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The infermation in this guide is subject to change without notice.

Imegen guarantees that its products are free from defects, both in used
materials as in its manufacturing process. This warranty is extended to the
expiration date, as long as the storage conditions specified in this manual are
met.

Our products are designed for use in research. The user of the product is
respansible for validating the usefulness of the protocol proposed by Imegen.
These protocols are considered o guide only. Imegen does nat offer any other
warranty, express or implied, which extend beyond the proper functioning of the
components of this kit. Imegen sole obligation in respect of the preceding
guarantees, will be to replace the product or return the purchase price thereof,
as desired by the customer, as long as the existence of a defect in the materials
test, or in the manufacture of its products. Imegen will not be responsible for
any damage, direct or indirect, resulting in economic losses or damages
resulting from the use of this product by the purchaser or user.

All products sold by the Imegen are subjected to rigorous guality control. The
imegen™-Inv16 kit hos passed all internal vaolidation tests, ensuring the
reliability and reproducibility of each assay.

For any guestions about the applications of this product or its protocols,
please contact our Technical Department:

Phone number: 963 212 340
e-Mail:  info@imegen.es

*imegen™ is a trademark of Instituto de Medicina Genémica, registered as
imegen® in Spain
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1. Product Information

Kit description

CBFB gene, located in chromasame 16q22 region, encaodes the beta subunit of
the core-binding factor protein. MYH11 gene is located in chromosome 16p13
region. CBFB/MYH11 gene fusion is created by rearrangements between CBFB
and MYH11 breakpoints, resulting in the pericentric inversion of chromosome
16.

Expected use

imegen-Inv16 kit allows CBFB-MYH11 type A inv[16)[p13q22] rearrangement
gquantification through the rearrangement copy number quantification and the
endogenous gene [ABL] copy number quantification by comparison with a
plasmid which contains one copy of each two amplification targets.
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2. Warnings and precautionary
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statements

Only far use in research. Safety precautions

1. Strictly follow the instructions of this manual, especially regarding the

handling and storage conditions.

Do not pipette by mouth.

Do not smake, drink, or eat in areas where specimens or kit reagents are
being handled.

You must properly praotect any skin condition, as well as cuts, abrasions
and ather skin lesions.

Avoid discharge of reagents waste ta the sink drinking water. Use waste
containers established hy the legislation and manage their treatment
through an authaorized waste manager.

In case of an accidental release of any of the reagents, avoid contact
with skin, eyes and mucous membranes and clean with abundant water.

The materials sofety dota sheets of all hazaordous components
contained in this kit are available an request to Imegen.

This product requires the handling of samples and materials of human
and animal origin. You should consider all human and animal source
materials as potentially infectious and handled in accordance with OSHA
Biosafety Level 2 of hloodborne pathogens or must use other relevant
biosafety practices for materials containing or suspect that they may
contain infectious agents.

/20 VAN
Dy o P
1SO 9001 § e
m w
BUREAU VERITAS
Certification

N° ES063227-1 1828



ilinJet
imegen

1A
yiy

|
genomics

ool

3. Kit content

Kit components and storage

The kit contains needed reagents ta perform the real time PCR reactians;

> >

>

Amplification primer for the PCR systems.

Each system contains o probe labelled with FAM™ fluorophore which
allow, in each case, the detection of rearrangements and of ABL

endogenous gene.

Pasitive contral for 16 chromasome inversion and ABL gene [Inv16-ABL

control].

The kit contents the necessary reagents to perform 48 reactions with each

PCR system:
Reagents Color Vials ‘ Storage
Inv16 Master-Mix Blue pad | 2 x 24 reactions 4°C
ABL MasterMix Yellow pad | 2 x 24 reactions 4°C
Inv16-ABL Control Blue cap 4 vials 4°C
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Table 1. imegen-Inv16 kit contents

*Reagents of this kit are lyophilized. Once the reagents are rehydrated, the vials

should be stored at -20°C.

This kit is compatible with the Real-time PCR platforms 7500 FAST, StepOne Real-
Time PCR System [Thermao Scientific], and any other Real-time PCR platforms

equipped with FAM channel.

NOTE: Reagents required but not provided: reagents for RT-PCR, TagMan PCR
Master and sterile ultrapure water.
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4. Equipment and materials required
but not supplied

Equipment and material required

In the following table the equipment requirements for using imegen-Invl6
Kit are shown:

1 |Real time PCR Thermal Cycler

2 | Micropipettes (10 uL, 20 pL and 200 pL)

3 Vortex

Optical 96-well reaction plates or 0.2 ml optical

! tubes

5 Optical adhesive film for 96 well plates or optical
adhesive covers for 0.2 ml tubes

3 Disposable micropipette filter tips (10 pL, 20 pL

and 200 pL)

4 1.5 mL sterile tubes

5 |Powder-free latex gloves
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5. Real time PCR

PCR reagents preparation

All reagents included in the kit are lyophilized. The first step before using any of
our kits consist of reagents rehydration by adding the amount of nuclease-
free water, showed in the following table. In order to facilitate resuspension of
each component, we recommend stirring well and spinning the tubes and
store them at 4°C for one hour before their use.

Reagents Rehydration volume

Inv16 Master-Mix *130 OL of
ABL MasterMix *130 OL of
Inv16-ABL Control *5 0 L ddwater/vial

Table 2. Kit components rehydration volume

If these reagents will not be used after rehydration, we recommend store them
at -20°C.

A Paositive contral dilutions preparation:

Once rehydrated the positive control, 1:10 dilutions should be prepared
in order to abtain the standard curves. These curves allow the copy
number calculation of both, endogenous gene and Invl6
rearrangement. Positive control copy number is 25x10°,

It is recommended to prepare the paositive control dilutions just before
of the PCR reactions preparation:
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1. Thaw the Inv16-ABL control. Vortex and spin the tube.

2. Prepare four 1:10 serial dilutions, by adding 5 ulL of the paositive
control and 45 pL of water, until prepare a control with 25 copies.

Vortex Vortex Vortex Vortex Vortex
Spin Spin Spin Spin Spin
%/%:%:%/%ﬁm
H,0 H,0
C+ Inv16 C+ Inv16 C+ Inv16 C+ Inv16 C+ Inv16
25x104 25x103 25x102 25x10¢

3. After preparing each dilution, vartex and spin each tube.

PCR reactions preparation

Two PCR master mixes should be prepared in order to analyse the mutations
analysed with imegen-Inv16 Kit:

PCR master mixes contain:

A Inv16 Master Mix or ABL Master Mix
A 2x PCR Master Mix [not included in the kit]

The recommended protocol for preparation of amplification reactions is
showed below:

1. Thaw the invl6 Master Mix, ABL Master Mix and samples cONA.

2. Vortex each reagent and keep cold.
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3. Addintoal.5 mL tube, the following reagents:

Reagents Amount per reaction

Inv16 or ABL Master Mix

5uL

2X PCR Master Mix

10 pL

Table 3.PCR Master Mix reagents

Note: To estimate the amount of necessary reagents, we recommend make
calculations taking into account the number of samples to be simultaneously
analysed, and then considering one more reaction, or increase a 10% the volume of

each reagent.

4,

Vortex the PCR Master Mix tube and dispense 15 ulL in each well.

5. Add 5 plL of sample cONA or 5 pul of Invi6-ABL control into the
corresponding wells.

PCR amplification program

The following instructions must be followed in order to setup the amplification
program:

7500 Fast ar StepOne Real-Time PCR system [Thermao Scientific]

I > > D
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Experiment: Quantitation- Standard curve

Ramp rate: standard

Reaction volume: 20 pL
Reference ROX™: include
TagMan® probes fluorophores:
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Probes Receptor ‘ Quencher
Invl6-P FAM™ TAMRA
ABL-P FAM™ TAMRA

Table 4. Probes information

* In StepOne this field should be filled as "None"

A Optimal program:

. Step 1
Fields P
Enzymatic activation
50 cycles
Cycles | 1 Initial cycle | 1 Initial cycle
. Primers binding/
Denaturation Extension
Temperature 50°C 95°C 95°C 60°C
Time 2 minutes 10 minutes | 15seconds | 1 minute*
Table 5. Optimal PCR program for 7500 FAST or StepOne
*Fluorescence detection
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6.

Results analysis

In order to perform the results analysis it is recommended following the

instructions:
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Check that there is not amplification in negative controls. If there is
amplification, it should be repeated the analysis to rule out an accidental
contamination.

Check that standard curves match with a regression line with a slope
between-3.1 and -3.7 and R>0.98.

Check that there is amplification in the paositive contral in the two
reactions. If not, it should be repeated the analysis to rule out that there
has been an error in the preparation of the reactions.

Check that reference gen [reactions prepared with ABL Master Mix] is
detected in all samples. This reaction allows checking that there is
enough cONA with good guality.

The samples have a Inv1b rearrangement if there is amplification in the
reactions prepared with Invl6 Master Mix. To calculate the normalized
copy number [NCN] it should be colculate the copy number of bath,
reference gen [ABL] and Invl6 rearrangement [CBFB-MYH11 type A].
Normalized copy number is obtained following the next formula:

INV16 ~n

NCN=""\BL
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