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BRAF Reflex to M.HL Pronoter Meth
A mutation in BRAF was detected: c.1799T>A, p. Val 600d u

This result has been revi ewed and approved by Rakhi Jattani, Sequencing Analyst.

Test Information
il BRAF REFL I nt
BACKGROUND | NFORVATI ON: BRAF Mutation Detection with Reflex
to MLHL Pronoter Methyl ation
CHARACTERI STICS: This assay is an anplicon enrichnent-based nmassively parall el

sequenci ng assay targeting hotspot variants in genes critical for the diagnostic,
prognostic, and therapeutic assessnent of various solid tunors. The anplicon priner

pool is designed to interrogate different DNA variant classes including single
nucl eotide variants (SNVs), nultiple nucleotide variants (M\Ws), and snall
i nsertions and del etions (1-25 base pairs [bp]) within a limted set of highly

clinically relevant gene loci for the identification of actionable somatic variants

in FFPE tissue fromsolid tunors.

The presence of a BRAF c.1799T>A, p.Val 600d u (V600E) nutation in a mcrosatellite
unstabl e col orectal carcinonma indicates that the tunmor is |likely sporadic and not
associ ated with Lynch syndrone. However, if a BRAF V600E nutation is not detected,
the tunor may either be sporadic or Lynch syndrone-associated. It should be noted
that there have been rare reports of BRAF mutations in Lynch syndrone-associ at ed
tunors, and as such the presence of a BRAF nutation does not conpletely exclude the

possi bility of Lynch syndrone.

GENES TESTED: BRAF (NM_004333) exon 15 (chr7:140453100- 140453172) is evaluated to

det ect hotspot SNVs, M\Vs, snmall insertions, and small deletions. This exon is
partially covered for hotspots only and not reported in full

METHODOLOGY: Genomic DNA was isolated froma mcroscopically-guided di ssection of
FFPE tunor tissue and then enriched for the targeted regions of the tested genes.

The variant status of the targeted genes was determ ned by massively parall el
sequenci ng. The hgl9 (GRCh37) reference sequence was used as a reference for
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identifying genetic variants. Cinically significant variants and variants of
uncertain significance within the preferred transcript are reported.

LIMTATIONS: This test will not detect variants in areas outside the targeted
genom c regions or belowthe limt of detection. Copy nunber alterations (losses or
anplifications), translocations, mcrosatellite instability, tunor nutationa
burden, deep intronic variants, and insertions/deletions |arger than 25bp will not
be detected. Since this is a DNA-based assay, RNA variants will not be detected.
This test evaluates for variants in tunor tissue only and cannot distinguish between
somatic and gernmine variants. Therefore, if a hereditary/famlial cancer is of
clinical concern, additional clinical evaluation and genetic counseling should be
considered prior to additional testing. In sonme cases, variants nay not be
identified due to technical limtations related to the presence of known
pseudogenes, GC-rich regions, repetitive or honol ogous regions, |ow mappability
regi ons, and/or variants located in regions overlapping anplicon prinmers. Tissue
sanpl es yi el ding between 1ng and 5ng total DNA input nay yield suboptinmal results
and will be accepted for testing with a client-approved disclainer. Benign or likely
benign variants in the preferred transcript are not reported. Variant allele
frequency (VAF) is not reported. Additional evaluation should be considered for
conpl ete genetic analysis, including detection of variants outside of the hotspot
regi on of BRAF, variants within other genes, translocations, or gene rearrangenents,
if clinically indicated.

LIMT OF DETECTION (LOD): The LOD for this assay is 10 percent VAF for all variant
cl asses detected by the assay. For variants near the assay LOD, positive percent
agreenment (PPA) was found to be greater than 90 percent for all variant classes.

ANALYTI CAL ACCURACY/ SENSI TIVITY (PPA): The PPA estimates for the respective variant
classes (with 95 percent credibility region) are |isted bel ow. Genes included on
this test are a subset of a |larger nethods-based validation fromwhich the PPA

val ues are derived.

Singl e nucl eotide variants (SNVs): 98.4 percent (95.1-99.7 percent)

Del etions (1-25bp): 96.6 percent (89.6-99.3 percent)

I nsertions/duplications (1-25bp): 96.8 percent (90.2-99.3 percent)

Mul tiple nucleotide variants (M\Vs): 98.2 percent (91.8-99.8 percent)

CLI NI CAL DI SCLAIMER: Results of this test nust always be interpreted within the
context of clinical findings and other relevant data and should not be used al one
for a diagnosis of nalignancy, deternination of prognosis, or recomendation of
therapy. This test is not intended to detect m ninmal residual disease.

This test was devel oped and its performance characteristics determ ned by ARUP
Laboratories. It has not been cleared or approved by the U S. Food and Drug
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Admi nistration. This test was performed in a CLIA-certified |aboratory and is
i ntended for clinical purposes.
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