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Figure S1. Cytotoxic compounds identified from LOPAC test screen 

using Dictyostelium chemotaxis-dependent aggregation and ATP 

content assays. 

A and B. Concentration response of two representative compounds 

from a LOPAC screen, Trifluoperazine Dihydrochloride (A) and Naftopidil 

Dihydrochloride (B), with similar inhibitory effects on chemotaxis/aggregation 

(via GFP) and viability (via ATP). 

 

  



 

 

 

Figure S2. Validation of inhibitory effects of compounds PD 169316 and 

SB 525334 on Dictyostelium and neutrophil chemotaxis in EZ-TAXIScan 

assays. 

 Expanded images of (A) Dictyostelium (from Figure 4C) and (B) 

neutrophils (from Figure 5A), after 25 and 12.5 min. migration, respectively. 

 

  



 

 

 

Figure S3. Validation of inhibitory effects of compounds PD 169316 and 

SB 525334 on the chemotaxis of growing Dictyostelium to folate.  

 Growing Dictyostelium were pre-treated with or without 50 M PD 169316 

or SB 525334 for 30 min and assayed for chemotaxis within a folate gradient 

by EZ-TAXIScan. Top and middle panels show images of cells at 0 and 2 hrs 

of chemotaxis. Control cells do not migrate directionally in absence of a folate 

gradient. 

 

  



 

 

 

 

Figure S4. mTORC2 phosphorylation of PKBR1 in Dictyostelium is not 

inhibited by compounds PD 169316 and SB 525334.  

 Growing Dictyostelium were pre-treated with or without 50 M PD 169316 

or SB 525334 for 30 or 180 min and then stimulated with saturating doses of 

cAMP or folate. mTORC2 phosphorylation of PKBR1 was assayed by 

immunoblotting, at the times indicated.  

 

  



 

 

 

 

 

Figure S5. ERK1 and ERK2 phosphorylations in Dictyostelium are not 

inhibited by compounds PD 169316 and SB 525334.  

 Growing Dictyostelium were pre-treated with or without 50 M PD 169316 

or SB 525334 and then stimulated with saturating doses of cAMP or folate. 

ERK1 and ERK2 phosphorylation was assayed by immunoblotting, at the 

times indicated.  

 

 

  



SUPPLEMENTARY MOVIE LEGENDS 

 

Movie 1. Time course expression of the multicellular reporter GFP during 

chemotaxis and aggregation of Dictyostelium. 

Cells were incubated in starvation buffer for various times and 

visualized by differential interference contrast (DIC) and fluorescent confocal 

(GFP) microscopy (see Figures 1A and 2A). Left Panel: GFP; Middle Panel: 

DIC; Right Panel: merged. 

 

Movie 2. Chemotaxis of Dictyostelium in the presence of various 

concentrations of SB 525334 or PD 169316 under a cAMP gradient using 

EZ-TAXIScan.  

 Migration of Dictyostelium during an entire (30 min) chemotaxis assay in 

the absence or presence of SB 525334 (5 M, 20 M, 85 M) or PD 169316 (8 

M, 85M), from top to bottom (see Figure 5C). 

 

Movie 3. Chemotaxis of neutrophils in the presence of various 

concentrations of PD 169316 or SB 525334 under an fMLP gradient using 

EZ-TAXIScan.  

 Migration of neutrophils during an entire (30 min) chemotaxis assay in the 

absence or presence of PD 169316 (1 M, 5 M, 10 M) or SB 525334 (5 M, 

10M), from top to bottom (see Figure 6A). 


