












an anti-GFP antibody and gold-labelled secondary antibodies. The approach avoided the challenges associated with detection
of endogenous phosphoinositides by application of lipid-binding probes after � xation ( Lindsay et al., 2006; Watt et al., 2004;
Watt et al., 2002 ). We found that upon fMLP-stimulation there was a reduction in the intensity of staining of the cytoplasmic
compartment ( Fig. 4A and C) and a large increase in the density of decoration of the plasma membrane (Fig. 4 B and C), but not
other membrane fractions ( Fig. 4C), that was inhibited by wortmannin, genetic loss of p101, the major G bg-sensitive p110 g
adaptor in neutrophils, or knock-in of a Ras-insensitive version of p110 g, p110gDASAA(by creating the lines eGFP-PH-PKB x
p101�/� and eGFP-PH-PKB x p110gDASAA/DASAA; Fig. 4C and D). This is entirely consistent with the wortmannin-sensitivity of
PI3Kg and known roles of G bgs and Ras in its regulation and further validates the veracity of this assay.

PI3Kg can be regulated by both G bgs and GTP-Ras in mouse neutrophils (Suire et al., 2006). We sought to test the idea that
these inputs might contribute differentially to driving PtdIns(3,4,5)P 3 accumulation at the leading edge using the mouse
strains described above; eGFP-PH-PKB x p101�/� and eGFP-PH-PKB x p110gDASAA/DASAA. The distribution eGFP reporter was



There is evidence that PH domains contain motifs that bind to speci � c types of cell membrane and that these interactions, in
addition to interactions between phosphoinositides and the PH domain, are required to allow membrane recruitment
(Hammond and Balla, 2015 ). As a result PtdIns(3,4,5)P3 could accumulate in membranes other than the plasma membrane but
would not be sensed by PtdIns(3,4,5)P 3-binding PH domains. It is unclear if domains that bind PtdIns(3,4,5)P 3 that are not PH
domains have the same properties.

The TAPP1 construct we used to sense PtdIns(3,4)P2 was capable of reporting an increase in PtdIns(3,4)P 2 in peroxy-
vanadate-stimulated neutrophils. We could not � nd any evidence of fMLP-induced localization of the reporter to the lead-
ing edge. These results do not allow us to conclude there is no PtdIns(3,4)P 2 accumulation at the periphery of fMLP-stimulated
neutrophils, indeed much evidence shows PtdIns(3,4)P 2 does accumulate in stimulated neutrophils ( Stephens et al., 1991;
Traynor-Kaplan et al., 1989
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