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rhLK8, the cryptic apolipoprotein(a) kringle domain as an antiangiogenic protein,
was expressed from Pichia pastoris and purified in large-scale. In a pressurized 300-L
fermentor, a modified DO-stat fed-batch culture was performed to produce rhLK8
using methylotropic yeast Pichia pastoris as a host. By regulating the vessel pressure,
the limitation of dissolved oxygen associated with the feeding by DO-stat manner was
overcome. rhLK8 was captured directly from culture broth by batch type capturing
method using cation exchanger. After capturing, rhLK8 was further purified with
cation exchanger and Lys-Affinity chromatography. The overall purification yield of
rhLK8 was approximately 50%. The finally purified 7ALK8 was free of endotoxin and
was very stable at pH4.2.

1. Shepard, S. R., Boucher, R., Johnston, J., Boemer, R., Koch, G., Madsen, J. W., Grella, D.,
Sim, B. K. L, and Schrimsher, J. L. (2000), Large-Scale Purification of Recombinant
Human Angiostatin, Protein Expr. Purif. 20, 216-227.

2. Shepard, S. R, Boyd, G. A., and Schrimsher, J. L. (2001), Routine Manufacture of
Recombinant Proteins Using Expanded Bed Adsorption Chromatography, Bioseparation. 10,
51-56.

3. Trinh, L., Noronha, S. B., Frnon, M. and Shiloach, J. (2000), Recovery of Mouse
Endostatin Produced by Pichia pastoris Using Expanded Bed Adsorption, Bioseparation. 9,
223-230.

4. Vasquez-Alvarez, E. Lienqueo, M. E., and Pinto, J. M. (2001), Optimal Synthesis of
Protein Purification Processes, Biotech. Prog. 17, 685-696.

5. Kim, J. S., Chang, J. H, Yu, H. K, Ahn, J. H, Yum, J. S., Lee, S. K., Jung, K. H,
Park, D. H,, Yoon, Y., Byun, S. M. and Chung, S. I. (2003), Inhibition of Angiogenesis
and Angiogenesis-dependent Tumor Growth by the Cryptic Kringle Fragments of Human
Apolipoprotein(a), J. Biol. Chem. 278, 29000-29008.

- 534 -



