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anti-Polyglutamylation Modification, mAb (GT335)

[Polyglutamylated Tubulin; Glutamylated Tubulin; Postranslational Protein Glutamylation]

AG-20B-0020-C100 100 ug

Clone GT335

Source/Host Purified from concentrated hybridoma tissue culture supernatant.

Isotype Mouse IgG1k

Immunogen Octapeptide EGEGE EEG, modified by the addition of two glutamyl units onto the fifth E

(indicated by an asterisk).

Handling / Storage
Shipping BLUE ICE
Short Term Storage +4°C
Long Term Storage -20°C

After opening, prepare aliquots and store at -20°C. Avoid freeze/thaw cycles.

Use / Stability
Stable for at least 1 year after receipt when stored at -20°C.

MSDS available at www.adipogen.com or upon request.

Product Specifications

Specificity Recognizes the posttranslational modification (poly)glutamylation on proteins. Reacts with
polyglutamylated a- and B-tubulin.

Species Crossreactivity All

Application Electron Microscopy (see Lit. 3)
Immunocytochemistry: (1:2000)
Immunohistochemistry: (paraffin sections; 1:1000)
Immunoprecipitation
Western Blot: (1:4000)
Optimal conditions must be determined individually for each application.

Purity 295% (SDS-PAGE)
Formulation Liquid. In PBS containing 0.02% sodium azide.
Concentration 1Tmg/mi

Isotype Negative Control  Mouse IgG1 Isotype Control
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Other Product Data

Recognizes most forms of polyglutamylated tubulin (a- and B-tubulin), independent of the length of the gluta-
mate side chains. No specificity to particular tubulin isoforms nor to tubulin from particular species are ob-
served. Detects also other (poly)glutamylated proteins. Since no consensus modification site is known for protein
(poly)glutamylation, the detection is not sequence-specific. However, an acidic environment of the modification
site is required.

The use of the antibody at too high concentrations obscures its specificity in immunofluorescence.

Product Description

Polyglutamylation is a post-translational modification in which glutamate side chains of variable lengths are formed
on the modified protein. It is evolutionarily conserved and the most prominent substrate is tubulin, the microtubule
(MT) building block. Polyglutamylation has been proposed to be involved in the functional adaptation of MTs, as it
occurs within the carboxy-terminal tubulin tails that participate directly in the binding of many structural and motor
MT-associated proteins. The recent identification of new substrates of polyglutamylation indicates that this post-
translational modification could be a potential regulator of diverse cellular processes and be involved in cell cycle
and cell proliferation.

Product Specific References

1. Distribution of glutamylated alpha and beta-tubulin in mouse tissues using a specific monoclonal antibody,
GT335: A. Wolff, et al.; Eur. J. Cell Biol. 59, 425 (1992)

2. Polyglutamylation of nucleosome assembly proteins: C. Regnard, et al.; J. Biol. Chem. 275, 15969 (2000)

3. Glutamylated tubulin: diversity of expression and distribution of isoforms: M.L. Kann, et al.; Cell Motil. Cy-
toskeleton 55, 14 (2003)

4. Polyglutamylation Is a Post-translational Modification with a Broad Range of Substrates: J. van Dijk, et al.;
J. Biol. Chem. 283, 3915 (2008)

5. Unique post-translational modifications in specialized microtubule architecture: K. Ikegami & M. Setou; Cell
Struct. Funct. 35, 15 (2010) (Review)

6. Tubulin detyrosination promotes monolayer formation and apical trafficking in epithelial cells: S. Zink|et al.;
J. Cell Sci. 125, 5998 (2012)

7. The CP110-interacting proteins Talpid3 and Cep290 play overlapping and distinct roles in cilia assembly: T.
Kobayashi, et al.; J. Cell Biol. 204, 215 (2014)

8. CNS axons globally increase axonal transport after peripheral conditioning: F.M. Mar, et al.; J. Neurosci. 34,
5965 (2014)

9. Microtubule detyrosination guides chromosomes during mitosis: M. Barisic, et al.; Science 348, 6236 (2015)
(Supplement)

10. SAS-6 engineering reveals interdependence between cartwheel and microtubules in determining centriole
architecture: M. Hilbert, et al.; Nat. Cell Biol. 18, 393 (2016)
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. Loss of RPGR glutamylation underlies the pathogenic mechanism of retinal dystrophy caused by TTLL5
mutations: X. Sun, et al.; PNAS 113, E2925 (2016)

Alterations in the balance of tubulin glycylation and glutamylation inphotoreceptors leads to retinal degener-
ation: M. Bosch Grau, et al.; J. Cell. Sci. 130, 938 (2017)

The actin-MRTF-SRF transcriptional circuit controls tubulin acetylation via a-TAT1 gene expression: J. Fernandez-
Barrera, et al.; J. Cell Biol. 217, 929 (2018)

iPSCs from a Hibernator Provide a Platform for Studying Cold Adaptation and Its Potential Medical Applica-
tions: J. Ou, et al.; Cell 173, 1 (2018)

KIf4 glutamylation is required for cell reprogramming and early embryonic development in mice: B. Ye, et al,;
Nat. Commun. 9, 1261 (2018)

Centrosome amplification arises before neoplasia and increases upon p53 loss in tumorigenesis: C.A.M.
Lopes, et al.; J. Cell. Biol. 217, 2353 (2018)
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Figure 1: Immunofluorescence analysis of tubulin glutamylation with anti-Polyglutamylation Modification, mAb
(GT335) (Prod. No. AG-20B-0020).

Hela cells grown in standard culture conditions are transfected with GFP-fusion expression plasmids for the polyg-
lutamylases TTLL4 and TTLL6. Glutamylated microtubules are detected with anti-Polyglutamylation Modification,
mAb (GT335). Only in the cells expressing glutamylases (red arrowheads), strong microtubule labelling is de-
tected, whereas in non-transfected cells (white arrowheads), only very weak labelling is seen. Note that the level
of endogenous microtubule glutamylation can vary between different cell lines. Picture courtesy of Dr. Carsten
Janke, Curie Institute, Paris.
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Figure 2: Western blot analysis of protein glutamylation with MADb to polyglutamylation modification (GT335) (Prod.
No. AG-20B-0020).

Method: Hela cells grown in standard culture conditions are lysed in SDS sample buffer and run on 10% SDS-
PAGE. The proteins are transferred to nitrocellulose membrane and detected by standard Western blot protocol,
using the MADb to polyglutamylation modification (GT335) (1:1'000) in TBS containing 0.1% Tween 20 for washing
steps and 5% fat free milk for antibody incubation.

In HeLa cells, only two non-tubulin proteins are detected (Regnard et al., 2000; van Dijk et al., 2008), whereas
after the expression of either TTLL4 or TTLL6 polyglutamylases (van Dijk et al., 2007), tubulin and additional
proteins are detected. Brain tubulin is highly polyglutamylated and therefore strongly detected with the MADb to
polyglutamylation modification (GT335).

Picture courtesy of Dr Carsten Janke, Curie Institute, Paris

WARNING: Intended for research use only. This product is not intended or approved for human, diagnostics, therapeutic or veterinary use. Use of this product for human or animal testing
is extremely hazardous and may result in disease, severe injury, or death. MATERIAL SAFETY DATA: Review the complete Material Safety Data Sheet before use.

North/South America: Adipogen Corp. Rest of World: Adipogen AG For Local Distributors please visit
9853 Pacific Heights Blvd., Suite L Schiitzenstrasse 12 .
San Diego, CA 92121-4721 4410 Liestal www.adipogen.com
USA Switzerland
TEL (858) 457-8383 TEL +41-61-926-60-40
FAX (858) 457-8484 FAX +41-61-926-60-49
info-us@adipogen.com info@adipogen.com




