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Table 2 Remained activities of chymosin with
one disulfide bond reduced or modified

Sample activity (%)
Chymosiz (native) 160
Chymesin{pre,) 100
2SH-chymosia 74.3
2CM-chymesin 71.8
Hg, chymosin 78.6

Chymosin(Pre.): St AATLEERELR
Pretreated chymosin with iode-"3%
acetic acid
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Purification, Crystallization and Chemical Modification
of Disulfide Bond of Calf Chymosin

Huang Kui Chen Shizhi Yang Kaiyu
(Institute of Microbiology, The Chinese Academy of Sciences, Beijingd

In order to carry out protein engineering of chymosin, purification,
crystallization and chemical modification of calf chymosin were
undertaken, The resolution of iso-enzymes A,B and the degraded pro-
duct, fraction C was imprqvéd and the period of purification was shor-
~ tened by using fast proteln liquid chromatograph, Crysial of approxima-
- tely cubic shape was obtained from 10mg/ml purified chymosin B at 4°C
after successive dialysis against 1.4,1.8 and 2,0mol/L NaCl in ¢,1mol/L
sodium phosphate buifer, One disulfide bond located on the surface of
chymosin molecule was redueced by 0,72mmol/L. DTT at pHs6.3. The
reduced disulfide bond was identified as Cys?®?-Cys?*®® by using the
method of cynogen bromide degradation and peptide separation,

The reduction of one disulfide bond resuited in the loss of about
254 activity,Carboxymethylated and mercurated derivatives. exhibite the
similar activity to that of the reduced enzyme suggesting that Cys?*st-
Cys2®? plays some role in keeping the conformation with full activity,

Key words
Calf chymosin; disulfide bond
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