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Abstract A novel human ScFv H12 against SARS-CoV has been selected from a SARS immune library. In order to produce a

large amount of ScFv H12 pET28a-H12 expression vector was constructed and ScFv H12 was expressed at yield about 30% of

total proteins in E. coli . Here two different refolding procedures were used to refold ScFv H12 from inclusion body gel filtration

chromatography and dilution. The results showed that ScFv H12 could be efficiently refolded by both procedures. However the

refolding via gel filtration was 1.5 time more effective than that of dilution. The affinity of ScFv H12 to SARS-CoV virion was

detected as K; =73.5nmol/mlL.
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Table 1 The comparison of ScFv H12 with two refolding methods

Protei Activity rati
Refolding method e Purity cHviy o

recovery OD \cfolding by gel filtration” OD refolding by dilution
Refolded by dilution 11.1% >95% 1
Refolded by gel filtration 70.5% >95% 1.06~1.51

Note Protein recovery is the ratio of the quantity of the refolded ScFv protein per quantity of inclusion body before refolding activity ratio is the ratio of ELISA

OD value of ScFv refolded by two different procedures in the same protein concentration.

2.7
SARS
SPR
H12
K, 73.5nmol/L. 2
2 Hi12
Table 2 Kinetic rates and binding affinity of ScFv H12
K,/ mol/LL ~% $71 K/S™! K,/ L/mol K4/ mol/L
7.5%10° 6.6x1074 1.36 x 107 7.35x10°%
3
SARS
H12 SARS
H12
V., -Linker-Vy V. Vi
Linker
H12
H12

5% ~20% *
11.1%

H12

HI12
H12
HI12 SARS
73.5nmol/LL
K, 1000 ~ Inmol/L. K,
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