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1 | INTRODUCTION

If no immediate action is taken, it is estimated that the
current number of 463 million diabetes cases will in-
crease to 700 million by the year 2045, with type 2

Harold Snieder' |

Kristi Lill> | Krista Fischer®® | Ilja Nolte'

Abstract

As many cases of type 2 diabetes (T2D) are likely to remain undiagnosed,
better tools for early detection of high-risk individuals are needed to prevent or
postpone the disease. We investigated the value of the doubly weighted genetic
risk score (dwGRS) for the prediction of incident T2D in the Lifelines and
Estonian Biobank (EstBB) cohorts. The dwGRS uses an additional weight for
each single nucleotide polymorphism in the risk score, to correct for “Winner's
curse” bias in the effect size estimates. The traditional (single-weighted genetic
risk score; swGRS) and dwGRS were calculated for participants in Lifelines
(n=12,018) and EstBB (n = 34,129). The dwGRS was found to have stronger
association with incident T2D (hazard ratio [HR] =1.26 [95% confidence in-
terval: 1.10-1.43] and HR =1.35 [1.28-1.42]) compared to the swGRS (HR =
1.21 [1.07-1.38] and HR =1.25 [1.19-1.32]) in Lifelines and EstBB, respec-
tively. Comparing the 5-year predicted risks from the models with and without
the dwGRS, the continuous net reclassification index was 0.140 (0.034-0.243;
p =.009 Lifelines), and 0.257 (0.194-0.319; p <2 x 10~'® EstBB). The dwGRS
provided incremental value to the T2D prediction model with established
phenotypic predictors. It clearly distinguished the risk groups for incident T2D
in both biobanks thereby showing its clinical relevance.

KEYWORDS
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diabetes (T2D) as the most common type, accounting for
90% of the cases (International Diabetes Federation,
2019). T2D is often accompanied by severe comorbidities
and possible complications resulting in premature
mortality and a major burden on healthcare systems
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(Kahn, Cooper, & Del Prato, 2014; World Health
Organization, 2014). Furthermore, it is speculated that
one-third or even half of T2D cases are undiagnosed,
since it usually starts without acute symptoms and is
difficult to detect at an early stage (International Diabetes
Federation, 2019; Langenberg et al., 2014). Therefore,
developing a powerful tool for early detection of high-risk
individuals for T2D would allow postponing or even
preventing T2D. Genetic markers have high potential for
early detection of high-risk individuals since they are
fixed for life (Lyssenko et al., 2008). Heritabilities of T2D
vary widely with estimates between 20% and 80% (Meigs,
Cupples, & Wilson, 2000; Poulsen, Ohm Kyvik, Vaag, &
Beck-Nielsen, 1999). Only since the advent of genome-
wide association studies (GWASs) progress has been
made in finding the genetic risk factors for T2D (Burton
et al., 2007; Palmer et al., 2012; Scott et al., 2007; Visscher
et al., 2017). Nonetheless, identified single nucleotide
polymorphisms (SNPs) have only been able to account
for a small proportion (approximately 10-15%) of the
total heritability of T2D (McCarthy, 2010; Prasad &
Groop, 2015). Therefore, it is crucial to further improve
the genetic prediction and risk assessment of T2D.
Individually each SNP has only a small effect on disease
risk (Reisberg, Iljasenko, Lll, Fischer, & Vilo, 2017). Several
methods have been developed and tested to combine the
effects of multiple disease-associated SNPs into one genetic
risk score (GRS) representing part of each individual's ge-
netic susceptibility for a complex disease (Morris et al., 2012;
Reisberg et al., 2017). The most commonly used GRS in-
cludes only the genome-wide significant SNPs, and each
included SNP is typically weighted by the effect size from
the genome-wide meta-analysis in which it was discovered
(Lall, Mégi, Morris, Metspalu, & Fischer, 2017). A limitation
of this GRS is the exclusion of genetic variants truly asso-
ciated with the disease (Morris et al., 2012; Reisberg
et al., 2017) for which GWASs have too low power to detect
due to the stringent significance threshold (usually
p<5X% 107% Wray et al.,, 2013). Hence, another common
method is to combine thousands of SNPs in a polygenic risk
score by applying a more lenient significance threshold
ranging from p<5x107® up to even p=1 depending on
the polygenic nature of the disease hypothesizing that many
of those SNPs were false negative in the discovery GWAS
(Wray et al., 2013). Some recent publications have shown
that such polygenic risk scores have considerably better
predictive power (Lill et al., 2017; Reisberg et al., 2017).
Recently, a novel polygenic method for risk prediction
called the doubly weighted GRS (dwGRS) was developed
(L&l et al., 2017). Compared to the usual polygenic GRS, a
second weight for the SNPs included in the dwGRS is added
to adjust for the Winner's curse bias, a phenomenon stating
that the effect of those SNPs reaching genome-wide

significance in GWAS may be overestimated by chance (L&ll
et al., 2017). It has been shown that the dwGRS has better
predictive power than the traditional single-weighted GRS
(swGRS) by not only increasing the number of SNPs beyond
the genome-wide significance threshold as in a polygenic
risk score, but also by applying more accurate weighting
(L&ll et al., 2017). However, the superior performance of this
novel dwGRS has not yet been validated in independent
cohorts.

In this study, we aim to investigate the added value of
the novel dwGRS to the prediction model of incident T2D
with main established risk factors in the Lifelines and
Estonian Biobank (EstBB) cohorts.

2 | METHODS

2.1 | Study population

Data for the current study were derived from the Lifelines
Cohort Study (Lifelines) and the EstBB. Both cohorts are
large prospective cohort studies in Europe with similar aim
to improve the current understanding of genetic, environ-
mental, and phenotypic factors involved in the development
of common complex diseases (Leitsalu, Haller et al., 2015;
Scholtens et al., 2015). Lifelines is a multidisciplinary pro-
spective population-based cohort study examining in a un-
ique three-generation design the health and health-related
behaviors of 167,729 persons living in the North of the
Netherlands. It employs a broad range of investigative pro-
cedures in assessing the biomedical, sociodemographic, be-
havioral, physical, and psychosocial factors which contribute
to the health and disease of the general population, with a
special focus on a multimorbidity and complex genetics. The
Lifelines participants were recruited between 2006 and 2013
and the follow-up is ongoing (Klijs et al., 2015; Scholtens
et al., 2015). Every 5 years, biomaterials are collected, a
physical examination is done, and extensive questionnaires
are completed. In between, participants fill in questionnaires
approximately every 1.5 years.

The EstBB cohort represents the Estonian adult po-
pulation with individuals (n = 51,515) recruited between
2002 and 2011 (Leitsalu, Haller et al., 2015). Biomarkers
were collected, extensive phenotypic questionnaires
completed, and physical measurements taken at baseline.
Follow-up data are available via linkage with national
health-related registries and via re-examination of parti-
cipants. Furthermore, electronic health records are up-
dated for phenotypic outcome information every half
year (Leitsalu, Alavere, Tammesoo, Leego, & Metspa-
lu, 2015; Leitsalu, Haller et al., 2015).

In the current study, subsets of individuals from
Lifelines and from EstBB, respectively, with genetic data
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available were analyzed (Figures S1 and S2). In Lifelines,
individuals were excluded if they had been diagnosed at
baseline with T1D, T2D, or another type of diabetes, in
case of pregnancy (without gestational diabetes), there
were missing values for body mass index (BMI), diabetes
type was unspecified, or no follow-up data were available.
In EstBB, individuals who were included in the original
dwGRS paper (Ldll et al., 2017) or their first-degree re-
latives (pi-hat>0.35), and other first-degree relatives
from the remaining sample were excluded (n = 3,121) to
get an independent validation dataset. In addition, in-
dividuals were excluded if T1D or T2D had been diag-
nosed at baseline, or in case of pregnancy, extreme age
values (age <18 years or >90 years), missing phenotype
information, and no follow-up information available. In
case of duplicate samples in the remaining sample, one of
them was removed. In Lifelines, duplicate samples and
first-degree relatives were excluded as part of the quality
control of the genotyping. This yielded 12,018 and 34,129
individuals from Lifelines and from EstBB, respectively,
for analysis. Additional sensitivity analyzes including
only largely unrelated individuals (i.e., pi-hat < 0.125)
were conducted in EstBB (n = 26,669).

Lifelines and EstBB have been approved by the
Medical Ethics Committee of the University Medical
Center Groningen and by the Ethics Committee of Hu-
man Studies, University of Tartu, Estonia, respectively,
and all participants signed an informed consent.

2.2 | Type 2 diabetes
In the Lifelines cohort, the information about T2D was
collected at four time points: at baseline, and at 1.5, 3,
and 5 years after recruitment. At baseline, the participant
was diagnosed with T2D if at least one of the four fol-
lowing T2D diagnosis criteria was met (American Dia-
betes Association, 2017): (a) fasting plasma glucose (FPG)
>7.0 mmol/L; (b) glycated hemoglobin (HbAlc) >6.5%;
(c) use of T2D medication (anatomical therapeutic che-
mical [ATC] codes A10A or A10B); or (d) self-reported
T2D in combination with self-reported T2D medication
use. At 1.5 and 3 years, the T2D diagnosis was based only
on self-reported T2D as only questionnaire data were
available. At 5 years, diagnosis was based on FPG and/or
HbAlc measures and/or on self-reported T2D, since
medication use was not recorded (Van Zon et al., 2018).
FPG was determined in fasting state and measured using
a hexokinase method (Integra analyzer; Roche). HbAlc
level was measured with a turbidimetric inhibition im-
munoassay (Modular Roche; Jansen et al., 2013).

In EstBB, the data on T2D diagnoses were obtained
via linkage with the Electronic Medical Records database

of the Estonian Health Insurance Fund. T2D was in the
first place diagnosed by the general practitioner accord-
ing to World Health Organization guidelines (WHO;
World Health Organization, 2011) and in the EstBB da-
tabase, it was recorded as International Classification of
Diseases (ICD-10) code E11.

2.3 | Phenotypic prediction model

One of the most well-known noninvasive prediction
models is the Finnish Diabetes Risk Score (FINDRISC;
Lindstrom & Tuomilehto, 2003). It has been tested and
validated worldwide (Meijnikman et al., 2016; Witte,
Shipley, Marmot, & Brunner, 2010; Zhang, Zhang,
Zhang, Hu & Chen, 2014) and it contains age, BMI, waist
circumference, physical activity, fruit and vegetable
consumption, use of antihypertensive medication or
blood pressure, history of high blood glucose, and family
history of diabetes. Therefore, our selection of phenotypic
predictors was based on the FINDRISC model with some
modifications imposed by the current data sets. To con-
struct the prediction model in Lifelines, the following
variables were available: (a) age; (b) BMI (Janssen,
Katzmarzyk, & Ross, 2002); (c) waist circumference
(Jansen et al., 2013); (d) physical activity (measured with
the Short Questionnaire to Assess Health; Wendel-Vos,
Schuit, Saris, & Kromhout, 2003); (e) fruit and vegetable
consumption (measured with the extensive
quantitative baseline food frequency questionnaire; Sie-
belink, Geelen, & de Vries, 2011); (f) antihypertensive
medication usage (ATC code C02, C03, C07, C08, C09;
WHO, 2017); (g) blood pressure (Messerli, Williams, &
Ritz, 2007), whereas participants were categorized as
hypertensive with blood pressure higher than 140/
90 mmHg, and/or antihypertensive medication usage was
recorded (Amini et al., 2016). With respect to physical
activity, for better comparison of two biobanks we cate-
gorized participants into “low activity” (0-3 days a week
active for >30 min) or “high activity” (>4 days a week
active for >30) in Lifelines. Two variables for fruit and
vegetable intake (in grams per 1,000 kcal) were divided
into quintiles and awarded with scores ranging from 0 to
4 (subscale score of the original Lifelines Diet Score;
Vinke et al., 2018). The original FINDRISC predictors
“history of high glucose levels” and “family history of
diabetes” were dropped from the model as they were not
available in Lifelines.

In EstBB, data on all the phenotypic FINDRISC
variables were obtained from the 16-module ques-
tionnaire about lifestyle, diet, and clinical diagnosis based
on the WHO International Classification of Diseases
(WHO, 2016), which was filled in at baseline during a

semi-
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computer-assisted personal interview (Leitsalu, Haller
et al.,, 2015). Most of the FINDRISC variables were
measured and categorized in the same way as in Lifelines
with the exceptions for the following: (a) physical activity
was categorized as “active” and “non-active” based on
the question of “Have you done or are you doing physical
exercises (Sunday sports)?”; (b) fruit and vegetable con-
sumption were considered as separate variables and ca-
tegorized based on consumption frequency (days per
week): not once, 1-2, 3-5, 6-7.

For some of the FINDRISC variables (waist cir-
cumference, physical activity, and fruit-vegetable con-
sumption), the number of missing values in at least one
of the cohorts was considered to be too high (>5%). Be-
cause of their minor importance as predictors of incident
T2D (Lindstrom & Tuomilehto, 2003), these variables
were excluded from the analyzes to provide comparable
results between the two cohorts.

2.4 | Genetic risk score

For both biobanks, each participant's genetic predisposi-
tion for T2D was expressed by a GRS constructed ac-
cording to the traditional swGRS and novel dwGRS
method (Lill et al., 2017). The swGRS included 1,000
independent SNPs (Léll et al., 2017) with their risk alleles
weighted by the effect size from the genome-wide meta-
analysis on T2D by the DIAGRAM consortium (Morris
et al., 2012). The number of 1,000 SNPs was chosen be-
cause in the original GRS paper (Ldll et al., 2017), this
number of SNPs provided a fit for the dwGRS (see next
paragraph) that was not significantly different from the
best-fitting sSwGRS in either the BMI-unadjusted or BMI-
adjusted analysis and we wanted to have the same
number of SNPs in the swGRS.

The selection of SNPs for the dwGRS in the Lifelines
sample was based on the list of 7,502 independent SNPs
that were selected in the original study (Lall et al., 2017),
where also the more detailed SNP selection process was
described. Briefly, summary statistics from the large scale
meta-analysis on T2D unadjusted for BMI performed by
the DIAGRAM consortium (Morris et al., 2012) were
used for GRS construction. As the Estonian Metabochip
(includes approximately 200,000 SNPs in genes asso-
ciated with cardiac and metabolic diseases) was part of
the DIAGRAM consortium, the meta-analysis was reran
without the EstBB data to obtain independent effect sizes.
These new results were used to clump the EstBB Meta-
bochip genotyping data (based on a p-value for associa-
tion with T2D p < .5; r* <0.05 and a minimal distance of
2Mb) to get a set of independent SNPs (Purcell
et al.,, 2007). This yielded a final set of 7,502 SNPs to

construct the GRSs. Six of these SNPs were not available
in Lifelines leaving 7,496 SNPs for further analysis. These
SNPs were extracted from the genotyped and imputed
GWAS data in Lifelines. Genotyping was done with the
INlumina CytoSNP 12 v2 chip and imputation was per-
formed with Minimac (Howie, Fuchsberger, Stephens,
Marchini, & Abecasis, 2012) using the 1000 Genomes
Phase 1 global reference panel (The 1000 Genomes Pro-
ject Consortium, 2015). The median imputation quality of
the 7,496 SNPs was 0.94 and for 77.8% of them the im-
putation quality was >0.8. However, as low-quality SNPs
still contribute to the GRS (Nolte et al., 2017), we in-
cluded all SNPs in the analysis. Standard quality control
was done for genetic data in Lifelines (Nolte et al., 2017)
and in EstBB (Lill et al., 2019).

In the dwGRS, additional to the traditional weight
(i.e., the regression coefficient from the meta-GWAS), a
second weight is introduced 7;, which is the estimated
probability that the specific marker belongs to the set of
1,000 top SNPs with the strongest association with a
disease (Equation 1).

N
dwGRS = Y 7 (1000)5,X:. (1)

i=1

The motivation for this is that the traditional GRS
systematically includes more SNPs whose effects are
overestimated by chance and excludes more of those with
an underestimated effect, which may therefore unjustly
be excluded from the risk score calculation. In this study
we used the same estimated probabilities as earlier (Lill
et al., 2017), since these do not depend on the validation
cohort. To better interpret the effect sizes of the GRSs,
they were standardized within both cohorts.

2.5 | Statistical analyzes

Normally distributed continuous variables were de-
scribed with mean and standard deviation (SD) and
nonnormally distributed with median and interquartile
range (IQR). For categorical variables counts and per-
centages were presented.

Throughout the study, data from the two biobanks—
Lifelines and EstBB—have been analyzed separately. In
EstBB, the Cox proportional hazard model was used for
survival analysis since the exact time of diagnosis was
available. Proportional hazards assumptions were con-
firmed by Schoenfeld's test. In Lifelines, data of T2D di-
agnosis were interval-censored, as it was only known
whether the event occurred within a certain time inter-
val. Time intervals (in months) between baseline, 1.5, 3,
and 5-year follow-up were used. We used accelerated
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failure time (AFT) analysis to test association of the
FINDRISC variables and the GRSs with incident T2D.
For better interpretation of the results of the AFT, the
AFT coefficient of each predictor was converted to a
hazard ratio (HR) using the formula HR; = exp(—a;/0),
where «; is the coefficient from the AFT model and o is
the scale factor of the residuals. The corresponding 95%
confidence intervals (CIs) for HR were calculated simi-
larly using o; + 1.96 X SD(«;).

To assess the added value of the dwGRS in risk pre-
diction of incident T2D, three models were fitted in both
cohorts: (a) model adjusted for the baseline phenotypic
risk factors available in both cohorts (i.e., baseline model/
Model 1); (b) baseline model plus the swGRS (Model 2);
(c) baseline model plus the dwGRS (Model 3).

To test the prediction improvement by using dwGRS
after 5 years of follow-up, the following analyzes were
applied on smaller subsets of cases that were diagnosed
with T2D at most 5 years after baseline plus controls with
a follow-up time of at least 5 years (Lifelines: n = 5,243;
EstBB: n = 33,057). To assess the prediction improvement,
the Harrell's C-statistic was determined for all the models
with an increase in the statistics value reflecting the in-
cremental predictive value of the genetic profile. Ad-
ditionally, in EstBB, the predictive value of the dwGRS
was tested among a high-risk group (age: 35-79 and BMI:
25-30) for incident T2D to check whether the performance
of the dwGRS improved in case of selecting a high-risk
sample. In Lifelines, the high-risk group analysis was not
possible due the smaller sample size. To obtain Harrell's C-
statistics and to present cumulative incidence in Lifelines,
a Cox proportional hazard model was applied using the
middle of the time interval as time of diagnosis. Con-
fidence intervals for a change in C-statistics were esti-
mated with a bootstrapping procedure. Additionally,
continuous net reclassification improvement (NRI) and
integrated discrimination improvement (IDI) indices were
calculated to assess the prediction improvement (Kundu,
Aulchenko, Van Duijn, & Janssens, 2011; Pencina,
D’'Agostino, D'Agostino, & Vasan, 2008). Continuous NRI
denotes the proportion of cases correctly assigned a higher
probability by the improved model compared to the old
model without GRS minus the corresponding proportion
of controls, multiplied by 2 (Pencina, Steyerberg, &
D’'Agnostino, 2011). IDI denotes the average increase in
risk estimates for participants who were diagnosed with
T2D during follow-up plus the average decrease in risk
estimates for participants without diagnosis according to
improved model (Fischer et al., 2014; Pencina et al., 2011).

Finally, a Cox proportional hazard model was applied
to assess the risk of incident T2D by dwGRS quintiles and
Kaplan-Meier graphs of cumulative incidence of T2D on
all individuals in Lifelines and EstBB, respectively.

The statistical package IBM SPSS for Windows (ver-
sion 22.0; IBM Corp., Armonk, NY) and R version 3.5.2
(in Lifelines) and version 3.6.0 (in EstBB) for Windows (R
Development Core Team, 2008) were used for statistical
analyzes. p < .05 was considered significant.

3 | RESULTS

Baseline characteristics of participants in both studies are
presented in Table 1. In total, 12,018 individuals from
Lifelines and 34,129 from EstBB were studied. The age
range was similar in both cohorts and the proportion of
males was lower than the proportion of females. How-
ever, there were more females in EstBB than in Lifelines
(58.1% compared to 48.6%, respectively). In Lifelines, a

TABLE 1 Descriptives for Lifelines and Estonian Biobank
cohorts
Lifelines Estonian
cohort Biobank

Characteristics n=12,018 n=34,129
Incident cases, n (%) 255 (2.1) 1,565 (4.6)
Follow-up time (y) 4.7 (3.8-5.5) 7.0 (5.7-7.9)
Age range (y) 18-89 18-90
Sex, n (male %) 4,971 (41.4) 10,904 (31.9)
BMI (kg/m?) 26.2+4.1 259+ 5.0
Hypertension, n (%) 3,479 (28.9) 9,530 (27.9)
Waist circumference (cm) 91.3+11.8 85.4+14.0
Physical activity®

Low/inactive 3,828 (34.6) 11,803 (43.3)

High/active 7,224 (65.4) 15,448 (56.7)
Fruit consumption”

Low 2,201 (35.6) 10,595 (31.1)

Medium 2,496 (40.3) 12,426 (36.4)

High 1,489 (24.1) 11,101 (32.5)
Vegetable consumption”

Low 2,222 (35.9) 23,241 (68.1)

Medium 2,712 (43.9) 8,587 (25.2)

High 1,252 (20.2) 2,296 (6.7)

Note: Mean + SD; median (interquartile range); n (%). Low consumption =
not eating at all or 1-2 days per week, medium consumption = eating 3-5
days per week, and high consumption = eating 6-7 days per week in
Estonian Biobank.

Abbreviation: BMI, body mass index.

“Physical activity categorization: low = 0-3 days a week active for >30 min
and high = >4 days a week active for >30 min in Lifelines. Active versus
inactive in Estonian Biobank.

Fruit and vegetable consumption: Low consumption = 1st and 2nd quintile,
medium consumption = 3rd quintile, high consumption = 4th and 5th
quintile of Lifelines Diet Score in Lifelines cohort.
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total of 255 (2.1%) and in EstBB 1,565 (4.6%) individuals
developed T2D during follow-up (with median follow-up
of 4.7 years [IQR: 3.8-5.5] and 7.0 years [IQR: 5.7-7.9],
respectively). The mean BMI (26.2 +4.1 and 25.9 + 5.0,
respectively) in both cohorts fell in the overweight cate-
gory and waist circumference was slightly larger in
Lifelines than in EstBB (91.3 vs. 85.4, respectively). Pre-
valence of hypertension was similar in both cohorts
(28.9% and 27.9%, respectively). For the physical activity
and fruit and vegetable consumption, a solid comparison
cannot be based because the underlying questions were
different between the cohorts.

3.1 | Association between traditional
baseline risk factors and incident T2D

The results of model 1, which includes only the established
phenotypic risk factors, are shown in Table 2 for Lifelines
and Table 3 for EstBB, respectively. All the models de-
monstrated significant association between the character-
istics measured at baseline and higher incident T2D. Male
participants of Lifelines and EstBB had a significantly
higher risk for incident T2D during the follow-up time
(HR=1.49, 95% CIL: 1.15-1.93 and HR=1.23, 95% CIL
1.11-1.38, respectively). With every unit increase in BMI,
the risk of having T2D increased 1.15 (95% CIL: 1.11-1.18)
and 1.13 (95% CI: 1.12-1.14) times, and having hyperten-
sion increased the risk of T2D 2.63 (95% CI: 1.94-3.56) and
1.91 (1.68-2.16) times in Lifelines and EstBB, respectively.

3.2 | Association between the GRS and
incident T2D

The dwGRS showed a stronger effect on incident T2D
(Model 3) than the swGRS (Model 2) in both cohorts.

Every SD increase in dwGRS increased the risk of incident
T2D 1.26 times (95% CI: 1.10-1.43, 5.25% 10~°*) and 1.35
times (95% CI: 1.28-1.42, 2.85x 107> in Lifelines and
EstBB, respectively, compared to the swGRS (HR =1.21
[95% CI: 1.07-1.38] and HR = 1.25 [95% CI: 1.19-1.32] in
Lifelines and EstBB, respectively, while accounting for
other traditional risk factors at baseline. When adding the
GRS to the model (Models 2 and 3), the effect sizes of age,
sex, BMI, and hypertension remained similar to Model 1
and were still associated with significantly higher incident
T2D (Tables 1 and 2). Analyzes on the subset of largely
unrelated individuals in EstBB (only fourth or lower de-
gree relatives) showed similar results (Table S1).

3.3 | Assessing the incremental value of
the dwGRS for risk prediction of
incident T2D

In both cohorts, the Harrell's C-statistic value became
larger when a GRS was added to the prediction model
with baseline phenotypic risk factors. After adding the
dwGRS to the prediction model in Lifelines, the C-statistic
increased by 0.003 (95% CI: —0.003 to 0.022) compared to
model with baseline risk factors, and in EstBB, it increased
by 0.007 (95% CI: 0.004-0.010). When focusing on a high-
risk group for incident T2D with age 35-79 and BMI 25-30
in EstBB, the change in C-statistics was much larger: the
C-statistic increased by 0.021 (95% CI: 0.009-0.035) when
dwGRS was added to the prediction model compared to
the model with baseline risk factors. Comparing the 5-year
prediction estimates of model with dwGRS and without
GRS, the continuous NRI was 0.140 (95% CI: 0.034-0.243;
p =.009), and 0.257 (95% CI: 0.194-0.319; p < 2% 107'®) in
Lifelines and EstBB, respectively, which indicates more
accurate prediction performance of the model with the
dwGRS than without a GRS, and a significant incremental

TABLE 2 Effects of the single and doubly weighted genetic risk scores on incident type 2 diabetes in the Lifelines cohort
Model 1 HR Model 2 HR Model 3 HR
aracteristic 4) -value o -value o -value

Ch isti (95% CI) p-val (95% CI) p-val (95% CI) p-val

Age 1.32 (1.18-1.48) 1.71 x 107 1.32 (1.18-1.48) 1.39x 107 1.32 (1.18-1.48) 1.45x 107
Sex (male) 1.49 (1.15-1.93) 2.83x107% 1.48 (1.14-1.92) 3.12x107% 1.47 (1.13-1.90) 3.81x107%
BMI 1.15 (1.11-1.18) 2.94%x107% 1.15 (1.11-1.18) 1.94x 10 1.15 (1.11-1.18) 2.36 X107
Hypertension 2.63 (1.94-3.56) 4.40%x107%° 2.62 (1.93-3.54) 5.29x1071° 2.62 (1.93-3.55) 5.22x 1071
SWGRS - - 1.21 (1.07-1.38) 3.58x107% - -

dwGRS - - - - 1.26 (1.10-1.43) 5.25x10"*

Note: All models account for age®.
Abbreviations: BMI, body mass index; CI, confidence interval; dwGRS, doubly weighted genetic risk score; HR, hazard ratio; swGRS, standardized
single-weighted genetic risk score.
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TABLE 3 Effects of swGRS and dwGRS on incident T2D in the EstBB
Model 1 HR Model 2 HR Model 3 HR
Characteristic (95% CI) p-value (95% CI) p-value (95% CI) p-value
Age 1.17 (1.14-1.20) 1.04 x 1077 1.16 (1.13-1.20) 3.40 x 1077 1.16 (1.13-1.20) 4.96x107%
Sex (male) 1.23 (1.11-1.38) 2.44%x107% 1.23 (1.11-1.38) 2.06 x107% 1.24 (1.11-1.39) 1.29 x 10~
BMI 1.13 (1.12-1.14) 1.06 107" 1.13 (1.12-1.14) 3.93x107'%  1.14 (1.12-1.15) 5.36x 10715
Hypertension 1.91 (1.68-2.16) 7.86 X 107> 1.89 (1.67-2.14) 3.13x107** 1.89 (1.68-2.14) 2.14%x107%*
SWGRS - - 1.25 (1.19-1.32) 6.63x107"° -
dwGRS = - - - 1.35 (1.28-1.42) 2.85 x 1032

Note: All models account for age® and for genotyping platforms.

Abbreviations: BMI, body mass index; CI, confidence interval; dwGRS, doubly weighted genetic risk score; EstBB, Estonian Biobank; HR, hazard ratio; swGRS,

standardized single-weighted genetic risk score; T2D, type 2 diabetes.

predictive value of dwGRS on incident T2D in both co-
horts. The IDI was 0.0028 (—0.0001 to 0.0070; p =.138)
and 0.003 (0.002-0.004; p=5x10"%) in Lifelines and
EstBB accordingly.

3.4 | dwGRS risk categories

The cumulative incidences of T2D stratified by dwGRS
categories are shown in Figure 1 (Lifelines) and 2
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(EstBB). Categories were formed based on the dwGRS
quintiles: three middle quintiles were combined to fulfill
the proportionality assumption. In Lifelines, the logrank
test p-value was .009 implying significant differences in
T2D incidences between the dwGRS categories. In EstBB,
there is a clear distinction in cumulative incidence of
T2D between the dwGRS categories (logrank
p=295x10""%).

Using the categorical dwGRS in the survival analysis
in Lifelines reveals a risk of getting T2D that is 2.31 times

3 4 5

follow—-up time (years)

FIGURE 1

Cumulative incidence of type 2 diabetes (T2D) by three categories of doubly weighted genetic risk score (dwGRS) in

the Lifelines cohort. The dwGRS was stratified into quintiles, with quintiles 2-4 combined into one middle category. In the figure,
only follow-up of 5.5-years is presented since only 25% of individuals were followed for longer



* L WILEY

PARNA ET AL.

8.00% 1
dwGRS quintile
— 1(<20%)
6.00% — 2-4(20-80%)
= 5(>80%)
9
@
o
f=
[}
=]
o
£
©
£ 4.00%
=]
€
=1
(@]
2.00%
0.00% v . v v v
0 1 2 3 4 5 6 7 8

follow—-up time (years)

FIGURE 2

Cumulative incidence of T2D by three categories of dwGRS in the Estonian Biobank cohort. The dwGRS was

stratified into quintiles, with quintiles 2-4 combined into one middle category. In the figure, only follow-up of 8 years is presented
since only 25% of individuals were followed for longer. dwGRS, doubly weighted genetic risk score; T2D, type 2 diabetes

(95% CI: 1.33-4.01; p = .002) higher in the highest dwGRS
quintile than in the lowest quintile of the dwGRS while
accounting for the baseline phenotypic risk factors. In the
middle category of quintiles 2-4 of the dwGRS, the risk of
having incident T2D is 1.34 times (95% CI: 0.89-2.01;
p=.163) higher than in the lowest quintile. In EstBB,
participants who belong to the highest dwGRS quintile,
have a 2.81 times (95% CI: 2.15-3.68; p=5.51x 10~'%)
higher risk for incident T2D compared to the lowest
quintile of the dwGRS. The category including quintiles
2-4 of the dwGRS is again associated with a 1.66 times
(95% CI: 1.40-1.96; p =4.37 x 10~%) higher risk. These
results demonstrate the ability of the dwGRS to identify
high-risk individuals for incident T2D in both cohorts.

4 | DISCUSSION

The current study focused on testing the potential of the
novel dwGRS when added to the prediction model of
incident T2D for adult participants in the Lifelines and
EstBB cohorts. Our main findings were that dwGRS had
a significant effect on incident T2D risk independently
from the traditional phenotypic risk factors and associa-
tion of dwGRS with incident T2D was stronger than for
swGRS in both biobanks.

The stronger association of dwGRS with incident T2D
in both biobanks could be explained by two character-
istics of the dwGRS that are different from the swGRS.
First, the swGRS only incorporates SNPs below a certain
significance threshold, but in the dwGRS all SNPs re-
gardless of significance level could be used. Secondly, in
the dwGRS an extra weight is added (i.e., the estimated
probability of the SNP belonging among the k strongest
associated SNPs) to correct for the Winner's curse bias.
This bias arises when the SNPs are selected to be in-
cluded in the GRS based on their statistical significance,
giving stronger weight to the SNPs that have their effect
overestimated by chance. If the GRS is constructed in this
way, the extra weight shrinks the effect estimates of SNPs
that have the strongest association with the phenotype,
thus reducing this bias. As a result, a more accurate re-
presentation of the genetic risk is achieved, and stronger
association between GRS and incident T2D obtained. The
swGRS was also significantly associated with incident
T2D, but the model fit was slightly lower than for the
dwGRS. In other words, the dwGRS appeared to have
more clinical value than the traditional swGRS. There-
fore, in the current study, only the dwGRS was chosen for
the analyzes on prediction improvement.

Our findings on the stronger association of the
dwGRS with incident T2D were consistent with the
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original study, where the dwGRS methodology was in-
troduced (Ldll et al., 2017). That study was also carried
out on subjects from EstBB, but those subjects and their
relatives were not included in the current study to get
independent samples (Lill et al., 2017). The current study
was the first one to test and demonstrate the validity of
the doubly weighting method on a different part of the
same cohort and on another external cohort for the as-
sociation with incident T2D. The dwGRS improved the fit
of the incident T2D prediction model as demonstrated by
the increase in Harrell's C-statistics value in both cohorts.
Testing the incremental value of dwGRS in a high-risk
group (BMI: 25-30 and age: 35-79) in the EstBB resulted
in an even larger increase in the value of the C-statistic,
which demonstrates the prediction efficiency of the
dwGRS, especially in high-risk individuals. We used the
continuous NRI to investigate the clinical relevance of
the dwGRS and confirmed a significantly better perfor-
mance of the prediction model with dwGRS than with-
out, in both biobanks. As concluded in previous literature
(L&l et al., 2017; Reisberg et al., 2017), the added value of
a GRS might seem to be small, but its real clinical value
should be the ability to differentiate between the risk
categories of incident T2D. For example, our results of
having 2.31 and 2.81 times higher risk of incident T2D in
the highest quintile of dwGRS compared to the lowest
quintile in Lifelines and EstBB, respectively, while ad-
justing for age, sex, BMI, and hypertension (already es-
tablished risk factors), clearly differentiates a group of
individuals at high risk for T2D. Therefore, they should
be under more frequent surveillance to help postpone or
avoid the onset of incident T2D.

Strengths of the current study are the availability of
two large European cohorts both with a wide range of
predictors and follow-up data available. This enabled the
current dwGRS validation study in two independent co-
horts: (a) external validation in the Lifelines cohort, and
(b) internal validation in the EstBB (using a different
sample than originally). In addition, the new EstBB da-
taset was larger than the original one and additionally,
due to a longer follow-up time, a larger number of in-
cident T2D cases was available in the current study.

The SNP selection in the original dwGRS study was
based on the meta-analysis of the GWASs of samples
genotyped with Cardio-MetaboChip and OmniExpress
platforms. Even though the Cardio-MetaboChip only
contains SNPs from specific genes selected for cardio-
metabolic traits and genome-wide data were available in
the Lifelines cohort, we used the same selection of SNPs
in Lifelines as in the original dwGRS study for compar-
ability purposes (Lill et al., 2017). The similarity of the
presented results in both large cohorts provides strong
evidence for the additional value of dwGRS on top of
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known environmental or phenotypic risk factors. How-
ever, future studies should be conducted to construct the
optimal dwGRS using the full spectrum of genome-wide
SNPs, which might result in an even more accurate
prediction. Finally, the current SNP selection was based
on the DIAGRAM meta-GWAS results from 2012, but
newer meta-GWAS data with approximately eight-fold
increase in sample size are already available providing
more accurate SNP effects, which will likely result in a
substantially improved dwGRS prediction (Mahajan
et al., 2018).

Another strength of the current study was the ex-
tensive information about T2D diagnosis. In Lifelines, the
official T2D diagnosis criteria (WHO, 2011) with sup-
portive T2D medication information and both fasting
plasma glucose and HbAlc measures were available at
baseline. However, a limitation is that the exact date of
T2D diagnosis was not known, that the T2D diagnosis at
1.5 and 3 years was based only on self-report, and that
information on T2D medication use was not available at
the 5-year follow-up. Nevertheless, it has been shown
that the reliability of self-reported T2D is above 90%
(Schneider, Pankow, Heiss, & Selvin, 2012), thus we be-
lieve that our results are valid. We were able to account
for the unknown exact date of diagnosis by applying a
more sophisticated survival analyzes method of interval-
censored  accelerated  failure  time  modeling
(Radke, 2003). Nevertheless, these limitations could be
the cause of the slightly worse performance of the sur-
vival and prediction models in Lifelines. Other putative
causes for this worse performance might be the smaller
cohort size, the relatively shorter follow-up time available
and consequently the lower number of incident T2D
cases compared to the EstBB, and a lower imputation
quality of the SNPs. The imputation quality for 22.8% of
the SNPs included in the Lifelines dwGRS was below 0.8,
which is usually regarded as low quality, compared to the
imputation quality >0.9 for all the SNPs included in the
dwGRS construction in EstBB. Having more SNPs with
lower quality is due to the CytoSNP array used for gen-
otyping in Lifelines, which has a low coverage of the
whole genome (approximately 250,000 SNPs). Never-
theless, it has been shown in a study previously con-
ducted in Lifelines that even SNPs with poor imputation
quality improved the amount of trait variance explained
when these were included in the GRS (Nolte et al., 2017).
Another limitation of our study is the high number of
missing values for some of the predictive environmental
variables such as physical activity, fruit and vegetable
consumption, and waist circumference. As a con-
sequence, these variables were left out of the prediction
models. Nevertheless, even the original FINDRISC study
showed that physical activity and fruit and vegetable
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consumption did not add much to the predictive power of
the model (Lindstrom & Tuomilehto, 2003). Further-
more, waist circumference is highly correlated with BMI
(0.82 in both cohorts), so it would not add much to the
prediction model. Of note, our aim was not to construct
the best prediction model for incident T2D with as many
relevant predictive variables included as possible, but to
test the additional value of dwGRS in addition to the
phenotypic predictors.

41 | Clinical implications and future
research

Improving the identification of individuals at increased
risk for T2D is urgently needed to combat the ongoing
T2D epidemic and reduce high healthcare costs. Since in
Estonia, there are highly favorable conditions for im-
plementing personalized medicine, several pilot projects
have already been initiated, in which EstBB participants
are receiving health-related feedback with the dwGRS
included in the risk-prediction algorithm for T2D. Fur-
thermore, the dWwGRS can be used to classify individuals
into risk categories for T2D for application in the clinic.
High-risk individuals should be monitored more fre-
quently with the ultimate goal of delaying or even pre-
venting the onset of T2D. In addition, the genetic risk
score could be seen as a long-term predictor as opposed
to the phenotypic risk factors, which may only become
predictive in a relatively short time period before the
disease onset. Therefore, we believe that the GRS could
be a useful tool to improve public health through post-
poning or preventing disease onset and it should be ad-
ded to the disease prediction algorithms if available.
Nevertheless, future research focusing on improving the
method for constructing the GRS is needed for even more
precise T2D prediction. This method should also be ap-
plied to other complex diseases and cohorts of different
ethnicity to test the generalizability and strengthen the
validity of the dwGRS.

In conclusion, the dwGRS was associated with in-
creased risk of incident T2D independently of phenotypic
risk factors. This association was stronger than for the
swGRS. The dwGRS improved the risk prediction and
reclassification while accounting for already established
phenotypic risk factors in both biobanks. Categorizing
the dwGRS demonstrated the ability of the dwGRS to
detect high-risk individuals for incident T2D, thus offer-
ing promise for personalized prediction and prevention.
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