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Instructions for use: ERY Q® Version 09/2023

1. INTENDED USE

The ERY QP kits are in vitro diagnostic medical devices for use by professionals in specialised
laboratories.

The ERY Q® RH, -Partial D, -Weak D, -ABO, -ABO variant and -KKD/MNS kits are intended for
second line determination of blood group characteristics using genomic DNA samples from
donors, recipients and pregnant women. The molecular genetic second line determination is
carried out using the SSP PCR technique and real-time detection (Realtime PCR) of the
amplicons.

The ERY Q® RH, -Partial D, -Weak D, -ABO und -ABO variant kits must be used exclusively for
the second line determination of the respective characteristics. They are used to
complement and confirm previous serological findings in case of discrepant or doubtful
typing results. The same applies to the determination of Kell (K), Kidd (K) and Duffy (D)
characteristics. The test system for the determination of KKD characteristics must only be
used for second line determination.

The ERY Q® HPA, -HNA and -Rare kits are intended for typing of blood group, platelet and
granulocyte characteristics using genomic DNA samples from donors, recipients and
pregnant women. The molecular genetic typing is carried out using the SSP PCR technique
and real-time detection (Realtime PCR) of the amplicons.

For the determination of MNS characteristics using the ERY Q® KKD/MNS Kit and for
genotyping of HNA, HPA and rare blood group characteristics using the ERY Q® HPA, -HNA
and -Rare Kits, an initial serological pre-typing is not mandatory.

2. PRODUCT DESCRIPTION

The ERY Q°® Kits are used for the molecular genetic second line determination/
determination of blood group, HNA and HPA alleles. All clinically relevant alleles are
covered, see chapter 8 - kit specificities. The ERY Q® typing kits contain all components
required for the PCR reaction. The evaluation is done with the PlexTyper® software.

3. TEST PRINCIPLE

The test is performed with genomic DNA as starting material. The DNA is amplified in a PCR
with sequence-specific primers (SSP). The primers were specially developed for the selective
amplification of segments of specific alleles or allele groups. The amplicons are detected
(real-time PCR, RT-PCR) with likewise gene locus specific fluorescence dye-labelled
hydrolysis probes (TagMan® probes), which increases the sensitivity and specificity of the test
compared to a conventional gel-based SSP. If amplicons are present, the probes are
hydrolysed by the Tag polymerase and a fluorescence signal is generated which increases
proportionally to the amount of the PCR product. The fluorescence signals are measured by
the optical detection unit of the RT-PCR cycler. An internal amplification control (human
HCH gene) is included in the multiplex PCR reaction which is detected in a different colour
channel than the specific reactions.
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4. MATERIAL

41 Content of the kits

1 Plex Mix, ready to use, contains dNTPs, Tagq Polymerase, reaction buffer

f ERY Q® 8-well PCR strips with pre-dropped and dried reaction mixes containing
specific primers and probes as well as HGH-specific control primers and probes
(oligomixes).

1 PCRCaps(a8)

42 Additionally required reagents and devices

1 Reagents for DNA isolation (validated extraction kits see 6.2)

1 RT-PCR Cycler (validated cyclers see 43)

T Aquadest

1 Variable pipettes (0.5 - 1000 ul) and pipette tips

1 Plate centrifuge

Plate/Stripe Adapter:

f

For LightCycler® 480 II: Vari-Plate™ 96 Well Semi-Skirted Frame, Roche Style (Azenta
Life Science (4titude), Order No. 4ti-0950W-F) or LightCycler® 8-Tube-Strip Adapter
Plate (Roche, Order No. 06612598001)

For QuantStudio™ 6 Flex System: Fast 96 Well Plate Adapter (Standard accessory,
Order No. 4459846 for spare part, ThermoFischer (Applied Biosystem))

43 Validated RT-PCR cyclers
The following cyclers are validated for the use with the ERY Q¥ kits:

1
f

5.

CFX96 Touch™ Real-Time PCR Detection System, Bio-Rad

CFX 96 DX ORM (Bio-Rad, B certified version of the CFX96 Touch™ Real-Time PCR
Detection System)
CFX Opus 96 Real-Time PCR System (Bio-Rad)

CFX Opus 96 Dx (Bio-Rad, B certified version of the CFX Opus 96 Real-Time PCR
System)

LightCycler® 480 Il Real-Time PCR Detection System, Roche Molecular Systems Inc.
QuantStudio™ 6 Flex System, Applied Biosystems/ Thermo Fisher Scientific

STORAGE AND STABILITY

All reagents must be stored at < -20°C in temperature-controlled devices. The kits are
shipped with dry ice. The expiry date is indicated on the label of each reagent. The expiry
date indicated on the outer label refers to the reagent with the shortest stability contained in
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the kit. The freeze-thaw cycle testing of the Plex Mix has shown that up to 12 cycles have no
detrimental effects on the quality. It is recommended to aliquot the Plex Mix if required.
Immediately place the prepared PCR strips in the real-time thermal cycler and start the PCR
run.

If the protective packaging is damaged, please contact the customer service.

6. TEST PROCEDURE
6.1 Precautions and special Remarks

Molecular genetic techniques are particularly sensitive methods and should only be
performed by qualified personnel with experience in molecular genetic techniques.

Special precautions must be followed to avoid contamination and thus false reactions:
1 Principally wear gloves during work (preferably powder-free).
1 Use new tips with each pipetting step (with filter insert or integrated stamp).

1 Work in two separate areas for pre-amplification (DNA-isolation, preparation of the
reactions) and post-amplification (detection); use two separate rooms if possible.

1 Use devices and other materials only at the respective workplaces and do not
exchange them.

6.2 DNA Isolation

The specimen material for the isolation of the genomic DNA must be sent in appropriate
collection systems. The test requires EDTA or Citrate blood. The presence of Heparin may
potentially inhibit the PCR reaction (1), therefore such collection systems are not suitable
and must not be used.

Validated DNA-Extraction Kits:
1 Qiagen QlAamp DNA Blood Kits (columns)

Manual isolation or automated DNA isolation (QlAcube) are validated.
If the standard method established in the laboratory is to be applied for isolation of gDNA
without using the specified test kit, it must be validated by the user.

The purity indices must be in the following range:

T ODyo/ ODygo = >15and <20 Higher values are an indicator for the
presence of RNA, lower values
indicate protein contamination.

T ODyo/ ODy3o = >18 Lower values indicate contamination
with carbohydrates, salts or organic
solvents.
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6.3 Entering sample information into PlexTyper® Software

It is mandatory to use PlexTyper® Software to analyse ERY Q® data. It is advisable to enter
the sample information into PlexTyper® and to prepare the test setup before setting up
the PCR amplification to obtain the unique RUN ID. For detailed information about the
PlexTyper® software please find the instruction for use of the PlexTyper® software on our
website http://www.bag-diagnostics.com.

6.4 PCR Setup
Note:

1 The reaction volume for each RT-PCR-preparation is 10 ul (each well).

1 For the test a DNA concentration between 10 — 30 ng/ul is required.

Pipetting Process:

The upper side of the strips is marked by the batch imprint, i.e. Mix 1is located in the well
below the batch imprint. Pay attention to the orientation of the strips, especially when
loading the cycler.

For one well, pipette 2 pl Plex Mix, 1 ul DNA specimens and 7 yl Aqua dest. into the
reaction tube.

For each specimen (8 well strip) a pre-mix is created (a 9-fold preparation is
recommended).

18 ul Plex Mix
9 pl Specimen DNA
63 pl Aqua. dest.

Note: For each sample of the ERY Q® ABO variant kit (2 x 8 well strips, which are marked
with 1 and 2 behind the batch print) a pre-mix is prepared (an 18-fold preparation
is recommended):

36 pl Plex Mix
18 pl Proben DNA
126 pl Aqua dest.

From this pre-mix 10 ul are dispensed into each of the 8 wells (or 16 wells).

For a negative control (NTC), prepare a test with Aqua dest. instead of DNA specimen.
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Note: |

PCR cyclers
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