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Pilot-scale production of recombinant plasmid pUDK-HGF
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Abstract: pUDK-HGF, the recombinant plasmid DNA encoding human hepatocyte growth factor (HGF), can treat ischaemic
disease. A great quantity of pharmaceutical pUDK-HGF is needed. A pilot-scale production process of pUDK-HGF was established
based on a new chromatographic media (plasmidselect), including fermentation, cell harvesting, alkaline lysis, ultrafiltration, RNA
removing and buffer exchanging on Sephacryl S-1000, capturing supercoiled plasmid DNA with plasmidselect, and removing the salt
with Sepharose 6BFF. The process does not use RNase enzyme and toxic solvents.
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Fig. 1 Process flow sheet for pUDK-HGF production.
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Fig. 3 Removing RNA and exchanging buffer on Sephacryl
S-1000.
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Fig. 4 Capturing the supercoiled plasmid DNA on
plasmidselect. oc: open circular; sc: supercoiled.
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Fig. 5 Analysis by 0.8% agarose-gel electrophoresis of purified
pUDK-HGF from plasmidselect. 1: loading sample; 2: opened
pUDK-HGF; 3: supercoiled pUDK-HGF; M: DNA marker.
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Fig. 6 The supercoiled form of pUDK-HGF analysed by a
Tskge]DNA-NPR column.
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Fig. 7 Removing the salt by a sepharose 6BFF column.
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Fig. 8 Analysis by 0.8% agarose-gel electrophoresis of
restriction enzyme dealing with pUDK-HGF. 1-5: sample;
8—12: reference substance; 2 and 12: BamH I, BagL Il ; 3 and
11: BagL1l, Sal I ; 4 and 10: EcoR I, Sal I ; 5 and 9: Hind III,
Xba I ; 1 and 8: plasmid pUDK-HGF; 6: A-Hind IIl Marker; 7:
DNA Marker DL2 000 (2 000, 1 000, 750, 500, 250, 100 bp).
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FI AN E T (Beckman DU640, USA)
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