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Yecasl Saccharonivees cerevisiae was vused as a host to express and secrete
siant catfish growth hormone (gcGH) ¢DNA by using yeast MFal seeretory signal.

In order to achieve a high level of gcGH protein secretion into the cullure
medium, several approaches were studied. The study focused on changing gene
dosage, allcring nucleotide from “C™ to “A™ al minus three region preceding AUG
start codon and changing the culture medium.

Altering nucleotide from “C” to “A™ did not improve the geGIT protein!
production. Increasing the gene dosage increased the level of secreted geGl protein.
Both multicopy plasmid, YEp332 (TF£#7 promoter) and pYESD (GAL/ promoter), |
containing 2u-OR1 sequence gave approximately 3-7 times higher amount ot geGli
protein than single copy plasmid, pCECI122. The highest intracellular pcGH was 1.62
mge/] from transformants containing muiticopy plasmid with (AL 7 promoter.

The levet of secreted geGll from veast transformants grown in selective MM-
URA was compared to the level from those grown i meodified BMGY medium.
Transformants containing each ptasmid grown in BMGY rich medium gave 3-5 times
higher amount of geGl protein than those grown in MM-URA medium. The highest
amount of geGH in the medium was approximatety 59.02 pg/l from transformants
containing multicopy plasmid with GALJ promoter. The amount of secreted geGll
was approximately 4% of total geGH produced. However. the multicopy plasmid with
TiF 1 constitutive promoter is suggesied for used in large-scale production becausce it
can produce geGlI product during the growth and the use of inducer 18 not necessary.

[ as been observed that the size of geGl1 protein extracted from intraceltular
fraction was different from the size of geGH protein exiracted from secreted {raction
when detected by Westlern blotting analysis.




