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Abstract

Type | diabetes (T1D) results from interactions between environmental exposures and genetic
susceptibility leading to immune dysfunction and destruction of the insulin-producing f cells of the
pancreas. Vitamin D deficiency is likely to be one of the many environmental factors influencing
T1D development and diagnosis, and, hence, the hormone receptor gene, VDR, was examined for
association with T1D risk. The Type | Diabetes Genetics Consortium genotyped 38 single nucleotide
polymorphisms (SNPs) in 1654 T1D nuclear families (6707 individuals, 3399 affected). Genotypes
for 38 SNPs were assigned using the Illumina (ILMN) and Sequenom (SQN) technology. The
analysis of data release as of July 2008 is reported for both platforms. No evidence of association of
VDR SNPs with T1D at P < 0.01 was obtained in the overall sample set, nor in subgroups analyses
of the parent-of-origin, sex of offspring and HLA risk once adjusted for multiple testing.
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Introduction

Type | diabetes (T1D) is considered to be an autoimmune disease but its precise cause is
unknown. Familial clustering and genetic susceptibility have been associated with strong
association of the major histocompatibility complex (MHC) class Il genotypes with T1D, as
well as variants of other MHC genes and many additional susceptibility loci across the genome,
including functional candidate genes in immune genes.1:2 Amongst the non-MHC candidate
genes, the vitamin D receptor locus (VDR) is a functional candidate, owing to its functionality
in the immune system and evidence for a protective function of vitamin D in the experimental
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non-obese diabetic (NOD) mouse model and in human studies.3~6 As vitamin D deficiency
has been described in T1D, seasonal variation as well as vitamin D status at T1D manifestation
have been correlated.779 This has also supported a general recommendation for vitamin D
supplementation.19 VDR knockout mousemodels have been found to differ for key immune
pathways that make the vitamin D system attractive for an intervention strategy.1:12

Many association studies of VDR and T1D have been performed with positive or null results.
10-17 One case report of T1D occurring in a child with a compound heterozygous VDR mutation
that dissociates the promoter and the CYP24 enzyme activation of the receptor illustrates an
experiment of nature with the vitamin D system.18 The human VDR gene region is located on
chromosome 12913 spanning over 80 kb. In the Type | Diabetes Genetics Consortium
(T1DGC) affected sib-pair (ASP) family collection, a total of 38 SNPs in the VDR region, from
the 5' flanking to 3’ flanking sites'® were evaluated in 1654 ASP families, which were retrieved
from the database 2008.07.RR without any further selection.

lllumina (ILMN) genotyping platform

Inthe TLDGC ASP families that had VDR single nucleotide polymorphisms (SNPs) genotyped
using the lllumina GoldenGate assay, an association with T1D (P < 0.10) was observed for
rs1859281 (P = 0.0531), rs6580639 (P = 0.05), and rs2239186 (P = 0.07). In the four regional
datasets, differences in the transmission rates were observed for rs11608702 in the Asian-
Pacific region (paternal transmission, P = 0.03), rs7968585 (P = 0.04) in all Asian-Pacific
transmissions, rs6580639 (P = 0.02) in all UK + Sardinian families and in UK + Sardinian
maternal transmissions (P = 0.02), rs7975232 in Europe in all transmission (P = 0.03) and in
European paternal transmissions (P = 0.04). The rs7975232 SNP also exhibited differences in
all North America (P = 0.04) and maternal transmissions (P = 0.02), as well as rs11574113 in
all North America transmissions (P = 0.04), rs2189480 in European maternal transmissions
(P =0.04), rs3819545 in UK + Sardinian paternal transmissions (P = 0.05), rs2239186 for
maternal transmission in the Asian-Pacific network (P = 0.034), rs2254210 in Europe (P =
0.04), rs11168287 in North America for maternal transmissions (P = 0.03), rs11574026 in
Europe for paternal (P = 0.0061), and rs12721377 in Europe (P = 0.04) and in UK + Sardinian
(all transmissions, P = 0.04; maternal transmissions, P =0.0020). These results are summarized
in Table 1.

Stratification by HLA risk genotype showed distorted transmission of rs2254210 (—log P =
2.5) in the HLA DR X/X (neither DR3 nor DR4) subgroup. The rs6580639 SNP also had a
distorted transmission (—log P = 2.0), as did rs10783219 (—log P = 2.0). All stratified results
(—log P-values) for the 38 VDR SNPs are provided in Figure 1. The gender-stratified analyses
identified two SNPs, the synonymous Bsml (P = 0.0386) and rs4760648 (P = 0.045) with
associations in females; rs6580639 exhibited an association with T1D in males (P = 0.02)
(Table 2).

Sequenom (SQN) genotyping platform

A second data release of the VDR SNP data (July 2008) provided a number corrected
genotyping calls. The combined dataset showed nominal results for the three SNPs rs6580639,
rs10735810 (a synonymous Fokl), and rs4760648. The SNP rs6580639 showed an overall P-
value of 0.0269, with significant distortion in males (P = 0.0054). SNP rs10735810 (Fokl)
exhibited an overall P =0.0170, whereas rs2238136 (P = 0.0244) had an effect only in females
and rs4760648 had significant distortion overall (P = 0.0304) and in females (P = 0.0138).
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Discussion

The T1D candidate gene, VDR, has been examined in several populations both by case/control
cohorts and by family transmission analysis. Conflicting results have been reported in the
literature; a meta-analysis concluded that there was no association with T1D when taking all
studies into account. The current results from the collection of ASP families assembled by the
T1DGC are consistent with no evidence of association of VDR polymorphism with T1D, after
taking into account subgroup analyses and adjusted P-value threshold of P < 0.001 to account
for the 38 SNPs tested.

Recently, a meta-regression analysis was performed that correlated the geographical location
of the T1D VDR association studies with the lowest UV-exposure (satellite data from
Januaries). This analysis reported evidence for associations with SNPs at the restriction sites,
Fokl, Bsml, and Taql if UV radiation increased. The earlier reported association of T1D with
the VDR Tagl polymorphism was reduced in winter months.20 Although this meta-regression
analysis was performed only on case—control studies, it raises the issue of analyzing the
genotype in the context of the environment, the level of circulating vitamin D. This is
particularly important as several epidemiological studies point to an association of UV
irradiation and the protection from T1D.” The currently presented data do not take this into
account. Thus, future VDR gene associations with T1D and with other immune-mediated
diseases could attempt to take into account seasonal variations in vitamin D metabolism.

Materials and methods

Subjects

Genotyping

The T1DGC consortium is a worldwide network of T1D research groups whose collaboration
has achieved one of the largest collection of T1D ASP families in history.21:22 In total, there
were 1654 families and 6707 individuals of whom 3399 were affected.

Genotyping was performed TIDGC ASP families using two platforms. One platform was the
Illumina GoldenGate assay system (ILMN) and the other was the Sequenom iPlex (SQN). All
genotyping and calls were performed by the facility at the Broad Institute of Harvard/MIT.
Thirty-two tagging SNPs were selected and genotyped for the VDR gene. HLA DR-DQ
genotyping in these same samples, used as stratification variable, was performed as described.

Analytic methods

Transmission differences between parents to cases with T1D were analyzed by using
UNPHASED software (version 2.403). This software is available from the website:
http://www.mrc-bsu.cam.ac.uk/personal/frank/software/unphased/.23:24
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Figure 1.

Sib-pair families were stratified according to the affected sibs’ status at MHC (a) or gender
(b). The pedigree disequilibrium test (PDT) results were determined for all 38 SNPs and
converted to —log P-values. (a) HLA subgroups: all sibs (filled squares); DR3/4 sibs (open
squares); DR3/X sibs (open circles); DR4/X (open triangles) and DRX/X (crosses). (b)
Subgroups by gender: females (filled circles), males (open circles).
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