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Background: Colorectal carcinoma (CRC) is one of the most frequently diagnosed forms of cancer 
worldwide. The RAS (KRAS, NRAS) and BRAF genes encode proteins that are important therapeutic targets 
for the treatment of CRC and, together with the mismatch repair (MMR) system, are closely related to 
patient prognosis and survival in advanced CRC. Here we evaluate the mutational profile and the frequency 
of mutations in the KRAS, NRAS and BRAF genes, along with the expression of MMR in advanced CRC, at 
a tertiary hospital in southern Brazil. 
Methods: A cross-sectional retrospective study was carried out, where molecular analysis of mutations in 
the KRAS, NRAS and BRAF genes was carried out, as well as immunohistochemistry for MMR proteins.
Results: Next-generation sequencing (NGS) analysis of 310 tumors revealed that 202 patients (65.2%) 
had mutations. The KRAS gene (53.2%) was the most frequently mutated in our sample, with G12D being 
the most frequent, representing 30.5% of the mutations in this gene. The most frequent mutation found in 
BRAF was V600E (n=25; 89.3%) and differed significantly in women and in the right colon in patients with 
MMR deficiency. Among the 283 patients tested for MMR, the rate of loss of expression was 8.8% (25/283).
Conclusions: Deficiency in the MMR system is associated with the presence of the BRAF V600E 
mutation, tumors located in the right colon, and the female sex. In our case series, more than 60% of 
patients had at least one mutation in KRAS, NRAS, or BRAF. The presence of mutations in these genes 
is closely related to CRC prognosis and helps define the best therapeutic approach in patients with  
metastatic CRC.

Keywords: Colorectal carcinoma (CRC); KRAS; NRAS; BRAF; mismatch repair (MMR)

Submitted Dec 29, 2023. Accepted for publication Mar 22, 2024. Published online Jul 22, 2024.

doi: 10.21037/jgo-23-1017

View this article at: https://dx.doi.org/10.21037/jgo-23-1017

1591

 
^ ORCID: Gabriela Remonatto, 0000-0001-6150-9407; Fernanda de-Paris, 0000-0003-2563-9487; Pedro Guilherme Schaefer, 0000-0003-
2792-6586; Emily Ferreira Salles Pilar, 0000-0003-3417-3586; Lúcia Maria Kliemann, 0000-0001-7249-7800.

mailto:lkliemann@hcpa.edu.br
https://crossmark.crossref.org/dialog/?doi=10.21037/jgo-23-1017


Journal of Gastrointestinal Oncology, Vol 15, No 4 August 2024 1581

© Journal of Gastrointestinal Oncology. All rights reserved.   J Gastrointest Oncol 2024;15(4):1580-1591 | https://dx.doi.org/10.21037/jgo-23-1017

Introduction

Colorectal carcinoma (CRC) is one of the most frequently 
diagnosed forms of cancer worldwide (1). Excluding non-
melanoma skin tumors, colon and rectal cancer ranks third 
among the most common cancer types (1). According to 
the National Cancer Institute (INCA), in Brazil, the CRC 
is the third most prevalent type. In the southern region, it 
is the second most common type of cancer in women and 
the third most common in men (2). CRC is observed more 
frequently in the left colon than in the right colon. Based 
on gene expression data, CRC has been divided into four 
consensus molecular subtypes (CMS): CMS1 (microsatellite 
instability), CMS2 (canonical epithelial), CMS3 (metabolic), 
and CMS4 (mesenchymal)—each subtype reflects significant 
biological differences (3). The most frequent clinically 
actionable types of CRC currently belong to CMS type 1 
[microsatellite instability (MSI), BRAF mutations] and type 
3 (KRAS mutations, mixed MSI status) (3,4). 

Tumors arising in the left colon and right colon 
differ not only in incidence, but also in their biology 
and histology, which consequently influences patient  

prognosis (5). Another major challenge is the clinical 
management of metastatic CRC (mCRC); more recently, 
combined therapies have shown benefits for specific 
subgroups (6), and several drugs have been approved for the 
treatment of this disease. However, to effectively benefit 
patients’ lives, the optimal combination and sequence of 
these drugs likely depend on many factors, including the 
mutational status of tumor cells (7).

The analysis of the mutational status of RAS and 
BRAF genes is becoming increasingly relevant in CRC 
treatment, especially for determining the course of 
treatment in patients with metastatic CRC. Patients with 
KRAS mutations also show a low response to the epidermal 
growth factor receptor (EGFR) inhibitors (8), and the 
presence of a BRAF gene mutation is an indicator of a worse 
prognosis (9). The RAS (KRAS, NRAS) and BRAF genes 
encode proteins that play a crucial role in the treatment of 
CRC and are closely linked to the outcome and longevity 
of patients (10-13). The constitutive activation of the RAS-
RAF-MEK-ERK (MAPK) pathway plays a critical role in 
the development and progression of CRC (14). Monoclonal 
antibodies against  EGFR, such as cetuximab and 
panitumumab, have been shown to bind to the extracellular 
domain and block the signaling of this pathway (15). 

The mutational status of RAS genes (KRAS and NRAS) 
is a predictive marker for therapeutic decisions in therapies 
targeting EGFR in metastatic CRC (15). The KRAS 
G12C mutation (c.34G>T in exon 2), which represents the 
substitution of a glycine for a cysteine in codon 12, occurs 
in around 3–4% of CRC (16). The KRAS G12C mutant has 
been identified as a potential target for novel therapies (17). 
First selective KRAS G12C inhibitors to succeed in clinical 
trials were sotorasib and adagrasib, which are potent and 
irreversible inhibitors of the mutant KRAS G12C isoform, 
available orally, for the treatment of solid tumors with the 
oncogenic KRAS G12C mutation, including non-small cell 
lung cancer and colorectal cancer (18,19). 

Mutations in the key protein BRAF in the MAPK 
pathway result in the constitutive activation of this pathway, 
which suggests that BRAF mutation plays a crucial role in 
CRC (14). The V600E mutation, which is predominant in 
the BRAF gene, results from an activating mutation, with 
the substitution of valine for glutamic acid at amino acid 
600 (20). BRAF mutations occur in about 8% of patients 
with advanced CRC and in 14% of patients with localized 
CRC, stages II or III (21). Previous studies substantiate the 
fact that the combined MSI/BRAF test plays a prognostic 
role in colorectal cancer (21,22). 

Highlight box

Key findings
• G12D was the most frequent mutation found in the KRAS gene 

and the deficient mismatch repair (MMR) system system was 
associated with the presence of the BRAF V600E mutation and 
absence of the KRAS mutation. Lung metastasis did not present 
the V600E mutation.

What is known and what is new?
• The RAS and BRAF genes encode proteins that are important 

therapeutic targets for the treatment of colorectal carcinoma (CRC) 
and, together with the MMR system are closely related to patient 
prognosis and survival in advanced CRC.

• The deficiency in the MMR system was associated with the presence 
of the BRAF V600E mutation, absence of the KRAS mutation, 
tumors located in the right colon, and the female sex. The lung 
metastasis did not have the V600E mutation and only had a mutation 
in exon 2 of the KRAS gene.

What is the implication, and what should change now?
• This study provided results that can contribute to the clinical 

diagnosis, establish the prognosis, and improve the treatment of 
patients with advanced CRC. We emphasize the relevance of the 
investigation into the KRAS G12C mutation, the result of which 
opens up another alternative for the treatment of patients with 
a mutation in the KRAS gene, in this pioneering study in the far 
south of Brazil.
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Another well-known biomarker is MSI, which is present 
in tumors with deficient mismatch repair (dMMR) systems. 
Mismatched bases that arise during DNA replication, 
recombination, or chemical/physical damage are identified 
and repaired by proteins of the MMR system, which is a 
highly conserved cellular process (21). However, a deficient 
MMR system produces a MSI phenotype. The MSI pathway 
is widely recognized as an important carcinogenic pathway 
in CRC, representing the molecular signature of Lynch 
Syndrome, which is often linked to a germline mutation 
in the MMR genes and 15% of sporadic CRC, most often 
due to the epigenetic inactivation of MLH1 (23). The 
V600E mutational analysis should be performed in dMMR 
tumors with loss of MLH1 to assess Lynch syndrome risk. 
The presence of a BRAF mutation is strongly associated 
with sporadic pathogenesis. Risk of Lynch syndrome is not 
excluded by the absence of the BRAF mutation (24).

The increasing number of molecular markers in CRC, the 
development of immunotherapy, and the approval of agnostic 
treatments by regulatory agencies, along with the identification 
of markers with prognostic and predictive value, currently 
play an important role in CRC treatment (25). Therefore, 
in the present context, it is important to understand the 
epidemiology of CRC in each population in order to better 
plan access to new therapeutic possibilities (26,27). The 
purpose of this study is to assess the mutational profile 
and the frequency of mutations in KRAS, NRAS, and 
BRAF, along with the expression of MMR in advanced 
CRC, at a tertiary hospital in southern Brazil. We present 
this article in accordance with the STROBE reporting 
checklist (available at https://jgo.amegroups.com/article/
view/10.21037/jgo-23-1017/rc).

Methods 

Study population and sample 

This retrospective study used data from a series of cases of 
stage III or IV CRC in patients treated at the Hospital de 
Clínicas de Porto Alegre (HCPA). Patients included in the 
study consented to the use of their samples, which were 
obtained from the Surgical Pathology Service and subjected 
to molecular analyses by the Personalized Medicine 
Program of HCPA from 2018 to 2022. Tumor samples from 
310 patients were included in this study. Clinical data were 
obtained from a review of patient medical records. The 
study was conducted in accordance with the Declaration of 
Helsinki (as revised in 2013). The study was approved by 

the Research Ethics Committee of the Hospital de Clínicas 
de Porto Alegre, under CAAE (Certificate of Presentation 
for Ethical Consideration) number 56230122200005327.

Tumor selection and DNA extraction 

The molecular analysis of mutations in the KRAS, NRAS, 
and BRAF genes was performed on samples from 310 
patients. The paraffin block with the best representation 
of the tumor was selected from the corresponding H&E 
(hematoxylin and eosin) slide and cut on a microtome 
regulated to a thickness of 10 μm. Following the 
manufacturer’s recommendations, DNA was extracted 
from the samples using the ReliaPrep FFPE gDNA 
Miniprep System kit (Promega, Madison, WI, USA). The 
fluorescence method was used to quantify DNA samples 
after extraction (Qubit 2.0 Fluorometer, Invitrogen, 
Carlsbad, CA, USA).

Molecular analysis by next-generation sequencing (NGS) 

NGS was used for the molecular analysis of the KRAS, 
NRAS, and BRAF genes, with the Ion Torrent™ Ion 
GeneStudio™ S5 System, server version 5.0 (Thermo Fisher 
Scientific, Waltham, MA, USA), using a customized panel 
for the identification of mutations in KRAS (exons 2, 3, and 
4), NRAS (exons 2, 3, and 4), and BRAF (exon 15) (13,24,28). 
Data were analyzed using the Ion Torrent Suite and Ion 
Reporter bioinformatics platform, version 5.0, considering 
a minimum coverage of 800×. The NM_0033360.3 
(KRAS), MM_002524.3 (NRAS), and NM_004333.4 
(BRAF) sequences were used as references. The tests 
were conducted using research use reagents with internal 
validation. The limit of detection (LOD) for variant allele 
frequency (VAF) was 2% VAF. 

For NGS analysis, primary and secondary analyses 
were performed with the Ion Torrent™ Ion GeneStudio™ 
S5 System, server version 5.12.3. The Torrent Mapping 
Alignment Program was used to map the human reference 
genome hg19. Initial quality control and evaluation 
of the coverage of the amplification product for the 
regions of interest were carried out using the Torrent 
CoverageAnalysis plugin implemented in version 5.12.3 
of the Torrent Suite software (Thermo Fisher Scientific, 
Waltham, MA, USA). After filtering the uniformity (>85%), 
the readings on the target (>60%) and the minimum 
mapped readings of 25,000, the regions of interest were 
obtained. Ion Reporter version 5.12 (Thermo Fisher 
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Scientific, Waltham, MA, USA) was used to identify 
variants, with the following somatic parameters: minimum 
variant quality of 10, minimum coverage of 100, maximum 
chain polarization of 0.95 and minimum variant score of 6.

Mismatch repair (MMR) protein analysis 

The preparation of slides for the immunohistochemical 
analysis of the MMR system proteins MLH1, PMS2, 
MSH2, and MSH6 was performed on tumor samples from 
283 patients using an automated platform (Benchmark 
ULTRA Ventana Medical Systems Inc., Tucson, Arizona, 
USA). The paraffin-embedded block, which contained 
tumor tissue and, when available, tissue devoid of 
morphological alterations serving as an internal control, 
was chosen based on the corresponding H&E stained 
slide. It was then sectioned using a microtome adjusted 
to a thickness of 3 μm. This selection was not necessarily 
restricted to the same block designated for NGS. The 
following antibodies and detection kit were used: MLH1 
clone M1 Roche™ USA, PMS2 clone A16-4 Roche™ USA, 

MSH2 clone G219-1129 Roche™ USA, MSH6 clone SP93 
Roche™ USA, all in ready-to-use format, and the Optiview 
Roche™ USA reagent kit. All slides were examined under 
an optical microscope and contained a positive control for 
each antibody. Internal sample control was also evaluated. 
Markers were assessed for positivity in the tumor area, 
and samples with brown-stained nuclei were considered 
positive. When all four proteins were positive, the tumor 
was considered pMMR (proficient MMR), and when the 
expression was negative in at least one of the proteins, the 
tumor was considered dMMR (deficient MMR).

Statistical analysis 

The prevalence of mutations was assessed using absolute 
and relative frequencies, with a confidence interval of 95%. 
Statistical analyses were conducted using the Statistical 
Package for Social Science for Windows (SPSS) version 
29. To investigate the association of the molecular profile 
with sex, age, and tumor location, researchers performed 
the χ2 test or Fisher’s exact test. Results were considered 
statistically significant when P<0.05.

Results

Clinical characteristics of patients 

This study included 310 patients (157 women and  
153 men). The mean age at diagnosis of these patients was 
60 years (range, 18–84 years). The tumor was located in 
the right colon in 68 cases, in the left colon in 145 cases, 
and in the rectum in 89 cases. In eight cases, the tumor 
location was not specified. Eighty-six patients (27.7%) had 
liver metastasis, 51 (16.5%) had lymph node metastasis, and 
34 (11%) had concomitant liver and lung metastasis, while 
other patients had metastasis at different sites (Table 1). 

Relationship between MMR protein expression and clinical 
characteristics 

From 310 patients included in this study, 283 were tested 
for MMR. The remaining patients did not have a sufficient 
sample. The rate of loss of expression was 8.8% (25/283), 
and the frequency of loss of expression for each of the four 
MMR proteins (MLH1, PMS2, MSH2, MSH6) was 6.36% 
(18/283), 6.36% (18/283), 2.12% (6/283), and 2.47% (7/283), 
respectively. The rate of loss of expression of MLH1 and 
PMS2 was significantly higher than that of MSH2 and 

Table 1 Clinical characteristic of patients

Clinical data n %

Sex

Male 153 49.4

Female 157 50.6

Site

Right colon 68 21.9

Left colon 145 46.8

Rectum 89 28.7

Not specified 8 2.6

Age at diagnosis

<60 years 147 47.4

≥60 years 163 52.6

Metastasis

Liver 86 27.7

Nodes 51 16.5

Liver + lung 34 11.0

Lung 30 9.7

Peritoneum 22 7.1

Other sites 87 28.0
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MSH6 (P<0.001). Patients with different ages at diagnosis 
did not significantly differ in terms of MMR expression 
loss (P>0.05) using the cut-off point of 60 years old.  
However, a significant difference in expression loss was 
observed in women (P=0.049) and in tumors located in the 
right colon (P<0.001) (Table 2). Figure 1 represents the results 
of immunohistochemistry for pMMR and dMMR, for the 

Mismatch Repair System proteins MSH2 and MLH1.

Relationship between mutations in KRAS, NRAS, BRAF, 
and clinical characteristics

NGS analyses conducted on 310 tumors revealed the 
presence of mutations in 202 patients (65.2%). The 

Figure 1 Mismatch repair immunohistochemistry showing typical patterns of (A) intact MSH2 and (B) loss of MLH1. Original 
magnification 200×. The arrows indicate positively stained cells (left) and negatively stained cells (right). pMMR, proficient mismatch repair; 
dMMR, deficient mismatch repair.

Table 2 Relationship between MMR expression and clinical characteristics

Clinical data Total

MMR

χ2 PdMMR pMMR

n % n %

Sex 3.864 0.049

Male 138 7 5.1 131 94.9

Female 145 18 12.4 127 87.6

Site 36.411 <0.001

Right colon 67 19 28.4 48 71.6

Left colon 128 6 4.7 122 95.3

Rectum 83 0 0.0 83 100.0

Not specified 5 0 0.0 5 100.0

Age at diagnosis 0.000 >0.99

<60 years 137 12 8.8 125 91.2

≥60 years 146 13 8.9 133 91.1

MMR, mismatch repair; dMMR, deficient MMR; pMMR, proficient MMR.

pMMR dMMR

MSH2 MLH1

A B
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mutational profile in this sample showed that 167 patients 
had mutations in KRAS (53.23%), 27 had mutations in 
BRAF (8.71%), eight had mutations in NRAS (2.58%), one 
had concomitant mutations in KRAS and NRAS (0.32%), 
and one had mutations both in KRAS and BRAF (0.32%). In 
108 patients (34.84%), no mutations were detected with the 
panel used (Figure 2).

The frequency of mutations in KRAS was 7% higher 
in women than in men; however, this difference was not 
statistically significant (P=0.26). Most patients who had 
no mutations detected by the panel were men, but this 
difference between sex was also not statistically significant 
(P=0.09) (Table 3). Among the mutations in KRAS, G12D 
was the most common, accounting for 30.5% of the 
mutations found in this gene, followed by G12V (n=36; 
21.6%), G13D (n=25; 15%), and G12C (n=11; 6.6%), all in 

Table 3 Relationship between mutational profile in KRAS, NRAS, BRAF genes, and clinical characteristics

Clinical data Total

KRAS NRAS BRAF V600E

Wild Mutated
P

Wild Mutated
P

Not mutated Mutated
P

n % n % n % n % n % n %

Sex 0.26 0.10 0.01

Male 153 76 49.7 77 50.3 146 95.4 7 4.6 147 96.1 6 3.9

Female 157 67 42.7 90 57.3 155 98.7 2 1.3 138 87.9 19 12.1

Site 0.97 0.70 <0.001

Right colon 68 31 45.6 37 54.4 67 98.5 1 1.5 47 69.1 21 30.9

Left colon 145 67 46.2 78 53.8 141 97.2 4 2.8 141 97.2 4 2.8

Rectum 89 42 47.2 47 52.8 85 95.5 4 4.5 89 100.0 0 0.0

Not specified 8 3 37.5 5 62.5 8 100.0 0 0.0 8 100.0 0 0.0

Age at diagnosis 0.40 >0.99 0.07

<60 years 147 72 49.0 75 51.0 143 97.3 4 2.7 140 95.2 7 4.8

≥60 years 163 71 43.6 92 56.4 158 96.9 5 3.1 145 89.0 18 11.0

Metastasis 0.045 0.77 0.005

Liver 86 42 48.8 44 51.2 84 97.7 2 2.3 83 96.5 3 3.5

Nodes 51 32 62.7 19 37.3 50 98.0 1 2.0 42 82.4 9 17.6

Liver + lung 34 15 44.1 19 55.9 32 94.1 2 5.9 32 94.1 2 5.9

Lung 30 8 26.7 22 73.3 29 96.7 1 3.3 30 100.0 0 0.0

Peritoneum 22 10 45.4 12 54.6 21 95.5 1 4.5 17 77.3 5 22.7

Other sites 87 36 41.4 51 58.6 85 97.7 2 2.3 78 89.7 9 10.3

BRAF 
8.71%

Absence of 
mutation 
34.84%

KRAS + NRAS 
0.32%

KRAS + BRAF
0.32%

KRAS 
53.23% NRAS   

2.58%

Figure 2 Frequency of somatic mutations in KRAS, BRAF, and 
NRAS in advanced colorectal tumors at the Hospital de Clínicas de 
Porto Alegre.
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Table 4 Frequency of different mutations in KRAS, NRAS, and 
BRAF genes

Gene name Mutation No. of patients Frequency (%)

KRAS

Exon 2 144 86.3

G12D 51 30.5

G12V 36 21.6

G13D 25 15.0

G12C 11 6.6

G12A 9 5.4

G12S 5 3.0

G13C 2 1.2

G12E 1 0.6

G12R 1 0.6

G13V 1 0.6

G12V + G12S 1 0.6

dupG13 1 0.6

Exon 3 13 7.8

Q61H 9 5.4

Q61R 2 1.2

Q61L 1 0.6

S65N 1 0.6

Exon 4 10 6.0

A146T 5 3.0

K117N 3 1.8

A146V 2 1.2

Total 167 100

NRAS

Exon 2 3 33.3

G12D 2 22.2

G12S 1 11.1

Exon 3 6 66.6

Q61K 2 22.2

Q61L 3 33.3

Q61R 1 11.1

Total 9 100

BRAF

Exon 15

V600E 25 89.3

D594G 1 3.6

G596V 1 3.6

N581S 1 3.6

Total 28 100

exon 2 of the KRAS gene (Table 4). Eight other mutations 
were found in exon 2. In exon 3, four different mutations 
were detected, and in exon 4, three mutations were found. 
The lung metastasis only had mutations in exon 2 of the 
KRAS gene, while the liver metastasis had mutations in 
exons 2, 3 and 4 (Table 5).

Only nine patients (seven men and two women) had 
mutations in the NRAS gene. A total of 28 patients had 
mutations in the BRAF gene. The most frequently found 
mutation in BRAF was V600E (n=25; 89.3%), but three 
patients had mutations D594G, G596V, and N581S  
(Table 4). Of the 30 CRC that metastasized to the lung, 
none had the BRAF V600E mutation (P=0.005). The BRAF 
V600E mutation also showed a significant difference by 
sex: it was more common in women (P=0.01) and also more 
prevalent in the right colon (P<0.001). BRAF V600E was 
more frequent in patients aged 60 or over; however, this 
difference was not statistically significant (P=0.07) (Table 3).

Association between MMR protein expression and 
mutations in the KRAS, NRAS, and BRAF genes 

In this study, we found statistically significant differences 
when investigating the association between MMR 
expression loss and mutations in the KRAS and BRAF 
genes. When there was MMR expression loss (dMMR), 
the frequency of KRAS mutations was significantly lower 
than when there was no MMR expression loss (pMMR) 
(P<0.001). In contrast, the frequency of the BRAF V600E 
mutation was significantly higher in dMMR MLH1/
PMS2 than in pMMR. There was no significant difference 
between dMMR and the NRAS gene (Table 6).

Discussion 

In this study, we evaluated the mutational profile and the 
frequency of mutations in the KRAS, NRAS, and BRAF 
genes, along with the expression of MMR system proteins 
in advanced CRC, in patients from a tertiary hospital in 
southern Brazil, correlating these findings with each other. 

Data from the literature demonstrate the importance of 
performing a molecular analysis of tumors in patients with 
metastatic CRC before initiating treatment, as this leads 
to improved overall survival and progression-free survival 
in patients with wild-type KRAS treated with anti-EGFR 
therapy (13-15). Other studies have extended the analysis to 
include testing for mutations in other genes, such as NRAS 
and BRAF, which are predictors of treatment failure with 
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Table 5 Frequency of KRAS mutations by metastasis site

Metastasis
Most frequent KRAS mutations

G12D G13D G12V G12C Q61H A146T G12A G12S

Liver 13 7 13 2 1 2 0 3

Lung 4 4 4 3 0 0 2 1

Peritoneum 3 1 5 0 2 0 0 0

Nodes 6 5 3 1 1 1 1 0

Liver + lung 8 3 2 0 2 1 1 1

Other sites 17 5 9 5 3 1 5 0

Table 6 Relationship between MMR proteins and KRAS, NRAS, and BRAF genes

Gene name Total

MMR

PdMMR pMMR

MLH1/PMS2 (n) MSH2/MSH6 (n) % n %

KRAS <0.001

Wild 135 17 2 14.1 116 85.9

Mutant 148 1 5 4.1 142 95.9

NRAS 0.19

Wild 275 18 6 8.7 251 91.3

Mutant 8 0 1 12.5 7 87.5

BRAF V600E <0.001

Not mutant 259 7 7 5.4 245 94.6

Mutant 24 11 0 45.8 13 54.2

MMR, mismatch repair; dMMR, deficient MMR; pMMR, proficient MMR.

EGFR inhibitors (12,15,29,30). In our case series, 34.8% of 
patients did not have mutations in the studied genes, which 
indicates that these patients would be eligible for treatment 
with EGFR inhibitors. A portion of the studied population 
could benefit from this targeted therapy, which suggests that 
this type of testing is justified for potential use in treatment 
decisions. 

In CRC, the prevalence of mutation rates in the KRAS, 
NRAS, and BRAF genes has been reported to range between 
15–60%, 2–15%, and 3–10%, respectively (12,31-34). 
In Brazil, the study by Gil Ferreira et al., which analyzed 
the frequency of mutations in exon 2 of the KRAS gene 
in metastatic CRC in the Brazilian population, found 
that the mutation rate in KRAS was 31.9% (35). In the 
southern region of Brazil, the same study showed that the 
KRAS mutation rate was 32% in metastatic CRC (35). 

In southeastern Brazil, a study published by Dos Santos 
et al. showed that the rates of mutation in KRAS, NRAS, 
and BRAF were 52.7%, 4.4%, and 8.8%, respectively (36). 
Also in the southeast, Ribeiro et al. found a KRAS mutation 
rate of 49.2% (37). In the present study, higher frequencies, 
compared to Gil Ferreira et al. study of mutations in KRAS 
(52.3%) were found, and the reason for this finding could 
be the fact that we also analyzed exons 3 and 4 (35). We 
are not aware of any other study in the southern Brazilian 
population that has evaluated KRAS, NRAS and BRAF 
mutations by NGS and associated them with MMR 
expression and clinical data. In contrast to KRAS findings, 
lower frequencies of NRAS mutations (2.6%) were 
observed. Among KRAS mutations, G12D (Gly12Asp) was 
the most frequent, which is also in line with previous studies 
(33,34,37-39). The frequency of the G12C (Gly12Cys) 
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mutation was 6.6% (11/167), which is especially interesting 
given the use of the drugs adagrasib and sotorasib which 
specifically target this mutation, opening up another 
alternative for treating patients with a mutation in the 
KRAS gene (40-43). 

The frequency of BRAF mutations (8.7%) we found is 
in line with the data from Dos Santos et al., as well as the 
fact that the BRAF V600E mutation was the most common 
(89.3%) (36). In our study, the BRAF V600E mutation 
showed a significant difference by sex, being predominant in 
women, and by tumor location, occurring more commonly in 
the right colon, a fact already reported in the literature (44,45). 
Among metastasis, BRAF V600E was more frequent in CRCs 
that metastasized to the lymph nodes, while this mutation 
was not observed in exclusive lung metastasis. A previous 
study indicated that colorectal tumors located in different 
sites have completely different therapeutic results and specific 
biomolecular characteristics (44). The knowledge about 
the different rates of BRAF V600E mutation in distinct 
tumor sites can be useful in the development of treatment 
therapies for CRC located in different tumor sites (14). 
In CRC, the presence of the BRAF mutation is associated 
with lower survival time and resistance to standard 
therapeutic approaches (46). CRC with a BRAF mutation is 
an aggressive subpopulation of metastatic CRC (47). The 
therapeutic approach to CRC when there are mutations 
in the BRAF gene is challenging due to resistance, and 
this treatment does not achieve the same success as that 
of BRAF inhibitors that revolutionized the treatment of 
BRAF V600E mutated metastatic melanomas. In part, this 
can be explained by the fact that metastatic CRC is as a 
more complex disease compared to melanoma. The use of 
regimens combining targeted therapy and chemotherapy 
is the most suitable strategy to overcome resistance (48). 
Some guidelines recommend targeted therapy for patients 
with metastatic CRC and BRAF mutations. This subgroup 
seems to benefit from anti-VEGF therapies, although the 
available data are still limited and inconclusive (49,50).

Regarding the expression of MMR proteins, we observed 
that the loss of MLH1 and PMS2 was significantly higher 
than that of MSH2 and MSH6, which is in line with the 
literature (4). The dMMR status was more common in 
women (12.4%) than in men (5.1%) (P=0.049). Patients 
with tumors located in the right colon were found to be 
more likely to have dMMR and the BRAF V600E mutation 
than patients with tumors in the left colon and rectum. 
These results are consistent with those of previous studies 

(31,36). A meta-analysis (14) demonstrated an association 
between the BRAF V600E mutation and high microsatellite 
instability, corroborating the findings of this study. When 
evaluating the group of patients with dMMR, it was 
observed that most of these patients did not have mutations 
in the KRAS gene. During the BRAF analysis, we found that 
the BRAF V600E mutation was significantly more common 
in patients with dMMR. This mutation is quite common 
in these tumors and has prognostic value, being associated 
with worse survival (51). The site of origin of the tumor is 
considered an independent prognostic factor that affects 
treatment response. In this sense, tumors differ in various 
aspects, including histology and mutational profile (52). 
Studies have shown that CRC located in the right colon 
is more common in women, whereas tumors located in 
the left side are more common in men (45,53-56). Other 
studies have shown that overall survival is higher in patients 
with stage I, III, and IV CRC located in the left side than 
in those affected by this disease in the right side (57-60). 
Right-sided tumors carry many adverse characteristics, 
including MSI and a higher rate of BRAF V600E mutations 
(52,53,56), and are associated with worse clinical outcomes 
in patients with metastatic CRC (60,61). 

Despite our findings, this study has some limitations; 
the main limitation of this study is that we do not have data 
on the clinical treatment, prognosis, and survival of these 
patients, and therefore we cannot explain the association 
of the study findings with the performance of treatment in 
patients. A methodological limitation is that only the exons 
recommended for defining the prognosis and treatment 
of the disease according to the National Comprehensive 
Cancer Network and other guidelines were sequenced. This 
approach did not allow us to observe other rare or as yet 
unreported alterations.

Conclusions 

This study analyzed the frequency of mutations in the 
KRAS, NRAS, and BRAF genes, as well as the loss of 
expression in the MMR system. We found that deficiency 
in the MMR system is associated with the presence of 
the BRAF V600E mutation, tumors located in the right 
colon, and the female sex. In our case series, more than 
60% of patients had at least one mutation in KRAS, NRAS, 
or BRAF. The presence of mutations in these genes is 
closely related to CRC prognosis and helps define the best 
therapeutic approach in patients with metastatic CRC.

https://paperpile.com/c/6qR3YP/H5mSN+OOxpC+CYbSO+4lgHb
https://paperpile.com/c/6qR3YP/Un741
https://paperpile.com/c/6qR3YP/9keFO+9DnIL
https://paperpile.com/c/6qR3YP/9keFO
https://paperpile.com/c/6qR3YP/LDhGK
https://paperpile.com/c/6qR3YP/nfQ0D
https://paperpile.com/c/6qR3YP/ZoZfu
https://paperpile.com/c/6qR3YP/7Rc5i
https://paperpile.com/c/6qR3YP/SsvdO+jKeR9
https://paperpile.com/c/6qR3YP/jNCZu
https://paperpile.com/c/6qR3YP/eoU00+Un741
https://paperpile.com/c/6qR3YP/LDhGK
https://paperpile.com/c/6qR3YP/TU9u8
https://paperpile.com/c/6qR3YP/LBK7c
https://paperpile.com/c/6qR3YP/9DnIL+pgugW+qqPVy+a5cvf+XS9MO
https://paperpile.com/c/6qR3YP/TDzML+ojet8+wWMY9+aQadS
https://paperpile.com/c/6qR3YP/LBK7c+pgugW+XS9MO
https://paperpile.com/c/6qR3YP/aQadS+zXLHr


Journal of Gastrointestinal Oncology, Vol 15, No 4 August 2024 1589

© Journal of Gastrointestinal Oncology. All rights reserved.   J Gastrointest Oncol 2024;15(4):1580-1591 | https://dx.doi.org/10.21037/jgo-23-1017

Acknowledgments

Funding: This work was supported by the Research Funding 
and Incentives of the Hospital de Clínicas of Porto Alegre 
(FIPE/HCPA).

Footnote

Reporting Checklist: The authors have completed the 
STROBE reporting checklist. Available at https://jgo.
amegroups.com/article/view/10.21037/jgo-23-1017/rc

Data Sharing Statement: Available at https://jgo.amegroups.
com/article/view/10.21037/jgo-23-1017/dss

Peer Review File: Available at https://jgo.amegroups.com/
article/view/10.21037/jgo-23-1017/prf

Conflicts of Interest: All authors have completed the ICMJE 
uniform disclosure form (available at https://jgo.amegroups.
com/article/view/10.21037/jgo-23-1017/coif). The authors 
have no conflicts of interest to declare.

Ethical Statement: The authors are accountable for all 
aspects of the work in ensuring that questions related 
to the accuracy or integrity of any part of the work are 
appropriately investigated and resolved. The study was 
conducted in accordance with the Declaration of Helsinki (as 
revised in 2013). The study was approved by the Research 
Ethics Committee of the Hospital de Clínicas de Porto 
Alegre, under CAAE (Certificate of Presentation for Ethical 
Consideration) number 56230122200005327. Patients 
included in the study consented to the use of their samples.

Open Access Statement: This is an Open Access article 
distributed in accordance with the Creative Commons 
Attribution-NonCommercial-NoDerivs 4.0 International 
License (CC BY-NC-ND 4.0), which permits the non-
commercial replication and distribution of the article with 
the strict proviso that no changes or edits are made and the 
original work is properly cited (including links to both the 
formal publication through the relevant DOI and the license). 
See: https://creativecommons.org/licenses/by-nc-nd/4.0/.

References

1. Bray F, Ferlay J, Soerjomataram I, et al. Global cancer 
statistics 2018: GLOBOCAN estimates of incidence and 

mortality worldwide for 36 cancers in 185 countries. CA 
Cancer J Clin 2018;68:394-424. Erratum in: CA Cancer J 
Clin 2020;70:313.

2. Estatísticas de câncer [Internet]. 2023 [cited 2023 Mar 10]. 
Available online: https://www.inca.gov.br/numeros-de-
cancer

3. Guinney J, Dienstmann R, Wang X, et al. The consensus 
molecular subtypes of colorectal cancer. Nat Med 
2015;21:1350-6.

4. Chen W, Frankel WL. A practical guide to biomarkers for 
the evaluation of colorectal cancer. Mod Pathol 2019;32:1-15.

5. Missiaglia E, Jacobs B, D'Ario G, et al. Distal and proximal 
colon cancers differ in terms of molecular, pathological, 
and clinical features. Ann Oncol 2014;25:1995-2001.

6. Morris VK, Kennedy EB, Baxter NN, et al. Treatment of 
Metastatic Colorectal Cancer: ASCO Guideline. J Clin 
Oncol 2023;41:678-700.

7. Innocenti F, Ou FS, Qu X, et al. Mutational Analysis of 
Patients With Colorectal Cancer in CALGB/SWOG 
80405 Identifies New Roles of Microsatellite Instability 
and Tumor Mutational Burden for Patient Outcome. J 
Clin Oncol 2019;37:1217-27.

8. Mouliere F, El Messaoudi S, Pang D, et al. Multi-marker 
analysis of circulating cell-free DNA toward personalized 
medicine for colorectal cancer. Mol Oncol 2014;8:927-41.

9. Van Cutsem E, Köhne CH, Láng I, et al. Cetuximab 
plus irinotecan, fluorouracil, and leucovorin as first-line 
treatment for metastatic colorectal cancer: updated analysis 
of overall survival according to tumor KRAS and BRAF 
mutation status. J Clin Oncol 2011;29:2011-9.

10. Hardiman KM. Update on Sporadic Colorectal Cancer 
Genetics. Clin Colon Rectal Surg 2018;31:147-52.

11. Carethers JM, Jung BH. Genetics and Genetic Biomarkers 
in Sporadic Colorectal Cancer. Gastroenterology 
2015;149:1177-1190.e3.

12. Palomba G, Doneddu V, Cossu A, et al. Prognostic impact 
of KRAS, NRAS, BRAF, and PIK3CA mutations in 
primary colorectal carcinomas: a population-based study. J 
Transl Med 2016;14:292.

13. National Comprehensive Cancer Network [Internet]. 
[cited 2021 Nov 17]. NCCN Clinical Practice 
Guidelines in Oncology, Version 3.2021. Available 
online: https://www.nccn.org/guidelines/guidelines-
detail?category=1&id=1428

14. Wang J, Shen J, Huang C, et al. Clinicopathological 
Significance of BRAF(V600E) Mutation in Colorectal 
Cancer: An Updated Meta-Analysis. J Cancer 
2019;10:2332-41.

https://jgo.amegroups.org/pages/view/guidelines-for-authors#content-3-5
https://jgo.amegroups.com/article/view/10.21037/jgo-23-1017/rc
https://jgo.amegroups.com/article/view/10.21037/jgo-23-1017/rc
https://jgo.amegroups.com/article/view/10.21037/jgo-23-1017/dss
https://jgo.amegroups.com/article/view/10.21037/jgo-23-1017/dss
https://jgo.amegroups.com/article/view/10.21037/jgo-23-1017/prf
https://jgo.amegroups.com/article/view/10.21037/jgo-23-1017/prf
https://jgo.amegroups.com/article/view/10.21037/jgo-23-1017/coif
https://jgo.amegroups.com/article/view/10.21037/jgo-23-1017/coif
https://creativecommons.org/licenses/by-nc-nd/4.0/
https://www.inca.gov.br/numeros-de-cancer
https://www.inca.gov.br/numeros-de-cancer
https://www.nccn.org/guidelines/guidelines-detail?category=1&id=1428
https://www.nccn.org/guidelines/guidelines-detail?category=1&id=1428


Remonatto et al. RAS, BRAF and MMR status in advanced CRC1590

© Journal of Gastrointestinal Oncology. All rights reserved.   J Gastrointest Oncol 2024;15(4):1580-1591 | https://dx.doi.org/10.21037/jgo-23-1017

15. Harada S, Morlote D. Molecular Pathology of Colorectal 
Cancer. Adv Anat Pathol 2020;27:20-6.

16. Nassar AH, Adib E, Kwiatkowski DJ. Distribution of 
KRAS (G12C) Somatic Mutations across Race, Sex, and 
Cancer Type. N Engl J Med 2021;384:185-7.

17. Araujo LH, Souza BM, Leite LR, et al. Molecular profile 
of KRAS G12C-mutant colorectal and non-small-cell lung 
cancer. BMC Cancer 2021;21:193.

18. Ou SI, Jänne PA, Leal TA, et al. First-in-Human Phase 
I/IB Dose-Finding Study of Adagrasib (MRTX849) in 
Patients With Advanced KRAS(G12C) Solid Tumors 
(KRYSTAL-1). J Clin Oncol 2022;40:2530-8.

19. Fakih MG, Kopetz S, Kuboki Y, et al. Sotorasib for 
previously treated colorectal cancers with KRAS(G12C) 
mutation (CodeBreaK100): a prespecified analysis of a 
single-arm, phase 2 trial. Lancet Oncol 2022;23:115-24.

20. Cantwell-Dorris ER, O'Leary JJ, Sheils OM. BRAFV600E: 
implications for carcinogenesis and molecular therapy. Mol 
Cancer Ther 2011;10:385-94.

21. Lochhead P, Kuchiba A, Imamura Y, et al. Microsatellite 
instability and BRAF mutation testing in colorectal cancer 
prognostication. J Natl Cancer Inst 2013;105:1151-6.

22. Funkhouser WK Jr, Lubin IM, Monzon FA, et al. 
Relevance, pathogenesis, and testing algorithm for 
mismatch repair-defective colorectal carcinomas: a report 
of the association for molecular pathology. J Mol Diagn 
2012;14:91-103.

23. De' Angelis GL, Bottarelli L, Azzoni C, et al. 
Microsatellite instability in colorectal cancer. Acta Biomed 
2018;89:97-101.

24. Molecular Biomarkers for the Evaluation of Colorectal 
Cancer: Guideline From the American Society for Clinical 
Pathology, College of American Pathologists, Association 
for Molecular Pathology, and American Society of Clinical 
Oncology. American Journal of Clinical Pathology 
2017;147:221-60.

25. Ros J, Baraibar I, Martini G, et al. The Evolving Role of 
Consensus Molecular Subtypes: a Step Beyond Inpatient 
Selection for Treatment of Colorectal Cancer. Curr Treat 
Options Oncol 2021;22:113.

26. Corcoran RB, André T, Atreya CE, et al. Combined 
BRAF, EGFR, and MEK Inhibition in Patients with 
BRAF(V600E)-Mutant Colorectal Cancer. Cancer Discov 
2018;8:428-43.

27. Vogelaar FJ, Erning FNV, Reimers MS, et al. The 
Prognostic Value of Microsatellite Instability, KRAS, 
BRAF and PIK3CA Mutations in Stage II Colon Cancer 
Patients. Mol Med 2016;21:1038-46.

28. Messersmith WA. NCCN Guidelines Updates: 
Management of Metastatic Colorectal Cancer. J Natl 
Compr Canc Netw 2019;17:599-601.

29. Di Nicolantonio F, Martini M, Molinari F, et al. Wild-
type BRAF is required for response to panitumumab or 
cetuximab in metastatic colorectal cancer. J Clin Oncol 
2008;26:5705-12.

30. Therkildsen C, Bergmann TK, Henrichsen-Schnack T, et 
al. The predictive value of KRAS, NRAS, BRAF, PIK3CA 
and PTEN for anti-EGFR treatment in metastatic 
colorectal cancer: A systematic review and meta-analysis. 
Acta Oncol 2014;53:852-64.

31. Fan JZ, Wang GF, Cheng XB, et al. Relationship between 
mismatch repair protein, RAS, BRAF, PIK3CA gene 
expression and clinicopathological characteristics in 
elderly colorectal cancer patients. World J Clin Cases 
2021;9:2458-68.

32. Rasool M, Natesan Pushparaj P, Buhmeida A, et al. 
Mutational spectrum of BRAF gene in colorectal cancer 
patients in Saudi Arabia. Saudi J Biol Sci 2021;28:5906-12.

33. Shetty O, Vengurlekar V, Kapoor A, et al. The Prevalence 
of BRAF, PIK3CA, and RAS Mutations in Indian 
Patients with Colorectal Cancer. South Asian J Cancer 
2022;11:190-4.

34. Benmokhtar S, Laraqui A, El Boukhrissi F, et al. Clinical 
Significance of Somatic Mutations in RAS/RAF/MAPK 
Signaling Pathway in Moroccan and North African 
Colorectal Cancer Patients. Asian Pac J Cancer Prev 
2022;23:3725-33.

35. Gil Ferreira C, Aran V, Zalcberg-Renault I, et al. KRAS 
mutations: variable incidences in a Brazilian cohort of 8,234 
metastatic colorectal cancer patients. BMC Gastroenterol 
2014;14:73.

36. Dos Santos W, Sobanski T, de Carvalho AC, et al. 
Mutation profiling of cancer drivers in Brazilian colorectal 
cancer. Sci Rep 2019;9:13687.

37. Ribeiro KB, Ribeiro KB, Feres O, et al. Clinical-
Pathological Correlation of KRAS Mutation Status in 
Metastatic Colorectal Adenocarcinoma. World J Oncol 
2013;4:179-87.

38. Neumann J, Zeindl-Eberhart E, Kirchner T, et al. 
Frequency and type of KRAS mutations in routine 
diagnostic analysis of metastatic colorectal cancer. Pathol 
Res Pract 2009;205:858-62.

39. Marchoudi N, Amrani Hassani Joutei H, Jouali F, et al. 
Distribution of KRAS and BRAF mutations in Moroccan 
patients with advanced colorectal cancer. Pathol Biol (Paris) 
2013;61:273-6.



Journal of Gastrointestinal Oncology, Vol 15, No 4 August 2024 1591

© Journal of Gastrointestinal Oncology. All rights reserved.   J Gastrointest Oncol 2024;15(4):1580-1591 | https://dx.doi.org/10.21037/jgo-23-1017

40. Liu J, Kang R, Tang D. The KRAS-G12C inhibitor: 
activity and resistance. Cancer Gene Ther 2022;29:875-8.

41. Dhillon S. Adagrasib: First Approval. Drugs 
2023;83:275-85.

42. Ji J, Wang C, Fakih M. Targeting KRAS (G12C)-Mutated 
Advanced Colorectal Cancer: Research and Clinical 
Developments. Onco Targets Ther 2022;15:747-56.

43. Hong DS, Fakih MG, Strickler JH, et al. KRAS(G12C) 
Inhibition with Sotorasib in Advanced Solid Tumors. N 
Engl J Med 2020;383:1207-17.

44. Ulivi P, Scarpi E, Chiadini E, et al. Right- vs. Left-
Sided Metastatic Colorectal Cancer: Differences in 
Tumor Biology and Bevacizumab Efficacy. Int J Mol Sci 
2017;18:1240.

45. White A, Ironmonger L, Steele RJC, et al. A review of 
sex-related differences in colorectal cancer incidence, 
screening uptake, routes to diagnosis, cancer stage and 
survival in the UK. BMC Cancer 2018;18:906.

46. Sinicrope FA, Shi Q, Smyrk TC, et al. Molecular markers 
identify subtypes of stage III colon cancer associated with 
patient outcomes. Gastroenterology 2015;148:88-99.

47. Korphaisarn K, Kopetz S. BRAF-Directed Therapy in 
Metastatic Colorectal Cancer. Cancer J 2016;22:175-8.

48. Caputo F, Santini C, Bardasi C, et al. BRAF-Mutated 
Colorectal Cancer: Clinical and Molecular Insights. Int J 
Mol Sci 2019;20:5369.

49. Hopirtean C, Nagy V. Optimizing the use of anti VEGF 
targeted therapies in patients with metastatic colorectal 
cancer: review of literature. Clujul Med 2018;91:12-7.

50. Grassi E, Corbelli J, Papiani G, et al. Current Therapeutic 
Strategies in BRAF-Mutant Metastatic Colorectal Cancer. 
Front Oncol 2021;11:601722.

51. Ogino S, Nosho K, Kirkner GJ, et al. CpG island 
methylator phenotype, microsatellite instability, BRAF 
mutation and clinical outcome in colon cancer. Gut 

2009;58:90-6.
52. Waldstein S, Spengler M, Pinchuk IV, Yee NS. 

Impact of Colorectal Cancer Sidedness and Location 
on Therapy and Clinical Outcomes: Role of Blood-
Based Biopsy for Personalized Treatment. J Pers Med 
2023;13:1114.

53. Joo HJ, Lee HS, Jang BI, et al. Sex-specific differences in 
colorectal cancer: A multicenter retrospective cohort study. 
Cancer Rep (Hoboken) 2023;6:e1845.

54. Limam M, Matthes KL, Pestoni G, et al. Are there sex 
differences among colorectal cancer patients in treatment 
and survival? A Swiss cohort study. J Cancer Res Clin 
Oncol 2021;147:1407-19.

55. Kotake K, Asano M, Ozawa H, et al. Gender differences 
in colorectal cancer survival in Japan. Int J Clin Oncol 
2016;21:194-203.

56. Koo JH, Leong RW. Sex differences in epidemiological, 
clinical and pathological characteristics of colorectal 
cancer. J Gastroenterol Hepatol 2010;25:33-42.

57. Ulanja MB, Rishi M, Beutler BD, et al. Colon Cancer 
Sidedness, Presentation, and Survival at Different Stages. J 
Oncol 2019;2019:4315032.

58. Brungs D, Aghmesheh M, de Souza P, et al. Sidedness is 
prognostic in locoregional colon cancer: an analysis of 
9509 Australian patients. BMC Cancer 2017;17:251.

59. Hansen IO, Jess P. Possible better long-term survival in 
left versus right-sided colon cancer - a systematic review. 
Dan Med J 2012;59:A4444.

60. Holch JW, Ricard I, Stintzing S, et al. The relevance 
of primary tumour location in patients with metastatic 
colorectal cancer: A meta-analysis of first-line clinical 
trials. Eur J Cancer 2017;70:87-98.

61. Kerr DJ, Domingo E, Kerr R. Is sidedness prognostically 
important across all stages of colorectal cancer? Lancet 
Oncol 2016;17:1480-2.

Cite this article as: Remonatto G, Ferreira Salles Pilar E,  
de-Paris F, Schaefer PG, Kliemann LM. Integrated molecular 
profiling of RAS, BRAF mutations, and mismatch repair status 
in advanced colorectal carcinoma: insights from gender and 
tumor laterality. J Gastrointest Oncol 2024;15(4):1580-1591. doi: 
10.21037/jgo-23-1017


