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[ Abstract ]
Constructed Pichia pastoris X33/pLW202 was amplified and inoculated to ferment media. The supernatant of the strain

Objective: To highly express rh-Endostatin from Pichia pastoris and purify it to homogeneity. Methods :

was collected after induction. Through ultrafiltration, affinity and gel chromatography, rh-Endostatin with high purication
was obtained. Results: 60mg/L rh-Endostatin was obstained from supernatant. HPLC showed its purity was above 98% .
Conclusion: High level expression of secreted rh-Endostatin has been successfully achieved in Pichia pastoris expression
system.
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Fig. 1 SDS-PAGE analysis of protein form various
purification stages of rh-Endostatin ( nonreduced samples )
Lane 1: Makrer; Lane 2: S-200 chromatography pooled fractions;
Lane 3 : Heparin-sepharose pooled fractions; Lane 4: Organic

extract; Lane 5: Supernatant of cultured media

2.2 Heparin-Sepharose CL-6B #:9 0. 3 mol/L NaCl 3¢

1: Peak eluted with 0.3 mol/L NaCl, 50 mmol/L Tris pH7.4;
2: Peak eluted with 0.6 mol/L NaCl, 50 mmol/LTris pH7.4

3 rh-Endostatin iR 2 oL Big

Fig.3 rh-Endostatin elution pattern by gel chromatography
eluted with 20 mmol/L PBS, pH7.0
2.3 HPLC {¥%%

Waters 510 ; {6354 : TSK SW3000 7. 5 x 300 mm;
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W BIAH :20 mmol/L PBS pH7.0;%i# :1.0 ml/min ; JEAE
.30 pl ( ILE4).

& 4 rh-Endostatinde HPLC #i{k &g
Fig. 4 HPLC profile of expressed rh-Endostatin
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