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1.11 CspC 5845 DNA A RHMWRTL

4 CspC 55— BEBEHL G I FL 55 DNA $E /K L
1 1IRAIJE, 40 BIAE 0 °CAI 30 C K v 3L [R) {53
70 min, BEAT CD WM, JF A [RIAE A 9 DNA i
TR, e Z1 CD % & B 5T S DNA TR AR A
CD 555 DNA FMRE SRS IR CD AR 3 2.

2 HR5IE

2.1 EXEF

HARE T AR R A KR, H CspC I IfFAEE
EARHE MBSk m). R, i TA R & A Fk
(% Ol H AE 37 CRHRAN R &, W5 AN 1)
AR, FTURALER T KRG H B R
PEBL21 HEATHE IR, BL21 & — Bl 2R A1 Al SR B B4 0
PR, BZ AP E R A B lon AT ompT, [X] 1
BL21 8 3% M A B F R0A 1 0, (W) R IE 21
WABERE T XM, 95, BT IRTGEE =
) CspC, A KNSR B LS, AT SOk
eS| 25 C, CLdE—PFa5E CspC. [, %18
F CspA LT 15 TR KEESRIL, W
CspA 5 CspC M [FIETER S (69%), BRALYE TAH
B, g R IR PR AR, AT RS o s alifh
CspC 7 A A HE.
2.2 BFRBEN

T ESR CspC PRME, FRATTIER] Sepharose Q
Fast Flow 1519255 — L 2T i, DU PR 45 25
alifl, CspC, IXFPEURE 4 AU 2 W PR, 38 mT
i5 3 ml/min. BT 1 AT, A3 ZRIER 2 NaCl #
FE43 514 0, 0.175 F10.5 mol/ L, JLAT =214/
RV 2 SDS-PAGE HLIKKZM, CspC i BLAE SR
AR KA A A 3 B AR S R

4.0r ;1 1500
3.0F 1400 -
.

{300
2.0F E
g ~
< {2002
1.0F g
4100 =

V(elution)/ml
Fig. 1 Chromatogaphy of CspC purified with Sephorase Q
Fast Flow XR 16/ 30
e (NaClj.

| 2800 — T — ¢



2002; 29 (1) M FEE5EMEHERE
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Fig. 2 Chromatogaphy of CspC purified with Superdex
30 XR 16/ 60
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Fig. 3 SDS PAGE analysis of CspC
I: lysate of BL21: 2: peak I of Sepharose () Fast Flow chromatography:

3: peak 2 of Sepharose  Fast Flow chromatography: 4: peak 3 of
Sepharose () Fast Flow chromatography: 5: purified CspC from superdex

30 chromatography: 6: standard peptide marker.
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Fig. 4 MALSF TOF mass spectrum of CspC
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Table 1 Secondary structure of CspC at room temperature, 70 C and 84 C respectively

Temperature a helix/ % B sheet/ %
25¢C 28.6 40.5
70¢C 23.1 38.7
84C 20.4 37.5

B turn/ % Random/ % RMSD/ %
25.3 5.6 16. 05
19.6 18.6 19.52
18.7 14. 4 17. 54
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Fig. 5 CD spectra of CspC

e —e@: CD spectrum recorded at room temperature; O-—0: CD

spectrum recorded after incubation at 70°C for 15 min; a s« : CD

spectrum recorded after incubation at 84 C for 15 min.
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Fig. 6 CD spectra of CspC binding single strand DNA
e —e: CD spectrum of Chpc: o—o: CD spectrum of CHpC

binding sinle strand DNA at 0C: & a : CD spectrum of CspC

binding single strand DNA at 30 C.
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Purification and Partial Characterization of The Cold Shock

. . . o
Protein CspC from Escherichia coli
LIU Wei, LI Yiao", XIANG Ye, WANG Da Cheng "™
( Institute of Biophysics, The Chinese Academy of Sciences, Beijing 100101, China)

Abstract After two step chromatography of Sepharose Q Fast Flow and Superdex 30, a small protein with
molecular size of 7.2 ku was purified from Escherichia coli. The purity examined by SDS-PAGE showed as a
single band. Its molecular mass measured by mass spectrum and the amino acid sequence of N terminal were in
consistence with CspC, one of the cold shock proteins, in E. coli . Subsequently, the content of its secondary
structure was estimated from the circular dichroism spectra, and moreover, its stability in high temperature and

the conformational change after binding with single strand DNA were monitored with a CD spectrophometer.

Key words Escherichia coli, cold shock protein, CspC, purification
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