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3. Refolding CA Kit 7H&¢
29 phax
1) Citrate Synthase
MW: 49 kDa/monomer, Dimer 24~
FE| 2K} EEE ahelix
2) Carbonic Anhydrase B(CAB)
MW: 30 kDa
SYEN| 2"
3) Lysozyme
MW: 14 3 kDa
4742 2} Lol S-S g
0 . _—0
Citrate Synthase®| refolding 2=
Citrate Synthase
o[2H AREEH
CTAB 102 98 3 < Denature(6 M GdnCl, 40 mM DTT)
SB3-14 0 89
S[0j2 AREAA (RT, 1h)
C”Eémaa 5 73 1 < 70vol, Detergent Buffer
Cl2E8 0 187 (RT, 1h)
C12E10 0 264
Biij 35 0 387 3~ CAsolution(0.6%)
Cn¢ét1bro\ PX 13.7 0 (RT, overnight)
Triton X-100 59 38 1~ 15000rpm x 10min
Cn sorbitan Ex
Tween 20 76,5 548 1
Tween 40 100 100 sup
Tween 60 100 100 (refolded Citrate Synthase)
Tween 80 926 937
Tween 81 192 128

CA(S): S8tz 22-45; CA (L) : Z3I% 450|AF Refolding £8: &4 5202 By} WA &4 100%

CAB2| refolding k<%=

0|24 AT Hl0|24 Ay
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CTAB 502 9.7 CnEx

SB3-14 421 821 Brij 35 250 250

SB12 313 103 Brij 58 275 263

ammonium bromide 36.3 6.3 CngEx

hexadecyldimethyl ammonium bromide | 425 113 Triton X-100 238 250
jum chloride 338 75 NP 40 263 225

Tetradecyl trimethyl ammonium bromide | 43,2 1.2 Cn sorbitan Ex

Deoxycholate 16.3 125 Tween 40 37.0 30.0

Taurocholate 234 188 Tween 60 6.2 127

CHAPS 300 253

CHAPSO 250 | 268 | Refolding 32: &4 5|20 B} wAM 24 100%

Deoxy BigCHAPS 275 2715

Refolding CA KitE 0|&8t EHHZIO| refolding

EIRAMEHOIM BHAMSH lysozymeQ refolding 82

[ omswmis  Josm[ons

4 < Denature(6 M GdnCl, 40 mM DTT)

CTAB 689 918
SB3-14 803 | es2 | (RT16N)
SB12 348 424 4« Detergent Buffer(2 mM DL-cystine)
ammonium bromide 687 66.7 (RT’ 1 h)
ammonium bromide | 58.0 772 1« CAsolution(0,6%)
hloride 499 39.2 .

o - : (RT, overnight)

Tetradecyl trimethyl ammonium bromide | 33.5 146

1 « 15,000 rpm x 10 min
Refolding 8: &M 3|202 H7} HAXN 84 100% 1

sup
(refolded Lysozime)

OIZ chaperoneSZ 8t 0|24 HIHEAMA|

1) SB3-14:
N-Tetradecyl-N, N-dimethyl-3-ammonio-1-propane-sulfonate
(0] CHs

1] |

“0=S=CH,CH,CH, —N*=(CH,);5CH CiHiNOS
i PASEYA Sl ) ( 2)13 3 FW: 363.6
0 CH,

2) CTAB: Cetylmethyl ammonium bromide(CsTAB)
CH3 CisH2NBr

FW: 364.46
CH3(CHy)15 —N+ CH3Br™ CMC: 0,92 mM
CH3 monomer/micell: 169

Refolding & M= B| 1% 0|

012 chaperone2Z S8t H|0|2A HHEMK|

1) Tween 40: polyoxyethylene sorbitan monopalmitate
Cresorbitan Ex

2) Tween 60: polyoxyethylene sorbitan monopalmitate
Cissorbitan Ez CMC: 27 mg/l

‘,f O(CH,CH,0),H

C

VNVVV N O(CH,CH,0)CHy - CH - CHO(CH,CHR0) W H
Ve

o

N

nextyszew | CHo~CHIO(CHCHO)H

EHRIMEN(DTT EXH)0IA HAstH
lysozyme?] refolding 2
- Glutathion2| Y&k

=) 0
2 mM DL-cystine 92
GSH/GSSG 1 0
2 575
5 923
10 882
20 0

GSH: giuttion; GSSG: oxidized glutathion
Refolding 28: &4 3|20=2 o} HAN &4 100%
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4. Inclusion body H& 0|2} troubleshooting

Inclusion body 1EtH(~10 mg/ml protein)
1 - GdnCl(6 M: final concentration)
DTT(40 mM: final concentration)
(RT, 1h)
1 «— 70 vol. 0.05% detergent butter(2 mM DL-cystine)
(RT, 1h)
3 < CAsolution(0.6%: final concentration)
(RT, 1~ overnight)
1 < 15000mpm x 10 min

-1

sup

- SDS-PAGEO|A Z3lf 2ol
(refolded protein) e
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[ C-type lectin-like domain(CTLD)

1 CAsolution(0,6%: inal concentration)
(RT, 1~ overnight)

3 15000 rpm x 10 min

Refolded CTLD

Refolded extarcellular domain

“1: Lowrysd &2t 25-30 mg/ml
“2: AUFAREY F unfolding A &7}
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