative LATEs represent decreasing SBP with
log-alcohol whereas positive LATEs represent increasing
SBP, so a LATE trend crossing zero from negative to posi-
tive indicates a nadir. Fixed-effects meta-analysis of these
effects gave a mean LATE of 4.9 (95% CI: 2.6, 7.5), which
is effectively a complier average treatment effect and simi-
lar to the linear IV estimate of 5.2 (95% CI: 3.2, 7.3).
Meta-regression of the estimated LATEs on X* gave a
slope of 3.3 (95% CI: 1.0, 5.5). This provided strong evi-
dence (Z-test P =0.004) that the LATEs were not constant
across values of log-alcohol; that is, there was a non-linear
association between log-alcohol and SBP.

Full results for the remaining outcomes are provided in
Table 1. As indicated by the LATE slope, there was evi-
dence of a non-linear causal effect for SBP, non-HDL-C,
BMI, WC and CRP (all P<0.01). For other outcomes
there was no evidence of a non-linear causal effect (HDL-
C, IL-6 and triglycerides, all P> 0.4, though note that
power is lower for IL-6 due to the relatively small sample
size). In these cases we recommend that the linear IV re-
sults are employed, as fewer assumptions are required in
their estimation. It should also be noted that the linear IV
estimates and the mean LATEs were similar for each of the
outcomes, albeit with the latter having wider ClIs.

Table 2 shows the predicted difference in each outcome
relative to zero alcohol consumption for 3.04, 12.15, 31.90
and 84.52 units/week of alcohol consumption under the fit-
ted quadratic functions. All outcomes, with the exception
of SBP, were predicted to be lower at 3.04 units/week
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Figure 2. Local average treatment effects (LATEs) of log(weekly units of
alcohol + 1) on systolic blood pressure. Circular markers are LATEs;
bars are 95% pointwise confidence intervals; dashed line is estimated
mean LATE; solid line is estimated linear LATE trend; dotted line is lin-
ear |V estimate using the ratio method (virtually indistinguishable from
the estimated mean LATE).

(‘low” alcohol consumption) than at zero alcohol consump-
tion, though each confidence interval included the possibil-
ity of no true difference. By 31.90 units/week (‘heavy’
alcohol consumption) all outcomes were predicted to be
higher than at zero alcohol consumption, though each con-
fidence interval, with the exception of SBP, again included
the possibility of no true difference. By 84.52 units/week
(‘very heavy’ alcohol consumption) all the confidence inter-
vals excluded the possibility of no true difference.
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Table 2. Predicted difference in cardiovascular traits relative to zero alcohol consumption at several levels of alcohol consump-
tion and predicted curve features in the Alcohol-ADH 1B Consortium. Only calculated for traits with evidence of non-linearity

Outcome Difference in outcome (95% CI?) Level of alcohol Difference in Level of alcohol

consumption outcome at consumption

3.04 12.15 31.90 84.52 at nadir optimal alcohol with outcome

units/week® units/week® units/week® units/week® (units/week) consumption equal to that at
(95% CI%) (95% CI%) zero (units/week)

(95% CI%)

SBP (mmHg) 0.1 (~5.5, 6.1) 52(=2.6,13.9)  12.4(3.4,22.1) 22.8(12.2,34.6)  1.0(0.0,3.6) —0.7 (—5.4,0.0) 2.8 (0.0, 19.6)

Non-HDL-C -0.39 (-0.79,0.06) —0.15(-0.72,0.47) 0.40 (-0.28,1.10) 1.30(0.45,2.16) 3.2(0.7,6.0) —0.39(—0.85,-0.03) 16.9(2.1,48.2)
(mmol/1)

BMI (kg/m?) —0.6 (~2.2,0.8) 0.2 (=2.0,2.1) 1.6 (—0.8, 3.8) 3.9(1.2,6.3) 2.3(0.0,6.0) —0.6(=2.3,0.0) 10.1 (0.0, 48.4)
WC (cm) ~0.6 (—4.7,3.5) 1.9(=3.9,7.8) 5.7(-0.6,12.5)  11.5(4.5,19.2) 1.5(0.0,5.4) —0.8 (—4.9,0.0) 5.3 (0.0, 37.4)
CRP® (mg/l)  —0.29 (~0.68, 0.15) —0.15 (—0.68,0.50) 0.22 (—0.37,0.95) 0.83 (0.15,1.69) 3.5(0.0,7.2) —0.30 (—0.75,0.00)  19.4 (0.0, 66.0)

SBP, systolic blood pressure; Non-HDL-C, non high-density lipoprotein cholesterol; BMI, body mass index; WC, waist circumference; CRP, C-reactive

protein.
*Derived using 10 000 bootstrap samples.
"Log-transformed prior to analysis.

“Weekly units of alcohol values are medians of observed values in categories representing low (1-7 units/week), moderate (7-21 units/week), heavy (21-70
units/week) and very heavy (70+ units/week) alcohol consumption in the analysis of Holmes et al.'?

Table 2 also shows the additional estimated features of
the hypothesized quadratic functions. For all outcomes,
the optimal level of alcohol consumption was estimated to
be greater than zero, ranging from 1.0 units/week (SBP) to
3.5 units/week (CRP). However, only for non-HDL-C did
the confidence interval exclude the possibility that zero
consumption may be optimal. Correspondingly, the esti-
mated difference in outcome at the optimal alcohol con-
sumption level relative to zero consumption was negative
for each outcome, though only for non-HDL-C did the
confidence interval exclude the possibility of no true differ-
ence. The level of alcohol consumption required to have an
outcome level equivalent to that at zero consumption was
estimated as ranging from 2.8 units/week (SBP) to 19.4
units/week (CRP), though for all outcomes the confidence
intervals were very wide. These results are illustrated for
non-HDL-C, for which the strongest evidence of non-
linearity was observed, in Figure 3. However, the precise
values of our quantitative results should be interpreted
with some caution as the quadratic causal model that we
fit may not be sufficiently flexible to fully characterize the
dose-response relationship.

Discussion

We have proposed a method based on estimating LATEs
that allows a basic estimation of local causal effects of a
continuous exposure when using a binary instrument. Our
method requires an assumption of homogeneous individual
treatment effects of the instrument on the exposure, but
our simulations found the estimates obtained under our ap-
proach to be largely unbiased and with good coverage
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Figure 3. Predicted difference in non high-density lipoprotein choles-
terol (non-HDL-C) relative to zero alcohol consumption across the range
of values of observed alcohol consumption, with estimated optimal
level of alcohol consumption (3.2 (95% confidence interval (Cl): 0.7, 6.0)
units/week), estimated difference in non-HDL-C relative to zero alcohol
consumption at optimal level (—0.39 (95% CI: —0.85, —0.03) mmol/l),
and estimated level of alcohol consumption with the same level of non-
HDL-C as at zero (16.9 (95% CI: 2.1, 48.2) units/week) indicated.

properties under a variety of heterogeneous effects of in-
strument on exposure.

The local effects we estimate are within discretized units
of the exposure, with the size of those units depending on
the gene-exposure association. This is not a scale with a
generally useful interpretation, and different genetic instru-
ments could lead to different discrete units with different
definitions of local causal effects. We therefore emphasize
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the ability to test for a non-linear causal effect and draw
qualitative conclusions about the shape of that effect, and
we suggest that a strictly quantitative interpretation of the
estimated parameters should be viewed with some caution.
Further work is required in investigating alternative mod-
els relating the LATEs to the exposure levels in order to
provide greater flexibility for characterizing the dose-
response relationship.

Using this approach, we detected evidence for a non-
linear causal effect of log-alcohol on several cardiovascular
traits in a large collaborative study, which would not have
been possible using standard IV approaches. For each out-
come that exhibited evidence of a non-linear causal effect,
our results suggested that the level of alcohol consumption
associated with the lowest value of the cardiovascular
traits to lie between 1.0 and 3.5 units/week. However, only
for non-HDL-C do we have strong evidence that the opti-
mal level of consumption truly differs from zero.

As the cardiovascular traits considered in this analysis
were observed concurrently with the level of alcohol con-
sumption in many of the studies within the ADHI1B
Consortium, a conventional analysis would be at risk of
bias due to reverse causality (for example, someone with
high SBP reducing their alcohol intake so that they are
observed to have a low level of consumption). A
Mendelian randomization analysis removes the possibility
of such reverse causality, which is a significant strength of
the present study.

For our estimated effects to be interpreted causally we
need the standard assumptions underlying MR analysis to
hold. Of particular concern in the present application is
the exclusion restriction that G has no effect on Y other
than through X. We have only considered one aspect of al-
cohol consumption (weekly units), but if the polymorph-
ism in ADHIB reduces alcohol consumption generally,
then other aspects, such as frequency of binge drinking,
may also be associated with the instrument.'® If such other
aspects have a causal effect on the outcome independently
of weekly units, then the exclusion restriction would not
hold. The strong correlation between weekly units and
other aspects of alcohol consumption makes a significant
violation of this assumption unlikely. However, further re-
search is required in this area.

Although we limited our analyses to individuals of
European descent and adjusted for study in all our ana-
lyses, there may be residual population stratification of the
variant which could lead to backdoor pathways from the
instrument to the outcome. The restriction to individuals
of European descent may also reduce the generalizability
of our findings beyond such populations.

An inherent aspect of our approach is the need for a large
sample with a sufficiently strong association between the

gene and the exposure. If the gene-exposure association is
very weak, then the exposure will be discretized into many
bins, none of which will contain sufficient subjects for the
LATEs to be estimated. Many MR studies are now con-
ducted on large samples in order to improve power to detect
causal effects, but our approach requires large samples
across a sufficient range of the exposure in order to detect
non-linearities. This problem is compounded when studying
binary outcomes, as each bin should contain a sufficient
number of events. Therefore we have restricted our atten-
tion to continuous outcomes in this paper, but we recognize
that here the key interest is in the nature of the causal rela-
tionship with cardiovascular disease events, which cannot
be readily deduced from the associations with different risk
factors. Further work in this area is required.

We believe our method is useful for inferring departure
from linearity when only a binary instrument is available.
Although there is clearly greater scope for bias than in
standard IV analysis, we did not infer non-linear effects for
several of the cardiovascular outcomes we considered, sug-
gesting some degree of specificity using our method. More
robust inference of non-linear causal effects may be pos-
sible from polychotomous or continuous instruments, such
as gene scores constructed from multiple SNPs.?*° Such
instruments will allow the identification of non-linear
models with many parameters, though IV estimation of
parametric non-linear models has been found to be de-
pendent on the choice of parametric model.”* A further
key issue is whether the exposures predicted by those in-
struments cover a sufficient range to capture the non-linear
features of the causal effects. If this is not the case, then it
may be necessary to pursue approaches based on local ef-
fects, similar to the one for binary instruments that we
have discussed here.

Supplementary Data

Supplementary data are available at IJE online.

Funding

This work was supported by the UK Economic and Social Research
Council (NCRM Pathways node ES/1025561/2 to R.S.) and the UK
Medical Research Council (Population Health Scientist Fellowship
G0802432 to M.V.H and G1000718 to FE.D.). D.A.L. and G.D.S.
work in a unit that receives funding from the UK Medical Research
Council (MC_UU_12013/1-9) and the University of Bristol.

Acknowledgements
Acknowledgements to the individual studies are available as

Supplementary data at IJE online.

Conflict of interest: John Whittaker is employed by and owns shares
in GlaxoSmithKline.


http://ije.oxfordjournals.org/lookup/suppl/doi:10.1093/ije/dyu187/-/DC1
http://ije.oxfordjournals.org/lookup/suppl/doi:10.1093/ije/dyu187/-/DC1

1790

International Journal of Epidemiology, 2014, Vol. 43, No. 6

References

1.

10.

11.

12.

13

14.

Sheehan NA, Didelez V, Burton PR, Tobin MD. Mendelian ran-
domization and causal inference in observational epidemiology.
PLoS Med 2008;5:e177.

Jansen H, Samani NJ, Schunkert H. Mendelian randomization
studies in coronary artery disease. Eur Heart ] 2014;35:
1917-24.

Davey Smith G, Hemani G. Mendelian randomization: genetic
anchors for causal inference in epidemiological studies. Hum
Mol Genet 4 July 2014. pii: ddu328 (epub ahead of print).
Lawlor DA, Harbord RM, Sterne JA, Timpson N, Davey Smith
G. Mendelian randomization: using genes as instruments for
making causal inferences in epidemiology. Stat Med 2008;27:
1133-63.

Angrist JD, Pischke J-S. The credibility revolution in empirical
economics: how better research design is taking the con out of
econometrics. | Econ Perspect 2010;24:3-30.

Vukcevic D, Hechter E, Spencer C, Donnelly P. Disease model
distortion in association studies. Genet Epidemiol 2011;35:
278-90.

Ronksley PE, Brien SE, Turner BJ, Mukamal KJ, Ghali WA.
Association of alcohol consumption with selected cardiovascular
disease outcomes: a systematic review and meta-analysis. BM]
2011;342:d671.

Mukamal KJ, Mackey RH, Kuller LH, ez al. Alcohol consump-
tion and lipoprotein subclasses in older adults. ] Clin Endocrinol
Metab 2007;92:2559-66.

Greenfield JR, Samaras K, Jenkins AB, Kelly PJ, Spector TD,
Campbell LV. Moderate alcohol consumption, estrogen replace-
ment therapy, and physical activity are associated with increased
insulin sensitivity: is abdominal adiposity the mediator?
Diabetes Care 2003;26:2734-40.

Imhof A, Froehlich M, Brenner H, Boeing H, Pepys MB, Koenig
W. Effect of alcohol consumption on systemic markers of inflam-
mation. Lancet 2001;357: 763-67.

Albert MA, Glynn R]J, Ridker PM. Alcohol consumption and
plasma concentration of C-reactive protein. Circulation 2003;
107:443-47.

Mukamal KJ, Jadhav PP, D’Agostino RB ez al. Alcohol con-
sumption and hemostatic factors: analysis of the Framingham
Offspring Cohort. Circulation 2001;104:1367-73.

. Holmes MV, Dale CE, Zuccolo L et al. Association between alco-

hol and cardiovascular disease: Mendelian randomization analysis
based on individual participant data. BMJ 2014;349:g4164.
Jackson R, Broad J, Connor ], Wells S. Alcohol and ischaemic
heart disease: probably no free lunch. Lancer 2005;366:
1911-12.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

Emberson JR, Shaper AG, Wannamethee SG, Morris RW,
Whincup PH. Alcohol intake in middle age and risk of cardiovas-
cular disease and mortality: accounting for intake variation over
time. Am | Epidemiol 2005;161:856-63.

Bergmann MM, Rehm J, Klipstein-Grobusch K et al. The associ-
ation of pattern of lifetime alcohol use and cause of death in the
European Prospective Investigation into Cancer and Nutrition
(EPIC) study. Int ] Epidemiol 2013;42:1772-90.

Goldman D, Oroszi G, Ducci F. The genetics of addictions: un-
covering the genes. Nat Rev Genet 2005;6:521-32.

Tolstrup JS, Nordestgaard BG, Rasmussen S, Tybjaerg-Hansen
A, Gronbaek M. Alcoholism and alcohol drinking habits pre-
dicted from alcohol dehydrogenase genes. Pharmacogenomics |
2008;8:220-27.

Zuccolo L, Fitz-Simon N, Gray R et al. A non-synonymous vari-
ant in ADH1B is strongly associated with prenatal alcohol use in
a European sample of pregnant women. Hum Mol Genet
2009;18:4457-66.

Lawlor DA, Nordestgaard BG, Benn M, Zuccolo L, Tybjaerg-
Hansen A, Davey Smith G. Exploring causal associations be-
tween alcohol and coronary heart disease risk factors: findings
from a Mendelian randomization study in the Copenhagen
General Population Study. Eur Heart | 2013;34:2519-28.
Newey WK, Powell JL. Instrumental variable estimation of non-
parametric models. Econometrica 2003;71:1565-78.
Chernozhukov V, Hansen C. An IV model of quantile treatment
effects. Econometrica 2005;73:245-61.

Horowitz JL. Applied nonparametric instrumental variables esti-
mation. Econometrica 2011;79:347-94.

Li D, Zhao H, Gelernter J. Strong association of the alcohol de-
hydrogenase 1B gene (ADH1B) with alcohol dependence and al-
cohol-induced medical diseases. Biol Psychiatry 2011;70:
504-12.

Imbens GW, Angrist JD. Identification and estimation of local
average treatment effects. Econometrica 1994;62:467-75.
Angrist DA, Imbens GW. Two-stage least squares estimation of
average causal effects in models with variable treatment inten-
sity. | Am Stat Assoc 1995;90:431-22.

R Development Core Team. R: A Language and Environment
for Statistical Computing. Vienna: R Foundation for Statistical
Computing, 2011.

Pierce BL, Ahsan H, Vanderweele T]. Power and instrument
strength requirements for Mendelian randomization studies
using multiple genetic variants. Int | Epidemiol 2011;40:
740-52.

Palmer TM, Lawlor DA, Harbord RM et al. Using multiple gen-
etic variants as instrumental variables for modifiable risk factors.
Stat Methods Med Res 2012;21:223-42.



	l
	l
	dyu187-TF1
	dyu187-TF2
	dyu187-TF3
	dyu187-TF4
	dyu187-TF5
	dyu187-TF6
	dyu187-TF7
	dyu187-TF8

