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Separation of Transfused from Autologous
Red Cell by Simple Centrifugation

« Newly formed autologous red cells generally have a
lower specific gravity than transfused red cells and may
be separated from the transfused population by simple
centrifugation.

* Newly formed autologous cells concentrate at the top
of the column of red cells when blood is centrifuged in
a microhematocrit tube, providing a simple method for
recovering autologous cells in a blood sample from
recently transfused patients. il :
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Method 2.15. Separation of Transfused
from Autologous Red Cells by Simple
Centrifugation

1. Wash the red cells three times in saline. For the last wash,
centrifuge them at 900 to 1000 g for 5 to 15 minutes.
Remove as much of the supernatant fluid as possible without
disturbing the buffy coat. Mix thoroughly.

2. Fill 10 microhematocrit tubes to the 60-mm mark with well-
mixed washed red cells.

3. Seal the ends of the tubes by heat, or with sealant.

TM 15 ,Method 2.15
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Method 2.15. CONTD

4. Centrifuge all tubes in a microhematocrit centrifuge for 15 minutes.

5. Cut the microhematocrit tubes 5 mm below the top of the column of red

cells.This 5-mm segment contains the least dense, hence youngest,
circulating red cells.

6. Place the cut microhematocrit tubes into larger test tubes (10 or 12 x
75 mm),add saline, and mix well to flush the red cells from the
microhematocrit tubes.Then either (a) centrifuge them at 1000x g for 1
minute and remove the empty hematocrit tubes, or (b) transfer the
saline-suspended red cells to a clean test tube.

7. Wash the separated red cells three times in saline before resuspendmg
them to 2% to 5% in saline for testing.

TM 15 ,Method 2.15
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Notes

1. Separation is better if 3 or more days have elapsed
than if the sample has been obtained shortly after transfusion.

Z.ﬁ?e r egfséi?tﬁg s% ous@hﬂgﬁ \!‘5 (?

3. Separation techniques are only effective if the patient is producing
normal or above-normal numbers of reticulocytes.This method
will be ineffective in patients with inadequate reticulocyte
production.

4. Some red cell antigens may not be as strongly expressed on
reticulocytes as on older cells. Particular attention should be
given to determinations of the E, e, ¢, Fya, Jka, and Ge antigens.
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