KRAS Mutation Real-Time PCR Detection Kit

‘Sereaning of KRAS 12 & 13 codon mutations
7100 Reactions | | 7°
INTENDED USE

KRAS Mutation Detection Kit i an in vitro quaMative kit for the «
datection of seven somatic mutations located at codon 12 and 13 |

of KRAS gena in the human genomic DA extracted from paraffin :
embedded tissue sections or quid biopsy samples. The kit &s -
. COMPATIBLE INSTRUMENTS
samples that contain a mixiure of wid-type and mutated KRAS -
. Real-Time PCR, instuments B, BIORAD-CFX98, THERMO |
: -085, QIAGEN-ROTOR - GENE Q and ather instruments which
o supports FAM (495 nm - 520 nm). .

designed 1o selectively amplfy mutant specific sequences in
DNA samgples.

SAMPLE TYPE

FFPE Tissua or Liquid Blopsy

BACKGROUND

Cancer i the leading cause of death worldwide and treatment :

outcomes have been improved dramatically by the advent of -

mutation-targeted theraples. Kirsten rat sarcoma (KRAS) viml
homolog s the most frequently mutated gene in

oncogans

colorectal {CRC) and non-small cel lung cancer (NSCLC). In their -
nommal state, these celluiar proteins in humans play a crucial role -
in regulating normal tssue signaing processes\ hcludlng call

diffe k and KRAS
have been reported in codons 12, 13, 53, 81 117 and 146 and
numerous studies have shown that the mutated oncogenes
a vital role In the initiation and progression of cancer. KRAS has

besn considered a challenging therapeutic target, termed as
undruggable over the past four decades. Recent developments
on FDA approval for KRAS mutation G12C targeted drugs such -
as AMGS510 (sotorasib) and MATXE49 (adagrasb), has attracted

substantial attantion.
PERFORMANCE EVALUATION

(MIBSC product code 16/250),

Fg?. KRAE
mutafion deiecen Kit Frimer Prode i 4]
MATERIALS PROVIDED
KIT COMPONENTS VOLUME
Master Mix 2X625 pl

Prirmer and Probe mix A [Mutations)
Prirmer and Probe mix B (KRAS WT)

125 L
125 L

Huclease Free Witer 231500 il
Positive Test Control (FTC) A ELIT
Positive Test Contral (PTC) B 40 pL
Instrisction for use 1 Ne.

play

+ Do not smoke, drink or eat in areas where kit

: REACTION MIXTURE - 25 pL (Mutant & WT)*

100 Rxn
. RESULTS INTERPRETATION

! PRODUCT DESCRIPTION

- KRAS Mutation Detection Kit s a real time PCALin vitro diagnostic |
+ kit for the detection of 7 mutations in KRAS gene, which includes -
| G124, G12V, G12C, G12R, G12D, G128 and G130 in genomic |
- DNA& extracted from paraffin embedded tissus or liquid blopsy -
- samples along with wild type (wt) KRAS exon 2 as an intemal -
- contral.

: MATERIALS REQUIRED BUT NOT PROVIDED
Consumables

FCR Plates/ubes

PCR plate covers/lube caps

- DNA& should be extracted from FFPE Tissue or Ligquid Biopsy -
. aspirates using any approved DNA extraction methods. Store the :

axtracted DNA samples at - 20 °C for further use.

: TEST PREPARATION/REACTION SET-UP

o Thaw all components of the kit on ice, mix gently using vortex -

and spindown the contents for 5 secs and use it immediately. -
Calculate the number of reactions for each expenment -
Including all contrals with one excess reaction volume In the -
reaction cocktall to accommodate plpetting erors. {eg: +
number of reaction (n) including controlz are 10 add 1 extra -
reaction during the preparation n+1). .
Prepare the reaction mix in a 1.5/2 mi tube for the calculated -
number of samples in Master Mix Preparation room. :
Spin down the tubes and dspense 17 L reaction mix in each -
tube strips or 86 wel plate. Before moving to template adding -
area, add & pL of nuciease froe water in NTC wealls. .
Carefully add & pl of DNA samples kept on ice in the -
designated wells in template addition room. Add 2 pL of PTC -

TARGET TARGET
Tube 1) Tube 2)
KAAS G12 & 513 Mutations KRAS wi FAM BHO1

*Sedact the quencher sellings as BHO/Mone

STORAGE AND HANDLING

: * Store al KRAS Mutation Detection kit reagents at -20°C. .
+ Do not repeatedly freeze-thaw reagents maore than five times -
as It leads 1o reduced assay sensithty. Thaw the reagents .

anly on ice or at 4°C.

* Kit components are stable through the end of the explation

date indicated on the box when stored at -20°C. Shelf Life
12 Months from date of manuiacturing.

PRECAUTIONS
» It Is recommended that this product is used by

diagnostics procedures.
Treat all the specimens as potentialy infactious.

. Wear protective disposable powder-free gloves, a laboratory |
Performance characteristics has been established by testing the © :
KRAS Mutation Detection Kit with The WHO 1st Intemational
Reference Pansl for genomic KRAS codons 12 and 13 mutations - :
. » Keep separate areas for master mix and template preparation |

«coat and eye protection when handing specimens.

o Stors positive anddor potentialy positive material separated :

from all other componants of the kit.

and work under biosafety cabinets.

:  Use asrosol barrer pipette tips and frequently change the

gloves.

: » Do not open the reaction tubes/plates post-amplfication, 1o © :
:t © « Aftor completion of the run, analzo the data a5 per the |

avoid contamination with amplicons.

: THERMAL CYCLIC CONDITIONS

STEP TEMP®C  TIME DETECTION  CYCLE
Initial
Do aion 25 2 Min on 1
: 25 15 Sec on
* PCR and Detection 40
] €0 30 Sec on

personnel © READING TEST RESULTS / DATA ANALYSIS
specially instructed and trained in real-tme PCR and In-vitro * -
- » NTCs should be negative and should not exhioit fuorescence -

ina hood and make up the volume by adding & pL of
ruclease free water. The assay should be run along with
positive controls and negative controls.

Seal the plate carefuly, brisfty spin down and use any
gAT-PCR instrument which complies with the dyes specified in -
the kit Insert.

: DATA INTERPRETATION

KRAS Mutation KRAS WT
FAM) (Tube 1] (FAM) (Tube 2) Results Interpretation
+ + Indicates presance of KRAS mutation
+ Indicates absence of KRAS mutation
Invalicl results repeat the DNA
= extraction and re-run
. WASTE DISPOSAL

» Dispose al the waste/remans of the reagents used In reaction
modure preparation & expired kit components along with
blo-waste as per the lab manualigeneral bio-waste
management instruction.

» Disposa the PCR plates with patient samples “sealed” post
un to avoid potential Infection to the operators and
contamination of the lab,

. TROUBLESHOOTING
Positive control showed no amplification
- Inappropriate storags of rsagents

» Store the reagents at recommended temperature for ther
optimal performance.

1 e Avold repetitive freezing and thawing.

* » Check the expiry of reagants.

* Negative controls are positive

. Causes - Cross-contamination

E-Folowgoodnbcrawwpradioesmavoldcormmmn

BaLes.

" » Useanew batch of reagents and repeat the experiment.

. Abnormal plot and/or low ARn values in amplification curve
. The basaline was sat improperly (some samples have CT values
+ lower than the baseline value}

* e Switch from manual to automatic baselne, or move the

amplified curves that cross the threshaold line. .
o If a false positve occurs with ana or mare of the primer and
probe In NTC reactions |, It indcates sample contamination.
» In that case, Invalidate the run and repeat the assay with
slricter adharence to the procadure guideines, .
« Positive contral should produce a posithve result with an -
expacted Ct value for each target included in the test. :
* If expected positive reactivty Is not achieved, invalidate the -
run and repeat the assay with stricter adherence to procedure -
guidslines.

human specimens are beling used.

* » Do not use kit compaonents that have passed their expiration |
data. - Incase ntemal control has not worked for a sample re-do the

Reagents 1Rxn  20Rxn  5O0Rxn
Miaster Mix 625uL 1254 H25uL E2SpL
Prirmer & Prabe mix AB 125uL  25uL 6254 1254l -
Huclease Free Water 95uL 180l 47SuL 8S0pL
Total 1TeL sl asopL 1700l -

Add & pl of the test DNA per reaction

SAMPLE PREPARATION

andfor .
+ » Analysis should be performed separately for each target using -

! Megative results do not exclude possibiity of infection and

mar Instructions.
a manual threshold settings.
tesst with 2 or more dilutions.

should not be used as the sole basis for the treatment.

KRAS Mutation KRAS WT Asaay result
Ct<40 Ct=40 Mutation Positive
C1 = Undetermined or
1540 Ct=40 Mutation Negative :
Gt = Undetermine or Clzd0 vl Re-purily the nucleic
Gtz 40 Undstermined acid and repeal the jest.

baseline stop value to a lower CT (2 cycles before the
amphfication curve for the sample crosses the threshokd)

* An amplification signal is detected in the early cycles
+ Dilute the sample to increase the CT valueg





