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MRA-9?? Plasmid pHC3-CAT, for Transfection in Plasmodium falciparum(Plasmid/Vectors)|Plasmodium
falciparum|Plasmid pHC3-CAT, for Transfection in Plasmodium falciparum|-20°C or colder|AF
CowmanAcknowledgment for publications should read "The following reagent was obtained through BEI
Resources, NIAID, NIH: Plasmid pHC3-CAT, for Transfection in Plasmodium falciparum, MRA-9,
contributed by Alan F. Cowman."|Quantity limit per order for this item is 1. This item can be ordered
twice a year. Orders over this limit will be sent to NIAID for approval before shipment.

The 1.0 kb Hindlll:BamHI CAM 5' sequence was isolated from pSEL1. A Hindlll digest of pHC1 released
the transgene cassette comprised of the 0.8 kb HSP86 3' and 0.6 kb CAM 5' sequences. Purification of
this 1.4 kb fragment followed by digestion with BamHI allowed the isolation of a BamHI HSP86 3'
fragment. The 1.0 kb CAM 5' fragment and HSP86 3' fragment were subcloned into the Hindlll digested
pHC1 backbone in a three fragment ligation. This resulted in the cloning of two 1.0 kb CAM 5' fragments
separated by a BamHI HSP86 3' fragment, the latter being orientated in a 3' to 5' direction. Digestion of
this intermediate plasmid with Xhol and Nrul released a 1.6 kb fragment containing the 1.0 kb CAM 5'
and PcDT5' which was cloned into Xhol / Nrul digested pHC1 to generated pHC3. The CAT gene was
amplified by PCR using oligonucleotides from pCAM5/3 as template so that it would contain a Xhol site
on both the 5' and 3' ends. The Xhol digested fragment was cloned directly into pHC3 and the correct
orientation was verified by PCR. The resulting size of the plasmid is 8.427 kilobases. The sequence has
not been confirmed by BEI Resources.

Each vial of MRA-9 contains approximately 1 ?g of purified plasmid DNA in buffer at a concentration of 1
?79/20 ?L.

Crabb, B. S., et al. "Stable Transgene Expression in Plasmodium falciparum." Mol. Biochem. Parasitol. 90
(1997): 131-144. PubMed: 9497038.
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