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1. PRODUCT DESCRIPTION

To detect cytotoxic HLA antibodies, lymphocytes with known HLA antigens are incubated
with a serum of unknown HLA antibody specificity and complement from rabbit. In the case
of the presence of HLA antibodies in the serum against a specific antigen on the
lymphocytes in the microassay plate, addition of the serum in the presence of complement
causes lysis of the lymphocytes (micro-lymphocytotoxicity assay). This is visualized with a dye
(e.g, eosin Y). Assessment of lysed and vital lymphocytes is performed with an inverted phase
contrast microscope.

In SeraScreen Abs, peripheral lymphocytes from different, healthy blood donors with
defined HLA antigens are frozen in a micro test plate. The membrane of the frozen
lymphocytes is stabilized with DMSO (dimethyl sulfoxide). To perform the
microlymphocytotoxicity assay, SeraScreen Abs is thawed at room temperature. DMSO is
removed with a wash medium as it is highly cytotoxic at room temperature. Each microassay
plate contains a panel of 56 frozen HLA-typed lymphocytes for screening one subject and 2
lymphocyte pools (2 wells each) provided for positive and negative duplicate controls. Refer
to the enclosed worksheet for the locations of the controls. Each well contains 2 pl
lymphocyte suspension in 13 pl freezing medium.

For research use only. Not for use in diagnostic procedures.
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MATERIAL
1 Content of the SeraScreen Abs kit

6x SeraScreen Abs microtesttrays (I microtesttray for 1 sample)
2x Iml lyophilised rabbit complement (provided 7020)

6x worksheet
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Instructions for use (also available from the download server wwwservice bag-
diagnostics.com)

2.2 Additional material required

Terasaki Park Medium [REF 7028] (McCoy's Medium 5A, modified according to Park and
Terasaki, Ca**- und Mg**-free)

Fetal calf serum (FCS), heat inactivated, e.g. Sigma

Anti-HLA positive control

Anti-HLA negative control

Eosin Y (5% in Aqua dest. dissolved and filtrated), e.g. Merck or fluorescent dye (e.g
FluoroQuench™ acridine orange/ethidiume bromide)

Formaldehyde for histology, 37%, acid-free (filter and adjust pH 72 * 02 with 01 N
sodium hydroxide solution), e.g. Merck

= =4 —a A =

E ]

Topping oil

Absorbent pulp

Cover slips 50 x 75 mm

Mikcoliter syringes, e.g. Hamilton Nr. 710 (0,100 ml syringe)
Dosing device e.g. Hamilton PB 600-1

Terasaki-dispenser, e.g. Hamilton Nr. 1725 (6 x 0,250 ml syringes)
Mikro dispenser for mikrotesttrays, e.g. Greiner

Inverted phasen contrast microskope

= =4 -4 —a —a —a -8 9

Only for alternative washing procedure with plate centrifuge:
1 Mikrotesttray plate centrifuge

1 6-old suction head, e.g. Greiner

1 Water jet pump

2.3 Storage and stability

SeraScreen Abs is stable until the date indicated on the label. SeraScreen Abs must be
stored at -70°C or colder. Packages delivered in dry ice must be transferred immediately
to -70°C storage. Opened SeraScreen Abs packages must not be stored together with dry
ice.

3. TEST PROCEDURE
3.1 Precautions and special instructions

All materials of human origin used in this product have been tested for HBsAg, anti-HCV
and anti-HIV-1/-2 using FDA-licensed test kits and have been found to be non-reactive.
However, all products of human origin should be considered as potential carriers of
hepatitis, HIV, or other infectious pathogens. Complement is biological material and is
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derived from healthy rabbits. Nevertheless, all biological materials should be considered
potentially infectious. DMSO may be toxic.

Appropriate safety precautions are recommended.

This product contains latex which may cause allergic reactions.

3.2 Preparation of reagents
Prepare wash medium: 10% (V/V) FCS in Terasaki Park Medium [REF 7028].

Prepare the HLA positive and negative control sera according to the instructions of the
manufacturer.

3.3 Wash procedure
1. Wash procedure using absorbent pulp or by patching.
- Allow SeraScreen Abs to thaw briefly at room temperature.

Caution: Ice should still be visible in the wells! Do not thaw more than 2 microtesttrays at
a time!

- Briskly pipette 20 pl of wash medium into each well using the Terasaki dispenser. - Allow
the microtesttray to stand at room temperature for 15 minutes.

- Using absorbent pulp, wipe the wash medium from one corner of the microtesttray.
Using a second pipswab, remove the remaining wash medium row by row by blotting.
Caution: If the wash medium is not completely removed, weaker reactions may occur due
to dilution of the sera being tested.

As an alternative to using cellulose, the wash medium can also be removed by vigorously
flicking the microassay plate once.

- Coat SeraScreen Abs with cover oil if necessary (approx. 5 ul per well). or alternatively:

2nd wash with a plate centrifuge.
- Allow SeraScreen Abs to thaw briefly at room temperature.

Attention: Ice should still be visible in the wells! Do not thaw more than 2 microtesttrays
at a time!

- Briskly pipette 20 pyl of wash medium into each well using the Terasaki dispenser. -
Centrifuge the microtesttray immediately at 1000 x g for 30 seconds (without brake).

- Carefully aspirate the wash medium with a 6-place aspiration head using a water jet
pump. Caution: Place the aspiration head at the edge of the well so that only the medium
and not the sedimented cells are aspirated.

- Coat SeraScreen Abs with cover oil if necessary (approx. 5 pl per well). SeraScreen Abs is
now ready for use in the microlymphocytotoxicity assay.
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3.4 Microlymphocytotoxicity assay.
- pipette 2 yl of the negative control in each of the wells 1A and 1B.

- pipette 2 pyl of the positive control in each of the wells 10A and 10B.

- pipette 2 pl of the sample serum in all other wells (IC to 10C). Pipette carefully to avoid
carry over effects.

- Incubate for 30 minutes at room temperature. - 15 minutes before the end of the
incubation time, reconstitute the complement with the volume of distilled water
indicated on the label, swirling gently. DO NOT REFREEZE! DISCARD COMPLEMENT
RESIDUE

- Add 5-6 pul complement per well and incubate for 60 minutes at room temperature.

- Stain cells with 3-4 pl of 5% eosin Y per well for approximately 3 minutes. Alternatively,
stain with 5ul of a fluorescent dye (e.g. FluoroQuenchTM Acridine Orange/ Ethidium
Bromide ) per well.

- Fix the reactions with 6-7 ul of buffered formaldehyde solution per well.
- If necessary, oil the plates additionally.

- Cover the finished plate with a coverslip and read off at the earliest 30 min after
completion of the test. If stored at 2.8°C, an evaluation is still possible for up to 3 days. The
reading is meandered according to the enclosed worksheets: from 1A to 1F, from 2F to 2A,
from 3A to 3F, etc.

3.5 Quality control

The negative control is located in positions 1A and 1B and checks the vitality of the
lymphocytes. The vitality should be more than 90 %. The positive control is located in
positions 10A and 10B and checks complement activity. The positive control should
contain more than 80 % lysed lymphocytes.

3.6 Evaluation of the reaction

The reading is done with an inverted phase contrast microscope. Vital lymphocytes are
bright and luminous (=negative reaction), lysed lymphocytes are dark and larger (=positive
reaction). The proportion of lysed lymphocytes in the total lymphocyte count is given as a
score value.

Lysed cells [%] Evaluation
0-19 = Score | negative
20-39 = Score 2 questionable negative
40 - 59 = Score 4 weak positive
60-79 = Score 6 positive
80 - 100 = Score 8 strong positive
Score O Not readable
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The reactions are to be entered in the corresponding column of the worksheet. The
antigens of the positively reacting cells can be marked in the antigen table with a colour
marker pen. By selecting the antigens that are completely marked, the HLA specificity of

the antibody is defined.

If no indication of specificity is possible, the sum of the positive reactions is given as a
percentage of the panel size (% PRA = % Panel Reactive Antibodies).

Panel reactivity (%) = no. of positive reactions / total number of cells on the plate x 100

4. TROUBLE SHOOTING

Problem

Possible reason

Potential solution

10%.

Negative control shows > 10% lysed
lymphocytes and baseline toxicity >

SeraScreen Abs was exposed to
room temperature for too long
during re-packaging

SeraScreen Abs was stored at a
higher temperature than -70°C g

SeraScreen Abs was completely
thawed before the washing
medium was added.

was added

lymphocytes

Positive control shows < 80% lysed

Complement activity not
sufficient

Dilution of the antibody to be
detected due to inadequate
removal of the wash medium.

Opened packages or individual
microtesttrays ~ were  stored
together with dry ice.

stored together with dry ice.

Test must be repeated
avoiding the potential sources
of error, if necessary, affected
reagents must be exchanged
for fresh reagents.

The available donors are selected

present.

so that, as far as possible, all known HLA-ABC antigens are

Phenotype frequencies vary between populations. Therefore,

the antigens

represented in SeraScreen Abs may be different from the antigen frequency of the
population from which the tested sample is derived. SeraScreen Abs uses predominantly

cells of Caucasoid origin.

5. SPECIFIC CHARACTERISTICS

In SeraScreen Abs, lymphocytes from donors tested with the corresponding HLA antisera are
used for screening and differentiation of complement-
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