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Glutathione Excellose® = @HI0|2ZZ M 0] I st A L BHIE0| &

OrEHIl €l Excellosetl GST (glutathione S-transferase)2t &M O Z A& o=
ligandE =2 6t0 GST & SHHME S one-step2 2 HHMISHI| 2ol AIE6t= &lgtd A2
OtEcHIl Xl LICH

Glutathione Excellose®= &M s& & AAH LA Tt CH&s FEIZ M3 S0 JUSLICH
= MBS Binding M3 Cat. No
= capacity* 22t T
o A0 HHLYMH@A mI~10ml) | 75 ng/
Glutathione oz B HHES HA| spin 20| AEX-GL-SK20
Excellose® e i NI ZAS Fms | column | DTS
i Wi = ol =l = o - (final vol. 52
Spin Kit c;Dl :I of B0 22 48 | rresine | rxns | AEX-GL-SK50
s =g 250 ul)
- HH 224 (20 mI ~ 100 ml)
o=z 2 A Z HA
Glutathione - 2B E0 ¥2 HHE 9 ~1mg/
MiniExcellose® | HRZE21S 2= 3610 column | 3Mb | ABX-GL-MO3
Qo srEtol e MBS
8
| hi / 10 ml AExX-GL-1
>
Clutathione | | ryoy crunziof = 2300197 | oo 1 | AEX-GL-2
Excellose resin ml
100 ml AEx-GL-3

*Binding capacityES <ol ALEE TS A 2 glutathione S-transferase (GST, 25 kDa)0l &&
TEE dANEE T2 2H L2 cell lysates & EHLICE.
O



Flow Chart of Process using Glutathione Excellose® Spin Kit  mummmmmmmmmmmm
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Protocols of Glutathione Excellose® Spin Kit
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® Kit contents

Product Quantity Cat. No. Component Composition (1X J| &)

10 X PBS (137 mM NaCl, 2.7 mM
. KClI, 10 mM Na,HPO,,
Washing buffer 2 mM KH,PO,)

Glutathione

Excellose® Spin 20 rxn AEX-GL- 1X PBS + 10 mM reduced
Kit (20) SK20 Elution buffer | glutathione
Spin column 20
Collection tube | 20
10 X PBS (137 mM NaCl, 2.7 mM
. KClI, 10 mM Na,HPO,,
Washing buffer 2 mM KH,PO,)
Glutathione
Excellose® Spin | 52 rxn AEX-GL- 1X PBS + 10 mM reduced
Kit (50) SK50 Elution buffer | glutathione

Spin column 52

Collection tube | 52




# Preparation of the cell lysate

AIZIIA0| 2 Al SDS-PAGEZ o Al 511Xt St SHHAo| HH(28H GHE, I8
S CHUiE) 9 GOl WHBS HOIBLIC

CIHeHZI O] U E0| =2 SR> 10 mg / liter)0fl= il BHLHO| 5X 2 s=HTHHOF &
LICH. CIAl ZollA AHMGIHDAN 6t SHBHAQ| HEE8 &2 JIE4 SHAQ|2tH 10 mlIC
Hi oM 2 2 mI2Q| bufferr & & DIt sonication &t Z0| A 2CIE Soll ASHE 3l
ote ELIcH

CIHBHZI O] &t 20| 2 2R (2~5mg/liter), Al BIYMO 20XxZ2 =2 50| €2
&HLICY.

*HEEUH HMSE= EHEAE 018 E S buffer= washing bufferE ALE0HAIH &L

Ct. Ot HHISHDAt St= HBHE SH ) 2 U= 0l ArE &l = washing bufferJt Ct2Ct

™

1) B Mot DX ol= S A S = washing bufferE HIRI{LE E2
2) Washing bufferE StHBH A o0 22 puffer systemS Z HIR A AFE6HAI S E LICY.

ex) cHeH & Z o _ 50 mM sodium acetate, 0.3 M NaCl, pH 6.02 &<

-1) dS2H cell2 THAl 9199 M buffer system2 = =& U1 dialysisE 0| &35t
buffer &g == ASLICH
CHend =98 - PBS, pH 7.4
Washing buffer : PBS, pH 7.4
Elution buffer : Washing buffer + 10 mM reduced glutathione

-2) SHEH A 2o - 50 mM sodium acetate, 0.3 M NaCl, pH 6.0
Washing buffer : 50 mM sodium acetate, 0.3 M NaCl, pH 6.0
Elution buffer : Washing buffer + 10 mM reduced glutathione
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Instrument and lab supplies
Table top centrifuge, 1.5ml microtubes, microtube rack

Buffers
Washing Buffer : PBS (137 mM NaCl, 2.7 mM KCI, 10 mM Na,HPO,, 2 mM KH,POQ,), pH 7.4
Elution Buffer : washing buffer + 10 mM reduced glutathione

1. Collection tubed spin columng 7|

=

(=]
.
2. Glutathione Excellose®S & EE50{ A

(final resin vol. 0.25 ml).
- XMEtsE ks H=517 Al OA|

< olo| 32 FE=o| =54cCh
2 F0.5ml 4 AFHo 2Fect

o Cta
D.W.E &H7lst0] RMEHICZE &

|3P_T’_ EA|=l 2FZ Glutathione Excellose®
& 71501 volumeS HF 0| ARSSIA|H E L O}
3.700 X g (2f 2,000 rpm)ollM 227 M E2| & = collection tube2te| eluateE

H & Lt
4. Washing bufferg& 0.5 ml 7}&t & pipetingS &350 & 40| FLC}|.
22t 2lAl2e| 8 F collection tube 2| eluateE B &L},
5. Spin columnoi| ':._F“—*.' Xl 292 0.5 ml 75t1 pipetingS 35101 & 410
22 7F Ab=of gbx| st —?—Oﬂ 227 AAEelgct.

H g2 ot o Bh=stHE A yieldE
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=2 £ UGt
-AAMEE HEEc ol EeHch AMEE HE7HHF ot A gomt
resinO| & &3st= AlZto| & OW M binding capacity7t Sot& 4= LSt
- A EEAIZE2 THHA o] S5 E MEjut Mo w2t o B2 AlZHO|
228 =5 A&EHCH

6. ZH 2 S3st flow-through fraction2 microtubeo| £ U Cl.
7. Washing buffer& 0.5 ml 7}l pipeting2 &§3510{ & Aol= & 2274
A Ee| g chE A 23] O HHS).
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9. Elution buffer& 0.3 ml 7|32 pipeting® S50 & 40| & 0] =
7+ resintt S 22| bufferg &7+5t04

S b
[ =]
1o 22| g cf

=285l elutlonE ?|stod =[2et
pipetingR 2 S 25| Ho|& =
10. ZH S 515t eluateE Zol Eatghct.
11. SDS-PAGEE 0| -&3}0q purification yield& 24 & C}.
- CHH R 200 3} flow-through fraction, wash fraction, elution fraction®™
SDS-PAGE Z0{ ™A E88 BAMTLCH A7(of =& L2 dBtEel
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Protocols of Glutathione MiniEXce !l 0Se™ - ummmmmmmmmmmmmmmmmmmmmmmmmmmm

® Before starting
02 ol M S %= Glutathione Miniexcellose® 22 A 20| ol SSHE
Ol8stli= 228 OUHE & M & &t Glutathione Excellose® Spin Kit At& 28 1t
SAELICH 2 H=20 MSE= g8He JrE Lol /A LICH
et ALE At CHH A Aot EMof mfat MA x=740| a2t == ASH ot

-

Composition of Glutathione MiniExcellose®

»\/ Column cap
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Excellose® resin

End cap ——= x Frits

Test tube

Buffers

Washing Buffer : PBS, pH 7.4
Elution Buffer : Washing buffer + 10 mM reduced glutathione

1. Column captt 2EZEMH S A HEHCH
2. End cap2 M35t HEHS test tubet HZ3t0{ 2Hof| 1™ FH .
- M Zoll 7= test tube=2 ZEH I AZA| o] el WS U] ¢

tube ¢/ &0 22 FHO| 0 USH Ct.

ol

tod

3. Washing buffer 6 mI2 Z&o| 2F&hc}.

4. 3ol 2510 2olZ washing bufferE B &L C}.

5. 3,4 HAE & o ghg st

6. ZHEol CHE A MES Jtstn ZEH S S1t8 flow-through fraction2 tubed|
2ots4ch
- W g0 2 CH A oo A 6 IS SHH O BH55tM MK yieldE
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HEZ M tubet HZSH F, washing buffer 6 ml2 7}&ct.

A3 2 E1}8t wash fractionS tubeol 2olE4C}.

- e 80| =2 chl Aol A2 washing2 23] =M S28UCh a2 we 0|
S22 CHHAS AR =2 oo HHAZ HI| 2 M 33| 2| washingOl
et

9. Elution bufferg& 3 ml 7tst11 A& & &1t eluateE Zof E s}

- 22282l elution= #15t0{ =2t MItE resintt S 0] &ke| bufferE & 7tsH0d
elution 2 Cf.

- 2 M E0 32 == tubel| AEHRO = E2 FHO| E0{H U= A E eluateE
2ot i= MER tubeR FHAM 26 FAI7] HEEfH T}

. SDS-PAGEE 0| &3}0q purification yieldE 24 g C}.

CHl 2l Z o1} flow-through fraction, wash fraction, elution fraction™2 2

SDS-PAGE Z 0| A 282 AL CH 70 gz 22 Lt ol

HHO ZAM ALKt CHH A Ao SEMof w2t A 2ol H2lE =2 JUSLH C

_l H=H T



Protocols of Glutathione Exce 1S e® i

® Batch protocol

Instrument and lab supplies
Column, LC system

Buffers

Washing Buffer : PBS, pH 7.4
Elution Buffer : washing buffer + 10 mM reduced glutathione

2l
+320| U= tubeE 0| Zsl S Ct.

2. Resin 2toll A= 7|2 E FSE3| ®MFHECl(degasing).

3. Glutathione Excellose®& 7| Z7} E0{7}X| =8 ZEH otZof| F2|2fHE i

MAMS| Fe| o £ w2 E2| =& s

4. ResinO| &3] 72| ¢t2™ LC systemzt ¢1Z gt}

5. 218t resinoll resin volume?2| 3~ 5t ATl D.W.E &&{FLC|

6. Washing bufferg resin volume®| 58 =& =2 resin

Algiuch,

7. Columnoi| S A M S 715109 resin} CH Al 2oo| AEtE| == g},
5
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- 7218t resin volume®2| binding capacityE 112
loading &4 Ct.
8. Washing bufferZ resin volume2| 58 M2 &2 Z &l
contaminant protein2 |7 gt Ct.
9. Elution BufferZ resin volume2| 58] M & &2 Fuicl.
10. Column2 &3+8t fractions2 SDS-PAGEE 0| &35}0q purification yield&

=M gt

- CHed AL 200 1 flow-through fraction, wash fraction, elution fractionT=2 2
SDS-PAGE Z0] dH 282 SA gt A7(o AAZE B2 X ol
HHHO 2 A AL ALe| T A At EMof w2l HA 2o HetE =5 AS L.



#® Regeneration & storage

1. £%I8k resinoll resin volume?| 5 B A =2| D.W.E &= LIl

2. ColumnOil resin volume2| 58 & %=2| 50 mM Tris-HCI, 0.5 M NaCl, pH 8.5
Mg £ SLICL
CtAl resin volume2| 5 8 2| D.W.E &3 S4Ct.

4. ColumnOf| resin volume2| 58f & &2 100 mM sodium acetate, 0.5 M NaCl,
pH 4.5 EXS & SLICH

5. Resin volume?| 5 8 2| D.W.E CIA| &2 4 C}.

6. ZHI=2 AL&3st7| 28 M= washing bufferg

A A8 e Fetch
2

EH resin2 S25| WS AZI =

2h 228 Al0ll= 20% ethanol 8US €21 D14 S22 H resing



Troubleshootin g G Ul 0

SHOH X 0| Glutathione Excellose®2t 280t 2= 2

1) GST tag2l EMH =R &0l SequencingS Sl sequence ¢! ¥ reading frame X 2 &tCt.

2) GST tag2l glutathione A 29| denaturantsLt detergentsE &EIIot0 E X UE S s SHCL.

binding 20| A XA

ooz 2 A2

3) ZE 0| HESHK 22 & 2= 89Dt buffer?] pHIt 22X &0 (resing E &3t Al2! buffer2t

? CHOHA ZOHO| pHIL CHE 22 Z &0l LA LAl 220 aggregationO|
grAst &~ © QI) Stk

SHER A 0] washing Ut E S0l 2£&= 2=

1) Buffer2 Xl X85t pHOI Xl 2HOISHCE,

2) GST tagQl glutathione A 29| denaturantsLt detergentsE &EIIot0 E XM UE S =S

binding 22| 22 =0| A

XA ooz H2 F2R

MUY E HHAQ| BNE = 2L

1) 2% 2H FHUE 5 2 UHSR X2 IR0 LME &= ACH 420 M CHAl
S B

CHH A Q| elution A S0l ESTX %= B2

1) Elution =21 &0l Glutathione2 =& Lt saltsQ &5 =0IC}.

SHEHEO] elution A S0 CHE &2 contaminant proteindt & E£& &2

1) St A =S2t9| interaction 2 ~ 20 mM B-mercaptoethanolS & JIGHK S-S Z&2 24 3HAIZICH

Al Salts &2 detergentsl s =W EL.
Washing SHH 0l Al buffer0il ethanolO| Lt glycerol2 & Jtoll Al washing
=S =5t




