Code No. 114-01071 ( 2 mL, Net volume 1mL)
110-01073 (10 mL, Net volume 5mL)
118-01074 (50 mL, Net volume 25 mL)

For Genetic Research

KANEKA KanCapA™

KANEKA KanCapA™ is an affinity chromatography resin
immobilized Protein A. It was designed for the purification of
biomolecules containing an Fc region of immunoglobulin and its
derivatives derived from biological samples and cell culture media.
KANEKA KanCapA™ is composed of highly cross-linked cellu-
lose beads and Alkaline Resistant Protein A ligand. KANEKA
KanCapA™ can be used for affinity purification of IgG at
development, pilot, etc.

Features

1. Alkaline Stability and Long Life Cycle

2. Optimized Elution pH

3. High Binding Capacity

4. High Flow Rate Operation and Easy Scale Up from Pilot to
large-scale Process

(Product Description]
Table 1 :
Physical and chemical properties of KANEKA KanCapA™

Base Matrix

Highly cross-linked cellulose

Average Particle Size? | 65-85 ym

Ligand Recombinant Protein A (Alkaline Resistant)

Coupling Chemistry Reductive amination

Dynamic Binding > 35 mg human polyclonal IgG/mL packed

Capacity? resin

X . Stable in commonly used solvents in affinity
Chemical Stability?
chromatography

Working pH Range® pH 2-pH13

CIP (Cleaning In Place) | 0.1-0.5 mol/L sodium hydroxide, 6-8 mol/L

condition®

urea, 6 mol/L guanidine hydrochloride
Operational Flow Rate | Up to 500 cm/h (bed height : 20~25 cm)

Residence Time

>3 min (4~6 min. is recommended)
Slurry in 20% ethanol at 2~10C

Storage Condition®

1) Average particle size is medium particle size of the cumulative
volume distribution.

2) 5% dynamic binding capacity is determined by frontal analysis
at 3 minutes of residence time.

3) Alkaline conditions can be used for CIP but are unsuitable
for long term exposure.

4) Avoid freezing.
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[Required reagents and materials]
Centrifuge, Rotator, Vortex mixer, 1.5 mL microcentrifuge tube
Please prepare other solutions, such as binding buffer etc,
according to the protocol.

[(Protocol]
Please prepare sample (cell lysate, tissue extract, ascites fluid,
conditioned culture medium etc.) depending on the situation.

1. Prewashing of KANEKA KanCapA™

1) Suspend KANEKA KanCapA™ by vortex mixer and
make beads uniform.

2) Transfer 50 #L (Net beads volume 25 L) of KANEKA
KanCapA™ into a 1.5 mL microcentrifuge tube*1.

3) Centrifuge at 5,000-8,000 X g for 30 seconds at 4 C.

4) Incubate it for 1-2 minutes on ice.

5) Remove the supernatant carefully not to aspirate beads.

6) Add500 ¢L of binding buffer®2 and suspend it by vortex
mixer.

7) Centrifuge at 5,000-8,000 X g for 30 seconds at 4 C and
remove the supernatant carefully not to aspirate beads.

8) Repeat 6)-7) steps three times.

9) Add 25 xL of binding buffer*?. Total volume is 50 #L
(50% slurry)- - -

%1 Please examine an appropriate beads amount according to the
purpose.

22 Binding buffer : TBS buffer (50 mmol/L Tris, 150 mmol/L NaCl,
pH 7.5)

2. Immunoprecipitation
2-A In the case of cross-link is not performed (no cross-link)

1) Add 500 gL of cell lysate and one of antibody™® into
1.5mL microcentrifuge tube.

2) Incubate it for 1 hour or more at 4 C under gentle agita-
tion.

3) Add into 2).

4) Incubate it for 1 hour or more at 4 ‘C under gentle agita-
tion.

5) Centrifuge at 5,000-8,000 X g for 30 seconds at 4 C.

6) Remove the supernatant carefully not to aspirate beads.

7) Add 1.0 mL of binding buffer®* and suspend it by vortex
mixer.

8) Centrifuge at 5,000-8,000 X g for 30 seconds at 4 C and
remove the supernatant carefully not to aspirate beads.

9) Repeat 7)-8) steps three times.

10) Add 1.0 mL of washing buffer™> and suspend it by vortex
mixer.

11) Centrifuge at 5,000-8,000 X g for 30 seconds at 4 C and
remove the supernatant carefully not to aspirate beads.

- -+ [Antigen binding beads

%3 Additive amount
Serum : 0.5-5 oL
Hybridoma supernatant : 5-100 pL
Ascites fluid : 0.1-1 ¢L
Polyclonal antibody or Monoclonal antibody : 1-5 pg
24 Binding buffer : TBS buffer (50 mmol/L Tris, 150 mmol/L NaCl,
pH 7.5)
%5 Washing buffer : TBS buffer (50 mmol/L Tris, 150 mmol/L

NaCl, pH 7.5)
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2-B In the case of cross-link is performed (cross-link protocol)

1) Transfer into a new 1.5 mL micro
centrifuge tube.

2) Centrifuge at 5,000-8,000 X g for 30 seconds at 4 C.

3) Remove the supernatant carefully not to aspirate beads.

4) Add one of antibody*? into 3) immediately.

5) Incubate it for 15 minutes at 4 C under gentle agitation.

6) Centrifuge at 5,000-8,000 X g for 30 seconds at 4 C and
remove the supernatant carefully not to aspirate beads.

7) Add 1.0 mL of binding buffer®¢ and suspend it by
vortex mixer.

8) Centrifuge at 5,000-8,000 X g for 30 seconds at 4 C and
remove the supernatant carefully not to aspirate beads.

9) Add 1.0 mL of cross-link solution A*7 and suspend it by
vortex mixer.

10) Centrifuge at 5,000-8,000 X g for 30 seconds at 4 C and
remove the supernatant carefully not to aspirate beads.

11) Add 1.0 mL of cross-link solution B*8 and suspend it by
vortex mixer.

12) Incubate it for 15~60 minutes at 4 C~room tempera-
ture under gentle agitation.

13) Centrifuge at 5,000-8,000 X g for 30 seconds at 4 C and
remove the supernatant carefully not to aspirate beads.

14) Add 1.0 mL of cross-link solution A*7 and suspend it by
vortex mixer.

15) Centrifuge at 5,000-8,000 X g for 30 seconds at 4 C and
remove the supernatant carefully not to aspirate beads.

16) Add 1.0 mL of blocking buffer®® and suspend it by
vortex mixer.

17) Incubate it for 15 minutes at 4 ‘C~room temperature
under gentle agitation.

18) Centrifuge at 5,000-8,000 X g for 30 seconds at 4 C and
remove the supernatant carefully not to aspirate beads.

19) Add 1.0 mL of elution buffer®!® and suspend it by
vortex mixer.

20) Centrifuge at 5,000-8,000 X g for 30 seconds at 4 C and
remove the supernatant carefully not to aspirate beads.

21) Add 1.0 mL of binding buffer and suspend it by vortex
mixer.

22) Centrifuge at 5,000-8,000 X g for 30 seconds at 4 C and
remove the supernatant carefully not to aspirate beads.

23) Repeat 21)-22) steps twice.

24) Add 500 pL of cell lysate diluted with binding buffer
into 23).

25) Incubate it for 10~60 minutes at 4 C under gentle
agitation.

26) Centrifuge at 5,000-8,000 X g for 30 seconds at 4 ‘C and
remove the supernatant carefully not to aspirate beads*11.

27) Add 1.0 mL of washing buffer®!2 and suspend it by
vortex mixer.

28) Centrifuge at 5,000-8,000 X g for 30 seconds at 4 C and
remove the supernatant carefully not to aspirate beads*11.

29) Repeat 27)-28) steps three times.
- -+ [Antigen binding beads]
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%6 Binding buffer : TBS buffer (50 mmol/L Tris, 150 mmol/L
NaCl, pH 7.5)
In the case of mouse IgGy, we recommend use of 1.2 mol/L
KH,PO, buffer (pH 9.0).

X7 Cross-link solution A : 200 mmol/L Triethanolamine, pH 8.9

%8 Cross-link solution B : 50 mmol/L DMP (Dimethyl Pimelimi-
date Dihydrochloride) in 200 mmol/L Triethanolamine, pH 8.9

9 Blocking buffer : 200 mmol/L Ethanolamine, pH 8.9

2% 10 Elution buffer : 0.1 mol/L Glycine-HCI, pH 2.8

211 We recommend to store the supernatant without discarding.

%12 Washing buffer : TBS buffer (50 mmol/L Tris, 150 mmol/L
NaCl, pH 7.5)

3. Antibody purification

1) Transfer into a new 1.5 mL micro-
centrifuge tube.

2) Centrifuge at 5,000-8,000 X g for 30 seconds at 4 C.

3) Remove the supernatant carefully not to aspirate beads.

4) Add 1.0 mL of ascites fluid or hybridoma supernatant
into 3)*13,

5) Incubate it for 1 hour or more at 4 C under gentle agita-
tion.

6) Centrifuge at 5,000-8,000 X g for 30 seconds at 4 C and
remove the supernatant carefully not to aspirate beads.

7) Add 1.0mL of binding buffer®!4 and suspend it by
vortex mixer.

8) Centrifuge at 5,000-8,000 X g for 30 seconds at 4 C and
remove the supernatant carefully not to aspirate beads.

9) Repeat 7)-8) steps three times.

10) Add 30 xL of neutralization buffer’*15 into a new 1.5 mL
microcentrifuge tube.

11) Add 70 pL of elution buffer*6 into 9) and suspend it by
vortex mixer.

12) Centrifuge at 5,000-8,000 X g for 30 seconds at 4 C and
carefully transfer the supernatant into 10) not to aspirate

beads and then neutralize. - - - |Purified antibod

2% 13 Please examine an appropriate beads amount according to the
sample.

14 Binding buffer : TBS buffer (50 mmol/L Tris, 150 mmol/L
NaCl, pH 7.5)
In the case of mouse IgG;, we recommend use of 1.2 mol/L
KH,PO, buffer (pH 9.0).

2% 15 Neutralization buffer : 1 mol/L Tris-HCI, pH 9.0

316 Elution buffer : 0.1 mol/L Glycine-HCI, pH 2.8
Please examine an appropriate condition of pH.

SDS-PAGE

In the case of cross-link was performed, the addition of
reducing reagents such as 2-mercaptoethanol or DTT is
optional for only antigen is eluted.

1) Add 30 ¢L of 2 X SDS sample buffer (0.125 mol/L Tris-
HCI, pH 6.8, 4 w/v% SDS, 20 w/v% Glycerol, 10%
2-mercaptoethanol or 100 mmol/L DTT, 0.01% Bromo-
phenol Blue) into [Antigen binding beads]and suspend it
by vortex mixer.
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2) Boil for 3 minutes at 95C.

3) Centrifuge at 12,000 X g for 30 seconds at room temper-
ature and transfer the supernatant into a new 1.5 mL
microcentrifuge tube.

4) Store the collected supernatant on ice. In the case of
long storage, store at —20C.

(Sanitization]
KANEKA KanCapA™ can be sanitized by washing with 0.1 to
0.5 M sodium hydroxide or 70% ethanol.

(Storage]

2~10C

To maintain a good column performance and prevent microbial
growth, unused KANEKA KanCapA™ should be stored at 2~
10C in 20% ethanol. DO NOT FREEZE. 2% benzyl alcohol
could also be used as storage buffer at 4 C.

Wako Pure Chemical Industries, Ltd.

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile : +81-6-6201-5964

http://www.wako-chem.co.jp

Wako Chemicals USA, Inc.
1600 Bellwood Road
Richmond, VA 23237

Wako Chemicals GmbH

Fuggerstrasse 12
D-41468 Neuss

US.A. Germany
Telephone : +1-804-271-7677 Telephone : +49-2131-311-0
Facsimile : +1-804-271-7791 Facsimile : +49-2131-311100

http://www.wakousa.com http://www.wako-chemicals.de
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