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[ 1 For His - Tag Protein
[] For GST - Tag Protein
[] For Immunoglobulin
M For Phosphoprotein

[ ] For Glycoprotein
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L::di:;r;c:;{o;’l \ Total Phosphoprotein
(Buffer A} cellular Affinity
to cell pellet protein Column Table I:Yields of Phosphoproteins Obtained with the TALON PMAC
. Magnetic Phospho Enrichment Kit
~
'g ;’: Cell Protein Flowthrough Eluate Percentage of
— — > - -gFlwwth N Line Loaded (mg) +Washes (mg) (mg) Protein Eluted
) " owthray HEK 293 0.192 0.146 0.034 18%
Mix, Load
incubate, sample Jurkat 0.183 0.133 0.033 18%
Cell == and Wash and elute cos 0.150 0.13 0.025 17%
pellet centrifuge 4 Wwith Buffer B
NIH 3T3 0.176 0.132 0.027 15%
Hela 0.174 0.139 0.023 13%
1200 pl of a 5% suspension of Phospho Magnetic Beads was used for each purification.
Total protein in each fraction was determined with BCA Protein Assay Reagent (Pierce Biotechnology, Cat. No. 23225).
Phosphorylated
proteins
}Typical Result }Typical Result
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M 1 2 3 4 A P-AKT (60 kDa) B P-AKT (60 kDa)
N wa M T 2 2 4 [ . : 1 2 3 M1 2 3
o5 e E 98 Lol kDa
64 . .
64 T — —— | —
4 50 2 50
50 & e
. 36 — 37
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30 » i P-PTEN (54 kDa) D} P-GSK (46 kDa)
- M 1 2 3 M 1 2 3
Phospho-AKT (60 kDa) Phospho-PTEN (54 kDa) kDa kDa
75 75
50 50
37 a7
M 1 2 3 4 Figure. Highly effective enrichment X . X . . .
kDa — of phosphorylated proteins . A Figure 1. Highly effect.lve enrichment .of phosphc.)rylated .protelns using the
98 . 1" Phosphoprotein Affinity Column was TALON PMAC Magnetl.c Phos.pho Enrichment Kit. Proteins .extracted from
64 h loaded with -3 mg of total protein HEK 29.3 cells were mixed with 200 p | of :.a 5% suspension of Ehospho
50 | . ] --g? from HEK 293 cells. The extract Mag.netlc Beads at room temperature for 30 min, followed by washing and
26| — (Lanes 1), flowthrough (Lanes 2), elution. The extract (Lanes 1), rowthrou.fgh (La?nes 2),. and. eluates. (!_anes
20 ‘ — wash (Lanes 3), and eluate (Lanes 3) were then analyzed by Westc‘ern blotting using antibodies s.pemflc for
I L 4) were then analyzed by Western phosphorylated AKT (Ser 473) in Panel A, P-AKT.(Thr 308) in Panel B,
Phospho-GSK3p (46 kDa) blotting P-PTEN (Ser 380) in Panel C, and P-GSK3s (Ser 9) in Panel D; the band at
51 kDa is due to cross-reactivity of the antibody with P-GSK3a.
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Figure. Phosphopeptide purifi cation with Magnetic
Phosphopeptide Enrichment Kit. scasein protein digested
with immobilized trypsin was diluted with Binding/Wash
Buffer and mixed with Phospho Magnetic Beads at room
temperature for 10 min. After washing, the enriched fraction
was eluted with Elution Buffer. Reverse phase HPLC analysis
was performed on a Waters Breeze HPLC, XTerraR RP18
column with UV detection at 215 nm. Reverse phase HPLC
data are shown for the crude protein digest in Panel A and
for the eluate in Panel B. Synthetic pY peptide dissolved
in Binding/Wash Buffer (Panel C) was mixed with Phospho
Magnetic Beads. After washing, bound phosphopeptide was
eluted with Elution Buffer (Panel D).
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Mix sample (diluted

with beads and incubate
10 min at AT

Wash 3times
with Binding/Wash Buffer] with Binding Wash

Buffer to remove
nonadsorbed peptides

Add Elution Buffer
and mix

}Comparison with Competitors

Collect eluate

-

Original peptide

UV absorbance (215 nm)

1.0 120 130 140 150 16.0
Minutes

Enriched peptide

UV absorbance (215 nm)

110 120 130 140 15.0 16.0
Minutes
g

E’ Nonadsorbed peptide

UV absorbance (215 nm)

110 120 130 140 150 16.0
Minutes

= Competitor |
— Competitor E
—— Clontech

Clontech's Magnetic
Phosphopeptide
Enrichment Kit binds

phosphopeptides more effectively|

than competing products.

E 18 Resin Resin Magnetic Bead Magnetic Bead
it AN Gravity Spin column Magnet Magnet
Prepackaged Yes Yes No No

Package 6 X1ml 25 col 2x1mL 2x1mL

Sample source

Cell Lysate or Tissue

Digestic Sample

Cell Lysate or Tissue

Digestic Sample

5-10 umol phosphate/100

Capacity 4 mg [ ml 250 ug/ column 400 ug/ ml ul beads
Elution volumn approx. 2 ml 300 ul 50-200 ul 25 ul
other required no 635635 (buffer kit) Tigh JBE Tk AR
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Denaturing condition

B Native purification

Denaturing condition
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