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Introduction: Functional studies on preclinical models (Yao et al. Nature 2017) identi-
fied 3 classes of BRAF mutations: activating RAS -independent BRAF mutations signal-
ing as monomers (class 1- BRAF V600E) or as dimers (class 2-codons 601/597) and
RAS -dependent BRAF mutations with impaired kinase activity (class 3-codons 594/
596). While clinico-pathological and molecular features of class 1 mutation are well
known, limited data are available with regard to class 2 and 3 mutations, due to their
rarity in CRC.

Methods: Clinico-pathological, molecular and outcome data from BRAF mutated
(codons 594, 596, 597, 600, 601) mCRC patients were collected. A group of BRAF wild-
type patients was included as control. IHC analyses were performed to determine the
consensus molecular subtypes (CMS). Clinical features were compared by chi-square
or fisher’s exact test. PFS and OS were evaluated by Kaplan-Meier and log-rank test.

Results: Class 1, 2 and 3 included 92, 12 and 13 patients respectively. BRAF wild-type
patients were 540. No clinico-pathological differences were observed comparing class 1
to class 2 BRAF mutated. Conversely, BRAF class 3 mutated were more frequently left
sided (p¼ 0.0028), well differentiated (p¼ 0.0120), pN0 (p¼ 0.0159), and with no
peritoneal metastases (p¼ 0.0176) compared to class 1. With regard to CMS, class 2
and 3 tumors were all assigned to CMS2-3. Class 1 tumors were assigned to CMS1, 2-3
and 4 in 39%, 44% and 17% of cases. Median OS for BRAF wt, BRAF mutant class1, 2
and 3 were 42.2, 21, 23.4 and 44.5 months respectively. HR for OS was 2.38 (95% CI
1.61-3.54) for class 1, 1.90 (95% CI 0.85-4.26) for class 2 and 0.93 (95% CI 0.51-1.69)
for class 3, compared to BRAF wt (p< 0.0001). Median PFS for BRAF wt, BRAF mutant
class1, 2 and 3 were 10.1, 7.3, 7.0 and 13.8 months respectively. HR for PFS was 2.02
(95% CI 1.39-2.94) for class 1, 2.49 (95% CI 0.92-6.74) for class 2 and 0.85 (95% CI
0.47-1.54) for class 3, compared to BRAF wt (p< 0.0001).

Conclusion: Our data confirm previous findings describing specific features associated
with BRAF rare mutations. For the first time clinico-pathological characteristics and
outcome data are reported according to the 3 classes categorization of BRAF mutations.
In particular, class 1 and 2 share similar features and worse outcome compared to class
3 and wild type patients
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Introduction: A holds a bimodal role during carcinogenesis. Before tumorigenesis, A
promotes normal cells survival and suppress carcinogenesis, while after cancer develop-
ment A induces cancer cells survival. The aim of this study is to assess the impact of A
related proteins in the survival of CRC pts.

Methods: The data of 68 CRC pts treated at our Department from January 1st to
December 31st, 2016 were studied. KRAS, NRAS and BRAF status was evaluated with
polymerase chain reaction, while MSI, p62 and LC3B with immunohistochemistry
(IHC). IHC scoring of A related proteins was based on both the percentage of positive

tumor cells and staining intensity. Statistical analysis was done using SPSS for
Windows Software.

Results: Patients’ characteristics are shown in Table 1. Sixty-eight pts aged 34-81 years
(median 66.4 years) were included. All pts were treated with chemotherapy (adjuvant
or metastatic setting). By the time of the data evaluation (December 2017) 8 pts
(11.8%) had died due to their disease. In cross-tabulation, p62 expression did not
shown any significant association with clinicopathological parameters. Moreover,
higher LC3B expression was more frequently observed in KRAS-positive CRC pts com-
pared to KRAS-negative (p¼ 0.0550), whereas no correlation between LC3B expres-
sion and clinicopathological parameters was recorded. In univariate analysis, CRC pts
having high p62 expression showed significantly better overall survival (OS) compared
to those with low expression (24.8 vs 15.9 months; p¼ 0.008). In addition, CRC pts
having high LC3B expression showed significantly better OS compared to those with
low expression (24.9 vs 16.1 months; p¼ 0.007). In multivariate analysis, both p62 and
LC3B expression were identified as independent prognostic factors of OS (p¼ 0.012
and p¼ 0.019, respectively), independently of tumor grade, disease stage and muta-
tional status. CRC pts with high p62 expression also showed mildly better recurrence-
free survival (RFS) compared to those with low expression (43.1 vs 34.8 months;
p¼ 0.115), whereas high LC3B expression was not associated with better RFS (39.7 vs
38.4 months; p¼ 0.714).

Conclusion: Overall, these results indicate that the evaluation of A related proteins
expression in paraffin specimens might represent an independent survival factor of
CRC pts. The biological rationale could be the blockade of autophagy by chemotherapy
resulting in high expression and accumulation of p62 and LC3B proteins. Further test-
ing of other A related proteins (Beclin-1 and RAB7) is ongoing and will be presented.
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Introduction: Preclinical data suggest that loss of p53 might influence epidermal
growth factor receptor (EGFR) promoter activity in different tumour types. The clinical
role of p53 status in colorectal tumours, however, is still controversial. In the present
study we assessed the role of p53 abnormal expression in patients with colorectal
tumours treated with anti-EGFR therapy.

Methods: Tumour samples from RAS/BRAF WT patients with colorectal tumours
treated with second-third line irinotecan-cetuximab were analysed for the immunohis-
tochemical expression of p53. Aim of the present study was to evaluate the correlation
of p53 abnormal expression with clinical outcome in terms of OS, PFS, ORR. Tumour
sidedness, EGFR promoter methylation and EGFR GCN were evaluated as covariates.
The association between categorical variables has been estimated with the chi-squared
test. Statistical analysis has been performed with the MedCalc package. Survival distri-
bution has been estimated by the Kaplan–Meier method. Comparison of survival
curves has been performed with log-rank test. Logistic regression analysis has been used
to assess the independent role of variables resulted significant at univariate analysis.

Results: Eighty-eight patients were included in the study, 36/88 (40.9%) had abnormal
expression of p53 (abnormal p53), 52/88 (59.1%) had normal expression of p53 (nor-
mal p53). Abnormal p53 status was more frequent in left sided tumours (88.9% vs
16.7% of abnormal p53 for left sided and right sided tumours respectively) whereas it
was less frequent in EGFR promoter methylated tumours (19.4% vs 71.2% of abnormal
p53 for methylated and unmethylated respectively) and in EGFR GCN<2.12 tumours
(5.6% vs 57.7% of abnormal p53 for EGFR GCN�2.12 and EGFR GCN<2.12 respec-
tively). Median PFS was 8,00 (95% CI: 6,98 to 8,10) vs 3,00 (95% CI: 2.90 to 3,63)
months in patients with abnormal p53 tumours and in patients with normal p53
tumours respectively (HR 0.36; p< 0.0001). Median OS was 18 (95% CI:) vs 8 (95%
CI: 6.98 to 8.10) months in patients with abnormal p53 tumours and in patients with
normal p53 tumours respectively; HR: 0.21; p< 0.0001). ORR was 61.1%VS 3.8% in
patients with abnormal p53 tumours and in patients with normal p53 tumours respec-
tively (p< 0.0001). In multivariate analysis, EGFR promoter methylation and p53
expression maintained their independent role for OS (p:0.0003, Exp(b):0.21 and
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