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Human PKR/EIF2AK2 R
Rabbit Polyclonal Antibody >

o)
Cat# CY-P1043 =
100 pg (1.0 mg/mL @O L)
N
I\
Clone Name  Applications Species Cross-Reactivity Molecular Wt.  Source Isotype
- IP, E H 66 kDa Rabbit IgG
ov

Background: N

The double-stranded RNA-activated protein kinad€RP also know 3 eukaryotic translation
initiation factor 2-alpha kinase 2 (EIF2AK?2), isubiquitously expre% serine/threonine protein
kinase that plays a key role in the innate immuratyponse to viralNpfection in higher eukaryotes
and has also been implicated in several cellutarasitransduction p&hways (1-4).

The dsRNAs-mediated activation leads to autophaytdtmn KR and allows the kinase to
phosphorylate its natural substrate, tasubunit of initiati actor elF2, resulting in pid
inhibition of translation and suppression of viggread (5,4 PKR also has been implicated in
regulating other cellular functions such as diffeigion (7),4@anscription (8, 9), signal transtioic
(10), cell growth (11, 12) and apoptosis in theréwe vidys infection and other forms of cellular
stress. (13).

It was reported that the activation of PKR in ad@d liver tissue is caused by obesity (14). In

S

the absence of PKR, metabolic deterioration d S energy or nutrition is alleviated. These
findings demonstrate that PKR is an importar@ﬂ:ﬂm of inflammation complex that responds to
nutrients and organelle dysfunction. %)

Specificity/Sensitivity: The antibody deteci@ndogenous levels of PKR/EK2protein.

Source/Purification: The antibody isq§0duced by immunizing rabbit wahsynthetic peptides
corresponding to middle region of h n PKR. Ig@usfied by immunoaffinity chromatography.

Recommended Antibody Dilutiop&IP-kinase assay: 1-2 pg/sample.

Storage: Supplied in 20 m osphate buffer (pH 7.5), 300 rieCl, 50% glycerol. Store at

-20°C. N
R

L4
Applications Key: WB: W IP: ImmunoprecipitationlHC: ImmunohistochemistnfC: ImmunocytochemistryF: Flow
cytometryE: ELISA FP: FI nce Polarization assay

Species Cross-Reacti\Qey: HhumanM: mouseR: rat Hm: hamsteMk: monkeyMi: mink C: chickenX: XenopusZ: zebra
fish All: all species e&’ected Species enclosed in paresthes@redicted to react based on 100% sequenagdgym
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Immunoprecipitation Protocol Followed by MeasuringPKR Activity: <
Preparation of Solution and Reagent 0

O
1. Cell Lysis Buffer A
20 mM Tris HCI, pH 7.5, 250 mM NacCl, 10% glycerfl5% Nonidet P-40, 1 mA ﬁTA, 1
mM EGTA, 0.2 mM PMSF, 1 pug/mL pepstatin, 0.5 pg/heupeptin, 5 mM§ 2 mM
NazVO4, 2 mM B-glycerophosphate, 1mM DTT, Bhosphatase Inhibitor Cock#ail

2. Protein A Agarose Beads (50% bead slurry) <@
Add 5 mL of 1X PBS to 1.5 g of protein A agarosadi®e Shake 2 hoursga[*4°C; spin down.
Wash beads twice with PBS. Resuspend beads inuineobf PBS. (Can tored for 2 weeks
at 4°C) (&)

3. Poly-L-lysine-coated Plate N,
Coat the plate with 25 pg/mL poly-L-lysine (PLL) RBS for 4-12@37%. Subsequent to a
washing step with PBS. LN

N
Treatment of Cells Q‘b

1. Plate adherent cells in PLL-coated 6 well-pthgh at ~1 @ells/plate.
2. Incubate the culture dish at 37°C for 12-16 bdmCQ? ator.

3. Change the medium to fresh media containingg]lm{ ly I:C.

4. Incubate the culture dish at 37°C for approprtilneq)

@

Preparing Cell Lysates NG

1. Remove media, and wash cells with icewéPlﬁkSaa;pirate.

2. Add 1 mL of ice-cold Cell Lysis Buffer to ®aclae (6-well plate) and shake at ca. 300 rpm on
an orbital microplate shaker for 120 r%i%@tes eddif@.

3. Scrape off and transfer the lysate Q icrotfeigee tubes and microcentrifuge at 15, 000 rpm
for 10 minutes at 4°C,

4. Transfer the supernatant to aéw tube. Thersagt is the cell lysate. If necessary, the
lysate can be stored at -70°C. L

<
Immunoprecipitation and assegg'ﬁase activity

1. Take 100 pL of the sate and add anti-hufm&R polyclonal antibody (Cat#CY-P1043;
1-2 ng) and incubaténgith gentle rocking for 1-8iscat 4°C.

2. Add 20 pL of protgiw, A agarose beads (50% baady¥ and incubate with gentle rocking for
1-3 hours at 4°

3. Microcentrifu 30 seconds at 4°C. Washptwein A agarose beads 3 times with 500 pL
of Cell Lysis er and once with Kinase Buffere&p on ice during the washes.

4. Re-suspenghthe protein A agarose beads wittD30k4of Kinase Buffer and use 10 pL as an
enzyme ple* to measure PKR activity using CycP&R/EIF2AK2 Kinase Assay Kit

(Cat# C3184)

* Pleas@vtake care to transfer the protein A agalmsads to the well of the Antibody-coated
!Q late as little as possible.
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Fig.1 Time course of poly I:C effect on the kinasactivity of PKR in HepG2 cell, measured b
IP-kinase aaasay using CycLex PKR/EIF2AK2 Kinase Asay Kit (Cat#CY-1184) a

the human PKR/EIF2AK2 rabbit polyclonal antibody (Cat#CY-P1043) o
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Related Products: &
* CycLex PKR/EIF2AK2 Kinase Asﬁay Kit: Cat#CY-1184

* PKR/EIF2AK2 (Human), Active@@at#CY-SPP80

* PKR/EIF2AK2 Positive ContrdiFull length): Cat#C Y-E1184-1

* Anti-Human PKR/EIF2AK2 clonal Antibody: Cat#C Y-P1043
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