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Kit for eluting antibodies from red blood cells 
 

 
Store in the dark 

 
General information 

The PeliStrip elution kit is used for rapid acid elution of antibodies from intact red blood cells. 
For instance, to identify the antibodies in patients with a positive DAT (direct antiglobulin test), or to identify antibodies that are isolated 
from sera or plasma by coating them in vitro on selected red blood cells. 
The eluate can be tested as a serum or plasma to detect and identify the antibodies. 
 
Kit parts 

Elution Solution 1: two vials (white cap) of 8 ml. Store at 18-25°C. 
Neutralisation Solution 2: one vial (black cap) of 12 ml. This Tris-neutralisation buffer contains BSA and is coloured blue for pH 
indication and easy recognition. Store at 18-25°C in the dark. 
 
Precautions  
For in vitro diagnostic use only. 
The kit should be stored at 18-25°C. Neutralisation Solution 2 should be stored in the dark. Prolonged storage in light may result in 
discolouring of Neutralisation Solution 2. If the colour of Neutralisation Solution 2 is not blue, the solution should not be used. 
Neutralisation Solution 2 contains 0.1% NaN3 (w/v) as preservative. Do not freeze. 
Although the bovine serum albumin has been tested for infectious diseases and found negative, the reagent cannot be assumed to be 
free from infectious agents. Care must be taken in the use and disposal of each container and its contents.  
Do not use if solutions are turbid, it may indicate microbial contamination. 
Leaking or damaged vials must not be used. 
The kit should not be used beyond the expiry date, which is printed on the label. 
Care must be taken in the use and disposal of each container and its content. 
Waste-disposal, after completion of the test, should be performed according to your laboratory regulations. 
 
Specimen collection 
Blood samples should be drawn aseptically with the addition of anticoagulants, preferably EDTA. If testing of the blood samples is 
delayed, samples must be stored at 2-8°C, preferably for no longer than 72 hours. 
 
Test method 

Sensitised red blood cells are thoroughly washed with cold (2-8°C) PBS (phosphate buffered saline), to wash out all unbound proteins 
and to minimise the dissociation of the cell bound antibodies. 
The washed cells are mixed with Elution Solution 1 to dissociate the antibodies. After centrifugation the eluate has to be neutralised 
with Neutralisation Solution 2. 
 
Test procedure 

Materials required but not supplied: 

- Tube requirements: round bottom glass tubes; size 75 x 10/12 mm. 
- Cold (2-8°C) PBS. 

 
1.  Centrifuge the specimen and remove as much supernatant as possible. 
2. Wash at least 1 ml of packed sensitised red blood cells 5 times in cold (2-8°C) PBS to remove any unbound antibody. The aliquot 

should be sufficient to yield 1 ml of packed cells when washing is complete. The last centrifuge step should be at a speed and 
time resulting in packed cells, e.g. 5 minutes at 3000 g or according to your laboratory protocol. 

 Save part of the last wash solution to serve as a control. 
3. Use a 75 x 10/12 mm glass test tube. 

For optimal results it is necessary to work WITHOUT DELAY until neutralisation (step 6), keeping the time of working at low pH 
as short as possible. In addition it is advised to work next to the centrifuge. 
Add 1 ml of the packed red cells. 
Add 1 ml of Elution Solution 1 (white cap). 
Note: if there is less than 1 ml of packed red cells available, the eluate may be prepared by adding a equally lowered volume of 
Elution Solution 1. A minimum of 500 µl packed red cells should be used, a lower volume may result in false results. 

4. IMMEDIATELY AFTER ADDING Elution Solution 1 mix the tube gently by inverting 5 times. 
Centrifuge immediately for 1 minute at 1000 g or for a time and speed appropriate for the centrifuge to pellet the cells and cell 
debris. 
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5. DIRECTLY TRANSFER the supernatant using a clean (glass) pipette into a clean glass test tube (the pellet should be discarded, 
the cells cannot be used anymore). 

6. The acid eluate MUST BE NEUTRALISED IMMEDIATELY by adding Neutralisation Solution 2 (black cap) drop wise until the blue 
colour remains after adding and mixing the drop. The appearance and persistence of the blue colour indicates the pH of the eluate 
has been adjusted to the desired range (6.6-7.4). The volume of Neutralisation Solution 2 required may vary depending on several 
aspects; the main aspect is the grade of haemolysis of the red blood cells before elution or due to prolonged time at low pH 
during elution. If the acid eluate is coloured red or brown due to haemolysis of the red blood cells, the eluate will turn turbid 
instead of blue by addition of Neutralisation Solution 2. 

7. Centrifuge at least 1 minute at >1000 g to remove any precipitate or cell debris or for a time and speed appropriate for the 
centrifuge to pellet any precipitate and cell debris. 
Transfer the eluate using a clean (glass) pipette into a clean glass test tube. 
 

The eluate is now ready for antibody testing in indirect agglutination technique with PEG. Alternative procedures for antibody testing 
should be validated by the user.  
Use the saved supernatant of the last wash as a control. If testing cannot be performed immediately, the eluate can be stored at 2-8°C 
preferably for up to 72 hours, but not longer than 7 days. Turbidity may indicate microbial contamination.  
 
Interpretation of the results 

A positive reaction (e.g. agglutination) of the eluate indicates the eluate contains red cell antibodies (eluted from the original red cells) 
against the antigens present on the test red cells. 
A negative reaction (e.g. no visible agglutination) of the eluate indicates the eluate does not contain antibodies against the antigens 
present on the test red cells. 
If a drug induced haemolytic anemia is suspected, the eluate should be tested against cells sensitised with the appropriate drug. 
 
Limitations  

A positive reaction (e.g. agglutination) of the saved wash solution may indicate presence of antibodies due to inadequate washing, 
which may interfere with the antibody activity of the eluate. Therefore, the elution procedure should be repeated after more thorough 
washing with cold (2-8°C) PBS of the cells. However, a positive reaction of the saved wash solution could also indicate the presence of 
low affinity antibodies eluted from the cells during the washing procedure. 
In case the eluate shows a negative reaction (e.g. no visible agglutination) while the clinical data indicate the presence of coated 
antibodies, the use of an alternative elution method is strongly advised. 
Blood samples older than 72 hours may result in less potent eluates than those from fresh samples. 
Prolonged incubation in Elution Solution 1 may cause haemolysis of the red cells and denaturation of the eluted antibodies. 
False positive or false negative reactions may occur through contamination of test materials or any deviation from the test procedure and 
other recommended techniques described in the Instructions For Use. 
Exchange of Elution Solution 1 and Neutralisation Solution 2 will result in weak or false negative reactions. 
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Sanquin products are guaranteed to perform as described in the original manufacturer's instructions for use. Strict adherence to the 

procedures, test layouts and recommended reagents and equipment is essential. Sanquin declines all responsibility arising from any 

deviation thereof. 


