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Abstract — Enzymes in organic media afford many advantages such as chiral synthesis and resolution, modification of
fats and oils and production of biodegradable polymers. However, the nature of solvents influences the activity and sta-
bility of enzymes, and the presence of organic solvents always constitute a risk of enzyme inactivation. Heat-shock pro-
tein Hsp90, one of the molecular chaperone, was applied for understanding of enzyme inactivation and for increasing of
enzyme stability in water-miscible organic solvent. Hsp90 showed stabilization effect on HRP in the 30 % of DMSO, in
the 30% and 50% of dioxane. Hsp90 also showed reactivation effect on the inactivated HRP by water-miscible organic
solvent such as dioxane and DMSO. In addition, structural analysis using fluorescence spectrophotometry and circular
dichroism showed that exposure of HRP in water-miscible organic solvent caused appreciable conformational changes
and enzyme inactivation, and the unfolded HRP by water-miscible organic solvent was refolded by Hsp90.
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Fig. 1. Relative activity of HRP in 30%, 50% (v/v) DMSO and buffer
at pH 7.0, 25 °C. HRP was incubated at 25 °C waterbath with
shaking at 150 rpm. HRP concentration was 0.1 mg/ml. @:
buffer, H: 30% DMSO, A: 50% DMSO.
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Fig. 2. Fluorescence of Hsp90 in 30%, 50%, 90% concentration (v/v)
of DMSO. @: 90% DMSO, B: 50% DMSO, a: 30% DMSO.
Hsp90 was excited at 295 nm. (a) Fluorescence intensity of Hsp90
in DMSQO. (b) Fluorescence emission maximum wavelength of
Hsp90 in DMSO.
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Fig. 3. Effect of Hsp90 on HRP stability in 30% (v/v) DMSO at 10 °C
with shaking at 150 rpm. @: HRP + Hsp90, a: HRP only.
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Fig. 4. Effect of Hsp90 on HRP stability in 30%, 50 % (v/v) dioxane at
25 °C with shaking at 150 rpm. A: HRP with Hsp90 in 30 %
dioxane,®@: HRP without Hsp90 in 30% dioxane, A: HRP
with Hsp90 in 50% dioxane, O: HRP without Hsp90 in 50 %
dioxane (v/v).
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Fig. 5. Reactivation of HRP in DMSO: The symbols represent the
HRP inactivated in each concentration of DMSO. Reactiva-
tion by Hsp90 is marked as solid line and reactivation without
HRP marked as dashed line. @: buffer, B: inactivated at 50 %
DMSO/reactivated by Hsp90, [1: reactivated without Hsp90,
A: 70 % DMSO with Hsp90, A: 70 % DMSO without Hsp90,
@: 90% DMSO with Hsp90, <: 90% DMSO without Hsp90.
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Fig. 6. Spectra of fluorescence change of HRP. (-): initial fluores-
cence of inactivated HRP+Hsp90, (--): fluorescence of inacti-
vated HRP+Hsp90 after one-day of incubation, (——): initial
fluorescence of HRP in buffer, (-): fluorescence of HRP in
buffer after one-day of incubation, (---): initial fluorescence of
inactivated HRP without Hsp90, (—-—): fluorescence of HRP
without Hsp90 after one-day incubation. HRP concentration
is 0.01 mg/ml; molar ratio of HRP:Hsp90=1:1; HRP was inac-
tivated by stocked at 90% DMSO for one day. HRP was incu-
bated at 25 °C with shaking at 145 rpm.
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Fig. 7. Far-UV CD spectra of HRP. (-): spectra of HRP in buffer, (-):
spectra of reactivated HRP by Hsp90, (--): spectra of inacti-
vated HRP without Hsp90. HRP concentration was (0.2 mg/ml.
HRP was incubated with Hsp90 for 24 hours with shaking at
145 rpm at 25 °C. Molar ratio of HRP: Hsp90 is about 5:1.

= &Rt o] 22 0% refolding F5-& & 5+ Atk Fig. 7
90% DMSOONA A&¥ § 47} reactivation® -2 w2l 2z} 4%
wstel] tigt CD #AA NS vl Z1Eizet). 75.9%% A9
FAol Hsp90wh HAE 1:59) BI&= RESAIZS wf 24413 § HRP
9] &4L 85.1% % reactivations] 3121 olu] HRPS| 23} +2&
100% €439 native HRP2] 22} 7-%-9} B W&} w, Hspooel &
St reactivation® FZ3= native structureol] 77 T2 3EHS
gRlsldrt.
£ AGE F3}] water-miscible co-solvent system©|4] HRP2]
Alglo] thmA o] 12A9) unfoldingell 71913RS, THMA foldingell
FroIah= Hspooell olal]l &9 EA7 737} native “JE]2] €43
I FER IEEE AAE Fele] g9 5 Qi) AnHow,
718l &l PAS AI717] $lste] el 71X
T#]ar gueke] A atgel digk olali7t wike- TR kAR, Tl
28] F22A KNS ST A S Wl Fesithar 3
Stk YS B2 A7) A sIARE, Hsp90s: o83t 1714
g3} A= RVl DAl 324 QF
A4 olallehs A7 W e setal & 4 qlow, o] sk A
= ok R f7]8ulel ] &40 Pgs) WS 2] B2 o]
7

siskast Ml44H 1S 200641 28

CEEE - A9A

xl

oEel

I

1. Laane, C., Boeren, S., Vos, K. and Veeger, C., “Rules for Optimiza-
tion of Biocatalysis in Organic Solvents, Biotechnol. Bioeng., 30(1),
81-87(1987).

2. Lee, S. M., Yeo, J. S., Park, K. and Yoo, Y. J.. “Synthesis of Lig-
nin-phenol Copolymers Using Horseradish Peroxidase?’ Kor: J.
Biotechnol. Bioeng., 15(1), 22-26(2000).

3. Ryu, K. and Dordick, J. S., “How do Organic Solvents Affects
Peroxidase Structure and Function?, Biochemistry, 31(9), 2588-2598
(1992).

4. Park, B. J., Lee, C. H. and Koo, Y. M., “Development of Novel
Protein Refolding Using Simulated Moving Bed Chromatogra-
phy” Kor. J. Chem. Eng. 22(3), 425-432(2005).

. Bell, G, Halling, P. J., Moor, B. D. and Rees, D. G, “Biocatalyst

Behavior in Low-water System.’ Trends. Biotech., 13(11), 468-473

(1995).

Schmitke, J. L., Stern, L. J. and Klibanov, A. M., “Comparison

of x-ray Crystal Structures of an Acyl-enzyme Intermediate of

Subtilisin Carlsberg Formed in Anhydrous Acetonitrile and in

Water)” Proc. Natl. Acad. Sci. USA, 95(22), 12918-12923(1998).
7. Jaenicke, R. and Buchner, J., “Protein Folding: From Unboiling

an Egg to Catalysis of Folding)’ Chemtract: Biochem. Mol. Biol.,
4, 1-30(1993).

8. Wiech, H., Buchner, J., Zimmermann, R. and Jakob, U., “Hsp90
Chaperones Protein Folding in Vitro, Nature, 358(6382), 169-170
(1992).

9. Freeman, B. and Morimoto, R., “The Human Cytosolic Molecu-
lar Chaperones Hsp90, Hsp70, and Hdj-1 Have Distinct Roles in
Recognition of a Non-native Protein and Protein Refolding!’
EMBO J., 15(12), 2969-2979(1996).

10. Kim, J. R., Choi, Y. S. and Yoo, Y. J., “Reactivation of Horse-
radish Peroxidase in Organic Solvent Using Extraction.’ Biotech-
nol. Lett., 22(6), 486-489(2000).

11. Xu, Y. and Lindquist, S., “Heat Shock Protein Hsp90 Govern the
Activity ofpp60 v-src Kinase.’ Proc. Natl. Acad. Sci. USA, 90,
7074-7078(1993).

12. Jakob, U. and Buchner, J., “Assisting Spontaneity-the Role of
Hsp90 and Small Hsps as Molecular Chaperones,’ Trends in Bio-
chem. Sci., 19(5), 205-211(1994).

13. Buchner, J., “Supervising the Fold: Functional Principles of Molecu-
lar Chaperones.’ Faseb J., 10(1), 10-19(1996).

9]

o



