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o HEFLAIA 100 pul. BSA-PBSC2Y) k. T 37 CHFF 2 h,
VMo BT AR o LT He 15 20 AY L. FH BSA-
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Fig. 1 Secondary structures of coco profilin predicted by SSPRO method
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Fig.2 Far-UV CD spectra of coco profilin
0: Recombination coco profilin; 1-4: Recombination coco proflin dia-
lyzed against 50 mmol + L ™! Tris + HCl (pH 8.5) buffer containing

3,2, 1, 0.5mol *« L ! ureaat 4 °C for 6 hours respectively

M 2 /]I, EVERTRY & 228 nm A — g, WA I
BV BEE S VERYEAT . FUEB AR TE, JEm 218 nm
BHSERJE s £ 201 nm 2 ERIE W, FAE 209 F1 218 nm 4b
BB TRV, Lid CD SIS FHIE UL 7E 2 LT, Profilin
SRS IS o R e =g s w ez (o R R
MHETT, BEH RGN o IRGER WG, AR TEA
BRI B B fA M & et B B34 in . AREER HE R CD
JeitkhZk, FH CONTIN B H5EAS 20 09 M5 B 20 Profi-
lin 25 P AR “REEMM A &R 1R, HER 1 A]
W, B Profilin F ([ o MR & & B2, BHAN
O I, T 8- 2 RN TG R U A ot DO AE Rz ek 2
TiAh s MO BRI R R B B SR B R A, B e R AW
CD % 7 e B 3 i, o 16 W3 42 M UG 9 A 1 ) S5 M Al
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Table 1 Contents of secondary structures for denatured

and renatured recombination coco profilin

Secondary Denatured coco Renatured coco
structure profilin/ % profilin/ %
a-helix 14.3 29.4
B-sheet 31.3 13.1
frturn 21.2 28.7
Random coil 33.2 28.9
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Fig. 3 Fluorescence emission spectra of coco profilin
0: Recombination coco profilin; 1-4: Recombination coco proflin dia-
lyzed against 50 mmol « L ™! Tris « HCl (pH 8. 5) buffer containing

3,2, 1, 0.5mol« L !ureaat 4 °C for 6 hours respectively
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Fig. 4 Synchronous fluorescence spectra of coco profilin
0: Recombination coco profilin; 1-4: Recombination coco proflin dia-
lyzed against 50 mmol « L™ Tris « HCl (pH 8. 5) buffer containing
3, 2,1, 0.5 mol » L ! urea at 4 °C or 6 hours respectively. (a): AA

=15 nm; (b): AA=60 nm
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Spectroscopic Studies on Refolding Process in Vitro of Pan-Allergen
Profilin in Coco Pollen

LUO Hai-mei', XIAO Jie', WU Yu-lan?, LIU Zhi-gang®, Jun Lu*, XU Hong'*
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Abstract Recombinant proteins expressed by prokaryotic expression system are normally in the form of inclusion. In the present
paper, refolding process of recombinant pan-allergen profilin protein induced by urea has been investigated by using circular di-
chroism spectra, fluorescence spectra, synchronous fluorescence spectra systematically. And the spectral characteristics of the
renaturation were obtained. In addition, bioinformatics methods including predications of secondary and tertiary structures have
also been used to explain the spectral characteristics and analyze the conformational changes of the protein during renaturation in
vitro. Results from this study should be useful to the establishment of a spectral method examining the extent of protein renatur-

ation, and be helpful to the understanding of the mechanism of renaturation of recombinant protein.
Keywords Cocos nucifera pollen; Allergen; Profilin; Refolding in vitro; Dialysis; Bioinformatics
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