
eNOS Phospho-Regulation Cat. # NK6430

KitSizeAntibody Sampler Kit

Western blot analysis of human umbilical vein endothelial cells treated
with calyculin A (100 nM) for 30 min. (lanes 1, 3, 5, & 7) then the blots
were treated with lambda phosphatase (lanes 2, 4, 6, & 8). The blots
were probed with anti-endothelial nitric oxide synthase (eNOS) (C-
terminal region) (lanes 1 & 2), anti-eNOS (Ser-632) (lanes 3 & 4), anti-
eNOS (Ser-1177) (lanes 5 & 6), or anti-eNOS (a.a. 1172-1181) (lanes
7 & 8).

Immunocytochemical labeling of endothelial nitric oxide synthase
(eNOS) in paraformaldehyde-fixed and NP-40-permeabilized human
umbilical vein endothelial cells. The cells were labeled with mouse
monoclonal eNOS (NM2211) and rabbit polyclonal eNOS (NP2281)
antibodies, then the antibodies were detected using appropriate
secondary antibodies conjugated to Cy3.

The endothelial nitric oxide synthase (eNOS) phospho-regulation antibody sampler kit can be used to examine
phosphorylation of eNOS at Ser-632, Tyr-657, and Ser-1177. The kit also includes a mouse monoclonal and rabbit
polyclonal antibody to monitor total expression levels of eNOS.

Cat. # Description Product
Type Size Applications Species

Reactivity
WB

Dilution

Applications: WB = Western blot, E = ELISA, ICC = Immunocytochemistry, IP = Immunoprecipitation, IHC = Immunohistochemistry, FC = Flow Cytometry
Species: H = Human, R = Rat, Ms = Mouse, C = Chicken, F = Fish, Fr = Frog, Rb = Rabbit

NM2211 eNOS (C-terminal region) Mouse mAb 50 μl WB, E, ICC, IHC Hu, Rt, Ms 1:1000

NP4121 eNOS (a.a. 1172-1181) Rabbit pAb 50 μl WB, E Hu, Rt, Ms 1:1000

NM2321 eNOS (Ser-632), phospho-specific Mouse mAb 50 μl WB, E Hu, Rt, Ms 1:500

NP4031 eNOS (Tyr-657)/nNOS (Tyr-895), phospho-specific Rabbit pAb 50 μl WB, E, ICC Hu, Rt, Ms 1:1000

NP4051 eNOS (Ser-1177), phospho-specific Rabbit pAb 50 μl WB, E Hu, Rt, Ms 1:1000

Kit Components

Kit Summary
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Fluitt, MB et al. (2018) Int J Mol Sci. 19(10). pii: E2880. (WB: mouse kidney)NP4031

Potje, SR et al. (2017) Free Radic Biol Med. 112:587. (WB: human HUVEC)NP4031

Pratumvinit, B. et al. (2013) Biomed Res Int. 2013:359412. (WB: mouse cardiac endothelial cells )NP4051

Buffer and Storage
Rabbit polyclonal and mouse monoclonal antibodies are supplied in phosphate-buffered saline, 50% glycerol, 1 mg/ml
BSA, and 0.05% sodium azide. Store at –20°C. Stable for 1 year.

Product Citations

Background
Nitric oxide (NO) has a broad range of biological activities and is implicated in signaling pathways in phylogenetically
diverse species. Nitric oxide synthases (NOS), the enzymes responsible for synthesis of NO, are homodimers whose
monomers are themselves two fused enzymes: a cytochrome reductase and a cytochrome that requires three
cosubstrates (L-arginine, NADPH, and O2) and five cofactors or prosthetic groups (FAD, FMN, calmodulin,
tetrahydrobiopterin, and heme). Several distinct NOS isoforms are produced from three distinct genes, inducible NOS
(iNOS, NOS-II), neuronal NOS (bNOS, NOS-I), and endothelial NOS (eNOS, ecNOS, NOS-III). Regulation of eNOS
activity occurs through phosphorylation at multiple sites. Phosphorylation of Ser-633 (mouse Ser-632) in the FMN binding
domain increases eNOS activity and may be important for the maintenance of NO synthesis after initial activation by Ca2
+ flux and Ser-1177 phosphorylation. Tyr-657 is phosphorylated by PYK2 in response to fluid shear stress and this
phosphorylation leads to attenuation of enzyme activity.
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