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anti-Necdin antibody, rabbit polyclonal (NC243), ChIP grade, KO-Validated

74-100 100 pg
Shipping and Storage: Shipped at 4°C or -20°C, and upon arrival, aliquot and store at -20°C.
Immunogen: Recombinant GST-fused mouse necdin (aa 83-325)
Form: Protein A affinity purified IgG. 2 mg/ml in PBS- with 50% glycerol. Filter-sterilized.
No additive.
Validation of specific reactivity: Specificity of reaction has been validated with knock-out
mice by western blot and IHC-F
Reactivity: React with mouse, rat, human, chicken
Applications:
1. Western blotting (1/1,000-1/3,000)
2. Immunohistochemistry. frozen section (1/500)
3. Immunocytochemistry (1/500)
4. Immunoprecipitation (1/100)
5. Chromatin Immunoprecipitation (1/100)
6. Immunoaffinity assay (Identification of Necdin interacting proteins by column

conjugated with anti-Necdin antibody)

Background: Necdin (neurally differentiated embryonal carcinoma-derived protein) is a
325-amino acid residue protein encoded by a cDNA clone isolated from neurally
differentiated mouse embryonal carcinoma cells (ref.1). Necdin is a potent growth
suppressor that is expressed predominantly in postmitotic cells such as neurons and
muscle cells. Needin has been implicated in the pathogenesis of Prader-Willi syndrome, a
human neurodevelopmental disorder associated with genomic imprinting. Furthermore,
necdin binds to major transcription factors E2F1 and p53, and also to NEFA and
nucleobindin, both of which are calcium-binding proteins involved in intracellular calcium
homeostasis. From these findings necdin is suggested to target various factors involved in
the regulation of cell proliferation and survival, and plays a key role in development and
differentiation of subsets of neurons in the brain. An antibody (named NC243) against
mouse necdin was raised in rabbit (ref.1) in the laboratory of Prof. K. Yoshikawa at Osaka

Univ.

Data Link: Swiss-Prot P25233 (mouse), Q99608 (human)
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4250 Fig.1.Western blotting of Necdin in the crude extract of
mouse embryo.
€150 The extract (20 pg protein)) was prepared from cerebral
cortex of E 16.5 mouse embryo. The anti-Necdin antibody
<100 (NC143) was used at 1/3,000 dilution. As the secondary
475 antibody, HRP conjugated goat anti-rabbit IgG was used at
1/20,00 dilution
Molecular mass of mouse Necdin is 37 kDa. The larger
size reported here and elsewhere (see Ref) may reflect
430 post-translational modifications such as ubiquitination
and phosphorylation at several sites (Swiss-Prot)
—-—
437
Fig.2 Validation of the anti-necdin antibody
WT KO ,pa with knock-out mice.
Necdin l*—-————l- 43 Proteins in forebrain lysates from wild-type and

- Tub [——— 50 necdin knock-out mouse embryos at E14.5 were

analyzed by Western blotting. The primary
antibody was used at 1/2,000 dilution. Each

lane represents the extract from one littermate.
Protein levels were normalized to S -tublin.
(Image from Minamido R et al. PLoS One. 9 (1)
PMID: 24392139.)

Fig.3 Immunoprecipitation of necdin
Necdin = 4+ 4 4 4 4 HEK293A cells were transfected with

expression vectors for necdin (+). Cell lysates

IB: Necdin s as an e+ Necdin

were immunoprecipitated and immunoblotted
with anti-necdin antibody. HEK293A cell
lysate (-) is a negative control.

(Image from Minamido R et al. PLoS One. 9 (1)
PMID: 24392139.)
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Fig 4. Immunofluorescence staining of necdin. Expression of necdin, and nestin in primary
neural precursor cells (NPCs) from mouse neocortex. Primary NPCs were prepared from
the neocortex at E14.5 and subjected to double-immunostaining for necdin and nestin. DNA
was stained with Hoechst 33342. Necdin was immunostained with anti-necdin antibody
(NC243) at 1/500 dilution and Nestin with anti-nestin antibody (ST1; BioAcademia
73-105)

(Images from Minamido R et al. PLoS One. 9 (1) PMID: 24392139.)

Wild type KO mouse

Fig.5 Immunohistochemistry of necdin : Validation of anti-necdin antibody (NC243)

with KO-mouse.

Cryosections of cervical dorsal root ganglion tissues from wild-type (WT) and
necdin-null (KO) mice at E14.5 were prepared and immunostained for necdin. Antibody
was used at 1/500 dilution. As the secondary antibody, goat anti-rabbit IgG conjugated
with Alexa Fluora 555 was used at 1/2,000.

: Fig.6 Immunohistochemical staining of necdin in mouse
forebrain.
‘ E13.5 forebrain cryosections were immunostained for necdin.

CX, Cortex; LV, lateral ventricle; LGE, lateral ganglionic

eminence; SP, septum. The antibody was used at 1/500 dilution.
| As the secondary antibody, goat anti-rabbit IgG conjugated with
b EI ‘ Alexa Fluora 555 was used at 1/2,000.
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1. Niinobe M et al. Cellular and subcellular localization of necdin in fetal and adult mouse

brain. Dev Neurosci (2000) 22: 310-319 PMID: 10965153. WB, IHC-F (mouse)
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protein with functional similarities to mammalian type II Mage proteins. Physiol
Genomics. 2007 Jul 18;30(2):156-71. PMID: 17374844 IF/IC, IHC-F (mouse)
14. Kurita M et al Necdin downregulates Cdc2 expression to attenuate neuronal apoptosis.
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15. Kubota Y. et al. Necdin restricts proliferation of hematopoietic stem cells during
hematopoietic regeneration. Blood. 2009 Nov 12;114(20):4383-92. PMID:19770359 IF
(mouse)

16. Morillo SM. et al. Nerve Growth Factor-Induced Cell Cycle Reentry in Newborn
Neuronsls Triggered by p38MAPK-Dependent E2F4 Phosphorylation.

Mol Cell Biol. 2012 Jul;32(14):2722-37. PMID:22586272. WB, IP, (chicken)
17. Minamide R et al/ Antagonistic Interplay between Necdin and Bmil Controls

Proliferation of Neural Precursor Cells in the Embryonic Mouse Neocortex. PLoS One.
(2014) 9 (1) PMID: 24392139. WB, IF, IP (mouse). Validated with KO mice for WB and
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18. Fujimoto I. et al. Necdin controls EGFR signaling linked to astrocyte differentiation in
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WB, IHC-F, (mouse) Validated with KO mice for WB
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