BRAF testing techniques in the management of patients with advanced malignant melanoma: a real-
world comparative study.

Colombino MY, Rozzo C?, Paliogiannis P3, Casula M1, Manca A%, Doneddu V3, Fedeli MA3, Sini MC%, Palomba G*!, Pisano M?, Melanoma Unit of Sassari (MUS),
Italian Association for Cancer Research (AIRC) Study Group, Ascierto PA4, Caraco C°, Lissia A3, Cossu A3, Palmieri G2, Italian Melanoma Intergroup (IMI).

Malignant melanoma (|\/| |\/|) Formalin-fixed and paraffin embedded tissues from Globally, 319 patients were included in the study; Our data evidenced that rtPCR and
: : : consecutive patients with AJCC stage IlIC and IV pathogenic BRAF mutations were found in 144 NGS are able to detect additional
IS one of the deadliest skin o . > . . .
. MM from Sardinia, ltaly, who were referred for (45.1%) cases examined with initial screening; BRAF mutant cases in comparison
Ca_ncers- BRAF mUtat_mn molecular testing, were enrolled into the study. BRAF mutations were significantly more frequent with conventional sequencing
testing plays a predomlnant Initial screening was performed to assess the In Individuals older than 55. The V600E variant methods; therefore, we argue for
role in the management of mutational status of the BRAF and NRAS genes, was the most common BRAF mutation found the preferential utilization of the
MM patients, because using the conventional techniques recognized by (83.4%). The rnPCR detected 11 (16.2%) and 3 former assays (NGS, rnPCR) in
! . the nationwide guidelines at the time of the (4.8%) additional BRAF mutations after SS and clinical practice to reduce false
modern ta_‘rgeted th_eraples molecular testing: at beginning, Sanger-based pyroseguencing, respectively. NGS detected one negative cases and improve the
essentlally consist of seguencing (SS) and, after, pyrosequencing. The additional BRAF-mutated case (2.1%) among 48 global accuracy of BRAF detection.
inhibitors of BRAF. BRAF present study subsequently focused on BRAF wild-type cases, previously tested with
V600 mutation must be mutation detecting approaches only. BRAF wild- pyrosequencing and rtPCR.
. type cases with avalilable tissue and adequate DNA
detected using a FDA- were further tested with rtPCR (ldylla™) and NGS o 0T | T s
approved (USA) or CE-IVD assays. The study was approved by the Committee e o ais e ey Fron | Mutation | Bese Change | “change | samples |
certified (Europe) test. The for the Ethics of the Research and Bioethics of the N=152 N=167 5 T Voo [rrseianooat] vaeam | 5 | 23
aim of this study was to National Research Council ¢ N T AT
. " . 15 V600K 1798-99 GT>AA Val to Lys 19 13.2
Compare BRAF mutatIOna| CHARACTERISTICS M itated Wild-type 5 BRAi“‘:OgyISZ BRASFSWt608/9/152 BMQ5021/167 BMSﬁW;OS/f/167 ::: \égg?: 179187-2§$:;AG :itir; 1 g::
teStmg performed by ﬂﬁgfeff?éz; 144 (45.1) | 175 (54.9) - .‘0
conventional nucleotide Gender, n (%) Patients excluded: g [ gm0 v ] o Y G [ 20 analysis
' Male, n (%) 79(54.9) | 194(594) | 479 s A | asuticion DNA) Idylla RT-PCR | Amino Acid | Mutated
sequencing approaches Female, n (%) 65 (45.1) | 71 (40.6) ' (insufficient DNA) Idylla RT-PCR ¥ T Exon | Mutation | BaseChange | "cronge | samples | %
: : : | is n(° N=68 5
with either real-time PCR Fg® at clagnosis. n (%) tonal | 4
< N (%) 58 (40.3) 37 (21.1) Additional 2 G12A 35 G>C Gly to Ala 1 2.5
(rtPCR) or next-generation 55 years.n (% 86 (59.7) | 138 (78.9) | 0% v 2 amalyi t@ : T olr T wac T avba T > T 50
] NRAS (n=272) BRAF™t 11/68 =16.2% NGS panel BRAF™" 3/63 =4.8% 3 Q61H 183 A>T Gln to His 1 2.5
sequencing (NGS) assays Mutated, n (%) 40(14.7) | 282 (85.9) - T Y S T S T
. : . Gender, n (%) Patients excluded: n =13 EBRAT=bylylia 3 Q61R 182 A>G GIn to Arg 19 47:5
N a real-llfe, hospltal-based Male, n (%) 25 (62.5) | 129 (55.6) 0 522 (DNA failed quality tests) (/@\) confirmed
SerIeS Of advanced MM :emalte;i? (%) _ 15 (37.5) 103 (44 .4) including 1 BRAF™ by Idylla BRAF™t 1/48 = 2.1%
, N (%)
atlents EE?:yaearSin(:;s : 4 (10) 73 (31.5)
p - >55 years, n (%) 36 (90) 159 (68.5) 0.004




