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Supplementary Table and Figures
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Table S1: List of primers used in this study
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Fig S1

Figure S1: SUB1 recognition sites (Ile/Leu/Val/Thr-Xaa-Gly/Ala-Paa (not Leu) ; Xaa) identified by previous study 1 were used for 
prediction of PfSUB1 sites in PfMSA180 amino acid sequence.  a) The amino acid sequence of PfMSA180. The predicted PfSUB1 
sites are highlighted.  b) Schematic presentation of the predicted PfSUB1 cleavage sites in PfMSA180 (vertical lines). Blue lines 
present the position of the truncates indicated. Black horizontal lines indicate predicted products due to the partial digestion of 
PfMSA180. 

1. Withers-Martinez, Chrislaine, et al. "Plasmodium subtilisin-like protease 1 (SUB1): insights into the active-site structure, specificity and 
function of a pan-malaria drug target." International journal for parasitology 42.6 (2012): 597-612.
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Fig S2 A 

Figure S2A: Schematic representation of AlphaScreen protein-protein interaction assay. 
GST tagged erythrocyte proteins were incubated with mono-biotinylated recombinant PfMSA180 After incubation, the streptavidin-
conjugated donor beads and protein G conjugated acceptor beads – with a pre-attached anti-GST antibody were added to the mixture. If 
ligand-receptor complex is formed, it brings the beads into close proximity. Thus, excitation of the donor beads causes release of singlet 
oxygen molecules that trigger energy transfer and subsequent luminescent light emission at 520-620 nm from the acceptor beads. This 
reaction occurs only when the distance between donor and acceptor beads is within 200 nm.
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Fig S2B
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t test: p = 0.004

Figure S2B: AlphaScreen reactivity of recombinant PfMSA180-Tr4 and Tr1 to GST-fuse CD47. The AlphaScreen count was significantly 
higher for Tr4 compared to Tr1 (t test, p = 0.004). Data represents mean of a single assay performed in triplicate. Error bars represent 
standard error of the mean.



Fig S3

Figure S3: Sensorgram of SPR single-cycle kinetic analysis. Recombinant PfMSA180-Tr4 was immobilized on CM5 chip and used as the 
ligand while recombinant CD47 was used as analyte. Blue curve represents the actual data-generated sensorgram while black curve 
indicates line of fit used to calculate kinetics parameters. All assays were performed at an increasing protein concentration of 0.125, 
0.25, 0.5, 1 and 2 µM at 120 s contact time and 180 s dissociation time. The dissociation time in the last cycle was extended to 580 s. 
A. CD47 (ligand) vs HisGST (analyte) B. CD55 (ligand) vs PfMSA180 Tr4 C. CD47 (ligand) vs PfMSA180 Tr1.
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