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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 praducts are designed for in vitro diagnostics. The user of the product is
respansible for validating the usefulness of the protocol proposed by imegen.
These protocols are considered a guide only. imegen does naot 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 quality control. The
imegen™-Quimera kit for dPCR has passed all internal validation 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 Gendmica, steged as
imeger? in Spain
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1. Product Information

Kit description

Molecular chimerism analysis as a result of an allogeneic transplant, has
become a well-established method to monitor the transplant evolution and to
assess the risk of relapse.

imegen-Quimera kit for dPCR can determine the presence of hematopoietic
chimerism in the post-transplant period by digital PCR. Thanks of a
quantification of insertion/deletion [INDELs] polymarphism or null alleles,
regarding to the total amount of ONA present in the somple. In order to
perform the quantification, it is necessary to analyse a gene reference [b-
globin] and an informative polymorphism. In cose of bone marrow
transplantation, it is considered that a polymorphism is informative when it is
detected in the transplanted recipient and not in the donor. In case of solid
organ transplantation, it is considered that a polymorphism is informative
when it is detected in the donor and not in the transplanted recipient. To
determine the polymarphisms infarmativeness they have been developed the
imegen-Quimera Screening Multiplex Plus [ref. IMG-116-26] and imegen-
Quimera Screening Multiplex Plus Il [ref. IMG-116-25].

The whole family of kits imegen-Quimera have been developed in
collaboration with the Regional Hospital Carlos Haya in Malaga included in the
Andalusian Health Service [SAS]. The result of this agreement, imegen has an
exclusive warldwide license on the know-how of products for manufacturing
and commercial exploitation of them.

Below it is shown the work protocol far which the imegen-Quimera Screening
Multiplex Plus and imegen-Quimera Screening Multiplex Plus Il kits are
needed.
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Sample reception
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DNA extraction

:

Genotyping for informative alleles detection
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Specific alleles identification

|

Alleles quantification

|

Analysis of chimerism state
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imegen Quimera Screening Multiplex
Plus REF: IMGL16-26 and imegen
Quimera Screening Multiplex Plus Il
REF: IMG116-25

imegen Quimera
(REF:Tablel)

Image 1. Work protocol for informative polymorphisms detection and quantification

Detection and Quantification limits [LOD and LOQ]

This kit allows relative quantification when the targeted polymorphism or INDEL
is present in more than 0.05% of the total sample DNA. Therefore, the limit of

quantification for all kits is 0.05%.

Expected use

The imegen-Quimera kit for dPCR allows determining the presence of
hematopoietic chimerism using the guantification of insertion / deletion
[INDELs] polymorphism and/or null alleles by dPCR.
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Warnings and  precautionary
statements

Only far in vitro diagnosis. Safety precautions
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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 materiols safety data sheets of all hazardous 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.
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3. Kit content

Kit components and storage

The kit contains:

A Primers included in the dPCR amplification systems.
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A Two labelled probes, one VIC®-labelled for the specific detection of b-
glabin which is the active reference for the quantification and another

FAM™-labelled probe for the polymorphism detection.

This kit is available for the specific analysis of 33 INDELs hy dPCR. These
analyses were designed for the same PCR conditions. Therefaore, this technique
allows rapid and effective analysis of different polymorphisms in parallel.
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Insertion Deletion .

INDELSs (Alelo +) (Alelo -) Kit reference
SRY X IMG116-27 DRY
RhD X IMG-116-28 DRY|

Qlieel X IMG-116-32 DRY|

Q1163l X IMG116-29 DRY|

Q11671 X IMG116-33 DRY|

Q11612D X IMG-116-36 DRY|
Q11611 X IMG116-34 DRY|
Q1165l X IMG116-31 DRY|
Qlie4l X IMG-116-30 DRY
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INDELs

Insertion

C€

IVD

Deletion

Kit reference

(Alelo +)

(Alelo -)

IMG116-35 DRY]

Q1lie10l X

Q11623 X IMG116-37 DRY]
Qlie28I X IMG116-42 DRY
Q116:32I X IMG116-46 DRY]
Q11631 X IMG116-45 DRY|
Q116:30D X IMG116-44 DRY|
Q11629D X IMG116-43 DRY]
Q11627D X IMG116-41 DRY|
Ql1624l X IMG116-38 DRY|
Q1169 X IMG116-48 Dry

Q1l16-20I X IMG-116-40 Dry

Q116-33l X IMG116-47 Dry

Q116371 X IMG116-49 Dry

Q1l1638l X IMG-116-50 Dry

Q116-39I X IMG116-51 Dry

Qli1641l X IMG-116-52 Dry

Q11642 X IMG116-53 Dry

Q11643l X IMG116-54 Dry

Ql1644l X IMG116-55 Dry

Q11645I X IMG116-56 Dry

Q11644 X IMG116-60 Dry

Q11647I X IMG116-57 Dry

Q1l1649l X IMG116-58 Dry

Q116-50I X IMG116-59 Dry

Table 1. imegen-Quimera reference kit for dPCR
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The kit contents the necessary reagents to perform 12 reactions:

Reagents Reactions Storage

Polymor phism Master Mix 2 X6 rxn 4°C

Table 2. imegen-Quimera kit for dPCR contents and storage temperature

*The reagent of this kit is lyophilized. Once the reagent is
rehydrated, the vials should be stored at -20°C.

*This kit does nat contain the Digital PCR Master Mix v2 needed for
the ThermaFisher Scientific dPCR [QuantStudio® 30 Digital PCR
Master Mix v2) neither the ddPCR™ Supermix for Probes [No

dUTP) for the BIO-RAD dPCR.
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This kit has been tested and is compatible with the following digital PCR platforms:
QuantStudio® 30 Digital PCR system [ThermoFisher Scientific] and QX200™ Droplet

Digital™ PCR system and QX100™ Droplet Digital™ PCR system [BIO-RAD).
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4. Equipment and materials required
but not supplied

Equipment and material required

In the fallowing table the egquipment requirements for using imegen-
Quimera Kit for dPCR are shown:

Equipment

1 |Micropipettes (10 pL, 20 puL and 200 L)

QuantStudio® 3D Digital PCR system (ThermoFisher)

dPCR Thermalcycler:Pr o Fl ex E 2x F|I

2 from ThermoFisher Scientific
3 QuantStudio 3D Digital PCR instrument (chip
reader) from ThermoFisher Scientific
4 QuantStudio 3D Digital PCR Chip Loader from
ThermoFisher Scientific
Droplet Digital ™ PCR system (BIERAD)
5 QX200 Droplet Digital ™ PCR system o QX100

ITM

Droplet Digital ' PCR system

6 PXLE PCR Pl ate Sealer

C1000 TouchE Ther dbedpWEly c
Reaction Module

8 |Multichannel pipette (10-100 pL)
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http://www.bio-rad.com/es-es/sku/1814000-px1-pcr-plate-sealer
http://www.bio-rad.com/es-es/sku/1851197-c1000-touch-thermal-cycler-with-96-ndash-deep-well-reaction-module
http://www.bio-rad.com/es-es/sku/1851197-c1000-touch-thermal-cycler-with-96-ndash-deep-well-reaction-module

imegen

U

Instituto de Medicina Gendmica SL
Agustin Escardino 9,

Parc Cientific de la Universitat de Valéncia
46980 Paterna (Valencia, Espafia)

+34 963 212 340info@imegen.es

imegen.es

Mmera

C€

IVD

1 [0.2 mltubes

5 Disposable micropipette filter tips (10 pL, 20 pL
and 200 pL)

3 | 1.5 mL sterile tubes

4 | Powder-free latex gloves

QuantStudio® 3D Digital PCR system (ThermoFisher)

QuantStudio® 3D Digital PCR 20K Chip Kit v2 (14

5 pack) from ThermoFisher Scientific
Droplet Digital ™ PCR system (BIGRAD)
6 Droplet Generator Cartridges and Gaskets
(Ref.1864007)
7 | ddPCR 96well plates
8 | Droplet Generation Oil for probes
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5. Digital PCR

PCR reagents preparation

The reagent included in the kit is lyophilized. The first step befare 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

Polymor phism Master Mix 10  Oflwater /vial*

Table 3. Kit components rehydration volume

If reagent will not be used after rehydration, we recommend store it at -20 °C.

PCR reactions preparation

The assay should include the following reactions:

Each sample reaction.

A Recommended: Negotive contral reaction [reaction which contains water
instead of DNA in arder to check if there is contamination in the PCR master
mixes].

Each PCR master mix contains:

A Polymorphism Master Mix [ -globin Master Mix + Palymorphism Master
Mix]
A dPCR Master Mix [not included in the kit]

The recommended protacaol for preparation of amplification reactions is shown
below:
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1. Thaw the polymorphism Master Mix, previously rehydrated, and the
sample DNA.

QuantStudio® 3D Digital PCR system [ThermaFisher Scientific]

2. Addintoal.5 mL tube, the following reagents:

Reagents \ Amount per reaction

Polymorphism Master Mix 1.5nL
Digital PCR v2 Master Mix 7.5nL

Table 4. Reagents amount required per reaction

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.

3. Mix the PCR Master Mix tube hy pipetting, careful in order not to form
bubbles, and dispense 9 pL into correspanding 0.2 mL tubes.

4. A} Bone marraw tansplantation: Add 6 pyL of sample DNA at 25 ng/ulL or
of nuclease-free water [negative cantrol] into the carrespanding tubes.

B] Solid organs transplantation: Add 6 plL of circulating free DNA
extracted from plasma or of nuclease-free water [negative control] into
the corresponding tubes.

5. Load 14.5 uL of the PCR reaction on the QuantStudio 30 Digital PCR Chip
Loader, according to the manufacturer's instructions for loading the chip.
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Droplet Digital™ PCR system [BIO-RAD]
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2. Addinto o 1.5 mL tube, the following reagents:

Reagents \ Amount per reaction
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Polymorphism Master Mix 1.5nL
ddPCR" S i

upermix  for 10
Probes (No dUTP)
Nuclease free water* 55nL

Table 5. Reagents amount required per reaction

*Add only in cases of bone marrow transplantations

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 on |

each reagent.
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