BCR-ABL Qualitative RT-PCR Kit - Major,
Minor, Micro
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BCR-ABL Qualitative RT-PCR Kit is a multiplex, TagMan KIT COMPONENTS VOLUME
probe based gualitative assay for the specific detection of 2X Mastar Mix (MM) 2625 L
Major BCR-ABL (M-BCR), Minor BCR-ABL (m-BCR) and
Micro BCR-ABL (u-BCR) transcripts in human blood or 20X Primer and Probe Mix (PPMx) 125 pl
bone marrow aspirate samples. This kit reagents enables
the detsction of all three BCR-ABL transeripts and ABL1 Nuclease Free Water (NFW) 1000 L
transcript (internal control) in a single tube with Paositive Test Control (PTC) 100 pL
RNA/GDHA 82 8 template. TARGET REPORTER  QUENGHER
Minar BCR-ABL Transeript FAM BHO1
Mizjor BOR-ABL Transeript HEXVIC BHO2
BACKGROUND Micro BCR-ABL Transeript Cy5 BHOZ
BCR-ABL gene o lon alds in initial di is of Chronic
mysioid leukemia (CML]. A reci ) KoaNon.ocours ABL [Conrel) Teas Red BHOZ
betwean ch 9 and 22 aiil) lting
in the expression of abnormal BCR-ABL fusion tyrosine ~ STORAGE AND HANDLING

kinase. The breakpoint on chromosome 22 ocours  betweean
exons 12 and 16 of the BCR gene while the breakpoint on
chromosome 9 mostly occurs between exons 1 and 2 of the
ABL gene. Altogether, there are three breakpoint cluster
regions in the BCR gene detected in CML patients to date:
major (M-BCR), minor (m-BCHR) and micro (u-BCR). The
major transcrpts are called b2a2 and b3a2, which encode
for a constitutively active chimeric tyrosine kinase of 210
kDa protein (P210 B5R 48y minor transcript ela? encodes
E;z%“ AL and micro transcript e19a2 encodes for p230

PRODUCT DESCRIPTION

BCAR-ABL Qualitative RT PCR kit provides reagents
screaning and specific detection of Major (M-BCH) p210 ,Minor
{m-BCR) p190 and Micro p230 ({u-BCR) transcripts in CML
patient ANA samples. This kit is intended for “Professional Use
only".

ANALYTICAL SPECIFICATION
The specificity of the kit is 100% with 100% itivity. The

« Store all BCR-ABL kit components at -20 *C.

« Do not repeatedly freeze-thaw reagents as it leads to reduced
assay sensitivity. Thaw the reagents only on ice or at 4°C.
Recommended Freaze thaw cycle is 5 times.

« Kit components are stable through the end of the expiration data
indicated on the box when stored at -20 °C'. Shelf Life - 12
Manths from date of manufacturing.

PRECAUTIONS

« Thiz product i=s mecommended to be used by the frained
professional under real-time PCR and in-witro diagnostics

procedura
Trest all the
Wear protective disposable puwcle(taaglwes.alamburyuuat
and eye protection when handling specimens.
oﬁlmﬂmacolacbedllmmsanplesamylmmﬂlaldt
before use to avoid
« Handle master mix and template preparation separately and work
under biosafety cabinets.

Use aerosol barrier pipette tips and frequently changa the gloves.

Do not open the reaction tubss/plates post-amplification, to avoid

‘contamination with amplicons.

« Do not smoke, drink or eat in areas where kit reagents and/or
human specimens are being used.

«» Do not use kit components that have passed their expiration date.

WASTE DISPOSAL

» Dispose al mawwmmmmmﬂhmmmmm
and expired along with bic-waste as per the

. Mnammmmnmw “sealed” post run 1o avold

linsar limit of detection of the kit for BCR-ABL Major
transcript s 14 coples per pl, BCR-ABL Minor transcript is
3.8 coples per pl, BCR-ABL Micro transcript = 30.85
copbes per pL and Internal control ABL I8 2.7 coples per pl.

the operstors and contamination of the kb,
REACTION MIXTURE - 25 pL

Reagents 1Ran  25Axn S0Rxn 100 Rxn
23 Master Mix 125 312540 €25 1250pL
200 Primer and Probe Mix 1254 | 135 E25L 1250
Mucleass Free Watar 3254 B1I5)L 1625l 35l
Total 7L | 425pL  BSOWL | 1700

Add 8 pl of the test RNA per reaction 2

SAMPLE PREPARATION

RNA should be extracted from freshly collected EDTA whole
blood or bone marrow aspirates using any approved RNA
extraction methods. Store the extracted RNA at - 20 °C for

Turther use.
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TEST PREPARATION/REACTION SET-UP

Thaw all components of the kit on lce, mix gently using vortex
and spindown the contents for 5 secs and use it immediately.
Calculate the number of reactions for each experiment
including all controls with one excess reaction volume in the
reaction cocklail to accommodale pipetting errors. (eg:
number of reaction (n) including controls are 10 add 1 extra
reaction during the preparation n+1)

Prepare the reaction mix in a 1.5/2 mlL tube for the calculated
number of samples in Master Mix Preparation room.

Spin down the tubes and dispense 17 pL reaction mix in each
tube strips or 96 well plate. Befors moving to template adding
area, add 8 plL of nuclease free water in NTC wells.

. Carefully add 8 pL samples kept on ice in the designated

wells in template addition room. Add 2 uL of PTC in a
separate hood and make up the volume by adding & ul of
nuclease free water. The assay should be run along with
jpositive controls and negative controls.

THERMAL CYCLIC CONDITIONS

STEP TEMP °C TIME DETECTION CYCLE
Reverse 45 20 min ot 1
Transcription a5 2 min
15
a5 Sec off
PCR and Detaction 40
35
&0 Sac On

READING TEST RESULTS / DATA ANALYSIS

MTCs should be negative and should not ehibit fluorescence

ampilified curves that cross the threshold line.

If a false positive occurs with one or more of the primer and

probs in NTC reactions . it indicates sample contamination.

In that case, Invalidate the run and repeat the assay with stricter
to the I

Positive control should produce a positive result with an
expected Ct valus for each target included in the test.

If expected positive reactivity is not achieved, invalidate the nn
and repeat the assay with stricter adherence to procedurs

guidelines.

After completion of the run, anshyze the data as per the
Analysis should be performed separatsly for sach targst using a
manual threshold settings

In case intemal confrol has not worked for 8 sample re-do the
test with 2 or more dilutions.

RESULTS INTERPRETATION

Major BCR -ABL Minor
BCR-ABLMicro ‘B&m Assay result
BCR-ABL mircl)
Ct< 40 Ct= 40 Pasitive
cn.l.mnau::-mauz e S
Irvvalid, Re-purify the
Ct=Undetermined e C1> Gtz 40 rucleic seid from the:
50 Undstermined sample, then repet the

test,
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DATA INTERPRETATION

Miecr BEA-ABL.
Trarmeripd dstected

Major BGR-ABL.
Trmeescript dutectad

Mirs BER-ABL
Trmeascript dutectad

Mo busicn bmemorigt
of BCR-ABL dutected

Irvalid run. Ropant B
etraction and re-run

TROUBLESHOOTING

Positive control showed no amplification

Inappropriate storage of reagents

Store the reagents at recommended temperature for their

optimal performance.

» Avold freeze-thaw more than the recommended number of
times

« Chack the expiry of reagents.

Megative controls are positive

Causes - Cross-contamination

+ Follow good lab y I
issues.

+ Use a new batch of reagents and repeat the experiment.

Abnormal plot and/or low ARn values in amplification curve

The baseline was set Improperly (some samples have CT values

lower than the bassiine valua)

« Switch from manual to automatic baseline, or move the
baseline stop value to a lower CT (2 cycles before the
amplification curve for the sample crosses the threshold)

An amplification signal is detected in the early cycles

Diuts the sample to increase the CT value

.

to avold ination




