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PCR Fas 141 281 cDNA ,
hca MB12ne AX3 , hFad_ AX3-H3
shFad , pMB12neo , pMB74 PMB74 shFad ,
shFad. AX3-pLu8 H-5C (1.5 2) x10'/mL, AX3 H3  AX3-pLud
shFad. 23.5uglL  206HgL SIH AX3 H3  AX3pLug,
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Abgtract An expresson sysem is described for high-yield production of recombinant soluble human Fad (shFad) in
Dictycstelium discoideum cells. DNA encoding amino acids 141 281 of hFad was PCR anplified from cDNA derived from
activated human neutrophils. The resuiting product was fused with a DNA fragment encoding hC@ signd peptide and cloned in
the expresson vector pMB12nen. Dictyostdium grain AX3 was trandected with this plasmid, yidding a recombinant grain
cdled AX3-pCESH.95-H3. In order to improve the shFad expresson leve , pMB12neo was optimized by replacing its
transcriptional terminator/ polyadenylation segment of the 2H3 gene with an actin8 termi nator/polyadenyl ation segment , yidding
derived expresson vector pMB74. The recombinant Dictyostelium grain caled AX3-pl u8 was generated with this new plasmid.

When the recombinant cells were cultivated in a conplex H.-5C medium, a cdl densty of (1.5 2) x 10’ /L was reached ,
and the shFad. level expressed by grains AX3-pCESHL95 H3 and AX3-pLu8 was 23 5U g/L and 206U g/L , respectively. By
usng a neMy developed synthetic medium caled SIH as culture medium, higher cdll densty of (4 5) x 107/l was achieved.

Qorrespondently , 111 g/l and 420U g/l shFad. were secreted by recombinant srains AX3-pCESAL95- H3 and AX3-pLu8,
regoectively.
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