
Download .fcs for RBCs, Monocytes and Granulocytes:

https://www.alexion.de/-/media/alexion_de/ws_alexion_germany/download/netflowconnect



Classical PNH

Evaluation of PNH RBCs

Step 1: Gate RBCs on FS log vs SS log. Step 2: Gate RBCs on FS log vs CD235a.

Step 3: Check for doublets. If >2%, rack rigorously again.

Step 4: Display RBCs on CD59 vs CD235a dot plot and determine type III (CD59 negative) and type II
(CD59 partially negative) PNH RBCs.
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Evaluation of PNH granulocytes

Step 1: Gate WBCs on FS lin vs SS lin. Step 2: Gate WBCs on CD45 vs SS lin.

Step 3: Gate granulocytes on CD15 strong vs SC lin and backgate on CD45 vs SS lin and FS lin vs
SS lin to discriminate immature granulocytes and eosinophils.

Step 4: Gate PNH granulocytes on FLAER vs
CD24.

Step 5: Check compensation on FLAER vs CD24
gated on Ly (we should discriminate B, T, NK, Ba
and PNH-Ly).
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Evaluation of PNH monocytes

Step 1: Gate WBCs on FS lin vs SS lin. Step 2: Gate WBCs on CD45 vs SS lin.

Step 3: Gate monocytes on CD64 vs SS lin and backgate on CD45 vs SS lin and FS lin vs SS lin to
discriminate dendritic cells and apoptotic monocytes.

Step 4: Gate PNH monocytes on FLAER vs
CD14.

Step 5: Check compensation on FLAER vs CD14
gated on Ly (we should discriminate Ly, NK, Ba
and PNH-Ly).
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Evaluation of PNH monocytes

Step 1: Gate WBCs on FS lin vs SS lin. Step 2: Gate WBCs on CD45 vs SS lin.

Step 3: Gate monocytes on CD64 vs SS lin and backgate on CD45 vs SS lin and FS lin vs SS lin to
discriminate dendritic cells and apoptotic monocytes.

Step 4: Gate PNH monocytes on FLAER vs
CD14.

Step 5: Check compensation on FLAER vs CD14
gated on Ly (we should discriminate Ly, NK, Ba
and PNH-Ly).
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