Analysis approach and gating strategy: CCR2 expression by monocyte sub-populations
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Supplementary figure S2. Sequential gating approach for the measurement of CCR2 expression by monocyte sub-
populations. Doublets and debris were removed (Region ‘K’) using a FS Area vs FS Height density plot. A 7-AAD vs SS
Log density plot, gated on ‘K’ was used to exclude all non-viable cells. Viable cells were captured in region ‘Viable'.
Viable CD14+ monocytes were identified (Region ‘CD14+ Monocytes’) using a CD14 APC vs SS Log density plot.
Monocyte sub-populations were identified using a CD16 FITC vs CD14 PE density plot gated on viable, CD14+
monocytes. Four monocyte sub-populations were identified: CD14+/CD16-; CD14++/CD16-; CD14+/CD16+; and
CD14++/CD16+. The percentage CCR2* monocytes present in each of the respective monocyte sub-populations were
identified using CD195 (CCR2) PE vs SS Log two-parameter plots gated on the respective sub-populations. The overlay
plots within the black bordered square indicates the strategy used to determine CCR2 expression of the different
monocyte subsets. The negative/positive staining boundaries were determined based on the negative expression of
CCR2 by CD16**/CD14 neutrophils (indicated in red in the overlay plots). The CCR2* populations are indicated in blue.



