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Product Description

The ability to isolate and study a purified protein lies at the heart of modern biochemistry. Researchers
in many fields require highly purified, active proteins for studies involving signaling pathways, enzymology,
receptor binding, DNA binding, post-transcriptional modifications, and much more.

The method of purification is one of the important keys for maintaining protein structure and function.
The c-Myc tagged Protein MILD PURIFICATION GEL is designed for the isolation of c-Myc tagged protein
from cell lysates and culture supernatant. Severe conditions such as acidic or alkaline elution can denature
protein structure while maintaining a neutral pH can preserve protein activity and conformation. MBL has
developed the Anti-c-Myc tag Gel to quickly and efficiently purify c-Myc tagged proteins at neutral pH to
maintain protein activity and native conformation. The c-Myc tag peptide competitively elutes the c-Myc
tagged protein from Anti-c-Myc tag Gel while minimally interfering with protein function.

The affinity of the anti-c-Myc tag antibody is also very important. Very high affinity antibody cannot
be dissociated from the c-Myc tagged protein, and low affinity antibody is not sufficient for binding. MBL
has optimized the affinity of the anti-c-Myc tag antibody to permit high yields and efficient purification of
functional c-Myc-tagged proteins for biochemical studies.

Anti-c-Myc tag monoclonal antibody (clone 1G4) used by this gel shows the best affinity to refine the
c-Myec tag fusion protein under a mild condition.

Components

Quantity
CODE No. 3306
Anti-c-Myc tag Gel ImLx1
50 % slurry: 1 mL Gel in 2 mL total volume in PBS with 0.1% ProClin 150 as preservative
Elution Peptide 1mgx1

Lyophilized form: c-Myc tag peptide (EQKLISEEDL), reconstitute the Elution Peptide with 1 mL of
distilled water. 1 mg in 1 mL PBS after reconstitution

Product Capacity

The purification capacity of the Anti-c-Myc tag Gel varies depending upon the c-Myc tagged protein. For
example, 1 mL of Anti-c-Myc Gel bound 1.0 mg of a c-Myc tagged protein (27 kDa) and eluted 0.64 mg of
purified protein in our hands.

Storage

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

Material Preparation
Prepare the following reagents before affinity purification.

Equilibration buffer : PBS

Elution buffer :0.1-0.5 mg/mL c-myc tag peptide (EQKLISEEDL) in Equilibration buffer.
Fully reconstitute the Elution peptide with 1 mL of distilled water, and mix
it with 1-9 mL of Equilibration buffer in another tube. Store the
reconstituted Elution peptide in aliquots at -20°C.

Regeneration buffer :0.17 M Glycine-HCI, (pH 2.3).

Column storage buffer : PBS/Preservative (e.g. 0.1% ProClin 150 and 0.09% NaN3).



The descriptions of the following protocols are examples. Each user should determine the appropriate
condition.

Protocols
Notes: 1. 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.
2. Highly viscous samples containing chromosomal DNA or RNA should be sonicated or treated
with nuclease to reduce viscosity.

A. Column preparation

1. Place the empty chromatography column on rack or stand.

2. Rinse the column with Equilibration buffer.

3. Resuspend Anti-c-Myc tag Gel by tapping and inverting the vial several times immediately before
dispensing. Don’t vortex.

4. Transfer the desired volume to the column. Drain column storage buffer.
Do not allow the column to dry out.

5. Wash the resin with 10 bed-volumes of Regeneration buffer.

6. Immediately wash the resin with 10 bed-volumes of Equilibration buffer.

B. Loading column
1. Load the lysate on the top of the column under gravity flow.
Note: The binding efficiency depends on the fusion protein and on the loading flow rate.
The binding efficiency may be increased by multiple passes over the column.
2. Collect the flow-through into clean collection tubes.
3. Wash the column with PBS until the OD280 is <0.01.

C. Elution
1. Elute the bound protein from the column with 5 bed-volumes of Elution buffer.
2. Collect the elution fraction into clean collection tubes.

D. Regeneration and storage
1. Wash the column with 10 bed-volumes of Regeneration buffer.
2. Immediately wash the column with 10 bed-volumes of Column storage buffer.
3. Store at +2 to +8°C in 2 bed-volumes of Column storage buffer
Note: Poured columns containing the anti-c-Myc tag Gel may be used at least 10 times, depending on
the usage conditions.



Example of Purification Results
using c-Myc tagged Protein MILD PURIFICATION GEL

Elution under various conditions (using spin column)

kDa) 1 2 3 45

Lane 1: 0.1 mg/mL peptide
Lane 2: 1.0 mg/mL peptide

97 — Lane 3: pH 4.0

66 — Lane 4: pH 3.0
Lane 5: pH 2.7

45 —

30 — —_—— —

The c-Myc tag fusion protein was purified under various
20 — conditions. The amount of eluted protein was nearly identical
for all tested conditions excluding pH 4.0.

SDS-PAGE (Coomassie Brilliant Blue Staining)

Purification using open column

Fraction
1 2 3 45 The c-Myc tagged protein was loaded onto the open
(kDa) column (bed vol. ~0.5 mL). Elution was carried out with
0.1 mg/mL peptide. Each fraction was 0.5 mL.
97 —
66 —
45 —
30 — - -
20—

SDS-PAGE (Coomassie Brilliant Blue Staining)



Purification using HPLC system

N-terminus c-Myc-tagged GST
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Column bed volume :1mL

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/PBS (pH 7.2)

Elution buffer 0.5 mg/ml c-Myc peptide in PBS

Flow rate :0.75 mL/min

Chromatography system : AKTA explorer 10S (GE Healthcare)



Purification of c-Myc tagged protein from mammalian cells

c-myc tagged SIRT1/Sir2 Deacetylase (N-terminal tagged, using spin column)

Eluate Flow through

(kDa)

97 —
66 —

45 =

30 —

20—

Human embryonic kidney cells (293T) were
transfected and cultured for 70 hours. Cells were
then lysed in the Lysis buffer (500 pL/100 mm dish)
and purified using a spin column. FElution was

carried out with 0.1 mg/mL c-Myc tag peptide.

SDS-PAGE (Coomassie Brilliant Blue Staining)

c-Myc tageed GFRA3 (C-terminal tagged. using open column)

(kDa)
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66 —
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Fraction
1 2 3 4 5

Human embryonic kidney cells (293T) were
transfected and cultured for 70 hours. Culture
supernatant was loaded onto the column (bed vol.
0.5 mL). Elution was carried out with 2.5 mL of 0.1
mg/mL c-Myc tag peptide. Each fraction was 0.5

mL.

SDS-PAGE (Coomassie Brilliant Blue Staining)



Additional Information

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

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

Reducing agents

DTT 10mM  Yes
2-Mercaptoethanol 10mM  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 10mM  Yes

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

RELATED PRODUCTS:
Please visit our web site https://ruo.mbl.co.jp/.
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c-Myc tagged Protein MILD PURIFICATION GEL % FH\ 7= %5845
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SDS-PAGE (Coomassie Brilliant Blue Staining)
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Column bed volume
Sample

Cell lysis buffer
Wash buffer

Elution buffer

Flow rate
Chromatography system

<—Myc-tagged GST

:1mL

: c-Myc-tagged GST/293T (5x107cells)

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

: 0.5 mg/ml c-Myc peptide in PBS

:0.75 mL/min
: AKT Aexplorer 10S (GE Healthcare)
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c-Myc tagged SIRT1/Sir2 Deacetylase (N-terminal tagged. using spin column)
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SDS-PAGE (Coomassie Brilliant Blue Staining)

c-Myc tagged GFRA3 (C-terminal tagged. using open column)
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Chaotropic agents
Urea 1M Yes
Guanidine-HCI 1M No
Reducing agents
DTT 10 mM Yes
2-Mercaptoethanol 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 10mM  Yes
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