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Product Description

Recombinant tagged proteins are widely used for protein purification and protein characterization. There

are many purification methods and kits available. c-Myc epitope tag (EQKLISEEDL) has been widely used

as a multi-purpose tag for protein purification.

MBL’s c-Myc-tagged Protein PURIFICATION CARTRIDGE is ready-to-use-cartridge for the isolation of

c-Myc-tagged protein from cell culture supernatants and cell lysate under neutral pH condition. The

cartridge can be used directly on automated AKTA FPLC Systems.

The elution of c-Myc-tagged proteins from the cartridge is achieved by the addition of the c-Myc-tag
peptide (EQKLISEEDL). As the c-Myc-tag peptide competes with c-Myc-tagged proteins on the cartridge,

the purified c-Myc-tagged proteins maintain function and retain protein activity.

SEEBE , code 3306k

c-Myc-tagged protein
PURIFICATION CARTRIDGE

Components
Quantity
CODE No. 3306K
c-Myc-tagged Protein PURIFICATION CARTRIDGE ImlL x1
* c-Myc-tag cartridge (1/16 inch female end) x 1, Stop plug (1/16 inch male) x 2

Elution Peptide (EQKLISEEDL) is NOT included.
It is available as CODE No. 3300-205 (1 mg x 5 vials).

Storage

Store for up to 1 year from date of receipt at 2-8°C. Do not freeze.



Cartridge Specifications

Specifications

Column volume 1 mL

Cartridge body material Polypropylene

Connector size 1/16 inch

Matrix Cross-linked agarose

Ligand Anti-c-Myc-tag mAb (clone: 1G4)

Binding capacity Approx. 0.3 mg recombinant c-Myc-tagged Protein (32 kDa) /mL gel
Maximum pressure 0.3 MPa

Recommended flow rate 0.5-1 mL/min.

Storage buffer 0.1% ProClin 150/PBS

Material Preparation

Prepare the following reagents before affinity purification.

1. Lysis buffer : Suitable Lysis buffer varies with a kind of the c-Myc-tagged protein
(See Additional Information).
[Example of buffer constitution]
10-50 mM Tris-HCI (pH 7.5)
100-300 mM  NaCl
1% NP-40 or Triton X-100
If necessary add Protease Inhibitor Cocktail
(e.g. SIGMA: code P8340, PIERCE: code 78415)
2. Washing buffer : Suitable Washing buffer varies with a kind of the c-Myc-tagged protein
(See Additional Information).
[Example of buffer constitution]
0.05% Tween-20 /PBS
To prevent non-specific protein binding to the gel,
0.05% Tween-20 should be added to Washing buffer.
3. Elution buffer : 0.5 mg/mL c-Myc-tag peptide in PBS.
4. Regeneration buffer :0.17 M Glycine-HCI (pH 2.3)
5. Column storage buffer  : 0.1% ProClin 150/PBS
6. A suitable liquid chromatography system with 1/16 inch tubing (e.g. GE Healthcare: AKTA system)

Note: For best results, filter all the buffers through 0.45 um filters and degas before use.



Protocols

A. Sample preparation

The cartridge is optimized under only native conditions. It is not recommended for use under denaturing

conditions or for purification of aggregated, unstable, and insoluble protein (e.g. inclusion bodies).

Proteins solubilized with such as 6 M Guanidine-HCI or 8 M Urea cannot be purified using this cartridge

(see Additional Information).

Cellular debris and particulate matter must be removed prior to purification. The protein extract should be

centrifuged (10,000-20,000 x g for 15 min.) and filtered with a 0.45 um filter to remove any remaining

cells and particulates.

Highly viscous samples containing chromosomal DNA or RNA should be sonicated or treated with

nuclease to reduce viscosity.

B. Purification

1.
2.

Fill the pump A and B in liquid chromatography system with Washing buffer and Elution buffer.
Remove one end of the stop plug from the cartridge, and start pumping Washing buffer at a flow
rate of 0.5 mL/min. until a few drops fill in the top of the cartridge. Connect the cartridge to the
pump side tubing.

Immediately remove the other end of the stop plug from the cartridge, connect the cartridge to the
UV monitor side tubing.

Equilibrate the cartridge with 5-10 bed volumes of the Washing buffer at a flow rate of 1 mL/min.
Apply the sample to the cartridge at a flow rate of 0.5-1 mL/min. Collect fractions.

Wash the cartridge with 20 bed volumes of the Washing buffer until the absorbance approaches
baseline at a flow rate of 1 mL/min.

Elute with 8 bed volumes of Elution buffer at a flow rate of 0.5-1 mL/min., and correct 0.5 mL

fractions.

C. Regeneration and storage

1.

Wash the cartridge with 10 bed volumes of Regeneration buffer.

2. Immediately wash the column with 10 bed volumes of Column storage buffer.
3. Screw the stop plug tightly, store the cartridge at 2-8°C.
Note: This cartridge may be used multiple times, depending on the usage conditions.
Related Products:

Please visit our website at https://ruo.mbl.co.jp/.
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Example of Purification Result

Purification of N-terminus c-Myc-tagged GST

1_LhA1_280nm

e o) @
\Z v
@ 0.56 mg
@
I \%
Start material

<~ Myc-tagged GST

Cartridge : c-Myc-tagged Protein PURIFICATION CARTRIDGE
Sample : c-Myc-tagged GST/293T (5 x 107 cells)

Cell lysis buffer : 10 mM Tris-HCI, 150 mM NaCl, 1% NP-40 (pH 7.5)
Wash buffer :0.05% Tween-20/PBS (pH 7.2)

Elution buffer : 0.5 mg/mL c-Myc peptide in PBS

Flow rate : 0.75 mL/min.

Chromatography system : AKTAexplorer 10S (GE Healthcare)



Additional Information

Several reagents were examined whether or not they were suitable for use with the c-Myc-tagged Protein
PURIFICATION CARTRIDGE. The results are listed below.

Chaotropic agents
Urea 1M Yes
Guanidine-HCI 1M No

Reducing agents

DTT 10 mM Yes
2-Mercaptoe thanol 10 mM Yes
Surfactants
Nonionic Tween-20 5% Yes
TritonX-100 5%  Yes
NP40 5%  Yes
Digitonin 1%  Yes
n-Octyl-B-D-gulcoside 1%  Yes
Zwitterionic CHAPS 1% Yes
CHAPSO 1%  Yes
Anionic SDS 0.05% No
Sodium Deoxycholate 0.1% Yes
Sodium Deoxycholate 0.5% No
Others
NaCl 1M Yes
Glycerol 10% Yes
EDTA 10 mM  Yes

The “Yes” indicates the reagents can be used in the Lysis buffer for this cartridge up to the indicated
concentration. The “No” indicates the reagents cannot be used in the Lysis buffer for this cartridge at the
indicated concentration.
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Cartridge
Sample

Cell lysis buffer
Wash buffer
Elution buffer

Flow rate
Chromatography system

: c-Myc-tagged Protein PURIFICATION CARTRIDGE
: c-Myc-tagged GST/293T (5 x 107 cells)
: 10 mM Tris-HCI, 150 mM NaCl, 1% NP-40 (pH 7.5)
: 0.05% Tween-20/PBS

: 0.5 mg/mL c-Myc peptide in PBS

: 0.75 mL/min.
: AKTA explorer 10S (GE Healthcare)

<—c-Myc-tagged GST
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Urea 1M Yes
Guanidine-HCI1 1M No
Reducing agents
DTT 10 mM Yes
2-Mercaptoe thanol 10 mM Yes
Surfactants
Nonionic Tween-20 5% Yes
TritonX-100 5%  Yes
NP40 5%  Yes
Digitonin 1%  Yes
n-Octyl-B-D-gulcoside 1%  Yes
Zwitterionic CHAPS 1% Yes
CHAPSO 1%  Yes
Anionic SDS 0.05% No
Sodium Deoxycholate 0.1% Yes
Sodium Deoxycholate 0.5% No
Others
NaCl 1M Yes
Glycerol 10% Yes
EDTA 10 mM Yes
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