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Chromatographic preparation of 4,5-dihydro-KmTx2 from
Karlodinium veneficum GMS strain

CHEN Rong', WANG Rukun?, LI Wei', HUANG Liming', CAO Jiayi'*, ZHOU Chengxu', LI Shuang"?, XU Jilin'
( 1.Key Laboratory of Applied Marine Biotechnology of Ministry of Education, Ningbo 315832, China;
2.Technology Center, Ningbo Customs, Ningbo 315040, China )

Abstract: A separation and purification system for the toxin 4,5-dihydro-KmTx2 in Karlodinium veneficum
GMS5 strain at the end of the platform was established. The purification effect of the system was evaluated by
high-performance liquid chromatography-quadrupole/electrostatic field orbitrap high-resolution mass spectro-
metry (UHPLC-Q-Orbitrap HRMYS). First, the collected culture solution following the removal of the algae was
enriched on a large solid-phase extraction column (YMC-GEL ODS-A-HG, 10 cmx80 cm, 12 nm, S-50 pm). The
results showed that leaching was accomplished in sequence by using 10%, 40 and 60  methanol solution.
The purity of the crude extract obtained by elution with 80  methanol was 51.3 . The crude extract was
separated and purified by semi-preparative HPLC. The purity of the 4,5-dihydro-KmTx2 monomer was 93.2
with gradient elution using a methanol-water mixture as the mobile phase. The method has high extraction
efficiency and operability, which can provide technical support for large-scale production and functional activity
research of 4,5-dihydro-KmTx2.

Key words: liquid chromatography; quadrupole/electrostatic field orbitrap high-resolution mass spectrometry;
4,5-dihydro-KmTx2; Karlodinium veneficum strain GM5



