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Supplement

Cases with a clonal B-cell excess (kappa:lambda ratio < 1:1
or > 2.1:1) were assessed with an extended panel as follows.
For cases with a lymphocytosis, 5x10° cells were incubated
for 30 minutes with 5ul each of anti-CD19 Phycoerythrin
(PE)-Cyanin5.5 (Cy5.5), and FITC/PE: CD3/CD3 (control),
CD20*/CD5, CD10'/CD38%, kappa/lambda, FMC7’/CD22%,
CD11a/CD23, IgMt/IgDht, and IgG'/CD79b*. For cases with a
normal blood count, 5x10° cells were incubated for 30
minutes with 5ul each of anti-CD19 Phycoerythrin (PE)-
Cyanin5.5 (Cy5.5)", anti-CD5 Allophyocyanin (APC)*, and
FITC/PE: CD20%*/CD79b*, FMC7‘/CD23. Antibody suppliers
were: * Invitrogen, Paisley, UK; t+ BD Biosciences, Oxford,
UK; ¥ Beckman Coulter, High Wycombe, UK; [ Chemicon
Europe Ltd., Chandlers Ford, UK; all other reagents were
prepared in-house.

Cells were washed, acquired using a FACSort cytometer and
analyzed using CELLQuest software (BD Biosciences) as

reported previously °.
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