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Preparation and Character ization of Recombinant
Slmon Pre-calciton in Peptide

L U Shen-ji, CHEN Song-sen’, DI Xu,X ION G A n-qi, ZHAN G You-hong
(Institute o B asicM edical Sciences, ChineseA cademy o M edical Sciences, Peking U nionM edical College,
Beijing 100005, China)

Abstract Themethionine at position 38 in the Trx-<CT-Gly wasmutated into alanine and the
mutated genew as cloned into the expressing vector pET 30a It was expressed in high level in E.

coli BL 21(DE3). The fusion protein (T rx-CT-Gly) waspurified w ith ThioB ind affinity resin and
it was found that themutation of methionine to alanine does not affect the recombinant protein to
the ThioBind resin The fusion protein w as cleaved by cyanogen brom ide in presence of 3molA
urea in 70% fomic acid for 48 hours in room temperature, at least 80% of the recombinant
protein was cleaved The cleaved peptide SCT-Gly was purified by OM -cellulose absorption and
the peptide had the purity about 92%. N -tem inal an ino acid sequencing result of SCT-Gly show s
that at least 10 an ino acid residues are the sane as natural SCT. No deam idation reaction occurred
in the preparation . The pl measured by capillary electrophoresiswas 6 46 M odi-Tof mass
gectra result show ed that the molecular w eight was 3 492 Bioassay in rats show ed that gecial
bioactivity was 190 U /mg, aimost the same as that of natural human calcitonin
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Fig 1 Purification of recombinant fusion protein T rx-sCT-
Gly by ThioBind resin

A:Low range protein marker;

B—F: Fusion protein washed by 5, 10, 50, 100, 2,9 molA
2-mercaptoethanol (M E)

A B

Trx-sCT-Gly —
Trx —

SCT-Gly —

Fig 2 Chemical cleave of themutated fusion protein
A Cleaved peptide
B: Fusion protein (T rx-sCT-Gly)
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Fig 3 Identification of purity of SCT-Gly by capillary

electrophoresis

2.4.4 LT-Gly

LT-Gly Ap+ A
2 32(2), Thr 4 68(5), Ser 3 70(4), Glu+ GIn
3 10(3), Gly 3 88(4),CysQ 61(2), Val 1 10(1),
Tyr Q 75(1),Lys2 08(2),His1 02(1),Arg 1 05
(1),Pro 1 95(2),L eu 4 50(5)

( )
Cys
2.4.5 LT-Gly (cD)
CD . , LT-Gly
B , 48 8%,
. 40 4%, B 4 1%
6 8% - : ,
[0
2.5
W istar (120 150 g), 10
ug ,1.5h ,
2 U (elcalcitonin, 3500 U/
mg)
19 6%, , 190 U /mg -

Table 1 Bioassay of recombinant SCT-Gly
137 mmolA
NaCl

LT-Gly Elcalcitonin

Serum calcium
962+ Q26 7 63t Q18 8 29+ Q 15

A-ng- dr 1
N umber of rats 8 8 5
Serum calcium low er
/ 19 6 13 8
(%)

Note Recombinant sSCT-Gly, 10 ug per animal

Elcalcitonin, 2 U per anmal
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