PML-RARA Qualitative Real-Time PCR Kit

* Compatioe
; BIORAD-CRXEE | THERMO-0S5, QIAGEN-ROTOR-GENE Q1 an
: other instruments which supports HEX (535 nm - 556 nmj an

INTENDED USE

PML-AARA Gualitative Real Time PGR kit is an in-vitro muttiples ©
kit for the detection of PML-RARA bert (long) ber2 (variant) and »
bard (short) ranscripts from RNA extracted from paripheral blood +
or bone marmow aspirates , along with the internal control ABL1 in- »
a single ube assay to disgnoss Acute Promyalocytic Laukemia.

SAMPLE TYPE
EDTA whole blood or bone marmow aspirates

BACKGROUND

Promyelocytic leukemia, also known as acute promyeocytic |
laukarmia (APL), is a subtype of acute myelaid leukemia (AML). Itis *
characterized by an abnormal fusion gene sequence called
PML-AARA, resulting from a reciprocal translocation batween |
chromosome 15 and chromosome 17, commenly represented as -
H15;17). This fusion ocours when segments of these ;
chromosomes  break off and switch places  (translocate).
Specifically, the PML gana region on chramosome 15 fuses with
the RARA gene region on chremosome 17. To diagnose APL, a
tast is performed to datect the prasence of the PML-BARA fusion
gene in the blood or bone mamow of an individual. :

PRODUCT DESCRIPTION

The kit uses a One-step AT-PCR master mix, which corverts
RMA to cOMA, folowed by amplfication using Tag HS DMNA
Polymerase. The primers and probas mix (PEMX) contains |
primers and probes required to amplify and detect borl,bor2 and
pord in the same reaction along with ABL human nternal contral
gene, b

PRINCIPLE

PML-RARA Cuaitative Real Time PCR Kit is an in-vitro multiplex.
as=ay for the detection of borl,bor2 & bord transcripts from 2
peripheral blood or bone marraw aspirate. This is a multiplex assay ©
kit where primer and probe sets are designed to target the ©
PML-RARA transcripls - berl bor2and berd.

MATERIALS PROVIDED
KIT COMPONENTS VOLUME
Mastar Mix 20625 pL
Primer and Probe mix 125l
Muclease Free Water 1000 L
Positiva Test Contral 100 uL
Instruction for s 1Mo,

. RMNA should be extracted from freshly collected EDTA whaole
: blood or bone marrow asprates using any approved BMNA
. extraction methods, Store the extracted RNA at - 20 °C for |
o further usa. :

TEST PREPARATION/REACTION SET-UP

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

MATERIALS REQUIRED BUT NOT PROVIDED

Consumables
PCR Flates/fubes
PCR plate covers/fube caps

COMPATIBLE INSTRUMENTS

with  Real-Time  PCR,  instruments ke,

Texas Red (596 nm - §15 nm),

TARGET REPORTER QUENCHER
PML-AARA bert berZ berd FAM BHO1
ABLY Texas Red/ROX BHQZ

*Select the quencher settings as BHOQ/None

: STORAGE AND HANDLING

» Store all PML-RARA Qualtative Kit reagents at -20°C.

* Do not repeatedly fresze-thaw reagants mare than five timas
as it leads to reduced assay sensitivity. Thaw the reagents only
onice or at 4°C,

e Kit components are stable through the end of the exgiration
data indicated on the box whean stored at -20°C,  Shelf Life -
12 Months from date of manufacturing. .

: PRECAUTIONS

» It s recommended that this product is used by personnel
specally instructed and trained in real-time PCA and in-itro

diagnostics procedures,

Treat all the specimens as potentially infectious.

‘Wear protective disposable powder-free gloves, a Ianoratory
coat and eye protaction when handling specimens.

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

..

.

.

and wark undar biosafety cabinats.

.

gloves,

.

avoid contarmination with amplicons,

.

hurman specimens are baing used.
Do not use kit components that have passed their expiration
date,

.

. REACTION MIXTURE - 25 pL

Reagents 1Rxn  20Rxn  S0RAxn 100 Rxn
Mastar Mix 125 gL | 250pL | G26pL 12604
Primer & Probe mix 1254 /Pl B25ul 1254
Muclease Free Water B25uL 125Ul MBSl E2SL
Total 20l | s00uL  taoppL| 20004l §
Add 5 pL of the test ANA/cDNA per reaction
! SAMPLE PREPARATION

and spindown the contents for 5 secs and usa il immediataby.

Use aeroscl barrer pipette tips and frequently change the
Do not open the reaction tubes/plates post-amplification, to

Do not smoke, drink or eat in areas where kit reagents andfor

e NTCs should be nagative and should not axhibit fuorescence

Calculate tha rumber of reactions for sach  experiment < DATA INTERPRETATION

including all controls with one excess reaction volume in the -«

reaction  cocktal to asccommaodate pipatting  ermors. (eg

number of reaction (n) including controés are 10 add 1 extra -

reaction during the preparation n+1).

Prepane the reaction mix in a 1.5/2 mL tube for the cakculated

number of samples in Master Mix Praparation room.

Spin down the tubes and dispense 20 pl reaction mix in each
tube strips or 86 well plate. Before moving to termplate adding -

area, add 5 ul of nuciease free water in NTC wells.

Carefully add 5 plL of ANA/GDNA samples kept on ice in the -
: WASTE DISPOSAL
in & saparata hood and make up the volume by sdding 3 uL of -
nuclease free water. The assay should be run along with -

designated wells in template addition rocm. Add 2 pL of PTC

positive contrals and negative controls,

Seal the plate carefully, briefly spin down and use ary
gAT-PCR instrument which complies with the dyes specified in .

the kit nsest.
: THERMAL CYCLIC CONDITIONS
STEF TEMP G TIME DETECTION CYCLE
52 4 Min o 1
Ravarse

Transcsipticn
96 1 Min Off 1
95 5 Sec af

FCR and Dataction 40

57 40 Sec on

i - READING TEST RESULTS / DATA ANALYSIS
Keep separate areas for master mix and template preparation ;

amplified curves that cross the thrashald line.

If a false positive occurs with one or mora of the primear and
probe in NTC reactions | it indicates sample contamination.

In that case, Invalidate the run and repeat the assay with
stricter adherence to the procedure guideines,

Positive control should produce a positive result with an ©

expeacted Gt value for each target included in the test,

If expacted positive reactivty (s ol achieved, invalidate the © An
¢ Dite the sample to increase the Ct value

run and repeat the assay with stricter adherence to procedure
guidalinas.

After completion of the run, analyze the data as per the

instrurment manutacturer instructions,

Analysis should be performed separately for each target using

a manual threshold sattings.

In case internal control has not worked for a sample re-do the &

test with 2 or more dilutions.

Megative results do not exclude possibility of infection and

should not be used as the sola basis for the treatmeant.

| RESULTS INTERPRETATION

For PML-RARA
bert,ber2 & herd FEeASLt b D)

Ct< 4D Cts 40 Positive
C1 = Undetermined or

Gt 40 Gt = 40 Negative

Irwalidl, Re-purty the

€1 = Undetanmined or Ct=40 A

Ct=40 un inad nucleic acid and repeat the

test.

PML-RARA
bort, b2, bera || ABL-1 Results Intsrpretation
+ + PML-RARA borl bor & bord detected
. ‘Absence of PML RARA transiccation

Inwalid Fun.Fegaat ANA extraction and PCR
run

e Dispose all the waste/remains of the reagents used in reaction
mixturs preparation & axpired kit components along with
blo-waste as per the kb manual’general  bio-waste
management instriction,

Dispose the PCR plates with patient samples “sealed” post
run to awoid potential infection to the operators and
contamination of the lab.

: TROUBLESHOOTING

control

no

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

optimal performance.,

. # Awoid repefifive freezing and thawing.

. ® Check the expiry of reagents.

. Negative controls are positive

Causes - Cross-contamination

. = Folow good laboratory practices to aveid contamination

Issues.
» Use anew batch of reagents and repeat the experment.

Abnormal plot and/or low ARn values in amplification curve
: The baseline was sef improperly (some samples have Cf valles
. lower than the bassling valua)

.+ e Switch from manual lo atomatic baseline, or move the

baseine stop value to a lower Ot (2 cycles before the
amplification curva for the sampla crosses the threshold)
signal is in the early cycles




