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2| |2l Excellose 0] MBP (maltose binding protein)2} ME#M O 2 ABtSt= ligandE
E 50 MBP &g CHHEZ onestepl 2 HX|St7| {5 A= Hltd A 20rE )
o SA| &L C

MBP Excellose ®= @HIO|Q 20| 7j'dot CHElA QI HEO|E E2|HNE AZ0LED
o

MBP Excellose®= JX| 55 S A Lo 2} CHefot JEi 2 M= AS LT

- Binding MNZ
I f=N=bs!
M= AHE=H capacity* | gzt Cat. No.
o AZFO| HIQFH(I ml ~ 10 ml)| 75 g/ 20
oz By HHAZ Fi spin AEx-MC-SK20
MIoP cellose® | . chuyg ) mztg Ajme | coumn | 08
n Ki INal vol.
g s17) loh sreio) e me | (MEYOL | S2 | apcmesko
=Ty 250 pl)
o HHQFH(20 ml ~ 100 ml)
OR £H CHHHZ FH|
MBP « Yo E0| X2 CHHE | ~ 1 mg/
o 3ml | AEx-MC-M03
MiniExcellose® MM EHES x| ™5}617| column
Qlsh shol B Mg
A SH
T o

10 ml AEx-MB-1
50 ml AEx-MB-2
100 ml AEx-MB-3
*Binding capacityZE 2|dl| A& =l FHEEE -2 maltose binding protein (MBP, 40 kDa)O| &%

E S5 AEHE B3 2 2E 22 cell lysates & Ef 2 L|C}.
L LT LT TR TR LT

>300 pg/

e CH2F CIEHRIO] XX .
MBP Excellose &k CHedE o] MK resin ml




Flow Chart of Process using MBP Excellose® Spin Kit
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AZO0EOOSM 7t X 20| % 2 (affinity) A =0rEAfnl= Z2{0f 7t
T Ol ZEN o2 AEED U= A HEYLCE 2L 2 =20 HHHES FAX}
OHCHE SHJHX| WY 22 %%mol OEE E %Wi FL|CF. EH':' =9 74—‘%, X0l |
HS =EsH| o| HH = L0 AJAE R % FF0| £ Asi o gLt 2 ool K
S=e wHe Y gyl Y HZZQILITE waka HHBIaR: she EES nes
2 A7 fliM= Mzl oLt f% HHAA”O] = UE[0{X|= 0| HtEHE| LT}
® Kit contents
Product Quantity Cat. No. Component Composition (1X7|=)
10 X 20 mM Tris-HCl (pH 7.4),
hing buff 0.2 M NaCl,
Washing buffer | 1"\ EDTA
MBP
Excellose® 20 rxn AEx-MC- 1X 1 X Washing buffer
Spin Kit (20) SK20 Elution buffer | + 10 mM maltose
Spin column 20
Collection tube | 20
10 X 20 mM Tris-HCl (pH 7.4),
hi . 0.2 M Nadl,
Washing buffer | 1" v EDTA
MBP
Excellose® 52 rxn AEx-MC- 1X 1 X Washing buffer
Spin Kit (50) SK50 Elution buffer + 10 mM maltose
Spin column 52
Collection tube | 52




® Preparation of the cell lysate
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Ol LAHE0 =2 ZR(>10mg / liter)tl= 2l BHAM2| 5XZ2 = M0 &L
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1) Mot DA ol= SHSE ZMZ3 washing bufferE BIRHLE =2
2) Washing bufferE CHoH A i) 22 puffer systemS Z HE R A AFZ0HAIH E LILCH

ex) CHeH & 294 - 50 mM sodium acetate, 0.3 M NaCl, pH 6.0 &2

-1) IS EH cell@ CHAl 9|19 M buffer system2 ¥ & 45 U1 dialysisE 0/&6H0
buffer &g == JUSLICH
CHEH Al Z o0 : 20 mM Tris-HCL, 200 mM NaCl, 1 mM EDTA, pH 7.4
Washing buffer : 20 mM Tris-HCL, 200 mM NaCl, 1 mM EDTA, pH 7.4
Elution buffer : Washing buffer + 10 mM maltose

-2) CHEHE 2o 1 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 maltose
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Instrument and lab supplies
Table top centrifuge, 1.5 ml microtubes, microtube rack

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

1. Collection tube®| spin columnE 7|2 ¥ 00|32 FEHof| =&54Ct
2. MBP Excellose®E & EE0 A2 = 0.5 ml ¥ ZHo|| EFgct

(final resin vol. 0.25 ml).

- Yetst okE 2350 A S A|CHH microtubed]| pipet= 0| &35H01 0.25 mle|
D.W.E &H7lslod RAMHE FAI5tD EAIE 2HE MBP Excellose® & & 7}5H04
volumeS StF0f AL SHA|H F L T},

3. 700 X g (2F 2,000 rpm)of| A 227+ &M 22| St F collection tube?t2| eluateE
2L Ct,

4. Washing buffer 0.5 ml 7} 8t ¥ pipetingS 55101 & AJo{ F4C}.
2272 A E2| 3 F collection tube 22| eluateS H &L Cl.

5. Spin columnol| EHYZE! 29 2 0,5 ml 7}5l1 pipetingE 535101 & AHHZE £
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6. ZHE S35t flow-through fraction2 microtubeol| £+ EUCl.
7. Washing buffer£ 0.5 ml 7}5}1 pipeting2 35101 & Ao|= & 227t
HMEo|gHhERA| 28] O HiS),



- 4 80| 2 el E 2 washing2 23] =™ SF L CE 2L 23S0
2 3

3] 2| washingO|

8. Z¥ 2 S35t wash fractiong ZolEHC}.
9. Elution BufferS 0.3 ml 7}3l1 pipetingE §35l0{ & 40| = Zof
- 2852l elutiong #l5t0{ =[5 @ IHE resinzt S 2| bufferg &
pipeting2 2 5&35| 4{0{&F = A& 22|k
10. ZH & S3¢Et eluateE 2o} 22 CE
11. SDS-PAGEE 0| &35} purification yield& 24 g C},
- CHH A 2o 1} flow-through fraction, wash fraction, elution fractionT=2 2
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® Before starting

Ol =0l M=% = MBP MiniExcellose® 22 |4 Zc2|J| (&l S8 2 0|Estt=
SE0HOE & YA &YSH MBP Excellose® Spin Kit AFE 2 0t S AFEFLICH

2 H=20 Ma3&le d8He OtE LetNol IHZALLICH et AFEAES
CHEH Al ASH EM

dof w2l FH =zio] Eetd =2 AsH ek

Composition of MBP MiniExcellose®

A/ Column cap

GG
SR

Excellose® resin

End cap ——» A Frits

Test tube

Buffers

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

1. Column capz} EZ=H 2 X HEHcl.
2. End cap2 M A5t EEH2 test tube} HAZ35}0{ 2ol A CY,
- M Zoll 7= test tubeE2 A AAAl Ho| Z2|l= U2 U7 25+
tube ®1 %0l 22 FHO| F0IH AEHCh
Washing buffer 6 ml2 Z&oll &gl
F3Ho| 2|510{ 2o}l washing buffers B & L C},
3, 4 CHAE &hH O BHS gt
ZYof cHi A M ES 7t 2 H 2 SHSt flow-through fractionS
tubeol| 2olgLHcCl.
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gt &, washing buffer 6 ml & 7|t}

raction2 tubeo| 2ol C}.
Z 2l 42 washing2 23| 8= SEgtHch a2t s 20|
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9. Elution bufferE 3 ml 75t A& & St eluateE Zof E2HEHHCE
- 28582l elutiong ?/5t0{ = A35F M ILHE resinzt S 0| AH2| bufferE & 7+8H04
elution 2t Cl.
- 2 M Eoll 32 == tubes| AR = &
Hustif= MZ 2 tubeZ SHM 225l
10. SDS-PAGEE 0| &35} purification yield& 24{ g C},
- CHH AL 2o 3} flow-through fraction, wash fraction, elution fractionT™=2 2
SDS-PAGE Z 0| A 282 AU CH 7o A= E 22 L ukA
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® Batch protocol

Instrument and lab supplies
Column, LC system

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

30| A= tubeE 0| X .

7|zE& F&3| Mg cHdegasing).
3. MBP Excellose®% J|ZEIEO07IX] L= AHY orZof F2|YE o0 HAS|
w2l 2l & w2t §§5§ st c}.

4. ResinO| &3] 7I2t 2t2™ LC systemzt A& sH |,
5. £%I5t resinol| resin volume2| 3 ~ 5 HH MTo| D.W.E &8 FUch
6. Washing bufferE resin volume?2| 5t =& &2 resin2 25| ¥&st

AlZuch,

7. Columnof| CHH A 2 2 71510] resint} CHi A SMo| A e = =5 gt

% 215t resin volume?2| binding capacityS 1125t0{ X & 5t CHHZl ZoH S
loading &t Ct.

8. Washing bufferZ resin volume2| 58 M= = £2{ Z &stX| g2 chy =T}
contaminant protein2 A7 gHCl.

9. Elution BufferE resin volume?| 54 8= &2 FUC}.

11. Column2 S2}3t fractions2 SDS-PAGEE 0|-&3510{ purification yield&

|0
Hu

- CHH AL 2o 1} flow-through fraction, wash fraction, elution fractionT
SDS-PAGE Z 0| HA 2582 SARHCH 7o HAZE g2 Aol
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® Regeneration & storage

1. Packing®! resinol| resin volume®2| 5 8t H£<2| D.W.& E{F4C}

2. ColumnOi| C}tAl resin volume?| 54 Li X| 10U 32 DT SEEMH(50 mM Tris-
HCl, 2 M NaCl)E &d resin0ll Z5tH 20 UAS = A= contaminant protein=S
RIAELICE

3. s d2HE HIHGH)| /6t CHAl resin volume?2| 5 8l B =2| D.W.E

EHE4cCh

4, 2|2 AL235P7| Y5l M= washing bufferE £& resin2 S 23] &3l A7)
* dH AEs gt
orl AD|2F E2E Al0lE 20% ethanol SHE £ 0|MES 22 H resin2



Troubleshooti ng Guide Iy,

CHOH X 0| MBP Excellose®2t Z&otX|l 2= 3R

1) MBP tag? ZM RS =0l SequencingE Sl sequence &2l & reading frame X2 &tC}.

2) MBP tag2| maltose binding A 29| denaturantsLt detergentsE EOtot0] Al UAE S S SHCY.

20| HHE AX A 02 =

2a<

3) ZE X0l HEoHAl &2 & D= 89 buffer2l pHIOt 22X &0l (resing &3t Al2! buffer2t

< CHOR A ZOHO| pHOL CHE 22 Z &0l LA LIKI 220 aggregationOl
SMs > & Q) &Lt

SHER A 0| washing Ut S0l 2&£&5= 2=

1) Buffer2 2X N 5t pHOI X| 2H0ISHCE,

2) MBP tag2l maltose binding 2 29| denaturantsLt detergentsE EJtotd Ml UES =& SHCH.

S22 YR I20| A PRI A

ooz 52 &2

AMUE = HHAQ BN = B

1) 2% 24 ZHUE S 2 HR R2 20 2HE &= A2H A=201AM CHAl
AES =B

CHHA Q| elution HE S0l ESHX U= 3=

1) Elution =24 &0l Maltose2| =< Lt salts? s =5 =0IC}.

SHEH A O] elution UE =0l CHE H 2 contaminant proteindt & E== &<

1) S A S2+9| interaction & ~ 20 mM B-mercaptoethanolZ2 &JI5t(H S-S Z&2 2 3tAIZICH

Al Salts 2 detergents? s & =0 =Lt
Washing & H 0l A buffer(il ethanolO| L+ glycerol2 & I+l Al washing
£ =&t




