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Abstract: We used chromatography to remove endotoxin during the purification of rHSA-IFNα2b (recombinant human serum al-

bumin-Interferon alpha 2b, rHSA- IFNα2b). Affinity chromatography of Blue-sepharose, hydrophobic interaction chromatography of 

SOURCE 15 ISO, ion exchange chromatography of Q Sepharose Fast Flow and gel filtration of sephadex G25 Coarse were applied 

consequently. The endotoxin levels were measured by Limulus Amebocyte Lysate gel-clot assay. Protein purity and concentration 

were determined by RP-HPLC. Up to 99.9% endotoxin of rHSA-IFNα2b was removed and to a concentration of 1 EU/mg. This 

process was effective to purify rHSA-IFNα2b and remove exdotoxin simultaneously. 
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1.3.2  RP-HPLC 
RP-HPLC Ö{ C4 1#�"$%2ú345 

0.8mL/min; 6_¯°7Èä  214 nm; ¬­á3

Solvent A30.1% TFA; Solvent B320% H2O-90% 

ACN-0.1% TFA; 8ôä 0~35min30~90% B" 
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9 HSA-IFNα2b ÷ÂáFX:Õ¼, »�Õ;
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E)FG 1" 
 

 
 

� 1  Blue-sepharose ������ 
Fig. 1  Blue-sepharose affinity chromatograph 
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	 SOURCE 15 ISO 
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H»ýâª A F�I{(NH)2SO4 JK7 110 

ms/cm, C{�Iä 110 ms/cm F(NH)2SO4>á(>
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��

�, ÕN;�{>á?@A�Y, C{ 10%>á?- 

90%>áL¬­Dýâª B, E)FG 2" 
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� 2  SOURCE 15 ISO ������ 

Fig. 2  SOURCE 15 ISO hydrophobic chromatography 
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� 3  Q Sepharose F.F.������	� 
Fig. 3  Q Sepharose F.F. ion exchange chromatography 
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Fig. 4  Sephadex G25 Coarse gel filtration chromatography 
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� 1  Blue-sepharose ����	�� 
Table 1 The results of Blue-sepharose affinity chromatograph 

Detection item Fermentation broth Target peak A 

Endotoxin/(EU/mg) 86530 10547 

Purity/% 62.1 86.2 
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g
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r�GH, E)�\\qÄ 2EFv" 
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Table 2  The results of SOURCE 15 ISO hydrophobic 
chromatography 

Detection item Target peak A Target peak B 

Endotoxin/(EU/mg) 10547 597 

Purity/% 86.2 95.7 
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Table 3 The results of Q Sepharose F.F. ion exchange chro-

matography 

Detection item Target peak B Target peak C 

Endotoxin/(EU/mg) 597 5 

Purity/% 95.7 97.2 

 
2.4  Sephadex G25 Coarse ���	�� 
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Table 4  The results of Sephadex G25 Coarse filtration 

chromatography 

Detection item Target peak C Target peak D 

Endotoxin/(EU/mg) 5 1 

Purity/% 97.2 98.1 
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