Factor V Leiden Real-Time PCR Detection kit

MATERIALS REQUIRED BUT NOT PROVIDED

G i

100 Reacticns | fM

INTENDED USE

- PCR Plates/tubes
. PCH plate covers/lube caps

: COMPATIBLE INSTRUMENTS

Factor V' Lesdan Real-Time PCR Datection kit i designed fo
detect G1E891A mutation in ONA Extracted from the whole blood |
for hurman factor Y gene by real-time Polymerase Chain Reaction |

(Feal-Time
amplification  and  datection of tha targat
allele-specific fluorophore-labeled probes,
SAMPLE TYPE

Hurman whola blood

BACKGROUND

PCR) method. The method s based on the |
sequence  using [

- RealTime FCR,

supports HEX (535 nem - 556 nm) and FAM (495 nm - 520 nm)

TARGET REPORTER QUENCHER
Factor V Wikt Type HEX BHOZ
Factor W Mutant FAR BHO1

"Selact the quencher settings as BHOMore

' STORAGE AND HANDLING

The coagulation factor W, a large 330-kD plasma ghcoprotein, s
encoded by the FS gene. Factor V that circulates with less or no -
activity. Factor V i converted to the active form. factor Va. by -
thromiin (Factor 1. Activated factor V' serves as an essenfial -
praten in the coagulation pathway and acts as a cofactor for the -
conversion of prothrombin to thrombin by factor Xa . Factor Ve is -
inactivated by activated protein C. Paranemophilia, also known as -
heterczygous mutations in the F5 gene. Factor V deficlency Is a PRECAUTIONS
rare autosomal recessie bleeding disorder with phenotypic -
variations. A heterczygous 1691G-A transition in exon 10 of the -
F5 gene, resulfing in an arg506-to-gin (RS060) substitution was -
identified by Bertin et al (1894). The presence of RS0E0 mutation -
o prevention of inactivation of activated factor V, leading to -
thromiosis. [OMIM,* 612308 COAGULATION FACTOR V; F5).The -
Factor V Leiden mutation (c.G1691A) is a crucial predisposing -
factor for the occurrence of thrombosis and molecular scresning -
of factor V mutation is essential to assess the risk of thrombosis in -
asymplomatic patients with famiy history of thromboembolic -+

Factor V Deficiency, is caused due to homozygous or compound

episode,
PRODUCT DESCRIPTION

Factor V' Leiden FealTime PCR Detection kit is designed to
datect G1691A mutation in the gene for human factor V Leiden by 2
the real-ime Polymerase Chain Reaction (Real-Teme PCR)

method. The method is based on the amplification and detection
of the target sequence using allele-spacific fluorophore-labaled
probes.  The famget segquence is a  single  nucleotide
guanine/adenine  polymorphism o site 1891

(G16a14). The :

presence of the wild-type allele [G1691G) is detected in the HEX ©
fluorescant channel and tha mutant allele (A16914) in the FAM |

fluorescent channel,
{G1691A) a signal is datectad in bath channets.

MATERIALS PROVIDED
KIT COMPONENTS VOLUME
Mastar Mix 2xB25 pL
Frimer and Probe mix 125 pl
Muclease Free Water 1000 pL
Positive Test Contral (FTC) 100 L.
Instruction for use 1 No.

In case of the heterozygous genotype

reagents at -20°C.

anlby onice or at 4°C,

date indicated on the bax when stored at -20°C.  Shalf Life -
12 Manths from date of manufacturing.

# It is recommended that this product is used by personnel
specally instructed and trained n real-time PCR and in-vitra -
: READING TEST RESULTS / DATA ANALYSIS

diagnostics procedures,

Treat all the spacimens as potentially infectious.

‘Wiear protective disposable powder-free gloves, a Iauoratcry
coat and eya protaction when handling specimens.

Store positve and/or potentially positive material sepamed
freem all othar componants of the kit

and wark under biosafety cabinats.

gloves,

avoid contarmination with amplicars,

hurnan spacimens are baing used.

date,

REACTION MIXTURE - 25 pL

Reagents 1Ran  20Rxn  S0Rxn 100 Ran
Mastar Mix 125pl  250pL  EBSL 1ESOpL
Frimer & Probe mix 126 25l B2EpL 1254
Muclease Frea Watar 325l BSEL ISPl 3254
Total 17uL 3MO0PL 8BS0 pL 1700 L

Add 8 uL of the test DNA per reaction

! SAMPLE PREPARATION

* DMA should be extracted from freshly taken Human whele blood ©
< using any approved DNA extraction mathods, Stors the extracted |

: DMA samples at - 20 %G for further use.

-

-

instruments ke, BIOAAD-GFXS6, THERMO :
-85, QIAGEN-ROTOR - GENE Q and other instruments which - :
: ® Prepare the reaction mix in & 1.5/2 ml tube for the caloulated -
- WASTE DISPOSAL

-

-

Store all Factor V Leiden RealTime PCR Detection kit .

Do not repeatedly freeze-thaw reagents more than five times 1
as it leads to reduced assay sensthty. Thaw the reagents I

Kit components are stable through the end of the expiration

Keep separate areas for master mix and template preparation
Use aerosol barer pipette tips and frequently change the
Do not open the reaction tubes/plates post-ampification, to

Do not smoke, drink or eat in areas where kit reagents and/or .

Do not use kit components that have passed thelr expiration

TEST PREPARATION/REACTION SET-UP

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

and spindown the contants for 5 secs and use it immediately,

reaction cocktall to accommedate pipetting erors. feg

number of reaction (n) including controis are 10 add 1 exta -

reaction during the preparation n+1).

numker of samples in Master Mix Preparation room.

* ® Spin down the fubes and dispense 17 L reaction mix in each

tube strips or 98 well plate. Before moving to template adding
area, add 8 ul of nuciease free water in NTC wells.

Calculate the number of reactions for each experiment
including all contrals with one excess reaction volume in the

. DATA INTERPRETATION

Carefully add 8 pL of DMA samples kept on ice In the -
designated wells in template addition room. Add 2 pL of PTG -

In a separate hood and make up the volume by adding 6 uL of -«
nuclease free water, The assay should be run along with

positive controls and negative controls.

Wild Gene  Mutant Gane Results Intarpretation
+ - Wild- Type gene in Homezygaus
- + Mutation in Hemeeygous condition

+ +

Mutation in Heterozygous condition

.

Disposa &l the waste/rernaing of the reagents usad in reaction
mixture preparation & expired kit compenents along with
bic-waste as per the lab  manualgeneral  bio-waste
management instruction.

Disposa the POR plates with patient samples “sealed” post
run to avold potential infection to the operators and
contamination of the lab,

.

: TROUBLESHOOTING

. Positive control showed no amplification

+ Inappropriate storage of reagents
. » Store the reagents at recommended temperature for their

optimal performance.

. & Avoid repetitive freezing and thawing.
* & Chack the expiry of reagents.

: Negative controls are positive

. Causes - Cross-contamination

Seal the plate carefuly, briefly spin down and use ary -
gAT-PCR instrument which complies with the dyes specified in
the kit insert,
THERMAL CYCLIC CONDITIONS
STEP TEMP °C TIME DETECTION CYCLE
Hald a5 1 Min ot 1
a5 15 Sec off
PCR and .
Dataction
&8 30 Sec On

o NTCs should be negative and should not exhibit flucrescence
amplified curves that cross the thrashald line,

. e Folow good laboratory practices to avoid contaminalion

[EENTEEN

* Usaanew batch of reagents and repeat the expariment.
: Abnormal plot and/or low ARn values in amplification curve
- The baseline was set impropeny (some samples have CT vales

e |f a false positve ocours with one or mare of the primer and
: @ Switch from manual to automatic baseline, or move the

probe in NTC reactions |, it indicates sample contamination,

e In that case, Invalidate the run and repeat the assay with

stricter adherence to the procedura guidelines.
e Positive control should produce a postive resuft with an
expected Ct value for each target inchuded in the test.

lower than the basalne value)

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

- An amplification signal is detected in the early cycles

run and repeat the assay with stricter adherance o procedure &

guidelines,

instrument manufacturer instructions.

a manual thrashaold settings.

test with 2 or more dilutions.

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

RESULTS INTERPRETATION

For all target genes -
Wild Ty For Mutant Agsay result
Hetenzygous condion of
Ct<aT Cts37 o astion
©t = Undetemmined or Clest Homazygous condion of
Gtz a7 mustation
Ciear ©t = Undetermined or  Homozygeus conditien of
Ctz=37 wild type
Ct = Undetermined or Ctz=37 J"?'a"d':er'g""" "'e'h
Ctza7 Ungetermingg | 0% acid and rapeat he

tast,

After completion of the run, analyze the data as per the
Anahysis should be performed separately for aach target using
In case internal control has not worked for a sample re-do the

Ce MNegative results do not exclude possibilty of infection and

3

o |f expected positive reactiity is not achieved, invalidate the Diute the sampte to increase the CT vatue



