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Abstract

Purpose—To date, genome-wide association studies have identified ten genetic loci associated
with colorectal cancer (CRC) susceptibility. We hypothesised that these loci might also impact on
cancer survival.

Experimental design—To determine whether SNPs tagging these ten loci influenced all-cause
and CRC-specific mortality, we prospectively followed survival outcomes for 2838 Scottish
patients recruited soon after a diagnosis of colorectal cancer. Survival analysis was conducted
using Cox proportional hazard models adjusted for American Joint Committee on Cancer stage,
age and sex.

Results—None of the SNPs were found to be statistically significantly associated with all-cause
or CRC-specific mortality.

Conclusions—We conclude that none of the ten common genetic variants so far shown to be
associated with colorectal cancer risk are associated with survival from colorectal cancer.

Keywords

Colorectal cancer; common genetic variants; all cause survival; colorectal cancer survival

INTRODUCTION

Despite modest improvements in survival rates from colorectal cancer (CRC) over the last
25 years, deaths from CRC still account for approximately 10% of all cancer deaths in the
UK. Globally, CRC is ranked second as a cause of cancer mortality with 492,000 deaths per
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annum (Cancer Research UK, 2007). The main CRC prognostic marker at present is stage at
diagnosis, which describes tumour spread through the bowel wall, number of affected lymph
nodes and spread of tumour to distant organs (metastasis) (1). Some studies have reported
that lifestyle factors such as physical activity and body mass index influence particular
characteristics of the tumour systemic inflammatory response, which affects cancer survival
(2;3). We hypothesised that common genetic variation might also influence cancer survival.
There is some evidence of familial concordance for survival in a number of cancers,
including CRC, which suggests that inherited genetic variation can contribute to CRC
prognosis (4). A few studies have reported associations with survival of genetic variants
alone (5) or in combination with particular treatments (6;7). A study that investigated the
association between survival and common genetic variants and haplotypes of the mismatch
repair genes concluded that there is some evidence these variants may influence survival in
CRC patients (1). Finally, a recent study found no associations between SNPs located on
8924 and colon cancer survival in 460 stage 2 and 3 colon cancer patients (8).

Recently, Genome Wide Association Studies (GWAS) have demonstrated that part of the
heritable component to risk of colorectal cancer (9) is attributable to common variants of
individually modest effect. The risk loci so far identified map to 8924 (rs6983267) (10;11),
8023.3 (rs16892766, £/F3H) (12), 10p14 (rs10795668) (12), 11923 (rs3802842) (13), 15913
(rs4779584) (14), 18921 (rs4939827, SMAD?) (13;15), 14022.2 (rs4444235, BMP4) (16),
16922.1 (rs9929218, CDHI) (16), 19q13.1 (rs10411210, RHPNZ2) (16) and 20p12.3
(rs961253) (16). This study examines a large prospectively-collected population-based
cohort of CRC patients in Scotland and is the first report to our knowledge that examines
whether these loci are also associated with all-cause or CRC-specific mortality.

METHODS

Description of study patient population

All CRC patients were of Scottish ancestry (defined as parents and all grandparents residing
in Scotland) from a population-based case-control study of CRC (Study of Colorectal
Cancer in Scotland, SOCCS; 1999-2006) (17). The work is subject to ethical approvals from
the MultiCentre Research Ethics committee for Scotland, 18 Local Research Ethics
committees, 18 Caldicott guardians and 16 NHS Trust management committees, and all
participants provided written informed consent.

Patients were recruited as soon as possible after a confirmed diagnosis of adenocarcinoma of
large bowel epithelium, in order to minimise survival bias. We recruited 52% of all CRC
cases arising in Scotland during the recruitment period and 98.4% of the recruited cases
were finally included in the SOCCS study (3,417 CRC cases). A Genome Wide Association
Study (GWAS) was conducted for colorectal cancer risk and this has been described in more
detail elsewhere (9-13, 15). Dominant polyposis syndromes, HNPCC or bi-allelic MYH
mutation carriers were excluded from the GWAS analysis and the subsequent survival
analysis. Genetic data were available for 3,017 CRC cases. Cases were excluded from the
survival analysis for the following reasons: not enough DNA for DNA amplification (43
cases); genotyping failure (1 case); previously unrecognised carriers of another
susceptibility allele (5 cases); gender discrepancies between our records and genotype (10
cases); date of diagnosis a year prior to study's initiation date (6 cases); missing data (AJCC
stage: 98 cases; date of diagnosis: 14 cases); duplicates (2 cases). Therefore, 2838 cases
were included in the survival analysis.

Clin Cancer Res. Author manuscript; available in PMC 2011 January 15.
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Genotyping, quality control, variant selection

Three aliquots of 10ml of blood were collected from each case in one ACD and two sodium
EDTA tubes. DNA was extracted from one of the EDTA tubes using Nucleon kits. Median
DNA yield on samples was 327ug (range: 50-1197u.g). Quality control procedures included
spectrophotometric readings of every sample (either A260/280 or PicoGreen™), agarose gel
electrophoresis of uncut and restriction enzyme cut DNA from 2% of samples and a control
PCR on 1% of samples (13).

The variants were genotyped using a custom made Illumina array. Details of these methods
together with information on quality control procedures have been described previously
(13). Briefly, in Phase 1 1012 cases (aged <56 years old) were genotyped using Illumina
HumanHap300 and HumanHap240S arrays on the Infinium platform. In phase 2, 2037 cases
(aged <80 years old) were genotyped using the Illumina iSelect custom panel for the top
ranked 15,008 SNPs that were most strongly associated with CRC risk. In both Phase 1 and
2, samples were distributed randomly and blinded to survival status within 96-well sample
plates to minimize systematic genotyping bias due to batch-to-batch variations. Genotype
call rates were high for both the HumanHap300 (99.92%) and HumanHap240S (99.85%)
arrays. (13). The variants that were included in the current report were SNPs that had been
found to influence CRC risk in recent GWAS (Supplementary table 1).

Survival Analysis

The 2,838 cases that were included in the survival analysis were observed until death or 30t
April 2008 (censored date), whichever came first. For 2,771 CRC cases (97.6%) date of
diagnosis (incidence date) was provided by the Scottish Cancer Registry (SCR). All
incidence dates were cross-checked with date of first pathology record and date of definitive
clinical diagnosis which was taken as start of treatment (operation, radiotherapy or decision
for palliative therapy). In 67 cases (2.4%), only incidence date extracted first pathology
report collected at recruitment was available. Death certificates were provided by the
General Register Office (GRO) for Scotland. There were 947 deaths from the start of
recruitment to the censored date. The cause of death was determined by a physician
examining all death certificates and there were 811 deaths that were due to CRC (86% of all
deaths). The protocol devised for deciding whether the death was related to colorectal cancer
is available upon request. In all cases, assignment of cause of death was blinded to the
genotype of the deceased subject. Participant records were linked to SCR and to General
Register Office (GRO) through the Community Health Index (CHI), which is a NHS
population-based register of all individuals who are registered with a general practitioner
(GP) in Scotland (95% completeness) (18).

To determine the cancer stage according to the American Joint Committee on Cancer
(AJCC) system the following procedure was followed. For patients from the South East
Scotland (SCAN region) computerised tomography (CT) scans were requested and
individually checked for evidence of metastasis. For patients from the West and North of
Scotland (WoSCAN and NoSCAN regions, respectively) the consultants of individual
patients were contacted by letter requesting staging information and clarification of
metastasis status for their patients. For the remaining cases individual general practitioners
were contacted by letter. The stage distribution for SCAN, WoSCAN and NoSCAN was not
statistically significant different (chi square test p-value 0.17). In addition, there was no
significant difference in survival time between the different Scotland regions (mean range
4.2-5.2 years, median range: 4.3-6.3 years).

Survival analysis was performed using the G12BAF routine of the NAG library
(FORTRAN) and the statistical package Intercooled STATA version 10.0 (Stata Corp,

Clin Cancer Res. Author manuscript; available in PMC 2011 January 15.



syduasnue|A Joyiny siapun4 JIAd adoin3 ¢

syduosnuelA Joyiny sispun4 DA @doing ¢

Tenesa et al.

RESULTS

Page 4

College Station, Texas). The t-test was used to test differences in mean age and the Pearson
2 test was used to test differences in terms of sex and AJCC stage between deceased and
survived/ censored cases. Cox proportional hazards models were used to calculate hazards
ratios (HRs) between the SNPs and death adjusted for other risk factors: Model | (adjusted
for AJCC stage, age and sex), Model Il (adjusted for age and sex) and Model Il (crude
model). In the first analysis, death from any cause was the end point, whereas in the second
analysis death from CRC was the end point with deaths from other causes being treated as
censored. In addition, we ran the all-cause and CRC-specific survival analysis after AJCC
stage stratification. The proportional hazards assumption was checked by fitting a model
including time-dependent covariates on the exposures and testing if the time-dependent
covariates are significant.

Table 1 presents summary statistics by mortality group of factors influencing survival.
AJCC stage was strongly associated with all-cause and CRC-specific mortality (chi-square
p-value: <5x1077) and age was associated with CRC-specific mortality (t-test p-value 0.02;
Table 1). General information about the survival analysis, including the numbers of persons
at risk (at selected time points), numbers of events at selected time-points and follow-up
information, is presented in Supplementary table 2.

We tested for an association between stage at presentation and genotype at each of the 10
SNPs (Supplementary table 3). We found a marginally significant effect for rs9929218 (chi-
square test p-value: 0.02), with an over-representation of stage 1 and 2 cases and an under-
representation of stage 3 and 4 cases for the GG genotype when compared to the AA and
AG genotypes. However, this is neither significant when testing by individual stage nor in
grouped stage categories when adjusted for multiple testing. Genotypes at all other SNPs
showed no relationship with stage at representation (Supplementary table 3). The association
between each SNP and tumour location (colon vs. rectal cancer) was tested and reported in
Supplementary Table 4. We found a significant effect for rs4779584, rs4939827 and
rs10411210 (chi-square test p-value: 0.001, 0.002 and 0.01 respectively).

In the multiple logistic regression analysis adjusted for AJCC stage, age and sex (Model )
none of the ten SNPs were associated with all-cause (Table 2) or CRC-specific mortality
(Table 3). Applying models adjusted only for age and gender (Model 1) and the crude
model (Model 111), the findings were similar for all-cause mortality (Table 2) and CRC-
specific mortality (Table 3). However, the A allele of the rs16892766 SNP was associated
with increased CRC-specific mortality in models Il and I11 (p-value 0.04).

Next, we fitted a model including a time-dependent form of the covariates (AJCC, sex, and
age) to check the proportional hazards assumption. The assumption was true for the SNP,
age and sex covariates, but not for the AJCC stage covariate. We therefore re-run Model |1
stratified by stage (AJCC stage 1, 2 and AJCC stage 3, 4). The results are presented in
Supplementary tables 5 (all cause mortality) and 6 (CRC-specific mortality). The T allele of
the rs4939827 SNP was associated with an increased all cause mortality only for AJCC
stage 1 and 2 (p-value 0.05) (Supplementary table 5). In addition, the G allele of the
rs10411210 was associated with an increased CRC-specific mortality only for AJCC stage 1
or 2 cases (p-value 0.02) (Supplementary table 6). Finally, all-cause and CRC-specific
analysis was conducted separately for colon and rectal cancer cases and there were no
statistically significant effects of genotype on either colon or rectal cancer survival
(Supplementary tables 7 and 8).

Clin Cancer Res. Author manuscript; available in PMC 2011 January 15.
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DISCUSSION

Main findings

GWAS for CRC have so far identified 10 loci that contribute to the heritable component of
CRC risk. These genetic variants are common in populations of European ancestry and their
identification has provided new insights into the aetiology of CRC (19). We hypothesised
that these 10 loci might be also associated with survival to CRC. However, no association
was found between any of the 10 SNPs previously reported to be associated with CRC risk
and all-cause or CRC-specific mortality. When we stratified by AJCC stage (AJCC 1, 2 and
AJCC 3, 4), only rs10411210 was found to be marginally associated with CRC-specific
mortality in AJCC stage 1, 2 cases. However, due to the large number of hypotheses tested,
we consider this to represent a false positive due to multiple testing.

Strengths and limitations

Conclusion

The strengths of this study include the systematic and prospective nature of the collected
dataset of CRC cases from almost all hospitals in Scotland. Cases were recruited as soon as
possible after diagnosis in order to limit survival bias amongst those recruited and maximise
the person-years of follow up. We therefore consider that this systematic study of cancer
experience from across a whole country provides results that are broadly representative of
the general population. In addition, data relevant to the survival analysis were of high
quality since they were obtained from the Scottish registries GRO and SCR (which are
known to have high levels of data quality and data completeness) after linkage of our
participants with their databases using the CHI number. In addition, extra care was taken in
order to determine the AJCC stage by experienced study clinicians reviewing individual CT
scans and staging and metastasis information for every case.

Limitations of our study include the possibility of a relative under-representation of cases
that were very ill at presentation and died very soon afterwards, even within the same
hospital admission. It is therefore possible that the external validity of results may be limited
for CRC patients of advanced AJCC stage or those who present with a complication such as
bowel obstruction or perforation, or those who have additional co-morbidity that might have
influenced their ability to survive, independent of cancer stage at presentation. It is very
unlikely that treatment differences between hospitals could have affected survival because
CRC clinical management is standardised in Scotland through the Scottish Intercollegiate
Guidelines Network (**SIGN). The objective of SIGN is to improve the quality of health
care for patients in Scotland by reducing variation in practice and outcome.

In conclusion, none of the 10 genetic loci so far reported to be associated with CRC risk are
associated with either all-cause or CRC-specific mortality after diagnosis.

STATEMENT OF TRANSLATIONAL RELEVANCE

We have addressed a key aspect of translational cancer medicine, namely whether
germline variation associated with cancer risk is associated with cancer survival.
Germline determinants of outcome have enormous translational potential because
genotyping could be used for prognostic value and also to inform clinical use of adjuvant
therapies. The common germline genetic variants that we studied are very strong
candidates as prognostic factors because each is associated with cancer risk and several
tag biologically plausible genes. Through this robust analysis of a large prospective

**SIGN Guidance is lodged at http://www.sign.ac.uk/
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cohort of colorectal cancer cases, we report an important negative finding. The work is
important both because it is comprehensive and also because it sets a benchmark to help
minimise false positive reporting from future smaller studies. The work will also inform
design of further studies of germline determinants of colorectal cancer outcome.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Summary statistics by mortality group of factors influencing survival

Table 1

All cause All cases’ Deceased Survived/ censored g1yt
mortality cases cases

Phase1& 2 n=2838 n=947 n=1891

Age (vears)  61.03(11.22)  61.48 (11.75)  60.80 (10.94) 0.12
Sex

Men 1630 (57.43%) 565 (59.66%) 1065 (56.32%)

Women 1208 (42.57%) 382 (40.34%) 826 (43.68%) 0.09
AJCC stage

1 541 (19.06%)  58(6.12%) 483 (25.54%)

2 977 (34.43%) 193 (20.38%) 784 (41.46%)

3 891 (31.40%) 317 (33.47%) 574 (30.35%)

4 429 (15.12%) 379 (40.02%) 50 (2.64%) <5x1077
CRC- All cases 7 Deceased Survived/ censored  p-value
specific cases cases

mortality

Phase1& 2 n=2838 n=811 n=2027

Age (vears)  61.03(11.22)  60.24 (11.67)  61.34 (11.02) 0.02
Sex

Men 1630 (57.43%) 471 (58.08%) 1159 (57.18%)

Women 1208 (42.57%) 340 (41.92%) 868 (42.82%) 0.66
AJCC stage

1 541 (19.06%) 27 (3.33%) 514 (25.36%)

2 977 (34.43%) 132 (16.28%) 845 (41.69%)

3 891 (31.40%) 280 (34.53%) 611 (30.14%)

4 429 (15.12%) 372 (45.87%) 57 (2.81%) <5x1077

Page 8

*
Mean values and in parentheses standard deviations for quantitative variables; number of subjects and in parenthesis percentages for categorical

variables.

fP—vaIues from the Pearson X2 for categorical variables; from t-test for continuous variables

17tMean values and in parentheses standard deviations for quantitative variables; number of subjects and in parenthesis percentages for categorical

variables.

Clin Cancer Res. Author manuscript; available in PMC 2011 January 15.



Page 9

Tenesa et al.

|apow apnid

't

xas ‘aby :10} paisnipy

4

Xas pue abe ‘QJry 4o} paisnipy
*

G0 TTT'€60 20T 6,0 TTT'C60 10T 9T0 /LTT'/60 LOT [E8C 6E0 vV 18225€9 (114 €G2T968!
890 ¥ZT'/80 ¥0OT 690 ¥ZT'/80 V0T 6.0 9TT'Z80 860 [E8CZ 100 L OvTveese 6T OTZTTYOTS!
800 TOT'€80 T60 800 TOT'€80 T60 920 ¥0T'S80 60 8E8Z 920 YV l¥¥8IEL9 9T  8TZ6266S!
690 ZTT'€60 20T L0 TTT'E60 20T €50 ETT'¥60 €0T 8E8C ¢SO L 69908V€S YT GETYRyYS)
L00 0ZT'660 60T L00 0ZT'00T 60T €60 STT'960 GOT 888 950 L T9.0LvY 8T  LT86E6YSI
960 TTT'680 00T €60 TTT'680 00T 90 90T'S80 G60 [6lC 120 L 8v0z8.0€ ST ¥856..¥S
890 80T'680 860 L0 80T'060 860 vT'0 20T'S80 €60 8E8C  S90 vV  6T69.90TT TT  ¢v808es!
TL0 2UT'€60 20T 190 TUT'€60 20T v.’0 80T'060 860 ¥E8C  TEO A7 748 2L 0T  89956.0Ts!
€10 62T°L60 2IT 210 0ET'[60 2TT T20 6TT'680 €0T [€8CZ 060 vV  798669.TT 8  99/2689Ts!
vr0  90T'88°0 960 97’0 90'T'880 160 LS0 ETT'¥60 €0T 8E8C  ¥¥0 L /8vz8v8eT 8  197€869s!
anfeA-d 10%S6 dH onfead ID%S6 dH onpead [D%S6  dH
ba 1y
+111 PPOW 111 PPON | PPOW N w_ww_m mﬂm dey  awosowoyd dNS

AI[ETIOW SN [[E pue si DY YIM UOIIRIo0SSE Juediiiubis Ajjeansifels moys 01 pauodas SdNS 0T 8yl Usamiaq UoIBId0SSY

® Europe PMC Funders Author Manuscripts

¢?olqel

® Europe PMC Funders Author Manuscripts

Clin Cancer Res. Author manuscript; available in PMC 2011 January 15.



Page 10

Tenesa et al.

|apow apnid

't

xas ‘aby :10} paisnipy

4

Xas pue abe ‘QJry 4o} paisnipy
*

LS0 YTT'€60 €0T 850 ¥TT'€60 €0T L00 TZT'660 TT [E8C  6ED vV 18225€9 (114 €G2T968!
€70 TET'680 80T 97’0 TET'680 80T v6'0 TZT'Z80 660 LE8C 100 L OvTveese 6T OTZTTYOTS!
T0 207280 7160 T0 207280 7160 620 SOT'¥80 ¥60 8€8Z 920 YV l¥¥8IEL9 9T  8TZ6266S!
280 2UT'e60 10T 980 TITT'T60 10T 190 ETT'€60 20T 8E8C ¢S50 L 69908V€S YT GETYRyYS)
L00 TZT'660 TT L00 TZT'660 TT 6€0 STT'S60 GOT 888 950 L T9.0LvY 8T  LT86E6YSI
880 <ZIT'880 660 260 127T'880 660 620 90T'€80 V60 [6/C 120 L 8v0z8.0€ ST ¥856..¥S
80 C¢IT'Z60 T0T €80 ¢IT'Z60 10T €0 G0T'980 G60 8E8Z  S90 vV  6T69.90TT TT  ¢v808es!
87’0 STT'¥60 t0T 750 GSTT'€60 €0T 6.0 60T'680 660 ¥E8C  TEO A7 748 2L 0T  89956.0Ts!
v00 LET'TOT LTT v00 LET'00T LTT 9’0 ¥ZT'T60 90T LE8CZ 060 vV  798669.TT 8  99/2689Ts!
GL'0 60T'680 860 890 80T'680 860 vZ0 8TT'960 90T 8E8C  ¥¥0 L /8vz8v8eT 8  197€869s!
anfea-d 10%S6 dH onjead ID%S6 dH onpead [D%S6  dH
ba 1y
+111 PPOW 111 PPON | PPOW N w_ww_m mﬂm dey  awosowoyd dNS

AI[eLIoW 211103dS-D g0 pue %S DD YIIM UOIRIo0sse Juedijiubis Ajjeonsiels moys 01 pauodal SNS 0T 8yl Usamiag UoNeIoosSy

® Europe PMC Funders Author Manuscripts

€9lgel

® Europe PMC Funders Author Manuscripts

Clin Cancer Res. Author manuscript; available in PMC 2011 January 15.



