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Removing Endotoxin from rHSA-IFNa2b by Chromatography
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Abstract: We used chromatography to remove endotoxin during the purification of rHSA-IFNo2b (recombinant human serum al-
bumin-Interferon alpha 2b, rHSA- IFNa2b). Affinity chromatography of Blue-sepharose, hydrophobic interaction chromatography of
SOURCE 15 IS0, 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-IFNa2b was removed and to a concentration of 1 EU/mg. This
process was effective to purify rHSA-IFNa2b and remove exdotoxin simultaneously.
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Blue-Sepharose; SOURCE 15 ISO; Q Sepharose F.F.;
Sephadex G25 Coarse, 3 [EZHE(E 2 /1 1100 = 4L
WA 31X, 36 Grace Wdac A1 Cy 41,
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1.3.2 RP-HPLC

RP-HPLC RJ] C4 JeAHtE. GikaafF. J
0.8mL/min; & K5 I 3 K4 214 nm; PR B
Solvent A: 0.1% TFA; Solvent B: 20% H,0-90%
ACN-0.1% TFA; %% 4 0~35min: 0~90% B,
14 KWHE
1.4.1 Z5AHI## Blue-Sepharose 47

B HSA-IFNoi2b R FER BB O b3, FH EAE
T 20mmol/L WL 2% #hil (pH 6) (A 1 ) F-Hir i 11
Blue-Sepharose A1, ¢ )5 FH [A) A i) i 1R 2 v oF-
A1, B 1.5mol/L NaCl % veiis HArg A,
HARTLIE 1.
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Fig. 1 Blue-sepharose affinity chromatograph

1.4.2 gk #F SOURCE 15150 47
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Fig.2 SOURCE 15 1SO hydrophobic chromatography
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Fig. 3 Q Sepharose F.F. ion exchange chromatography
1.4.4 Sephadex G25 Coarse AZ/K 1 IEEHr
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Fig. 4 Sephadex G25 Coarse gel filtration chromatography
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Table 1 Theresults of Blue-sephar ose affinity chromatograph

Detection item Fermentation broth  Target peak A
86530 10547

Purity/% 62.1 86.2

Endotoxin/(EU/mg)
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Table2 Theresultsof SOURCE 15 1SO hydrophobic

chromatography
Detection item Target peak A Target peak B
Endotoxin/(EU/mg) 10547 597
Purity/% 86.2 95.7

2.3 Q Sepharose F.F.BFXIREMH
T WEERE— B e, ISR LEA

FRAEBA B FAac A i F s SR 2, FFHA TR
BN N TR RS A 1EE, Q Sepharose F.F.J&—7f
5 B B TS A i, H AT DLAE g4k 2 Y[R B R
(1 25 B P9 B 2 (BRI 3 100 %), X —Z5 R AE% 3
B ARBE O .

%3 QSepharoseF.F.EFRIEENER

Table 3 Theresults 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 Coar se tfR 3 2 #7
M 4 ] L, Sephadex G25 Coarse JE#HikEA

HRT B/ o3 1 A T4 v 2 A 4 BE, g Ll Lk
— B RERFRBA N TER, R AL IR B 25 dLEOR A
SR E o

Journals.im.ac.cn



162 ISSN1000-3061 CN11-1998/Q

Chin J Biotech

January 25,2008 Vol.24 No.1

% 4 Sephadex G25 Coarse 53 IE BT &E R
Table4 Theresultsof Sephadex G25 Coarse filtration
chromatography

Detection item
Endotoxin/(EU/mg) 5 1
Purity/% 97.2 98.1

Target peak C Target peak D
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X2 rtHSA-IFNo2b Fl N 3 K 197> T AR 1 o
BV, (H R ESCPrid R, Sephadex G25 Coarse
DL ZBR— 8R4 N EE R, AT BB R A BE A o A B
XFINBE R A —E BRBVERT, T £ BR T — &R 5%
HIMNTER

It FR LA ZE TR AL S, AT L4l
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