@ uicc

International Journal of Cancer

Gene-environment interactions and colorectal cancer risk: An
umbrella review of systematic reviews and meta-analyses of
observational studies

Tian Yang?, Xue Li*, Zahra Montazeri?, Julian Little?, Susan M. Farrington®*, John P.A. loannidis®*, Malcolm G. Dunlop®*,
Harry Campbell®, Maria Timofeeva ©>* and Evropi Theodoratou*

1Centre for Global Health Research, Usher Institute of Population Health Sciences and Informatics, The University of Edinburgh, Edinburgh, United
Kingdom

25chool of Epidemiology and Public Health, University of Ottawa, Ottawa, Ontario, Canada

3Colon Cancer Genetics Group, Medical Research Council Human Genetics Unit, Medical Research Council Institute of Genetics & Molecular Medicine,
Western General Hospital, The University of Edinburgh, Edinburgh, United Kingdom

Key words: colorectal cancer, diet, environment, gene, interaction, risk factor
Abbreviations: AICR: American Institute for Cancer Research; CI: confidence interval; CNKI: China National Knowledge Infrastructure; CRC:

eview

colorectal cancer; CTNNBI: cadherin-associated protein 1; CUP: continuous update project; CYP24A1: cytochrome P450 family 24 subfamily

A member 1; GXE: gene-environment; GATA3: GATA binding protein 3; GECCO: Genetics and Epidemiology of Colorectal Cancer Consor-

mni

tium; GWAS: genome-wide association study; HIATLI: hippocampus abundant transcript-like 1; MINKI: misshapen like kinase 1; NAT2: N-

M

acetyltransferase 2; NSAID: nonsteroidal anti-inflammatory drug; OR: odds ratio; PI3K: phosphatidylinositol-4,5-bisphosphonate 3-kinase;
PIK3C2G: phosphatidylinositol-4-phosphate 3-kinase catalytic subunit type 2 gamma; PTCHD3: patched domain containing 3; RR: relative risk;
SHMT1I: serine hydroxymethyltransferase 1; SNP: single-nucleotide polymorphism; SOCCS: Scottish Colorectal Cancer Study; TCF7L2: tran-
scription factor 7 like 2; WCREF: World Cancer Research Fund International

Additional Supporting Information may be found in the online version of this article.

M.T. and E.T. are joint and corresponding authors in this position

Grant sponsor: Cancer Research UK; Grant numbers: C31250/A22804C348/A18927; Grant sponsor: China Scholarship Council; Grant
sponsor: Groupement des Entreprises Francaises dans la Lutte contre le Cancer; Grant numbers: PHRC-BRD09/C; Grant sponsor: National
Cancer Institute; Grant numbers: CA137088P30, CA015704R01, CA143247R01201407U01, CA074778U01, CA122839U01/U24,
CA074783U01/U24, CA074794U01/U24, CA074799U01/U24, CA074800U01/U24, CA074806U01/U24, CA097735UM1, CA167551; Grant
sponsor: National Heart, Lung, and Blood Institute; Grant numbers: HHSN268201100001C, HHSN268201100002C, HHSN268201100003C,
HHSN268201100004C, HHSN268201100046C, HHSN271201100004C; Grant sponsor: National Institutes of Health; Grant numbers: K05
CA154337, K07 CA190673, U01 HG 004438, U01 HG004446, P01 CA033619, P01 CA055075, P01 CA087969, P50 CA127003, R0O1 CA042182,
RO1 CA063464, R01 CA076366, R01 CA137178, R0O1 CA151993, R01 CA48998, R0O1 CA60987, R35 CA197735, R35 CA197735, R37 CA54281,
U01 CA074783, U01 CA167552, UM1 CA167552, UM1 CA186107, Z01 CP 010200; Grant sponsor: The Association Anne de Bretagne
Génétique and the Ligue Régionale Contre le Cancer; Grant numbers: PHRC-BRD09/C; Grant sponsor: The California Department of Public
Health; Grant numbers: HHSN261201000035C; Grant sponsor: The Canadian Institutes of Health Research; Grant sponsor: The German
Research Council; Grant numbers: BR 1704/17-1, BR 1704/6-1, BR 1704/6-3, BR 1704/6-4, CH 117/1-1, HE 5998/2-1, HO 5117/2-1, KL
2354/3-1, RO 2270/8-1; Grant sponsor: The Groupement des Entreprises Francaises dans la Lutte contre le Cancer; Grant numbers: PHRC-
BRD09/C; Grant sponsor: The Hawai‘i Department of Health; Grant numbers: HHSN26120100037C, N01-PC- 67001, N01-PC-35137; Grant
sponsor: The Interdisciplinary Research Program of the National Center for Tumor Diseases (NCT), Germany, and the German Federal
Ministry of Education and Research; Grant numbers: 01ER0814, 01ER0815, 01ER1505A, 01ER1505B, 01KH0404; Grant sponsor: The
Ontario Institute for Cancer Research; Grant sponsor: The Ontario Ministry of Research and Innovation; Grant sponsor: The Ontario
Research Fund; Grant sponsor: The Regional Council of Pays de la Loire; Grant numbers: PHRC-BRD09/C; Grant sponsor: The
Surveillance, Epidemiology and End Results (SEER) Program of the National Cancer Institute to Fred Hutchinson Cancer Research Center;
Grant numbers: HHSN2612013000121, N01-CN-67009, N01-PC-35142; Grant sponsor: The Victoria Cancer Registry and Ontario Cancer
Registry

DOI: 10.1002/ijc.32057

This is an open access article under the terms of the Creative Commons Attribution License, which permits use, distribution and reproduction
in any medium, provided the original work is properly cited.

History: Received 15 Jun 2018; Accepted 15 Nov 2018; Online 11 Dec 2018

Correspondence to: Evropi Theodoratou, Usher Institute, The University of Edinburgh, Room 3.735, Doorway 1, Old Medical School, Teviot
Place, Edinburgh EH8 9AG, United Kingdom, Tel.: +44-131-650-3210, E-mail: e.theodoratou@ed.ac.uk; or Maria N Timofeeva, Institute of
Genetics and Molecular Medicine, The University of Edinburgh, Western General Hospital, Edinburgh EH4 2XU, United Kingdom,

Tel.: +44-131-651-8631, E-mail: maria.timofeeva@igmm.ed.ac.uk

Int. ). Cancer: 145, 2315-2329 (2019) © 2018 The Authors. International Journal of Cancer published by John Wiley & Sons Ltd on behalf
of UICC


https://orcid.org/0000-0002-2503-4253
http://creativecommons.org/licenses/by/4.0/
mailto:e.theodoratou@ed.ac.uk
mailto:maria.timofeeva@igmm.ed.ac.uk

Mini Review

2316

Gene-environment interactions in colorectal cancer risk

“Cancer Research UK Edinburgh Centre, Medical Research Council Institute of Genetics & Molecular Medicine, Western General Hospital, The

University of Edinburgh, Edinburgh, United Kingdom

5Stanford Prevention Research Center, Departments of Medicine, of Health Research and Policy, and of Biomedical Data Science, Stanford University
School of Medicine, and Department of Statistics, Stanford University School of Humanities and Sciences, Stanford, California, USA
®Meta-Research Innovation Center at Stanford (METRICS), Stanford University, Stanford, California, USA

The cause of colorectal cancer (CRC) is multifactorial, involving both genetic variants and environmental risk factors. We
systematically searched the MEDLINE, EMBASE, China National Knowledge Infrastructure (CNKI) and Wanfang databases from
inception to December 2016, to identify systematic reviews and meta-analyses of observational studies that investigated
gene-environment (GXE) interactions in CRC risk. Then, we critically evaluated the cumulative evidence for the GXE
interactions using an extension of the Human Genome Epidemiology Network’s Venice criteria. Overall, 15 articles reporting
systematic reviews of observational studies on 89 GXE interactions, 20 articles reporting meta-analyses of candidate gene- or
single-nucleotide polymorphism-based studies on 521 GXE interactions, and 8 articles reporting 33 genome-wide GXE
interaction analyses were identified. On the basis of prior and observed scores, only the interaction between rs6983267 (8q24)
and aspirin use was found to have a moderate overall credibility score as well as main genetic and environmental effects.
Though 5 other interactions were also found to have moderate evidence, these interaction effects were tenuous due to the lack
of main genetic effects and/or environmental effects. We did not find highly convincing evidence for any interactions, but
several associations were found to have moderate strength of evidence. Our conclusions are based on application of the
Venice criteria which were designed to provide a conservative assessment of GXE interactions and thus do not include an

evaluation of biological plausibility of an observed joint effect.

Introduction

Colorectal cancer (CRC) is the third most common cancer
worldwide, with 746,000 new cases in men and 614,000 new
cases in women." In some low-to-middle-income countries,
the incidence of CRC has been increasing partly due to
changes in lifestyle and environment combined with aging
populations.” Thus, it is critical to understand both modifiable
and non-modifiable risk factors for CRC as this may enable
more specific prevention strategies and risk assessment, espe-
cially in developing countries where CRC screening may not
be feasible or affordable.?

CRC risk is determined by a complex interplay of both genetic
variants and environmental exposures. It has been speculated
that their interactions - known as gene-environment (GXE)
interactions should also be important determinants of CRC risk.
To date, genome-wide association study (GWAS) have shown
that up to 50% of CRC heritability can be explained by common
and rare variants included in popular genotyping arrays.* Addi-
tional variants associated with CRC susceptibility that cannot be
easily detected in GWAS by marginal effects of genetic factors
may be identified by testing for interactions between single-
nucleotide polymorphisms (SNPs) and environmental risk fac-
tors.>® Thus, identification of GXE interactions influencing CRC
susceptibility may help to discover novel genetic and environ-
mental risk factors for CRC, and extend our understanding of
biological pathways and mechanisms of cancer etiology.

A number of systematic reviews, meta-analyses and
genome-wide GXE interaction analyses that explored interaction
effects in CRC have been published. We recently collected and
evaluated the evidence across existing meta-analyses of observa-
tional studies in dietary factors and gene-diet interactions for

the 5 most common cancers.” Here, we performed an umbrella
review to collect, update, and assess the evidence across existing
systematic reviews, meta-analyses and genome-wide GXE inter-
action analyses that have explored the joint effects between
genes and a wider range of environmental exposures in CRC.
Our aim is to provide an overview on the associations between
GXE interactions and CRC risk and to pinpoint which of the
associations have robust evidence by evaluating the strength of
the evidence using predetermined guidelines.

Methods

Search strategy

We systematically searched the MEDLINE, EMBASE, China
National Knowledge Infrastructure (CNKI) and Wanfang data-
bases from inception to December 2016. The search strategy and
Medical Subject Headings terms are displayed in Supporting
Information Table S1. All identified publications went through a
2-step review before being included. Titles were reviewed by
1 investigator (TY). Abstracts and full texts were reviewed by
2 investigators (TY and MT). Any discrepancies were resolved by
discussion.

Eligibility criteria

Three types of studies were eligible for this umbrella review:
(i) systematic reviews of observational studies assessing interac-
tion effects between genes and environmental exposures in
CRC; (ii) meta-analyses of candidate gene- or SNP-based stud-
ies and analyses combining individual level data from multiple
studies exploring GXE interactions and (iii) genome-wide
investigation of GXE interactions on CRC risk within GWAS
consortia. We excluded reviews without explicit systematic
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literature searches; and systematic reviews or meta-analyses of
observational studies that explored associations between CRC
risk and genes or environmental exposures only.

Data extraction

One investigator (TY) extracted data which were then checked
by a second investigator (ZM). For each eligible article, we
extracted the first author, year of publication, the dietary and
genetic risk factors examined, study design and the number of
studies included. For meta-analyses, we extracted the sum-
mary study-specific relative risk estimates [relative risk (RR),
odds ratio (OR)] along with the corresponding 95% confi-
dence intervals (CIs), the number of cases and total partici-
pants, the p value for interaction and the p value (or I°) for
heterogeneity.

Statistical analysis

For systematic reviews, we performed descriptive analyses and
presented the authors’ main conclusions. The evaluation pro-
cess is described in detail in Supporting Information methods.

For meta-analyses of GXE interactions with a 2-sided
p value for interaction <0.05, or for GXE interactions reaching
genome-wide significance threshold, we used an extension of
the Human Genome Epidemiology Network’s Venice cri-
teria®” to evaluate the strength of the evidence (Table 1'°""7).
These guidelines have been used previously to assess cumula-
tive evidence on joint effects of genes and environments on
cancer risk.”'®

First, we scored the strength of the observed evidence for
the interaction between environmental exposures and genetic
variants (observed score). Each GXE association was graded
based on the amount of evidence, the extent of replication and
the protection from bias (Table 1). On the basis of the combi-
nation of these 3 criteria, the epidemiological evidence for the
association between GXE interaction and CRC risk was classi-
fied as strong, moderate or weak® (Supporting Information
Fig. S1).

Second, we established a prior score category (expected)
for the GXE interactions using a framework presented in Bof-
fetta et al.,® which is based on prior scores for (i) the evidence
of the main environmental and (ii) the evidence of the main
genetic effects (Table 1). In brief, we established the prior
score for the interactions based on the strength of evidence
for the main environmental effect and the main genetic effect
(1 = strong, 2 = moderate, 3 = weak) (Supporting Information
Table S2). When both of the evidence were convincing (Class
I), then the prior score category was strong. When one of the
evidence was suggestive (Class III) or weak (Class IV), then
the prior score category was weak.

Third, we examined the overall plausibility of each interac-
tion by combining the prior score and the strength of the
observed evidence. Higher weight was given to the observed
evidence in case of conflicting results between the observed
evidence and the prior scores.

2317

Finally, for the statistically significant GXE interactions
(with a 2-sided p value for interaction <0.05) that were identi-
fied from the candidate meta-analyses or for interactions that
were concluded as suggestive by the authors of the systematic
reviews, we tested the interactions in the Scottish Colorectal
Cancer Study (SOCCS)" dataset, and we also compared to
results from the Genetics and Epidemiology of Colorectal
Cancer Consortium (GECCO).?

Results

Number and type of articles identified

Overall, 14,219 publications were identified across the 4 data-
bases. After applying the inclusion and exclusion criteria,
42 publications were selected for inclusion (1 was in Chinese;
Fig. 1). The details of 89 GXE interactions covering 22 envi-
ronmental exposures identified in 15 systematic reviews of
observational studies®'>* are presented in Supporting Infor-
mation Results section.

Main findings of meta-analyses of candidate gene- or SNP-
based studies

Twenty articles reporting meta-analyses of candidate
gene- or SNP-based studies and analyses combining individual
level data from multiple studies explored GXE interactions on
CRC risk, covering 20 environmental exposures and 43 genes
or genetic variants (Supporting Information Table S5). We
identified 5 GXE interactions with 2-sided p value for interac-
tion <0.05 (or adjusted p <0.05 after accounting for multiple
comparisons): N-acetyltransferase 2 (NAT2) and processed
meat intake’’; NAT2 and red meat intake’; rs16892766
(8923.3) and vegetable consumption®; serine hydroxymethyl-
transferase 1 (SHMTI1) C1420T polymorphism and folate
intake*®; and rs6983267 (8q24) and aspirin use** (Supporting
Information Table S5). Also, the interactions between the
above 5 environmental exposures (processed meat, red meat,
vegetables, folate, aspirin use) and approximately 2.7 million
genetic variants for CRC risk were also explored in GWAS
consortia®> >’ (Supporting Information Tables S6 and S7).
However, none of the interactions observed in the candidate-
based studies were detected at the genome-wide significance
level in the GWAS consortia. We also tested interactions
between 1516892766 and vegetable consumption, SHMTI
C1420T polymorphism and folate intake and rs6983267 and
aspirin use in the SOCCS," and compared to the results from
the GECCO.?® None of the associations were nominally signif-
icant (a = 0.05) in our data (data not presented) or in the
GECCO (data not presented). Each identified GXE interaction
is described in detail in Supporting Information results.

21,36-54

Main findings of genome-wide investigation of GXE
interactions within GWAS consortia

Eight articles” ®* corresponding to 33 genome-wide GXE
interaction analyses explored joint effects between a large
number of common polymorphisms and 22 selected
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Table 1. Description of the extension of the Human Genome Epidemiology Network’s Venice criteria that were used to assess cumulative
evidence on joint effects of genes and environments on cancer risk

Steps

Description

Step 1

Score for the strength of the
observed evidence for the
GXE interactions

Step 2
Prior score (expected) for
GXE interactions

Step 3
Combined score

First, we scored the strength of the observed evidence for the interaction between environmental
exposures and genetic variants. Each GXE association was graded based on (i) the amount of
evidence, (ii) the extent of replication and (iii) the protection from bias.

(i) For the amount of evidence, the grade A, B or C was assigned when the total number of individuals
in the smallest comparison group (assuming 1:1 ratio of cases and controls) in the meta-analysis
was greater than 1,000, 100-1,000, or less than 100, respectively.

(ii) The replication consistency was assessed by the reported heterogeneity: grade A, /? < 25%;
grade B, 25% < I? < 50%; grade C, I? > 50% or p value for heterogeneity <0.10.

(i) For protection from bias 3 aspects of GXE association were taken into account as suggested by
Boffetta P et al.®: protection from bias for the environmental exposure, for the genetic analysis and
for the overall interaction. Grade A means that bias, if present, may change the magnitude but not
the presence of an association; grade B means that there is no evidence of bias that would
invalidate an association, but important information is missing; and grade C means that there is a
strong possibility of bias that would render the finding of an association invalid.

On the basis of the combination of these 3 criteria (amount of evidence, degree of replication and
protection from bias, each of which can be scored A, B and C), the epidemiological evidence for the
association between GxE interaction and CRC risk was classified as strong, moderate or weak®
(Supporting Information Fig. S1).

Second, we established a prior score category (expected) for the GxE interactions using a framework
presented in Boffetta P et al.?, which is based on prior scores for (i) the evidence of the main
environmental and (ii) the evidence of the main genetic effects (Supporting Information Table 2).

(i) Environmental main effect score: We scored the main environmental effects based on the
meta-analyses of the associations between environmental factors and CRC risk that were presented
in the World Cancer Research Fund International (WCRF)/American Institute for Cancer Research
(AICR) Third Expert Report,*° the subsequent Continuous Update Project (CUP) CRC reports* and the
CUP CRC Systematic Literature Review 2016.? For the information of environmental risk factors that
was not available in the above mentioned sections, we performed an additional literature search in
MEDLINE and abstracted the relevant data as summarized and presented in Supporting Information
methods. We then categorized the environmental factors in terms of strength of evidence by
applying previously described set of criteria.’® The evidence was classified as convincing (Class 1),
highly suggestive (Class Il), suggestive (Class Ill) or weak evidence (Class IV) based on sample size,
highly significant summary associations, the 95% prediction intervals, presence of the small-study
effect and the excess significance bias.

(i) Genetic main effect score: For the genetic main effects, a search in the National Human Genome
Research Institute-European Bioinformatics Institute catalog of GWAS,** the GWAS central
database’® and MEDLINE was conducted as described in Supporting Information methods.
Subsequently, we scored the genetic associations using the Human Genome Epidemiology Network
Venice criteria.>*%!7 Only genetic effects with p <10~° were considered for evaluation, and the
evidence was classified as strong, moderate or weak based on a combination of the 3 criteria
(amount of evidence, degree of replication and protection from bias), each of which was scored A, B
or C (Supporting Information Fig. S1). For the genetic variants that reached genome-wide
significance threshold, the evidence class of the genetic variant was only based on the amount of
evidence.® The search strategies, the Medical Subject Headings terms and the numbers of hits are
presented in Supporting Information Tables 3 and 4, respectively.

Lastly, we examined the overall plausibility of each interaction by combining the prior score and the
strength of the observed evidence. Higher weight was given to the observed evidence in case of
conflicting results between the observed evidence and the prior scores.

environmental exposures on CRC risk by using agnostic
searches (a summary of all the analyses and details are pre-
sented in Supporting Information Tables S6; SNPs with the
smallest p value for interaction from each genome-wide GXE
interaction analysis are presented in Supporting Information
Table S7). The following GXE interactions were identified that
reached genome-wide significance threshold specified by the
authors of the original publication: rs4143094 (10p14) and pro-
cessed meat intake™; rs9409565 (9922.32) and light-to-

moderate alcohol drinking (1-28 g/day)60; 1rs2965667 (12p12.3),
rs16973225 (15925.2) and aspirin and/or nonsteroidal anti-
inflammatory drug (NSAID) use”’; patched domain containing
3 (PTCHD3) at 10p12.1, misshapen like kinase 1 (MINKI) at
17p13.2 and NSAID use®'; rs964293 (20q13.2) and use of estro-
gen plus progestogen therapy”; and rs1944511 (11q23.3) and
overweight®® (Supporting Information Table S7). Each identi-
fied genome-wide GXE interaction is described in detail in Sup-
porting Information results.
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EMBASE
(n=7,782)
(using search strategy 1*)

MEDLINE
(n=3,161)
(using search strategy 1*)

CNKI and Wanfang CNKI and Wanfang
(n=3,237) (n=39)
(using search strategy 1t) (using search strategy 2t)

A

publications

14,219 potentially relevant

13,266 publications were excluded
»| 2,620 were duplicate publications

A4

MEDLINE and EMBASE
(n =449)
(using search strategy 2*)

953 articles reviewed
by abstract screening

10,646 publications removed by title review

i

115 duplicate publications were excluded

v
1,287 publications

reviewed by abstract
screening

Hand search (n=1) >

A4

217 publications reviewed

1,071 publications were excluded

125 were treatment studies

43 were methodological studies

37 were imaging, diagnostic, screening or prognostic studies
31 were not in humans

28 were comments or meeting reports

245 were editorials or narrative reviews

425 were primary studies

46 were studies of randomized controlled trials

33 were studies not on G X E interactions

56 had outcomes other than CRC risk

2 were articles about health economics

by full text screening

175 publications were excluded

5 were duplicate ones

14 had outcomes other than CRC risk

9 were comments or meeting reports

20 were editorials or narrative reviews
33 were primary studies

1 were methodological studies

84 were studies not on G X E interactions
8 were treatment studies

1 was not in English or in Chinese

A 4

42 eligible publications

2319

Figure 1. Flow chart of the literature search in MEDLINE, EMBASE, CNKI and Wanfang. *For the search in MEDLINE and EMBASE, we used both
AND and OR to combine the keywords “GxE interactions” and “((gene* OR genom*) AND specific environmental risk factors)”, considering that

there might be some publications that did not include the keyword “GXE interactions”. ¥For the search in CNKI and Wanfang, both strategies that

included and not included specific environmental risk factors were used due to the limit of length of search strategies in these two databases.

Evaluation of the evidence for GXE interactions with main
genetic effects of a p < 107°

Here, we present the evidence for the identified GXE interac-
tions in relation to CRC risk with main genetic effects
(p < 1073 Fig. 2).

Gene-aspirin use interactions. Aspirin use was associated
with a reduced risk of CRC on the basis of a meta-analysis of
39 studies with 151,367 cases [users versus non-users RR,0.79
(95% CI: 0.74, 0.85); p = 7.8x107"; I = 91.1%],% thus the
association was graded as highly suggestive (class II) due to
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the high heterogeneity between the studies (Table 2). The
main effect of rs6983267 (8q24) on CRC risk was graded as
strong (ABA, equivalent to AAA based on the Venice cri-
teria'®) in a meta-analysis including 13,348 cases and 26,438
controls of European ancestry [OR, 0.84 (95% CI: 0.80, 0.88);
p = 7.45x107"% P = 37.7%]%* (Table 3). Consequently, the
interaction between rs6983267 (8q24) and aspirin use was
given a moderate prior score (Moderate — 2) and a moderate
overall plausibility score (Table 4).

Gene-vegetable interactions. A meta-analysis of the associa-
tion between vegetable intake and CRC risk in the latest Contin-
uous Update Project (CUP) CRC reports'' and the CUP
Colorectal Systematic Literature Review 2016'* showed a reduc-
tion in CRC risk with 100 g/day increase in vegetable intake [RR,
0.98 (95% CI: 0.96, 0.99); p = 0.01; I* = 0%; n = 11 prospective
studies; n of cases = 14,136] and the association was classified as
class IV (weak) (Table 2). On the basis of the strong (AAA, based
on the Venice criteria'®) main genetic (Table 3) and weak (class
IV) environmental effects of vegetable intake on CRC risk, the
possible interactions between 8q23.3 locus and vegetable intake
on CRC risk was given a weak (Weak - 3) prior score and there-
fore no evidence was found for this interaction” (Table 4).

Evaluation of the evidence for GXE interactions with no

main genetic effects (p » 107°)

Here, we present the evidence for the identified GXE interac-
tions in relation to CRC risk with no main genetic effects
(p > 107%; Fig. 2). The GXE interactions were considered as ten-
uous even if they were classified as having moderate evidence.

Interactions between genetic variants and use of aspirin,
NSAIDs or both. 1In a meta-analysis of 10 studies including
8,634 cases and 8,553 controls, regular use of aspirin and/or
NSAIDs, compared to non-regular use, was associated with
lower risk of CRC [RR 0.69 (95% CI: 0.64, 0.74);
p =620 % 10728 Pheterogeneity = 0.02], thus the evidence was
classified as highly suggestive (class II) due to the high hetero-
geneity between the studies®” (Table 2). For the main genetic
effects, no associations were observed between rs2965667
(12p12.3), 1516973225 (15q25.2) and CRC risk (p > 107) in a
meta-analysis of 7 GWAS from Europe including 8,749 cases
and 18,245 controls (p = 0.552 and 0.242, respectively)®
(Table 3). Thus, the interactions between 152965667
(12p12.3), rs16973225 (15q25.2) and aspirin and/or NSAID
use were given moderate overall plausibility scores and weak
(Weak - 3) prior scores (Table 4). Nevertheless, the overall
plausibility scores for the interactions between 10p12.1/
PTCHD3, 17p13.2/MINK]I and NSAID use could not be prop-
erly evaluated due to the missing elements of the extension of
the Venice criteria® that was used for assessing the observed
evidence for the interactions (Table 4).

Interactions between genetic variants and use of estrogen
plus progestogen therapy. The RR for use of estrogen plus

Gene-environment interactions in colorectal cancer risk

progestogen therapy on CRC risk was 0.74 (95% CI: 0.68,
0.81; p < 0.001; ¥ = 0%) in a meta-analysis of 17 studies,*®
thus the association was classified as suggestive (class III;
Table 2). Furthermore, no association was observed between
the rs964293 variant and CRC risk (p > 10™°) in the meta-
analysis of 7 GWAS [OR, 0.97 (95% CI: 0.93, 1.01); p = 0.156;
I? = 6.3%]% (Table 3). On the basis of the prior and observed
scores, the interaction between rs964293 (20q13.2) and use of
estrogen plus progestogen therapy was given a moderate over-
all plausibility score and a weak (Weak - 3) prior score
(Table 4).

Gene-alcohol interactions. A meta-analysis of 8 prospective
studies in the latest CUP CRC reports'' and the CUP Colo-
rectal Systematic Literature Review 2016'* showed one drink
per day increase was associated with increased CRC risk [RR,
1.06 (95% CI: 1.00, 1.11); p = 0.03; P = 60.4%; n of
cases = 36,942], and the association between light-to-moderate
drinking and CRC risk was categorized as weak (class IV)
(Table 2). Additionally, no main effect was observed for the
159409565 (9q22.32) on CRC risk (p > 107°) of 18,299 cases
[OR, 0.98 (95% CI: 0.95, 1.01); p = 0.127]%” (Table 3). Hence,
the interaction between rs9409565 (9q22.32) and light-to-
moderate drinking was given a weak prior score (Weak - 3)
and a moderate overall plausibility score (Table 4).

Gene-meat interactions. No evidence was found for the
interactions between processed meat, red meat and NAT2
based on the weak (Weak - 3) prior score and the weak
observed score (Tables 2-4). The possible 10pl4 locus-
processed meat interaction was given a weak prior score
(Weak - 3) and a moderate plausibility score’ (Tables 2-4).

Gene-folate interactions. No evidence was found for the
interaction between SHMTI1 C1420T and folate intake on
CRC risk based on a weak (Weak — 3) prior score and a weak
observed score (Tables 2—-4).

Gene-overweight interactions. No evidence was found for
the interaction between rs1944511 (11q23.3) and overweight
based on a weak (Weak - 3) prior score and a weak observed
score (Tables 2-4).

Discussion

Main findings

Based on the prior and observed scores, only the interaction
between rs6983267 (8q24) and aspirin use was found with a
moderate overall plausibility score and a main genetic effect
(p = 7.45 x 107" strong, based on the Venice criteria). In
particular, the benefit of regular aspirin use on CRC risk was
confined to individuals with T allele of rs6983267, which has
been associated with impaired binding of cadherin-associated
protein 1 (CTNNBI)/ transcription factor 7 like 2 (TCF7L2)
and lower expression of MYC.®®*”7° Moreover, aspirin has been
associated with Wnt pathway and the inhibition of nuclear
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Meta-analysis of candidate gene- and SNP-based studies
(P < 0.05) or P adjusted for multiple testing < 0.05:
43 genes or genetic variants
20 environmental risk factors

2325

GWAS of G X E interactions in GWAS consortia with
P < genome-wide significance level:
33 genome-wide G X E interaction analyses
22 environmental risk factors

the mai

genetic variants

l l
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Figure 2. Steps in assessing GXE interactions with P for interaction < 0.05 or reached genome-wide significance thresholds. [Color figure can

be viewed at wileyonlinelibrary.com]

CTNNBI expression in colon cancer cell lines.”’ Hence, it
is suggested that a genetic background by which CTNNB1/
TCF7L2 binding is not constitutively active is necessary for
the susceptibility to the effects of aspirin on the Wnt/CTNNBI
pathway.**

Moderate overall plausibility scores were also found for the
interactions between rs4143094 (10pl14) and processed meat
intake, rs9409565 (9q22.32) and light-to-moderate alcohol
drinking (1-28 g/day), rs964293 (20q13.2) and use of estrogen
plus progestogen therapy, as well as rs2965667 (12p12.3),
rs16973225 (15q25.2) and aspirin and/or NSAID use. How-
ever, these interactions are regarded as tenuous due to the lack
of main genetic effects (p > 107°), even though they may pro-
vide clues to discovering novel CRC susceptibility loci that
have not been readily detected in GWAS by their marginal
effects of genetic factors.>®

Little is known about the underlying molecular mechanisms
of the interactions between 1s2965667 at the 12p12.3/
phosphatidylinositol-4-phosphate 3-kinase catalytic subunit type
2 gamma (PIK3C2G) locus, rs16973225 (15q25.2/interleukin 16)
and aspirin and/or NSAID use on CRC risk. PIK3C2G gene
encodes a protein of the phosphatidylinositol-4,5-bisphosphonate
3-kinase (PI3K) family,”* of which the activated signaling can
inhibit apoptosis in colon cancer cell lines that can be restored

with NSAID-mediated blockade of PI3K.*””* Interleukin 16 may
stimulate monocyte induction of proinflammatory cytokines
associated with tumorigenesis,”*’> which suggests that polymor-
phisms in or near the interleukin 16 gene may be associated with
the production of inflammatory cytokines that modify the che-
mopreventive effect of aspirin and/or NSAIDs on CRC.”” How-
ever, it is proposed that those GWAS-identified promising loci
outside of a known coding region may affect more distant genes
rather than the closest gene.”®

The interaction between use of estrogen plus progestogen
hormone preparations and the rs964293 variant in the
20q13.2, known as cytochrome P450 family 24 sub-family A
member 1 (CYP24A1) is biologically plausible. CYP24A1 is
greatly expressed in malignant colon tumours,”” and some
variants in CYP24A1 have been associated with CRC risk.”® In
a recent meta-analysis, ever use of estrogen plus progestogen
therapy has been associated with lower CRC risk [OR: 0.74
(95% CI: 0.68, 0.81); p <0.001].%® Also, an inverse association
was found in the meta-analysis of randomized controlled trials
with a hazard ratio of 0.77 (95% CI: 0.59, 0.98) (p = 0.037).%°
It is suggested that CYP24AI1 may only be a metabolizing
enzyme for progestrogens but not estrogen, since an interac-
tion effect was only found with the use of combined estrogen-
progestogen therapy and not with estrogen-only intake.”
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The mechanism of the modifying effect of the rs4143094
variant at the 10pl4 locus, near GATA binding protein
3 (GATA3) region, on the association between processed meat
intake and CRC risk is even less clear. GATA3 has been
described as a master regulator of T-helper 2 cell differentiation
in mature CD4 (+) T cells and has been associated with T cell
development.”” One possible explanation of the functional
impact is that processed meat could trigger a pro-tumorigenic
inflammatory or immunological response,’>*’ and loss of
GATA genes or silencing of expression can increase CRC risk.>'

Furthermore, the mechanism of the modifying effect of
alcohol consumption on the association between rs9409565
at the 9q22.32/ Hippocampus Abundant Transcript-Like
1 (HIATLI1) locus and CRC risk has not been understood.
HIATLI is a member of the solute carrier group of mem-
brane transport, which makes the move of substances (such
as peptides, amino acids, proteins, metals, and neurotrans-
mitters) directly into or out of cells possible.**®* Gene
expression analyses indicate that the variants at 9q22.32/
HIATLI that interact with alcohol on CRC risk through
genome-wide GXE interaction analyses can also impact
HIATLI expression,”® which suggests that alcohol may mod-
ify the effects of HIATL1 on CRC risk through its influence
on HIATLI expression levels.*

Challenges for GXE interaction studies

Studies of GXE interactions require much larger sample sizes
than main effect analyses due to small effect sizes, multiple
testing, misclassification due to imperfect measures of envi-
ronmental exposures and more model parameters.”®*"%
Even if the sample size is large enough to detect interactions
with common exposures, it may still be insufficient when
analyzing relatively rare exposures or genotypes of interest.’
Meta-analyses of existing GXE interactions can address this
sample size limitation, though investigators should be aware
of other issues, such as i) inconsistencies in the definitions of
exposures and outcomes and ii) differences in study designs,
tools for assessing exposures, distributions of exposures, sta-
tistical analyses, presentation of results and publication
bias.*” Additionally, the scale and distribution of environ-
mental exposures in a population can also influence power.
In dietary studies, it is suggested that the diet under investi-
gation should be sufficiently variable in the population to
allow evaluation of various intakes, and risk should be
reported per similar units of exposure (e.g. per 100 g meat
intake per day) to ensure that comparisons between popula-
tions is possible.”’ In studies performed under the frame-
work of GWAS consortia, the nature of exposure assessment
may be different from other studies. Thus, harmonization of
exposure may have been more difficult. Consequently, an
increased sample size and decreased quality of exposure data,
as well as a fully validated design may help to address the
measurement error issue.’

Gene-environment interactions in colorectal cancer risk

Strengths and limitations of current review

The strengths of umbrella reviews have been described else-
where.'>**%° In our study, we found moderate evidence for
some GXE interactions on CRC risk, though most of these
interaction effects were tenuous due to the lack of main
genetic effects and/or environmental effects. The proposed
biological mechanisms for the GXE interactions are hypotheti-
cal and in the absence of experimental studies could not be
used to prove causality. Ideally, evidence from a model system
or/and organism with genetic variations in the gene/polymor-
phisms of interest and exposed to the physiological dose of
the environmental factor (aspirin, processed meat, alcohol,
and sex hormone) is required to support the epidemiological
evidence described here. Thus, further replication and func-
tional studies are required to confirm our findings and under-
stand the biologic implications of the interactions.

Our study has limitations. First, interaction effects that
have not yet been assessed through meta-analyses or system-
atic reviews would not have been included, since umbrella
reviews do not focus on individual studies. Second, we did not
use an established tool to assess the risk of bias in the
included observational studies, because available tools such as
Q-Genie™ and the Newcastle-Ottawa Scale do not capture
aspects relevant to the GXE assessment. Third, we excluded
reviews without explicit systematic literature searches in order
to avoid bias, but this could have resulted in the exclusion of
syntheses of literature that have not been systematic.”® Fourth,
interactions with limited evidence or limited sample size may
have led to false-negative findings for some joint effects that
have long been thought to exist. False-positives may also exist,
although we have applied our criteria to assess the evidence to
minimize biases. In our study, we used I° to assess the hetero-
geneity in the evaluation, however, it has been reported that I?
represents what proportion of the observed variance would
remain if we could eliminate the sampling error rather than
how much the effect size varies.”> Additionally, we would miss
interactions in which there were no marginal effects of geno-
type or exposure on CRC risk, since the Venice criteria only
aim to grade the credibility of evidence of significant main
effects; and 2 of the identified GXE interactions in our study
could not be properly evaluated due to lack of information
required to apply these criteria.

We combined systematic literature reviews, candidate and
genome-wide GXE studies together. The main reason for this
was to provide a comprehensive overview of the existing litera-
ture on GXE interaction in relation to CRC risk. However, an
issue is that in each of these types of studies, different criteria
and p value thresholds are typically used to evaluate the credit-
ability of findings. Candidate gene studies with liberal p value
thresholds might be biased toward false positive findings, while
the genome-wide approach is prone to false negative observa-
tions, because true interactions may not reach a stringent
genome-wide significance threshold. This, as well as other
issues such as genotyping and imputation problems, could be a
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reason why none of the interactions identified in the candidate
gene studies were replicated in genome-wide GXE studies.

The extension of Venice criteria used here has been applied
in the past to assess joint effects of environments and genes
on risk of multiple cancers.”'® This method does not take into
account other lines of evidence, such as biological plausibility
of observed associations, biological gradient of effects, coher-
ence of the observations across multiple type of studies or
support by experiments. Although other guidelines are more
comprehensive in the range of evidence considered such as
the newly developed “integrative research” method that com-
bines causal criteria of Austin Bradford Hill with graphical
models,” we did not use it to evaluate the evidence in our
study, since some of the criteria are difficult to apply and
interpret in molecular epidemiology (e.g. temporality).”*

Conclusions

Our assessment maps the status of evidence on the associa-
tions between GXE interactions and CRC risk. Despite the
identified studies exploring a wide variety of GXE interactions
on CRC, we conclude that we did not find highly convincing
evidence for any interactions, but several associations were
found to have moderate strength of evidence using our set of
guidelines.

Though most of the evaluated GXE interactions in our study
were with no main genetic effects, it has been suggested that
such kind of risk loci that have not been readily detected in tra-
ditional GWAS may be identified by testing for interactions
between SNPs and environmental risk factors, even though there
is no strong evidence for a GXE interaction.>® Thus, studies
incorporating accurate assessment of environmental exposures
are encouraged not only to identify novel GXE interactions, but
also to discover novel risk loci for CRC by characterizing any
underlying GXE interactions.” Moreover, there remains insuffi-
cient evidence for GXE interactions on CRC risk, and some
GXE interactions without strong evidence may still be important
in CRC prevention. Hence, studies with large sample sizes and
further functional studies are required to identify important
GXE interactions that could have public health impact, so as to
shed light to CRC etiology and to allow for more specific risk
assessment for early-detection or prevention strategies.
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