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Generation of the pBcam-∆Hinge-3HA-Cherry, pBcam-hyb-PbHinge-3HA-Cherry and pBcam-

hyb-PbCSD-3HA-Cherry plasmids. The pBcam-∆Hinge-3HA-Cherry plasmid was constructed as 

follows. The fragment PfCD spanning bps +1 to +222 of the recodonised pfhp1 sequence was amplified 

from a pUC57 plasmid containing a synthetic recodonized pfhp1 coding sequence (pUC57-re-pfhp1) 

(70) using primers F11 and R148. The fragment PfSIP2.linker (spanning bps +694 to +762 of the pfsip2 

coding sequence) was amplified from 3D7 gDNA using primers F4 and R5. The fragment PfCSD 

spanning bps +532 to +798 of the recodonized pfhp1 sequence and omitting the stop codon was 

amplified from pUC57-re-pfhp1 using primers F2 and R3. A hybrid fragment consisting of the 

PfSIP2.linker and PfCSD fragments was amplified by fusion PCR from a mixture of the PfSIP2.linker 

and PfCSD PCR templates using primers F4 and R3. The final hybrid fragment of 

PfCD/PfSIP2.linker/PfCSD was amplified by fusion PCR from a mixture of PfCD and 

PfSIP2.linker/PfCSD PCR templates using primers F11 and R3 and cloned into pBcam-3HA-Cherry 

(85) after digestion with BamHI and NheI and ligation with T4 DNA ligase.  

The pBcam-hyb-PbHinge-3HA-Cherry plasmid was constructed as follows. The fragment PfCD 

spanning bps +1 to +222 of the recodonized pfhp1 sequence was amplified from pUC57-re-pfhp1 using 

primers F11 and R1. The fragment PbHinge spanning bps +223 to +576 of the pbhp1 sequence was 

amplified from P. berghei gDNA using primers F35 and R36. The fragment PfCSD spanning bps +532 

to +798 of the recodonized pfhp1 sequence and omitting stop codon was amplified from pUC57-re-

pfhp1 using primers F2 and R42. A hybrid fragment consisting of the PfCD/PbHinge fragments was 

amplified by fusion PCR from a mixture of PfCD and PbHinge PCR templates using primers F11 and 

R36. The final hybrid fragment of PfCD/PbHinge/PfCSD was amplified by fusion PCR from a mixture 

of the PfCD/PbHinge and PfCSD PCR templates using primers F11 and R42 and cloned into pBcam-

3HA-Cherry after digestion with BamHI and NotI and ligation with T4 DNA ligase.  

The pBcam-hyb-PbCSD-3HA-Cherry plasmid was constructed as follows. The fragment PfCD.Hinge 

spanning bps +1 to +570 of the recodonized pfhp1 sequence was amplified from pUC57-re-pfhp1 using 

primers F11 and R12. The fragment PbCSD spanning bps +616 to +843 of the pbhp1 sequence and 

omitting stop codon was amplified from P. berghei gDNA using primers F38 and R41. A hybrid 

fragment consisting of PfCD.Hinge/PbCSD was amplified by fusion PCR from a mixture of the 

PfCD.Hinge and PbCSD PCR templates using primers F11 and R41 and cloned into pBcam-3HA-

Cherry after digestion with BamHI and NotI and ligation with T4 DNA ligase. 

 

 

 


