Factor Il Prothrombin Real-Time PCR
Detection kit
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INTENDED USE

targat sequence using allele-speciic fluorophore labeled probes.

SAMPLE TYPE
Human whole blood

BACKGROUND

the liver in the form of inactive zymogen.

platelet aggregation and activates coagulation factars V, VIll and
Xl Thromioin also inhebits coagulation by actvatng protein C.
20210 G-A, a common genetic variation In the 3' untransiated

region of the prothromioin gene. Individuals with this variation -
prasent elevated plasma prothrombin levels and an increased risk
of venous thrombosis. The mutation Is associated with increased -
risk of myocardial infarction and alzo susceptinlity 1o recurrent .

pragnancy oss.[OMIM® 176930 COAGULATION FACTOR II; F2)
PRODUCT DESCRIPTION
The PCR kit is designed to datect G20210A mutation in the gene

fior human factor Il prothrombin by the real-time Polymerase Chain -+
Reaction (Real-Time PCH) method. The method is based on the -
amglification and detection of the targel sequance using -
allele-zpecific fluorophore-labeled probes. The target sequence s -
the single nuciectide guanine/adenine polymarphism In ste 20210 -

. wild I : :
tG202I10ﬂh::HE;(ewmﬂofl : wl;nu;aml1mlw§;oDormuseldtoompormmathwapassedmeraxplranon;
(G202104) in the FAM fucresoent channel. In case of the & & :

heterozygous genctype (G202104), a signal is detected In both
channels.

MATERIALS PROVIDED
KIT COMPONENTS VOLUME
Master Mix 225 L
Primer and Probe mix 125
Muclsase Free Weter 1000 jiL
Positive Test Gontrol (PTC) 100 L

Instruction for use

. PCR Plates/ubes
* PCR plate covers/tube caps

* COMPATIBLE INSTRUMENTS

* RealTme PCR, instruments lke, BIORAD-GFX96, THERMO :
+ <085, QIAGEN-ROTOR - GENE  and other Instruments which -
: supports HEX (535 nm - 556 nm) and FAM (495 nm - 520 nm)

The Factor Il Prothrombin RealTime PCR Detection kit =
designed 10 detect G20210A mutation In the extracted DNA of
whole blood for human factor 11 (F2) prothrombin gene Dy
Real-Time Polymerase Chain Reaction (Real-Time PCR) method. |
The method is based on the amplification and detection of the |

TARGET REPORTER QUENGHER
Factor | Wild Type HEX BHOZ
Factor [I Mutant FAM BHO1

“Sedect the quencher settings as BHO/MNone

: STORAGE AND HANDLING :
* » Store all Factor Il Prothromon Real-Time PCR Detection Kt :

reagents at -20°C.

. » Do not repeatedly freeze-thaw reagents more than five times ©
Coagulation factor Il or prothrombin is encoded by the F2 gene. ©
Prathrombin i a vitamin K dependent Glycoprotein synthesised in
Factor Xa actvates -
Prathrombin to the serine protease thrombin . Activated thrombin -
enzyme has a crucial role in hemostasis and thrombosss. It @
converts flbrinogen to fibrin for blood clot formation, stmulates -
- PRECAUTIONS

as it leads to reduced assay sensithity. Thawlhenaagems:
anly onice or at 4°C. H
kit components are stabla through the end of the expiation
date indicated on the box when stored at -20°C. Shelf Life -
12 Months from date of manufacturing. .

# It ls recommended that thes product =2 used by personnel -
specially instructed and trained in real-time PCR and In-itro +
diagnostics procedures.

» Treat all the specimens as patentialy infectious.

. Wearprowui\edlsposablepwﬂarﬁeegmaleboram
coat and aye protection when handing specimens.

ce &nreposmamrormmlalsfpowema:emlsepa:m

from al other componants of the

: » Keep separate areas for master mlx and template prepel‘aﬂoﬂ :

and work under blosafety cabinets.

. Ummwmmmtlpsmmmrydmme
4

» Do not open the reaction tubes/plates poat-ampiﬁwmw
avold contarmination with amplicons. :

» Do not smoka, drink or eat in areas where kit reagents andfor -
hurman specimens are belng used.

: TEST PREPARATION/REACTION SET-UP
* » Thaw all components of the kit on ice, mix gently using vortex -

and spindown the contents for 5 secs and use It Immediatety.

*» Calculate the rumber of reactions for each experiment
incuding all controls with one excess reaction volume in the -
reaction cocktall to accommodate pipeting erors. feg: -
number of reaction (n} ncluding controls are 10 add 1 extra -

reaction during the praparation n+1).

+ » Prepare the raaction mix in a 1.5/2 mL tube for the calouated
. - WASTE DISPOSAL
Spin down the tubes and dispense 17 pL reaction mix in each -
tube strips or 96 well plate. Before moving to template adding -

number of samples in Master Mix Preparation room.,

area, add & pl of nuciease free water in NTC wells.

" Carsfully add 8 pl of DNA 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 plof -
nuclease free water. The assay should be run along with -

positive controls and negative controls.

GAT-PCA instrument which complies with the dyes specified in
the kit insert.

THERMAL CYCLIC CONDITIONS

STEP TEMP °C. TIME  DETECTION CYCLE
Hold 95 1 Min off 1
95 15 See off
PCR and a0
Detection
56 30 Seo on

: FIEADING TEST RESULTS / DATA ANALYSIS

. NTCs#nudbemgalNeandeantMom " The was sat have CT

amplified curves that cross the threshaold line,

o If a false posithve occurs with one or mora of the primer and
+ » Switch from manual 1o automatic baselne, or move the
» In that case, Invalidate the run and repeat the assay with |

probe In NTC reactions | it indicates sample contamination.
stricter adharence to the procadure guldeines.

» Positive control should produce a posithie result with an
expected Ct value for each target included in the test.

lines,

guide! .
: ® After completion of the run, analyze the data as per the

instrument manufacturer instructions.

a manual threshold sett

ings. .
o In case internal control has not worked for a sample re-do the -

test with 2 or more dilutions.

o Negative results do not exclude possibilty of infection and -

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

. RESULTS INTERPRETATION

: REACTION MIXTURE - 25 jL

: Reagents 1R 20R S0Rxn 100Rsn
Master Mix 125pL  250pL  625uL 1250 L E
Primes & Probe mix 125pL  25pL  E25uL  125pL
Muclease Free Water 325pL  BSpL  1E2SpL 3e5pL
Total 17uL  BM0pL BSOPL 1700 ML

Add 8 pl of the test DNA per reaction

SAMPLE PREPARATION

* DNA should be extracted from freshiy taken Human wheis blood *
- usng any approved DMA extraction methods. Store the mm-aclsd
: DMNA samples at - 20 °C for further use.

For all target genes -

Wik For Mutant Assay result
Heterazygous condilion of
Ct<aT Ct=37 -
Ct = Undetermined or o Hemazygous cendition of
Gtz 37 o= mutation
Ct=l ar condition af
i Ci=a7 wild type
Ct = Undetermined o Cta37 I|w:iun:mp“ ¥ “m
Ctz 37 Undstermined

Seal the plate carefuly, briefly spin down and use ary -
. TROUBLESHOOTING
- Positive control showed no amplification

: Inappropriats storage of reagents
.« Store the reagents at recommended temperature for ther

Anaysis shouid be performed separatsly for each target usng ©

: DATA INTERPRETATION

Wild Gene  Mutant Gene Results Interpretation

+ - Wild- Type gene in Homezygous

Mutation in Hemezygous eondition

- +

+ + Mutation in Heterseygeus conditicn

» Dispose &l the waste/remans of the reagents used In reaction
modure preparation & expired kit components along with
blowaste as per the lab manualgeneral  blo-wasts
management instruction.

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

optimal performance.

. e Ayold repetitive freezing and thawing.

* s Check the expiry of reagents.

: Negative controls are positive

. Causes - Cross-contamination

» Follow good laboratory practices to avoid contamination

BaLes.

: » Useanew batch of reagents and repeat the experiment.
. Abnormal plot and/or low ARn values in amplification curve

lower than the basaline valig)

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

» I expacted posiive reactidty Is not achieved, Invalidate the + DU 18 sample to increase the CT value

run and repeat the assay with stricter adherence to procedure *



