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Abstact
Fusion ferritin(Fy+Fy), an iron-binding protein, was purified from recombinant E. coli by
two-step sonications with urea. Unfolded ferritin was refolded by gel filtration
chromatography with various concentration of urea. 50 mM Tris-HCl(pH 8.0) buffers with
I M to 4 M urea were used in GFC. Objective was to characterize the structure change
with urea concentration. Molecular weight was determined using GF-HPLC and RP-HPLC
was used to quantify the unfolded and refolded proteins.

Femitn® 2 A% ©idz 322A0llN 223 ol g dwdesn 3
A g = szl dggE E§ted EF, A8 Ad+v ferritind}  Escherichia
colis} & YAAYZAA D& F U&= bacterioferritin®. 2 F2& 4 U} FEA u}
olFa el o7k e T oM FEE femitinHths 7 femtml—} A}
ate] Fakgo] gle AEY feritin®] Y-S A FAFATE Beol olHA|x
th? Fermitin®] HA 88 FATHAM dgE AN uead} 2 WAAES
AAskE A4S A LB (Renature)shH A A W3Rty =, A2 g @A
FANE s e WA aeln AHITAHY HA AATE FAAG A1l 9
Boltt? B dAoNe A on A2otEad9E F3) ferritin} o] ureaz}t AA T
HA o Fx2A W7} leA] Fobr it

oo

L 2o

AR L

et

Aol Abgd A2 TS Hchain? L-chaing §3A1A ferriting & A
Ao 7 APFITATL EFAHHANAN B Loton 3o wigs 29 AlE
HHS ggton &A= Fg 13 2k

- 480 -



3{_,
H
o
i
ok
&
o
o
o
ok
2
lo,
of

Z(X0): 2003. 4

2. AzatEIY Y

&3 femiting AAY X717 M A g3} A=clEaFE AT AHY @
Z8ao 50 mM Tris-HCI(pH 8.0)o] 1.0 Mol A 40 M2 urea =] o|5/F o2 o] &3}
%t} FPLC system(Pharmacia Biotech)2 ARE-3}on #&& 0.64 cm/min, FUHL
500 wiolgth. $718 A& Sephacryl $-200(Pharmacia Biotech)& AME-3IAT F F-3
= 1296 mio|gch SAMEBMHypersii C18, 45mm ID. X 150 mn L)& HPLC
system(Young Lin, model M910)9] 2o} AHE8tth o542 oMHERZYEZR Tf
22 509 5002 40 AREgon 42 0.5 myminol ot FHFE 254 nm§ o
ANBE 20 w8 FYsHATh

Av 2 0@

L 2k AEste] o% A2

7k ANG el geh AR AAUE ST Fg 2004 ¢ Aol 234 5
4 9280] 40 Me] weaZ ALEE AP0 B feritino] §3)Elo} Mo
g ¥ ¥ 4 Usic

2. FPLC

15440 10 M2} wea® A& A§o] 102Th¥E § femitno] £257] A2
onf 2/ % Y W2 JPA Atk F $A4F 2} A4 F REos urw
92 eI Fig 314 F2% 28 R WA Fas F oA 12 22l
Agt 2po] ghwie] Padhs RS BAS 94 azsEadse] FUskdh

3. RP-HPLC
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Fig. 1. Flow chart of two-step sonications(W.A. : 50mM Tri-HCl(pH 8.0) containing 1.0
M uera, W.B. : 50mM Tri-HCl(pH 8.0) containing 4.0 M uera)
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Fig. 2. Effect of urea concentration at the 2nd sonication(M : marker, 1 : 1.0 M urea, 2

20 M urea, 3 : 3.0 M urea, 4 : 40 M urea).
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Fig. 3. FPLC chromatogram using 50 mM Tris-HCI(pH 8.0) containing 1.0 M urea.
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Fig. 4. RP-HPLC chromatograms of fractions from Fig. 2( A
horse spleen, B : @D, C : @, D : Q).
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