CD16 is indispensable for antibody-dependent cellular cytotoxicity by human monocytes.
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Supplementary Figure 1
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Supplementary Figure 2
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Supplementary Figure 3
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Figure Legend

Supplementary Figure 1: ADCC by CD16+ monocytes.

(A) Expression of surface antigens on cancer cell lines. The expression levels of GM2,
CD20 and HER2 on A549 adenocarcinoma (left panel), Raji B lymphoma cells (middle
panel) and SKBR3 breast adenocarcinoma (right panel) were measured by flow
cytometry using KM966, rituximab and trastuzumab antibodies respectively. Specific
labelling is indicated by solid lines while isotype-matched control antibodies were used
to assess non-specific labeling (dotted grey line). (B) ADCC by CD16+ monocytes is
antigen-specific. CD16+ monocytes were co-cultured with A549 cells either uncoated
(grey squares) or pre-coated with either KM966 (black squares) or Rituximab
(irrelevant ab; white squares) at the indicated E:T ratios. Data shown is a representative
of 3 independent experiments. Data plotted are mean + SD of triplicate wells.

Supplementary Figure 2: Susceptibility of target cells to TNFa mediated lysis.

(A) Uncoated SKBR3 (top panel) and primary B leukemic cells (bottom panel) were
treated with the indicated concentrations of recombinant human TNFa (thTNFa) in the
absence (No Fc) or presence (+ Fc) of anti human IgG. Data shown are representative
of 2 independent experiments for SKBR3 and 3 independent experiments for primary B
leukemic cells and plotted as specific lysis with respect to that of untreated cells. (B)
Uncoated SKBR3 (top histograms) and primary B leukemic cells (bottom histograms)
were treated with 5 mg/ml rhTNFa in the absence (No Fc) or presence (+ Fc) of anti
human IgG. Histogram plots of TNFR expression labelled with TNFR antibody (black
solid line) versus background labelling with isotype-matched control antibody (grey
dashed line). Percentages indicate the proportion of positively stained cells. Data shown
are representative of 1 independent experiment for SKBR3 and 3 independent
experiments for primary B leukemic cells.

Supplementary Figure 3: Expression of CD64 and CD32 isoforms on treated
CD16+ monocytes.

Histogram plots showing (A) surface CD64 and CD32a expression or (B) intracellular
CD32b expression on CD16+ monocytes that were either left untreated or treated with
the various indicated stimuli for 5 hours. Specific labelling is indicated by black lines
while isotype-matched control antibodies were used to assess non-specific labeling
(grey lines). The dotted lines indicate the expression of the respective molecules of the
untreated samples. Data shown are representative of 2 independent experiments.

Supplementary Movie: Time-lapse imaging of ADCC by a CD16+ monocyte on a
trastuzumab-coated SKBR3 cell.



