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Abstract
Biomarkers reflective of the molecular and genetic heterogeneity in colorectal cancers now guide
certain aspects of clinical management and offer great potential for enrichment, stratification, and
identification of novel therapeutic targets in drug development. Using case-based examples, this
article reviews biomarkers that have an established role in the clinical management of colorectal
cancer: mismatch repair protein testing and KRAS and BRAF mutational analysis. A selection of
biomarkers undergoing validation for future clinical application is presented, and the dynamic and
challenging interface between biomarkers in research and clinical practice is discussed.
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Despite the development of multiple new therapeutics over the past decade, colorectal
cancer continues to be the second leading cause of cancer mortality in the United States and
worldwide, with median survival less than 2 years for patients with advanced disease.1,2 The
evolving understanding of the genetic heterogeneity of colorectal tumors suggests that a
purely anatomic classification may be obsolete.3 Recent identification of molecular tumor
subtypes with distinctive treatment responsiveness and prognosis in some cancers has led to
an emerging paradigm of genetically tailored clinical management, and promises to guide
future drug development in oncology. A prominent example in colorectal cancer is the
finding that an activating mutation in the KRAS oncogene is a biomarker for tumor
resistance to monoclonal antibodies targeting the epidermal growth factor receptor (EGFR);
this has led to the widespread adoption of tumor KRAS mutational analysis before treatment
with this class of drugs.4–7

Biomarkers are measures, such as the presence of a mutation in the KRAS gene found
through polymerase chain reaction (PCR) testing, associated with a clinically distinct
prognosis, diagnosis, or response to a specific treatment. Conventional analyses such as
tumor immunohistochemistry for cytokeratin profile or serum carcinoembryonic antigen
(CEA) measurement are also types of biomarkers according to this broad definition. So-
called predictive markers are associated with response (or lack thereof) to a particular
therapy, whereas prognostic markers are baseline measurements associated with future

© JNCCN–Journal of the National Comprehensive Cancer Network

Correspondence: Robin K. Kelley, MD, Helen Diller Family Comprehensive Cancer Center, Department of Medicine, University of
California, San Francisco, 1600 Divisadero Street, Box 1700, San Francisco, CA 94115. Katie.Kelley@ucsf.ed.

NIH Public Access
Author Manuscript
J Natl Compr Canc Netw. Author manuscript; available in PMC 2013 July 01.

Published in final edited form as:
J Natl Compr Canc Netw. 2011 November ; 9(11): 1293–1302.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



disease trajectory.8,9 This article focuses on newer, genetically based tests of tumor, host, or
both used to evaluate prognosis and/or to predict the likelihood of treatment response.

Using case-based examples, this article reviews biomarkers with an established role in
clinical colorectal cancer management, presents a selection of biomarkers undergoing
validation for future clinical application, and concludes with a discussion of the dynamic
interface between biomarkers in research and clinical practice.

Overview of Established Biomarkers in Colorectal Cancer Clinical
Management

The NCCN Clinical Practice Guidelines in Oncology (NCCN Guidelines) for Colon
Cancer10 and Rectal Cancer11 have incorporated the following tumor genetic tests as
biomarkers to guide specific clinical decisions for patients with colon and rectal cancers:

• In patients with stage II colon cancer, mismatch repair (MMR) protein testing or
microsatellite instability (MSI) testing should be considered to guide decisions on
whether to administer adjuvant single-agent fluoropyrimidine chemotherapy.11

Patients with MMR deficiency have a favorable prognosis and do not seem to
benefit from adjuvant single-agent fluoropyrimidine therapy.12–17

• KRAS mutational analysis for patients with metastatic colorectal cancers is
recommended as a predictive marker for nonresponse to EGFR-targeted therapy
with cetuximab or panitumumab.11 Patients whose tumors harbor certain mutations
in the KRAS gene do not respond to cetuximab or panitumumab and should not be
treated with either of these agents.4–7,18

• BRAF mutational analysis is also included as an option for patients with KRAS
wild-type metastatic colorectal cancers as a strong negative prognostic factor and
for possibly predicting a lower likelihood of benefit from EGFR-targeted therapy
after progression on first-line therapy.10,18–23

These tests are reviewed below in the context of 3 constructed cases, along with selected
examples of other commercially available biomarkers that have not been incorporated into
the NCCN Guidelines because of a lack of consistent evidence for clinical validity or
efficacy.

Case 1: MMR Analysis in Stage II Colon Cancer
A healthy 73-year-old man presents for medical oncology consultation 6 weeks after
undergoing an uncomplicated right hemicolectomy with the finding of pathologic T3, N0
(out of 18 lymph nodes retrieved), M0 colon adenocarcinoma. He is considered to have
average-risk AJCC stage II disease based on the clinical and pathologic features of his
tumor.11,24 Although his family history is negative for malignancy, his oncologist requests
mismatch repair protein testing of his tumor specimen to inform decision-making regarding
adjuvant chemotherapy. His tumor is found to have deficiency in MLH1 through
immunohistochemistry along with high-level MSI (MSIH) according to PCR. What are the
implications of these findings on his recurrence risk and risk reduction from adjuvant
chemotherapy, if administered?

Approximately 15% to 20% of colorectal cancers have sporadic or inherited deficiency of a
mismatch repair protein, most commonly MLH1, MSH2, MSH6, or PMS2.25–28 Sporadic
MMR deficiency is from inactivation of MLH1 in approximately 95% of cases, most often
by promoter hypermethylation.29,30 Inherited MMR deficiency (Lynch syndrome) is from
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germline mutation in MLH1 or MSH2 in approximately 90% of cases, and in MSH6 in
almost 10%.31

MMR deficiency is significantly more prevalent in stage II tumors compared with stage III,
with a recent pooled analysis from the CALGB 9581 and 89803 studies showing a
prevalence of 21.3% versus 14.4%, respectively (P < .001).15 MMR deficiency results in an
inability to correct DNA replication errors, leading to variability in the length of naturally
occurring repetitive DNA sequences (microsatellites) located throughout the genome; this is
known as MSI.25 MMR-deficient tumors are characteristically located proximally and have
a mucinous histology with tumor-infiltrating lymphocytes present.32,33 Testing for loss of a
MMR protein using immunohistochemistry and MSI testing with PCR are concordant, with
MSI-H being associated with deficiency in a MMR protein or proteins, whereas
microsatellite stable (MSS) and tumors with lowlevel MSI (MSI-L) show MMR
proficiency.28,34,35 By convention and for clarity, this article uses the terms MMR-deficient
and MMR-proficient to describe both MMR testing results using immunochemistry and MSI
results using PCR.

Historically, MMR testing has been reserved for patients meeting the Revised Bethesda
Guidelines for Lynch syndrome screening.26,28 Independent of familial cancer risk,
however, subset analyses of multiple large, randomized trials consistently show that MMR-
deficient tumors have a favorable prognosis compared with stage-matched MMR-proficient
tumors.12,13,15,27,36,37 Although the prognostic value of MMR deficiency is apparent in
stage II and III disease, its impact on clinical decision making is greater for patients with
stage II colon cancer, given the modest value of adjuvant chemotherapy overall, the
limitations of conventional clinicopathologic risk assessment, and the increased prevalence
of MMR deficiency in this group.12,14 In the randomized phase III QUASAR study, the
overall recurrence risk for patients with stage II colon cancer with MMR deficiency was
11% (25 of 218) compared with 26% (438 of 1695) for those without MMR deficiency (P
< .001).12 Meta-analyses and pooled data sets suggest that patients with stage II colon
cancer with MMR deficiency do not derive benefit from adjuvant single-agent 5-FU or
capecitabine therapy.13,14,27,38,39 In the largest study of pooled data from randomized trials
of adjuvant 5-FU compared with a control arm without adjuvant treatment (N = 1027),
Sargent et al.14 showed that the overall survival of patients with stage II colon cancer with
MMR deficiency treated with adjuvant 5-FU (n = 47) was actually reduced compared with
those treated with surgery alone (n = 55; hazard ratio [HR], 2.95; P = .04). Although
diseasefree survival was also lower in the treated group, it did not reach statistical
significance (P = .09). The biologic mechanism underlying this finding is unknown,
however, and other datasets have not shown a negative interaction between MMR deficiency
and outcomes with the use of adjuvant 5-FU.12,37 In QUASAR, the subset of patients with
stage II colon cancer with MMR deficiency treated with adjuvant 5-FU showed a
nonsignificant trend toward decreased recurrence compared with the no-treatment arm, but
no difference was seen in overall survival between the arms, and interpretation is limited by
very small numbers of patients and recurrences.12

Overall, these data strongly support the conclusion that MMR deficiency is a prognostic
biomarker associated with a lower recurrence risk in patients with stage II colon cancer, and
a predictive biomarker for lack of significant benefit from adjuvant fluoropyrimidine
chemotherapy in this population. In this context, and acknowledging the findings of Sargent
et al.14 suggesting a possible detriment in patients with MMR-deficient tumors, testing for
this biomarker should be considered for all patients with stage II colon cancer being
considered for adjuvant chemotherapy. The NCCN Guidelines concur with the cumulative
data that patients with MMR-deficient tumors do not benefit from adjuvant single-agent
fluoropyrimidine therapy.10 Notably, these recommendations for MMR testing do not apply
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to patients with stage II rectal cancer, who require a different treatment algorithm, including
chemoradiation because of higher local and distant recurrence risk.

In Case 1, the finding of a MSI-H tumor identifies this patient as having a favorable
prognosis, with an approximately 11% recurrence risk at 5 years according to the results
from the QUASAR subset analysis. The patient is unlikely to benefit from adjuvant
chemotherapy. Genetic evaluation should be offered, although sporadic MMR deficiency is
more likely based on his age and negative family history. Tumor BRAF V600E mutation
testing can be performed; if present, this mutation confirms sporadic MMR deficiency and
excludes Lynch syndrome.40 The prognostic significance of BRAF mutation together with
MMR deficiency is unclear, however, and is likely to be mediated by a complex interplay of
other factors, including methylation status.12,36,41,42

Case 2: KRAS, BRAF, and Other Tests Available for Patients With Metastatic Disease
A 62-year-old woman is found to have unresectable, metastatic disease involving the liver
and peritoneum 6 months after completing adjuvant FOLFOX chemotherapy for stage III
colon adenocarcinoma. Before initiating chemotherapy for metastatic disease, her oncologist
sends a paraffin-embedded specimen of archival tissue from her prior primary tumor
resection specimen for KRAS mutational analysis. This is performed as part of a
commercially available panel of tests, including PCR testing for KRAS and BRAF
mutations along with immunohistochemistry for tumor EGFR, excision repair cross-
complementation group 1 (ERCC1), thymidylate synthase (TS), and vascular endothelial
growth factor receptor 2 (VEGFR2) expression levels. Her tumor is found to be wild-type
for KRAS but harbors a mutation in BRAF at V600E. EGFR, ERCC1, and TS expression
are reported as high, whereas VEGFR2 expression is low. Which (if any) of these results
should influence choice of chemotherapy based on currently available evidence?

An activating mutation in codon 12, 13, or 61 of the KRAS oncogene is present in
approximately 40% of colorectal adenocarcinomas and has recently been shown to be highly
associated with resistance to the anti-EGFR antibodies, cetuximab and panitu-mumab.4–7

Figure 1 depicts the potential mechanism underlying this effect.

Amado et al.4 compared the response rate to single-agent panitumumab in 427 patients with
chemotherapy-refractory, metastatic colorectal cancers according to KRAS mutational status
in a randomized study of panitumumab versus best supportive care. In the panitumumab
treatment arm, patients whose tumors were wild-type for the KRAS gene showed a response
rate of 17% compared with 0% for patients whose tumors harbored a mutation. In the first-
line setting, randomized phase III studies have shown that addition of cetuximab or
panitumumab to the FOLFIRI or FOLFOX regimens, respectively, significantly improves
progression-free survival in patients with KRAS wild-type tumors, whereas those with
mutant tumors do not benefit.5,7 Although KRAS mutation at c.38G>A (p.G13D) is
included as a predictor of resistance with the other mutations in these analyses, it may not
confer resistance to EGFR-targeted therapy, although data are limited.43 The FDA labels for
cetuximab and panitumumab now restrict these agents to patients with tumors wild-type for
the KRAS gene.44 Additional data are required to determine the significance of the G13D
mutation.

The BRAF gene encodes a protein located downstream of KRAS (see Figure 1). Activating
mutations in BRAF (most of which are c.1799T>A, leading to p.V600E) are present in 5%
to 10% of patients with colorectal cancers and are almost never present in tumors with
activating KRAS mutations.20,36,45,46 Table 1 displays incidence data for both mutations.
Although single-arm studies suggested that the BRAF V600E mutation confers similar
resistance to anti-EGFR therapies as an activating KRAS mutation, data from randomized
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clinical trials now show that this mutation is instead a very strong negative prognostic factor
in patients with advanced disease.18,21,22,47–49 BRAF V600E mutation is also associated
with significantly decreased overall survival in patients with stage II and III disease based
on a subset analysis of the PETACC-3 study, particularly in patients without MMR
deficiency (HR, 2.19; P = .00034 for patients with BRAF V600E mutation and without
MSI-H).36 Responses to anti-EGFR therapy in the first-line setting have been described
despite the presence of this mutation, however, albeit with a significantly lower rate than in
patients with wild-type tumors.18–20,49 In a retrospective consortium analysis of 649
samples from patients with metastatic, refractory colorectal cancer treated with cetuximab
plus chemotherapy, response rate in the BRAF mutant cohort was 8.3% compared with 38%
for patients with BRAF and KRAS wild-type tumors.20 The CRYSTAL and CAIRO2
studies showed nonsignificant increases in response rate and survival in patients with BRAF
mutant tumors treated with first-line cetuximab plus chemotherapy compared with patients
treated with the same chemotherapy without cetuximab.18,49 Pooled analysis of the
CRYSTAL and OPUS studies showed a similar nonsignificant trend toward benefit.19

Currently, the clinical role of BRAF testing remains inconclusive. BRAF mutational
analysis is not required for treatment decision making, although it may be informative as a
prognostic marker.10,11

In Case 2, the results from the panel tested suggest that the patient is an appropriate
candidate to receive cetuximab or panitumumab in combination with first-line chemotherapy
because of the wild-type KRAS result. Unfortunately, the presence of a BRAF V600E
mutation indicates that, although response to first-line therapy including an EGFR-targeted
monoclonal antibody is possible, the likelihood may be significantly lower, and that the
patient’s prognosis is poor. Current evidence is insufficient to support the integration of
EGFR, ERCC1, thymidylate synthase (TS), or VEGFR2 expression levels into the clinical
management of colorectal cancers. In the BOND study and in 2 phase II studies of
panitumumab, tumor EGFR expression was not predictive of response to cetuximab or
panitumumab.50,51 Evidence regarding the significance of ERCC1 expression levels in
predicting response to or toxicity from oxaliplatin is conflicting; gene polymorphisms may
be associated with outcomes but remain to be validated.52–55 Although data suggest an
association with poor prognosis in colorectal cancers, TS expression levels have not been
shown predict response or toxicity in randomized studies, and are confounded by
heterogeneity in technique.55–57 Currently no validated predictive marker exists for response
to bevacizumab; although high tumor VEGFR2 levels were associated with improved
outcome in the BOND2 study, other studies have yielded conflicting results.58,59 Large,
randomized, and controlled datasets are required to validate these and other
pharmacogenomic tests as predictive biomarkers for treatment response to specific therapies.
Existing data suggest that the effects are likely to be modest and modified by complex
interactions with other factors, such as polymorphism. The selected examples are not
currently recommended for use in clinical practice.

Case 3: Biomarkers at the Interface of Clinical Research and Practice
A 57-year-old woman with unresectable metastatic sigmoid colon adenocarcinoma has rapid
disease progression despite first-line treatment with FOLFIRI plus panitumumab followed
by second-line treatment with FOLFOX plus bevacizumab. Her tumor is known to be wild-
type for the KRAS gene but positive for a BRAF c.1799T>A p.V600E mutation. Because of
her young age, excellent performance status, and desire to pursue aggressive therapy, she is
referred to an academic center for possible clinical trial participation. She is enrolled on a
phase II trial for patients with BRAF-mutant solid tumors studying the efficacy of a novel
combination of an oral, small-molecule BRAF inhibitor combined with another new
biologic agent targeting a protein downstream from BRAF.
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The examples of KRAS and BRAF mutations show that tumor genotype can significantly
impact a patient’s likelihood of response to therapy and overall prognosis, and that
colorectal cancer should not be considered a single, homogenous entity but rather as a
collection of clinically distinct molecular subsets. In addition to the findings summarized
earlier pertaining to KRAS and BRAF, molecular cohort analyses from the European
consortium dataset and the randomized phase III COIN and CAIRO2 trials collectively
suggest different response and survival outcomes in tumors harboring PIK3CA and NRAS
mutations.18,20,47

Currently, tumor genotyping beyond KRAS and BRAF mutational analyses should be
considered in-vestigational and should not be performed as standard of care. In fit patients
eligible for clinical trial participation, however, tumor molecular and genetic characteristics
will increasingly guide clinical and translational research investigating new targeted
therapies and combinations in the metastatic, refrac-tory disease setting, as exemplified by
the patient in Case 3 for whom standard treatment options were exhausted.

Selected Colorectal Cancer Biomarkers in Validation Stages of
Development

Table 2 displays a selection of the emerging biomarkers with evolving evidence for clinical
validity, defined as a significant association with a clinical end point, such as survival or
recurrence, in patients with colorectal cancer.9 The selected tests are restricted to biomarkers
for patients with established disease; diagnostic and screening biomarkers are not included.
These tests currently are not recommended by the NCCN Guidelines because of their
unclear clinical efficacy in affecting clinical decision making or patient outcomes.9

Conclusions
The discovery of KRAS mutation as a predictive biomarker has invigorated biomarker
research in colorectal cancer, providing clinical relevance to the molecular and genetic
heterogeneity of colorectal tumors and a proof of principle for targeted therapy. In the quest
to discover and develop new targeted therapies, the molecular and genetic features of tumors
and their hosts will be increasingly studied in efforts to identify predictive and prognostic
biomarkers for stratification and enrichment in drug development and for clinical
management.

Enthusiasm for biomarkers in the research arena, however, must be tempered by a critical
review of the available evidence before these biomarkers are used in clinical decision
making. Appropriate adoption of new biomarkers faces the challenges of a highly dynamic
evidence base and early access to commercialization.60–62 Subset analyses of randomized,
controlled clinical trial datasets have confirmed the clinical validity of the biomarkers
reviewed earlier through proving a statistically significant, reproducible association with a
specific clinical end point, such as the likelihood of response to therapy or risk of
recurrence.9 In contrast, however, the current body of clinical evidence and expert consensus
do not support the clinical validity of using biomarkers such as tumor VEGFR2, EGFR,
ERCC1, or TS expression levels to guide management in patients with colorectal cancers,
although these tests are commercially available.

Despite robust data for their clinical validity, the examples of MMR, KRAS, and BRAF
analyses also highlight the perils of early biomarker adoption in the setting of complex
molecular pathways and incomplete evidence. Currently, the clinical implications of
concurrent MMR deficiency and BRAF V600E mutation, which coexist in most sporadic
MMR-deficient colorectal tumors, remain poorly understood and are likely to be mediated
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by an interplay of factors, including CpG island methylation status.41,63 Future dissection of
molecular subsets within these categories will likely lead to further refinement of
recommendations on risk assessment and adjuvant therapy, in patients with stage II colon
cancers in particular. In the example of KRAS mutation, studies have recently shown that
the c.38G>A p.G13D mutation may have a lesser degree of transforming capacity in vitro
and may not influence responsiveness to EGFR-targeted therapy in the same manner as
other KRAS codon 12 and 13 mutations.43 Because of small sample sizes, the significance
of these findings remains limited, and currently no consensus exists regarding the use of
EGFR-targeted therapy in patients with the KRAS G13D mutation.

The evolving understanding of BRAF c.1799T>A p.V600E mutation in colorectal cancers
provides an example of the hazards of early interpretation of single-arm, nonrandomized
data. Soon after the establishment of the KRAS mutation as a predictive biomarker for
nonresponse to EGFR-targeted therapies, small single-arm studies suggested that the BRAF
V600E mutation was a predictive marker for nonresponse to these agents similar to the
KRAS mutation, leading to the inclusion of a statement in the NCCN Guidelines in early
2010 that patients whose tumors were known to harbor a BRAF V600E mutation seemed
unlikely to benefit from anti-EG-FR monoclonal antibodies.21,22 Soon thereafter, the finding
of its strong negative prognostic impact in randomized studies called into question the
predictive value of the BRAF V600E mutation, leading to a modification of the statement in
the NCCN Guidelines to note that data are inconsistent as to the benefit of these agents in
patients with this mu-tation.13,18–20,49 In contrast to the dynamic revisions undertaken by the
NCCN Guidelines in the case of BRAF mutation, however, the manufacturer information
provided with commercially available panels of tests may be outdated or incomplete, leading
to the potential for inappropriate clinical implementation of biomarker data. On a final
cautionary note, oncologists must be aware that biomarkers with established predictive and/
or prognostic value in one tumor type do not necessarily convey the same information in
other tumor types.

In an era of exciting advances in molecularly targeted therapies in oncology, a robust,
iterative communication between preclinical and clinical research is imperative to establish
both the functional significance and the clinical validity of new biomarkers. Equally
important, however, is the careful translation of this evidence into clinical practice to ensure
the validity of the biomarkers used in clinical decision making. Frequently updated practice
guidelines formulated by panels of experts, such as the NCCN Guidelines, are an invaluable
and necessary tool to enable general oncology practitioners to interpret a rapidly evolving
evidence base and identify the biomarkers that are appropriate for integration into practice.
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Figure 1.
Potential Mechanisms of Resistance to EGFR-Targeted Therapy. Schematic representation
of the monoclonal antibodies cetuximab/panitumumab and of the epidermal growth factor
receptor (EGFR)-mediated intracellular signaling pathways. The molecules implicated in
EGFR signaling and affected by oncogenic alterations are highlighted in red.
From Bardelli A, Siena S. Molecular mechanisms of resistance to cetuximab and
panitumumab in colorectal cancer. J Clin Oncol 2010;28:1255; with permission.
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Table 1

KRAS and BRAF Mutation Incidence in Selected Randomized Studies

Study N Stage KRAS Mutation
Rate

BRAF Mutation
Rate

European consortium dataset20 773* IV 40% 4.7%

COIN47 1316† IV 43% 8%

CAIRO218 559 IV 39.4% 8.7%

PETACC-336 1564 II and III 37% 7.9%

*
649 samples were eligible for outcome analyses.

†
Evaluable for mutation analyses
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