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Fig.1 Analytical chromatogram of crude synthetic
R20A-HWTX- | by RP-HPLC

Column YWG C18 10pm reverse-phase column 4.0mm X 250mm

Buffer A 0.1% TFA in water B 0.1% TFA in acetonitrile
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Fig.2 Analytical chromatogram of oxidatively renatured
R20A-HWTX- I by RP-HPLC.
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Fig.3 The first ion-exchange HPLC chromatogram of
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Fig.4 The second ion-exchange HPLC chromatogram of
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eluted by a pH gradient

0.40F
0.30F
E
g 0.20F
<
0.10F
0‘OOO ll() 2‘0 ”y‘O 40
t/min
5 R20A-HWTX- [
RP-HPLC

Fig.5 The analytical RP-HPLC profile of the renatured
and purified R2OA-HWTX- [
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Fig.6 MALDI-TOF mass analysis of the
purified R20A-HWTX- [
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Chemical Synthesis and Characterization of R20A-HWTX- [
a Mutant of Huwentoxin- [ with Single Residue Replacement

WANG Xian-Chun LIANG Song-Ping
College of Life Science Hunan Normal University Changsha 410081
LUO Ze-Min
Department of Biological Technology Hunan Agricultural University Changsha 410128

Abstract Huwentoxin- [ HWTX- [ is a polypeptide neurotoxin purified from the venom of the spider Selenocosmia
huwena . RROA-HWTX- | a mutant of HWTX- | in which the Arg was replaced by Ala was synthesized on solid sup-
port by using Fmoc chemistry. The synthetic mutant was oxdatively renatured in glutathione-containing buffer and then
isolated by reversed phase and specially designed ion-exchange HPLC. The chemical structure of R2OA-HWTX- [ was
confirmed by amino acid analysis Edman degradation and MALDI-TOF mass analysis. Physiological experiment showed
that the replacement of R20 by a decreased the bioactivity of the HWTX- I by 92% indicating that R20 is a key residue
closely related to the bioactivity of the HWTX- T .

Key words Huwentoxin- | mutant solid phase peptide synthesis protein engineering spider
© PERZERMEMHARTATIESHIEL http://journals. im. ac. cn



