A= E colizi-¢ TdH= Zduze] e 2 AA

ST, o)A YT, dlE
Zdci g sEtEet ), AR FEATY
A3} (042) 821-7675, FAX (042) 822-8995

Abstract

Iron is an essential nutrient for most organisms, which supplied to them in a
protein-iron complex known as ferritin. Ferritins are multimeric proteins found
in prokaryotes, plants and animals. They are consisted of spherical shell of 24
subunits defining a cavity of about 8nm in diameter, where an iron core is laid
down. Expression of ferritin in recombinant E. coli at 37C led to the
accurmnulation of recombinant ferritin. Insoluble form of [erritin was separated
from disrupted cells, followed by various primary separation steps with two
kinds of buffers. Collected samples from the primary steps were purified by
DEAE-cellulose gels packed in a column. The fractions from the DEAE column
were assayed to gain the amount and the purity of ferritin by using HPLC and
SDS-PAGE.
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Fig. 1. Scheme of the ferritin purification, WB. A: washing buffer A(50mM
Tris-HCI, pH 80, 1.0mM EDTA), WB. B: washing buffer B(50mM Tris HCI,
pH 8.0, 1.OmM EDTA, 1.0M or 4.0M Urea), IB: inclusion body.
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Fig. 2. 15% SDS-PAGE of primary separation samples(Fig. 1, O ~@);
lane 1: supernatant(sup) of the inclusion body(IB) and debris after sonication,
lane 2: sup of IB after treatment with washing buffer B containing 1.0 M
urea, lanes 3489: sup of the treated debris and IB by D.W, lane 5. sup of
the washed debris by washing buffer B with 4.0 M Urea, lane 6: sup of the
dissolved debris by D.W, lane 7: suspended precipitate(ppt) by D.W.
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Fig. 3. The DEAE-cellulose ion B PPN - mi hac 1y
exchange chromatography(IEC) of L ! 2 s

sample(@) in a column(2.5cm 1D
x 19cm L) under conditions of Fig. 4. Reversed phase(1,2; RT about
1.8mL/min flow rate and 3.5min) and gel filtration HPLC(3,4;, RT

buffer(20mM Tris-HCI, pH 7.4, ®, about 3.2~3.6min) chromatograms of a
@), 1.0M NaCl(®), 1.0M HCI®), fraction from IEC, S.F.. standard
1.0M NaOH(®) and buffer(®). ferritin, H: heavy-chain, L: light-chain.
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