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{For Research Use Only»

SuperSep™ Phos-tag™ are precast polyacrylamide gels con-
taining Phos-tag™. Phos-tag™ 1is a functional molecule that
binds specifically to the phosphate group!-2-3. This product can
trap phosphorylated proteins during SDS-PAGE, and it allows
detection of phosphorylated and non-phosphorylated proteins as
different bands. The Gels have a neutral pH to obtain sharp
bands.

(Note]

- It is not recommended to apply ordinary prestained protein
ladders to polyacrylamide gels containing Phos-tag™ such as
this product because the ladder patterns is disturbed. A
prestained ladder recommended is WIDE-VIEW™ Prestained
Protein Size Marker III (Code No. 230-02461), which is designed
to reduce disturbance of a ladder pattern in Phos-tag SDS-
PAGE.

(Features)

® Separates phosphorylated and non-phosphorylated proteins
® High resolution and sharp bands

® Long-term stability

(Format)
Plate Size 100 X 100 X 3 (mm)
Gel Size 90 X 85 X 1 (mm)
13wells : 30 zL/well
11 Vol
Well Volume 17wells : 25 pLiwell

(Additional materials required])

® Running Buffer Solution ( X 10) (Code No. 184-01291)
0.25 mol/L Tris, 1.92 mol/L Glycine, 1% SDS

® Sample Buffer Solution (2ME +) (X 2) (Code No. 196-11022)
0.125 mol/LL Tris-HCl, pH 6.8, 20% Glycerol, 4% SDS, 10%
2-Mercaptoethanol, 0.002% BPB

® Electrophoresis apparatus — EasySeparator™ (Code No.
058-07681)
This product is optimized with the EasySeparator™.

(Procedure]

1) Remove the gel plate and set it into the apparatus.
2) Fill the reservoir with running buffer.

3) Carefully remove the comb from the gel

4) Load the samples™ into the wells.

* Prepare the sample using the following method. Mix sam-
ple with Sample Buffer Solution (2ME +) ( X 2) and heat
for 5 min at 95C. Cool it to room temperature.

5) Start the electrophoresis at 20 mA/gel for 1 hour until the

BPB reaches the bottom of the gel.

6) Remove the gel and proceed to the next step.
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(Q&A]

QL.

What gel staining
method can be
used ?

Al

It is possible to use CBB stain-
ing, Silver staining, negative
staining and fluorescent stain-
ing.

Q2.

Can I destain the
gel after CBB
staining ?

A2.

You can destain by using the
following microwave method.
[Processing method]

Transfer the stained gel to a
container with 100 mL of
deionized water. Place a folded
Kimwipe on the gel and heat
1min with microwave. Change
the deionized water and repeat
3 times.

Q3.

Can Western blot
be performed ?

A3.

It can be used for Western blot.
However, transfer efficiency is
poor, so it is necessary to re-
move zinc by EDTA process-
ing.

[Processing method]

The gel is soaked in a general
transfer buffer containing 5
mmol/L. EDTA for 10 minutes
with gentle agitation. Repeat
the same process again three
times. Finally, the gel is soaked
in a general transfer buffer
without EDTA for 10 minutes
with gentle agitation. Transfer
on a membrane.

If transfer efficiency is poor, in-
crease the treatment time or
frequency of exchange of the
buffer containing EDTA.

Q4.

Why are the
protein bands
distorted ?

Ad4.

EDTA, inorganic salts, sur-
factants, etc., cause distortion
or tailing of bands. Desalinate
by precipitation with TCA or
dialysis. Blank lanes also cause
distortion. Load the same
amount of sample buffer in
blank lanes.

Q5.

Why aren’t the
phosphorylated
and non-
phosphorylated of
target proteins
separated ?

A5.

Load control samples such as
B-casein and dephosphorylated
B-casein and check that the
band shift is occurred. When it
doesn’t occur, it may not be
separated at the Phos-tag™
and/or acrylamide concentra-
tion of this product.

Q6.

Can cell lysate be
used ?

A6.

It can be used. It is possible that
Rf value is small and separation
of bands is unclear. In that case,
gels with low-concentration
Phos-tag™ should be used.
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Q7. What is the
amount of protein
loaded per well ?

A7. Purified proteins : 1~5 ng (For
CBB staining)
Tissue and cell lysate : 10~30
g (Adjust the amount of sam-
ple according to the expression
level of the target protein.)

Q8. What proteins size | A8. A recombinant product of the
markers can be target protein is recommended.
used ?

Q9. Which Mn
complex or Zn
complex Phos-tag
™ acrylamide is
formed in this
product ?

A9. It forms a Zinc complex.

Q10. How do I verify | A10. Perform electrophoresis with
if the band shift is the same acrylamide concen-
due to tration gel without Phos-tag™
phosphorylation ? and confirm that the band

shift is not occurred.

(Storage)
Store at 2~10C in the dark.
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