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Applications Species Cross-Reactivity* Molecular Wt. Isotype

IMPORTANT: For western blots, incubate membrane with diluted antibody in 5% w/v BSA, 1X TBS, 0.1% 
Tween®20 at 4°C with gentle shaking, overnight.

W H 54 kDa Rabbit IgG**
Endogenous

Background: Necroptosis, a regulated pathway for necrotic 
cell death, is triggered by a number of inflammatory signals 
including cytokines in the tumor necrosis factor (TNF) family, 
pathogen sensors such as toll-like receptors (TLRs), and 
ischemic injury (1,2). The process is negatively regulated by 
caspases and is initiated through a complex containing the RIP1 
and RIP3 kinases, typically referred to as the necrosome. Mixed 
lineage kinase domain-like protein (MLKL) is a pseudokinase 
that was identified as downstream target of RIP3 in the necrop-
tosis pathway (3,4). During necroptosis RIP3 is phosphorylated 
at Ser227, which recruits MLKL and leads to its phosphoryla-
tion at Thr357 and Ser358 (3). Knockdown of MLKL through 
multiple mechanisms results in inhibition of necroptosis (3-5). 
While the precise mechanism for MLKL-induced necroptosis 
is unclear, some studies have shown that necroptosis leads 
to oligomerization of MLKL and translocation to the plasma 
membrane, where it effects membrane integrity (6-9).

Specificity/Sensitivity: Phospho-MLKL (Ser358) (D6H3V) 
Rabbit mAb recognizes endogenous levels of MLKL protein only 
when phosphorylated at Ser358. This antibody may also bind to 
MLKL when dually phosphorylated at Thr357 and Ser358.

Source/Purification: Monoclonal antibody is produced by 
immunizing animals with a synthetic phosphopeptide cor-
responding to residues surrounding Ser358 of human MLKL 
protein.

Storage: Supplied in 10 mM sodium HEPES (pH 7.5), 150 
mM NaCl, 100 µg/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	 1:1000

For product specific protocols and a complete listing 
of recommended companion products please see the 
product web page at www.cellsignal.com
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SM-164– +– +

hTNF-α– +– +

Nec-1+ +– –

Western blot analysis of HT-29 cells, untreated (-), or treated with 
combinations of the following treatments as indicated: Z-VAD (20 
μM, added 30 min prior to other compounds; +), human TNF-a 
(hTNF-a, 20 ng/ml, 7 hr; +), SM-164 (100 nM, 7 hr; +), and necro-
statin-1 (Nec-1, 50 μM, 7 hr; +), using Phospho-MLKL (Ser358) 
(D6H3V) Rabbit mAb (upper), or MLKL (D2I6N) Rabbit mAb #14993 
(lower).


