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Protocols of Glutathione Excellose® Spin Kit
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CHHZI O] HEHE0| 2 Z2 (2~ 5mg/liter), JcH BHLHO 20XZ2 =2 =01 2
QErLIC.
*HREU HMsE= BHLHdE 0l8E B2 equilibration bufferE AFEotAISH ELICH
et Mot Xt ot= S A M =2 0= 0l AtE &l = equilibration bufferJt
ctet®
1) XIot X ot= HWMAE ZEMS equilibration buffer2 HHH2HLE 2
2) equilibration bufferE HH98 & Z M 2+ 2 buffer system B Al AFEGHAIS E LILCH.
ex) CHH&E Z 9% - 50 mM sodium acetate, 0.3 M NaCl, pH 6.0 Z2<
-1) S 2H cells ChAl I Al buffer systemS X= =% U 1 dialysisE 0I5t

buffer W&tg == ASLICEH

CHendl =98 : PBS, pH 7.4

Equilibration buffer : PBS, pH 7.4

Elution buffer : Equilibration buffer + 10 mM reduced glutathione
-2) SHEHZ ZOH - 50 mM sodium acetate, 0.3 M NaCl, pH 6.0

Equilibration buffer : 50 mM sodium acetate, 0.3 M NaCl, pH 6.0

Elution buffer : Equilibration buffer + 10 mM reduced glutathione
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Instrument and lab supplies
Table top centrifuge, 1.5ml microtubes and microtube rack

Buffers
Washing Buffer : 20mM Tris-HCL, 0.2M NaCl, 1 mM EDTA, pH 7.4
Elution Buffer : Equilibration buffer + 10 mM maltose

1. Collection Tube®l Spin Columng 7|2 ¥ Ojo|3A =2 FEHo| 5Ll
2. MBP Excellose®E & EE0 A2 ¥ 0.5 ml 4 HHol| 2t
(final resin vol. 0.25 ml).
- Yetst k2 EFot A S A CHH microtubed| pipet= 0 &304 0.25 mle|
D.W.E H7tol RAH S Z F A5t EA|E 2HS MBP Excellose® £ & 7+5104
volumeS SF0{ ALEZSHA|H E LT
3. 700 X g (2F 2,000 rpm)ollA 227+ § A 22| SF F collection tube 2| eluateE
L Ct
4. Washing BufferE 0.5 ml 7|8t ¥ pipetingS S35t0{ & 4{0o{ F4C}.
2227 | E2| 8 % collection tube?t2| eluateE H &L Cl.
5. Spin columnol| EHYE ZH S 0.5 ml 7P°LT’_ plpetng S5t 2 HEF
2E272H 420 &
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6. ZH 2 5315k flow-through fraction2 0l0| A2F =0l FAHSUCH
7. Washing Buffer& 0.5 ml 7}5l2 pipetingS &3510 & 4AJol= & 2224
YA E2|FHCHE A 28] O HHS).
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10. ZH 2 S}t eluateE 2o} E2tgHCt.
11. SDS-PAGEE 0| &35}0] purification yield& &4 &},

- CHH AL 200 1) flow-through fraction, wash fraction, elution fractiont=2 2
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® Before starting
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Composition of Glutathione MiniExcellose®
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Buffers
Washing Buffer : PBS, pH 7.4
Elution Buffer : Washing buffer + 10 mM reduced glutathione

1. Column cap} 2 &% 2 H A5l equilibration buffer 6 mlS 7t Cl,

2. End cap2 M A3t EEH2 test tubel} (42 35}0{ 2ol DY EHCY,

- | Zoll H7HE test tubeS 2 ZE T AZA| Aol Zal= AWS Y| 250
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® Batch protocol
Instrument and lab supplies
column, LC system
Buffers
Washing Buffer : PBS, pH 7.4
Elution Buffer : Equilibration buffer + 10 mM reduced glutathione
1. 2 R2EH 2R 2| resing HAAZIHE o] 83| EF 84t
2. Resin ool U= 7|ZE S F9| M AH g ch(degasing).
3. Glutathione Excellose®E 7| 27| E0{7}X| =& ZHEH tFo| Fe|UE D
HES| 72| i & w2t 22| =5 ot
4. Resin0| 23] 7|2} g™ LC systemz} QA ML,
5. Packing$t resinol| resin volume<2| 3 ~ 5 Hf HX=2| D.W.E E2{&F4C
6. Equilibration BufferE resin volume2| 54 =& &£2] resin2 S£235| &3t
Alguct
7. Columnoi| Y Z M S 715101 resint} CHY & SMHo| AE= =5 gt
- Packingst resin volume2| binding capacityS 1125t0{ A& ot G Zl S5
loading &L Ct.
8. Equilibration BufferE resin volume?2| 5t M == E2{ Z &stX| 2 il A m}
contaminant protein2 |7 g Cl.
9. Elution BufferZ resin volume2| 28] M = £&{ EuUCl.
10. Column2 S2}5t fractions= SDS-PAGEE 0| &310{ purification yieldS
=gt
- CHEH AL 200 1} flow-through fraction, wash fraction, elution fractionT=2 2
SDS-PAGE Z 0| MM 282 A HCH M7|o AZE HH2 LBrA 2l
SHHO 2 M ALSAte| CHl A et SMof w2t A gol g2t == AsH ot
OO A A



H S4ct

 SLICH
4, ColumnOil CtAl resin volume2| 58 & &2 100 mM sodium acetate, 0.5 M NaCl
Halst A7

OO O O O
® Regeneration & storage
1. Packing®t resin0l| resin volume®2| 5 tf §=2| D.W.E & &4}
2. ColumnOl resin volume?| 58 & =2 50 mM Tris-HCl, 0.5 M NaCl, pH 8.5
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CHBH X 0| Glutathione Excellose®2t 2 &0tk 2= &R
1) GST tag2 EM RS =0l sequencing2 S0l sequence &2l 2! reading frame Xl 3 &tC}.

=~ sHS

2) GST tagQ| glutathione bindig | 22| denaturantsLt detergentsE & II5t0 E X A& S =& StC.
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20| HHE AX A CZE =

232

3) ZEEAH0| Motk 22 & 2E EH I buffer pHIt 22X &2l (resing E &3t Al2! buffer2t

< CHoR A ZOHO| pHOL OHE 22 Z &0l 2 H Ul 220 aggregationOl
g &~ QI E) St

SHER A 0| washing & S0 E2d= Z2<2

1) Buffer2| X X 55t pHOI K| EHOISHCE,

2) GST tag?l glutathione 29| denaturantsL} detergentsE & Jtot0d M W& S =&istl}.

bindig &2 YR F0| HHA

XA ooz z2 8

MY = A ANE= 2R

1) 2% 22X FHME S 2D HUR RS 30 Y = A2H &=20A CHA
S astl.

S A 0] elution UHHE S0 2K @E= =R

1) Elution 24 &0l Glutathione2| s Ut salts?l s =& =0IC}.

SHEH A O] elution HE S0l CHE Z 2 contaminant proteinit & E2E 2R

1) S A S2+9| interaction & ~ 20 mM B-mercaptoethanolE &JI6t0H S-S Z2& S 2 3tAl2ICH

Al Salts 2 detergent2 s & =0 &L,

Washing ©HH 0l A bufferdil ethanolO| L+ glycerolE2 & I+l Al washing
£ =&stlt.




