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Applications Species Cross-Reactivity* Molecular Wt. Isotype
W, IP H, M, (R) 80 kDa Rabbit IgG**
Endogenous
Background: The GRB7 family of adaptor proteins consist of kDa
GRB7, GRB10 and GRB14, which all contain an amino-terminal 200
proling-rich SH3 binding domain, followed by PH, PBS, and 140 | s
SH2 domains. Each member of the family has several splice 100 | Phospho-GRE10
variants (1). It has been reported that GRB10 interacts with many 80 == == mn = [~ (Serd76)
receptor tyrosine kinases (RTKs) as well as downstream signal 60
molecules including Raf, Akt, and Nedd4 (1,2). Although it was 50 -
originally thought that GRB10 is exclusively phosphorylated 40 |
at serine residues (3), Src kinase family members have been 30
shown to phosphorylate GRB10 at Tyr67 (4).
Recently GRB10 was shown to be a direct substrate of mTORC1 20 |
(5). It is phosphorylated by mTORC1 at Ser150, Ser428, and 50 (D
Ser476 upon insulin stimulation (5). 10 | s ——— o (- Actin
Specificity/Sensitivity: Phospho-GRB10 (Ser476) (D4E6) -+ - - + - Insulin
Rabbit mAb recognizes endogenous levels of GRB10 protein L
- - = & + + )phosphatase

only when phosphorylated at Ser476.

Source/Purification: Monoclonal antibody is produced by
immunizing animals with a synthetic phosphopeptide cor-
responding to residues surrounding Ser476 of human GRB10
protein.
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Immunoprecipitation of phospho-GRB10 (Ser476) from extracts of
serum starved NIH/3T3 cells treated with insulin (100 nM, 5 min),
using Rabbit (DATE) mAb IgG XP® Isotype Control #3900 (lane 2) or
Phospho-GRB10 (Serd76) (D4E6) Rabbit mAb (lane 3). Lane 1 is 10%
input. Western blot analysis was performed using Phospho-GRB10
(Serd76) (DAE6) Rabbit mAb.

Western blot analysis of extracts from serum starved NIH/3T3 cells,
untreated or treated with insulin (100 nM, 5 min), hiGF-1 #8917 (100
ng/ml, 5 min), or A phosphatase, using Phospho-GRB10 (Ser476)
(D4E6) Rabbit mAb (upper) or 3-Actin (D6A8) Rabbit mAb #8457
(lower).

kDa 1 2 3
140 | ==
100 |

80 |-

| Phospho-GRB10
(Serd76)

60
50 |
40 | ==
30

— IgG heavy chain

| } 1gG light chain
20 |-

Rabbit (DA1E) mAb IgG XP®
Isotype Control
Phospho-GRB10 (Ser476)
(D4E6) Rabbit mAb

Tween®20 at 4°C with gentle shaking, overnight.

IMPORTANT: For western blots, incubate membrane with diluted antibody in 5% w/v BSA, 1X TBS, 0.1%
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Storage: Supplied in 10 mM sodium HEPES (pH 7.5), 150
mM NaCl, 100 pg/ml BSA, 50% glycerol and less than 0.02%
sodium azide. Store at —20°C. Do not aliquot the antibody.

*Species cross-reactivity is determined by western blot.

**Anti-rabbit secondary antibodies must be used to
detect this antibody.

Recommended Antibody Dilutions:
Western Blotting
Immunoprecipitation

1:1000
1:50

Tween® is a registered trademark of ICI Americas, Inc.

Thank you for your recent purchase. If you would like
to provide a review visit www.cellsignal.com/comments.
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Applications: W—Western IP—Immunoprecipitation IHG—Immunohistochemistry ChIP—Chromatin Immunoprecipitation IF—Immunofluorescence F—Flow cytometry E-P—ELISA-Peptide Species Cross-Reactivity: H—human M—mouse R—rat Hm—nhamster
Mk—monkey Mi—mink C—chicken Dm—D. melanogaster X—Xenopus Z—zebrafish B—bovine Dg—dog Pg—pig Sc—S. cerevisiae Ce—C. elegans Hr—Horse All—all species expected Species enclosed in parentheses are predicted to react based on 100% homology.



