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Abstract. A glycine to valine substitution at codon 12
(G12V) in Kirsten-Ras (K-Ras) gene has been associated
with reduced overall survival in colorectal cancer patients;
however, the effect of other K-Ras mutations than G12V still
remains unclear. Therefore, we investigated the role of
different K-Ras mutations on overall survival in a homogeneous, large patient cohort with standardized therapy and
uniform analysis of K-Ras mutation status. The study
included 342 patients with histopathologically proven
colorectal cancer. Survival data were provided by the federal
agency for statistics in Austria. Occurrence of K-Ras
mutations at codons 12, 13 and 61 were determined by
capillary sequencing. The overall K-Ras mutation frequency
in carcinoma tissue was 28%. Carriers of the G12V mutation
at the K-Ras gene showed a significantly decreased overall
survival compared to carriers of the wild-type [HR=2.56
(1.15-5.69)]. Other mutations than G12V were associated
with better overall survival compared to wild-type [HR=0.44
(0.2-0.99)]. In conclusion, for the first time, our study showed
clearly that different types of K-Ras mutations are conversely
associated with overall survival in patients with colorectal
cancer.
Introduction
Colorectal cancer (CRC) is the second most common
incidental form of cancer, with 376,400 new cases diagnosed
and 203,700 related deaths annually in Europe (1). Genetics
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play a key role in predisposition, initiation and progression
of CRC. The multistep progression from normal colon
epithelium to adenomatous polyp and finally to invasive
cancer is characterized by two classes of genes, tumorsuppressor genes and proto-oncogenes (2,3). In this context,
mutations in the proto-oncogene Kirsten-Ras (K-Ras) are
involved in 22-46% of colorectal carcinogenesis (4-9).
Mutations in the K-Ras gene, especially a glycine to
valine substitution at codon 12 (G12V), has been proposed to
be an independent risk factor for reduced overall survival in
colorectal cancer patients (5). Moreover, recent data have
shown that mutations activating the Ras signalling pathway
are also predictive for response to anti epidermal growth
factor receptor (EGFR) monoclonal antibodies. The presence
of mutations in the K-Ras gene has been associated with the
lack of response to anti-EGFR monoclonal antibody treatment (10-14). Thus, there is increasing clinical relevance in
the detection of mutations in the K-Ras gene with sensitive
molecular methods to improve risk stratification and therapeutic strategies.
However, experimental in vitro data suggest that codon
12 K-Ras mutations differ in carcinogenic potential and
prognostic significance (15,16). Previous studies merely
showed G12V mutation to be an independent risk factor for
reduced overall survival. Therefore, we aimed to further
elucidate the role of different K-Ras mutations in overall
survival in a large, homogeneous patient cohort with
standardized therapy and uniform analysis of K-Ras
mutation status. We investigated the association between
G12V and other K-Ras mutations, considering the fact that
different mutations may show different effects on overall
survival.
Materials and methods
Patients. We considered 342 patients with histologically
proven colorectal cancer at the Department of Pathology at
the Academic Teaching Hospital Feldkirch from January
2003 to October 2006. Inclusion criteria were histologically
confirmed colorectal cancer and patients undergoing radical
surgery. After appropriate investigational review board
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Table I. Patient characteristics.
–––––––––––––––––––––––––––––––––––––––––––––––––
Total
n=342
–––––––––––––––––––––––––––––––––––––––––––––––––
Gender (m/f), n
195/147
Age (years), mean ± SD

69 ± 11.5

Staging (UICC), n
Stage I
Stage II
Stage III
Stage IV

72
140
101
29

Grading, n
G1
G2
G3
G4
Unknown

104
205
28
1
3

Causes of death, n
Tumor
Non-tumor related

54
3

Tumor localisation, n
Colon
245
Rectal
97
–––––––––––––––––––––––––––––––––––––––––––––––––

approval, these 342 formalin fixed, paraffin embedded tissue
blocks were recovered. All tumors were graded by an
experienced pathologist using 6th edition of UICC classification (17). Sections were cut from regions of the tumor
containing as high a proportion of tumor cells as possible
(typically ≥50%). All materials were unlinked from their
identifiers before being subjected to DNA extraction and
genetic analysis. Clinicopathological variables of the patients
were gender, age, tumor localisation, UICC stage, and K-Ras
status. Follow-up survival data were provided by the Federal
Agency for Statistics in Austria.
Analysis of K-Ras mutations. Genomic DNA was extracted
from deparaffinized tumor tissue samples using the
peqGOLD® Tissue DNA mini kit (PEQLAB Biotechnologie
Ltd., Erlangen, Germany) according to the manufacturer's
instructions. Mutation analysis of K-Ras codons 12, 13 and
61 was carried out by direct sequencing of amplified PCRproducts spanning respective codons. The mutations at
codons 12 and 13 were determined by using the following
PCR sense primer: 5'AAAGGTACTGGTGGAGTATTTGA
TAG and antisense primer: 5'ACAAGATTTACCTCTAT
TGTTGGATC. For determination of mutations at codon 61
PCR was performed using the sense primer: 5'GGAAGC
AAGTAGTAATTGATGGAGA and antisense primer:
5'GCATGGCATTAGCAAAGACTCA. Primers were
purchased from VBC-Biotech Service GmbH, Vienna,
Austria. PCR was performed in a 15 μl volume mix,

Table II. Non-synonymous K-Ras mutation status of patients
with colorectal carcinoma.
–––––––––––––––––––––––––––––––––––––––––––––––––
Total
n=96/342
Amino acid change
(%)
–––––––––––––––––––––––––––––––––––––––––––––––––
Codon 12
G12S (Serine)
3.5
G12D (Aspartate)
31.2
G12C (Cysteine)
11.5
G12V (Valine)
18.8
G12R (Arginine)
3.1
G12A (Alanine)
7.3
Codon 13
G13D (Aspartate)

20.8

Codon 61
Q61H (Histidine)
2.1
–––––––––––––––––––––––––––––––––––––––––––––––––

comprising 5-10 ng genomic DNA, 0.3 Units AmpliTaq
Gold® DNA Polymerase (Applied Biosystems, Forster City,
CA), 1X AmpliTaq Gold DNA Buffer I (Applied Biosystems), 0.5 μM of each primer and 0.2 mM deoxynucleotide triphosphate under the following amplification
conditions: 15 min at 95˚C and 50 cycles at 94˚C for 30 sec,
55˚C for 30 sec and 72˚C for 40 sec, followed by a last step
at 72˚C for 5 min. Purified PCR products were sequenced on
an ABI Prism 3130 (Applied Biosystems), automated
sequencer.
Statistical analysis. Overall survival was defined as the time
from histopathological diagnosis to death from any cause.
Univariate and multivariate analysis was performed using
Cox's model for proportional hazards survival analysis.
Hazard ratios (HR) and 95% confidence intervals (CI) of the
hazard ratios were calculated from the individual Cox
multivariate analysis. Survival curves were generated using
the Kaplan-Meier method. The survival curves were
compared using the log-rank Mantel-Cox test. p<0.05 were
considered to indicate statistical significance. Statistical
analyses were performed with the software package SPSS
11.5 for Windows (SPSS, Inc., Chicago, IL, USA).
Results
Patient characteristics. We enrolled 342 patients from an
Austrian cohort with colorectal cancer diagnosed during
January 2003 and October 2006. Over a mean follow-up
period of 26 months (±13), 57 deaths were recorded; 54 of
them were tumor related. Follow-up data were not available
for 17 patients (5%). The baseline patient characteristics are
presented in Table I.
Genotyping revealed an overall mutation frequency of
28% (n=96) in K-Ras gene codons 12, 13 and 61; 21.7% of
K-Ras mutations occurred at codon 12, 5.8% at codon 13 and
0.6% at codon 61. The mutation status is specified in Table II.
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Figure 1. Results from Cox regression analysis of each individual mutation
compared to the wild-type. The G12R, G12A and Q61H mutations were
excluded from individual Cox regression analysis because no fatalities
occurred. HR, hazard ratio; CI, confidence interval (95%). Hazard ratios
were calculated by Cox regression analysis.
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shown in Fig. 1. The G12V mutation showed a significant
risk for decreased overall survival (p=0.022). Mutations other
than G12V (n=72) showed only a moderate, non-significant
effect on overall survival. However, by combining other
mutations than G12V a significant protective effect on
overall survival could be observed (p=0.046). Concordantly,
due to the contrary effect of K-Ras mutations, the G12V
mutation compared to the wild-type together with other
mutations showed worst overall survival [HR=2.95 (1.34-6.53);
p=0.007]. In the same way, best overall survival was
observed by merged remaining mutations compared to the
wild-type together with the G12V mutation [HR=0.4
(0.18-0.89); p=0.024]. Adjustment for age, gender and UICC
tumor stage in multivariate Cox regression analysis
confirmed these results [HR=2.42 (1.07-5.46); p=0.033 and
HR= 0.31 (0.14-0.7); p=0.005, respectively].
Additionally, Kaplan-Meier survival curves were
graphically displayed according to the three risk models:
K-Ras mutations excepting G12V, wild-type, and G12V.
Overall survival decreased significantly for carriers of K-Ras
mutations other than G12V over carriers for the wild-type to
those who carried the G12V mutation (Fig. 2).
Discussion

Figure 2. Kaplan-Meier survival curves according to three risk models.
K-Ras mutations other than G12V, wild-type, and G12V were compared.
Overall survival decreased significantly for carriers of K-Ras mutations
other than G12V over carriers for the wild-type to those who carried the
G12V mutation. p-value was calculated by log-rank test.

The most common mutation was a G to A change at codon 12
resulting in a glycine to aspartate substitution (G12D).
Association of determined genotypes with overall survival.
We analyzed the effect of each individual mutation compared
to the wild-type. Results from Cox regression analysis are

Our study provides new insights into the influence of K-Ras
mutations on overall survival in patients with colorectal
cancer. In contrast to G12V mutation, combined remaining
mutations at codons 12, 13 and 61 showed a benefit on
overall survival.
Genotype frequencies in the presented study are concordant with literature reports showing K-Ras was mutated
in 22-46% of sporadic colorectal cancers (4-9). However,
reported prognostic impact of the K-Ras mutations provided
inconsistent results (18-22). A large meta-analysis suggested
that the G12V mutation at codon 12 in the K-Ras gene
increases the risks of recurrence or death in patients with
colorectal cancer (5). These data are supported by our
findings that G12V mutation affects overall survival. Earlier
studies could not demonstrate a significant impact on overall
survival of other K-Ras mutations. However, in our study,
K-Ras mutations other than G12V, showed a moderate, but
non-significant effect on overall survival. By combining
these mutations a clear survival benefit was observed. This is
in concordance with a previous report suggesting the K-Rasdependen tumor development results in the formation of less
aggressive neoplasms (23).
In vitro studies showed that different Ras mutations may
influence the oncogenesis unequally because of their different
effects on signal transduction mechanisms (15,16,24). Normal
Ras cycle occurs between a GDP bound inactive and a GTP
bound active form of Ras. Mutant Ras remain longer in the
GTP-bound state, resulting in a more persistent growth signal
(24,26). It is proposed that lower affinity of GTP to G12D
allows G12D an escape from the oncogenic GTP-bound
state, whereas GTP tightly bound to G12V generates a more
persistent, potentially oncogenic signal. Furthermore,
differences in the effector region of G12D und G12V could
modify interactions with downstream signalling molecules
(15). Due to these effects, the influence of different K-Ras
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mutations on overall survival might be explained by the fact
that heterogeneity of K-Ras mutations in colorectal cancer
may differ in carcinogenic potential (15,27).
Additionally, K-Ras is a potential biomarker for antiepidermal growth factor (EGFR) targeted treatment of
metastatic colorectal cancer (mCRC) patients (10-13). Prospective randomized studies are ongoing to elucidate the
impact of different K-Ras mutations on antibody treatment in combination with chemotherapy. Findings of these
studies offer the possibility to adapt therapy to each
patient's individual K-Ras mutational status. Consequently,
potential adverse effects of treatment can be avoided and
leads to cost reduction of increasingly limited financial
funds.
Considering that tumor aggressiveness in vivo can be
influenced by several genetic and epigenetic factors the
study requires cautious interpretation. Nevertheless, in vitro
data showed consistent differences in carcinogenic potential
of different K-Ras mutations. Due to the rare incidence of
individual K-Ras mutation in colorectal cancer tumor
cells, our study may appear underpowered for detecting
significant associations of individual mutations with overall
survival. However, our investigation clearly demonstrates
an association between combined K-Ras mutations and
overall survival.
To the best of our knowledge this is the first study with
the largest sample size showing antidromic effects of nonsynonymous mutations of the K-Ras gene on overall
survival. In contrast to other studies we provide several
advantages for the investigation of the role of K-Ras
mutations on overall survival in colorectal cancer patients:
All patients were diagnosed centrally; the patient cohort
was homogeneous and regionally restricted; standardized
therapy was offered to all patients with colorectal cancer;
there was uniform analysis of K-Ras mutations on codon
12, 13 and 61. Using these methods, the relationship
between the genetic profile of colorectal cancer and overall
survival can be reliably assessed.
In conclusion, our results suggest that different
mutations on the K-Ras gene show different effects on
overall survival in patients with colorectal cancer. G12V
mutation affects overall survival adverse, whereas other
mutations influence overall survival favourable as we could
show for the first time. Further studies are in progress to
elucidate the impact of each individual K-Ras mutational
status with respect to treatment.
Acknowledgements
We wish to thank Gudrun Sonderegger for assistance in KRas genotyping and John Christensen for proof-reading the
manuscript. This study was supported by grants from the
‘Land Vorarlberg’ and the ‘Europäisher Fonds für regionale
Entwicklung’ (EFRE).
References
1. Boyle P and Ferlay J: Cancer incidence and mortality in Europe,
2004. Ann Oncol 16: 481-488, 2005.
2. Fearon ER and Vogelstein B: A genetic model for colorectal
tumorigenesis. Cell 61: 759-767, 1990.

3. Kinzler KW and Vogelstein B: Lessons from hereditary
colorectal cancer. Cell 87: 159-170, 1996.
4. Andreyev HJ, Norman AR, Cunningham D, Oates JR and
Clarke PA: Kirsten ras mutations in patients with colorectal
cancer: the multicenter ‘RASCAL’ study. J Natl Cancer Inst 90:
675-684, 1998.
5. Andreyev HJ, Norman AR, Cunningham D, Oates J, Dix BR,
Iacopetta BJ, Young J, Walsh T, Ward R, Hawkins N, Beranek M,
Jandik P, Benamouzig R, Jullian E, Laurent-Puig P, Olschwang S,
Muller O, Hoffmann I, Rabes HM, Zietz C, Troungos C,
Valavanis C, Yuen ST, Ho JW, Croke CT, O'Donoghue DP,
Giaretti W, Rapallo A, Russo A, Bazan V, Tanaka M, Omura K,
Azuma T, Ohkusa T, Fujimori T, Ono Y, Pauly M, Faber C,
Glaesener R, de Goeij AF, Arends JW, Andersen SN, Lovig T,
Breivik J, Gaudernack G, Clausen OP, De Angelis PD, Meling GI,
Rognum TO, Smith R, Goh HS, Font A, Rosell R, Sun XF,
Zhang H, Benhattar J, Losi L, Lee JQ, Wang ST, Clarke PA,
Bell S, Quirke P, Bubb VJ, Piris J, Cruickshank NR, Morton D,
Fox JC, Al Mulla F, Lees N, Hall CN, Snary D, Wilkinson K,
Dillon D, Costa J, Pricolo VE, Finkelstein SD, Thebo JS,
Senagore AJ, Halter SA, Wadler S, Malik S, Krtolica K and
Urosevic N: Kirsten ras mutations in patients with colorectal
cancer: the ‘RASCAL II’ study. Br J Cancer 85: 692-696,
2001.
6. Bazan V, Agnese V, Corsale S, Calo V, Valerio MR, Latteri MA,
Vieni S, Grassi N, Cicero G, Dardanoni G, Tomasino RM,
Colucci G, Gebbia N and Russo A: Specific TP53 and/or Ki-ras
mutations as independent predictors of clinical outcome in
sporadic colorectal adenocarcinomas: results of a 5-year Gruppo
Oncologico dell'Italia Meridionale (GOIM) prospective study.
Ann Oncol 16 (Suppl 4): 50-55, 2005.
7. Bos JL, Fearon ER, Hamilton SR, Verlaan-de Vries M, van Boom JH,
van der Eb AJ and Vogelstein B: Prevalence of ras gene
mutations in human colorectal cancers. Nature 327: 293-297,
1987.
8. Hosaka S, Aoki Y, Akamatsu T, Nakamura N, Hosaka N and
Kiyosawa K: Detection of genetic alterations in the p53
suppressor gene and the K-ras oncogene among different
grades of dysplasia in patients with colorectal adenomas.
Cancer 94: 219-227, 2002.
9. Kranenburg O: The KRAS oncogene: past, present, and future.
Biochim Biophys Acta 1756: 81-82, 2005.
10. Amado RG, Wolf M, Peeters M, Van Cutsem E, Siena S,
Freeman DJ, Juan T, Sikorski R, Suggs S, Radinsky R,
Patterson SD and Chang DD: Wild-type KRAS is required for
panitumumab efficacy in patients with metastatic colorectal
cancer. J Clin Oncol 26: 1626-1634, 2008.
11. Di Fiore F, Blanchard F, Charbonnier F, Le Pessot F, Lamy A,
Galais MP, Bastit L, Killian A, Sesboue R, Tuech JJ,
Queuniet AM, Paillot B, Sabourin JC, Michot F, Michel P and
Frebourg T: Clinical relevance of KRAS mutation detection in
metastatic colorectal cancer treated by Cetuximab plus
chemotherapy. Br J Cancer 96: 1166-1169, 2007.
12. Lievre A, Bachet JB, Le Corre D, Boige V, Landi B, Emile JF,
Cote JF, Tomasic G, Penna C, Ducreux M, Rougier P,
Penault-Llorca F and Laurent-Puig P: KRAS mutation status is
predictive of response to cetuximab therapy in colorectal
cancer. Cancer Res 66: 3992-3995, 2006.
13. Lievre A, Bachet JB, Boige V, Cayre A, Le Corre D, Buc E,
Ychou M, Bouche O, Landi B, Louvet C, Andre T, Bibeau F,
Diebold MD, Rougier P, Ducreux M, Tomasic G, Emile JF,
Penault-Llorca F and Laurent-Puig P: KRAS mutations as an
independent prognostic factor in patients with advanced
colorectal cancer treated with cetuximab. J Clin Oncol 26:
374-379, 2008.
14. Van Cutsem E, Lang I, D'haens G, Moiseyenko V, Zaluski J,
Folprecht G, Tejpar S, Kisker O, Stroh C and Rougier P: KRAS
status and efficacy in the first-line treatment of patients with
metastatic colorectal cancer (mCRC) treated with FOLFIRI with
or without cetuximab: The CRYSTAL experience. J Clin Oncol
26: S1006, 2008.
15. Al Mulla F, Milner-White EJ, Going JJ and Birnie GD:
Structural differences between valine-12 and aspartate-12 Ras
proteins may modify carcinoma aggression. J Pathol 187: 433438, 1999.
16. Al Mulla F and MacKenzie EM: Differences in in vitro invasive
capacity induced by differences in Ki-Ras protein mutations. J
Pathol 195: 549-556, 2001.
17. Wittekind Ch, Meyer H-J and Bootz F: TNM Klassifikation
Maligner Tumoren. Springer Verlag, pp66-70, 2003.

1283-1287

30/3/2009

11:24 Ì

™ÂÏ›‰·1287

ONCOLOGY REPORTS 21: 1283-1287, 2009

18. Andersen SN, Lovig T, Breivik J, Lund E, Gaudernack G,
Meling GI and Rognum TO: K-ras mutations and prognosis in
large-bowel carcinomas. Scand J Gastroenterol 32: 62-69, 1997.
19. Benhattar J, Losi L, Chaubert P, Givel JC and Costa J: Prognostic
significance of K-ras mutations in colorectal carcinoma.
Gastroenterology 104: 1044-1048, 1993.
20. Kressner U, Bjorheim J, Westring S, Wahlberg SS, Pahlman L,
Glimelius B, Lindmark G, Lindblom A and Borresen-Dale AL:
Ki-ras mutations and prognosis in colorectal cancer. Eur J
Cancer 34: 518-521, 1998.
21. Pajkos G, Kiss I, Sandor J, Ember I and Kishazi P: The
prognostic value of the presence of mutations at the codons 12,
13, 61 of K-ras oncogene in colorectal cancer. Anticancer Res
20: 1695-1701, 2000.
22. Wang C, van Rijnsoever M, Grieu F, Bydder S, Elsaleh H,
Joseph D, Harvey J and Iacopetta B: Prognostic significance of
microsatellite instability and Ki-ras mutation type in stage II
colorectal cancer. Oncology 64: 259-265, 2003.

1287

23. Glarakis IS, Savva S, Spandidos DA: Activation of the ras
genes in malignant and premalignant colorectal tumors. Oncol
Rep 5: 1451-1454, 1998.
24. Schubbert S, Bollag G, Lyubynska N, Nguyen H, Kratz CP,
Zenker M, Niemeyer CM, Molven A and Shannon K: Biochemical and functional characterization of germ line KRAS
mutations. Mol Cell Biol 27: 7765-7770, 2007.
25. Barbacid M: Ras genes. Annu Rev Biochem 56: 779-827,
1987.
26. Santos E, Martin-Zanca D, Reddy EP, Pierotti MA, Della PG
and Barbacid M: Malignant activation of a K-ras oncogene in
lung carcinoma but not in normal tissue of the same patient.
Science 223: 661-664, 1984.
27. Span M, Moerkerk PT, de Goeij AF and Arends JW: A detailed
analysis of K-ras point mutations in relation to tumor
progression and survival in colorectal cancer patients. Int J
Cancer 69: 241-245, 1996.

