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Abstract — Bovine testicular hyaluronidase PH-20 was cloned into pPIC9 vector and expressed in Pichia pastoris.
Recombinant PH-20 was 75 kDa MW and 7460 units/L activity. Extracellular hyaluronidase activity was two times
higher than that of intracellular activity. Non-buffered medium and 30 °C cultivation was favorable for PH-20 produc-
tion. 1M sorbitol as an osmotic pressure and 0.3% methanol inducer increased cell growth and enzyme activity. 0.4 M
arginine augmentation decreased the proteolytic degradation of recombinant hyaluronidase.
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Fig. 1. PH-20 expression in Pichia pastoris.
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Fig. 2. Increase of rPH-20b protein of intracellular protein was mon-
itored by SDS-PAGE.
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Fig. 4. SDS-PAGE analysis of His-tagged protein by Ni column puri-
fication.
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g. 5. Effect of medium pH and temperature.
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Fig. 6. Effect of methanol concentration for induction (every 24 hr).
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Fig. 7. Effect of osmotic stress on post-induction phase.
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