View metadata, citation and similar papers at core.ac.uk brought to you by fCORE

provided by Xiamen University Institutional Repository
Od~ 10

AEM ke EEE' E/ b’

(L , 361005
2 , 266061)
: (MT)
DEAE Sephadex A-25 , (ICRMS)
MT-1 MT2 : Sephadex G-25
5 Clx )
: 0658 T A : 1000-8713(2005)02-0164-04

Separation and Identification ofM etallothionein Isofonms and
Sub-isofomm s by Liquid Chram atography
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Abstract Am ethod has been established for the separation and identification ofm etallothic-
nein (MT) isoform s and sub-isoform s by lijuid chromatography A m ixture of rabbit liver MT
was separated on a DEAE A-25 weak anion-exchange chranatographic (AEC) colmn Induc
tively coupled plasma-mass spectraneter ( ICPM S) was used for off lne detection of Zn in
each fracton The twomanMT isofoms MT-1 and MT-2 were isohted The collected MT
isofom fractions were then desalted by a hanemade Sephadex G-25 size exclisibon chramato-
graphic (SEC) column A fietw ards the sample w as separated on aC;s reversed-phase colunn
with UV detectibn at 210 nm. D ifferent separation conditibns were discussed and several sub-
isofom s of MT were well separated at pH 2. @ The sub-isoforms were finally characterized by
on-line HPLG-ESEMS The isofors and sub- isoforms were we ll separated on a reversed-phase
colmn under optimized chranatographic conditions and the detection results of ESEMS were
n agreement with the data found in literature The method developed can be well used for the
separation of metalbthionein isoforms and sub-iso fom s
Key words bnexchange chranatography gel exclisbn chranatography, reversedphase
high perfom ance liquid chranatography metalbthioneing isofoms
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Fig 2 Chramatograms of MT by reversed-phase HPLC

Mobile phase a 0. 1% (v/v) TFA mnwater (pH 2. 0), 0.1% TFA in acetonifrile linear gradient elution b 5 mm ol/L amm onim
acetate nwater (pH 7. 0), 5 mmol/L amm onium acetate in acetonitrilew ater (1 | v/v), linear gradient elution c 0. b6 (v/v) TFA

in water (pH 2.0), 0.1% TFA inmethano]l linear gradientelution UV detection at210 nm.
The peaks - are MT sub-isofomms
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Fig 3 Chranatograms of MT-1(a) and MT-2(b )
by reversed-phase HPLC
UV detection at 210 nrm. Form obile phase as in Fig 2-a

Forpeaks - | see Fig 2
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Table 1 Relativemolecuhrmass iden tification and
ten tative formula of MT sub-isofomm s based on the
mass spectra of ESEMS and the reference data

Sub- M, Tentative

Isofom .
sofom " found  reference '¥ fomula
MT-1 6143 6 6144 apoMT-1a
6215 2 6215 apo-MT-16
6242 4 6242 apo-MT-1¢€
MT-2 6155 6 6156 apo-MT-26
6125 2 6125 apoMT-28

1) For sub-isofooms - , see Fig 3.
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