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haFGF Mutant Site-directed Modified by PEG
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Abstract mPEG5000 was site-directed coupling to the 31st Cysteine residue of human acid fibroblast
growth factor mutant, of which the 98th and the 132nd cysteine residue was replaced by Serine residue. The
modified reaction was conducted at 25  for 4h. The optimal mol ratio of maleimide-6-aminocaproyl-
MPEG5000 ester vs haFGFg,,q4,4, Was 30/1. The modified products were analysed by reversed-phase HPLC
and SDS-PAGE. The result indicated that the modification rate was up to 30% and the apparent molecular
weight of the PEG-haFGF conjugate was 27kD. The final product PEG-haFGF was purified to homogeneity
by Heparin affinity chromatography. The activity of the purified PEG-haFGF remained 55.53% of the
activity of the haFGF mutant.
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Fig.1 Effect of modified condition on the modifying ratio
M (97kD, 66kD, 43kD, 31kD, 20kD, 14kD); A /hr:lFGFserg&132 30/1 8 8h
B /haFGF 20/1 8 8h C hr:lFGFse,rg&132 D /haFGFSerg&132 30/1 25 4h
E /haFGFSer%Y132 20/1 25 8h
2.2 HPLC
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SDS-PAGE ( 3) (A) haFGF
(B) PEG
PEG
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2 haFGF mPEG-maleimide HPLC

Fig.2 HPLC chromatography of mPEG-maleimide modified haFGF mutant
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4 SDS-PAGE
Fig.4 SDS-PAGE of Heparin affinity chromatography
3 HPLC SDS-PAGE purified product
Fig.3 SDS-PAGE of HPLC purified product M (97kD, 66kD, 43kD, 31kD, 20kD,
M (97kD 66kD 43kD 31kD 20kD 14kD) A: haFGF ser98,132 B:
14KD) C:0.6mol/L NaCl+20mmol/L (PB) D:1.2mol/L
A haFGF B mPEG-haFGF NaCl+20mmol/L (PB)
2.3
0.6mol/L NaCl+20mmol/L PB 1.2mol/L
NaCl+20mmol/L (PB) SDS-PAG E 4
haFGF 22 27 113 120 126 136 B PEG 31
Cys
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Tab.1 Activity of haFGF g4 13, and MPEG-haFGF g5 13,
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/(u/mg) 1%
rhaFGFgyes 13 1.963x10° 100
MPEG-ThaFGF g5 12 1.090x10° 55.53
haFGFsegg 12 55.53% [2]1 [4]
) PEG
PEG
PEG
PEG
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