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Human PCSK9 Prodomain \§
Mouse Monoclonal Antibody (Clone KS-2C8
Cat# CY-M1032
100 pg (1 mg/ )

Clone Name  Applications Species Cross-Reactivity Molecular Wi. Source Isotype

KS-2C8 WB, IP H 16-18 kDa Mouse IgG1

Background
PCSK9 (also known as neural apoptosis-regulated/estase, NARC-1) is( &
protein expressed primarily in the kidneys, livardaintestines (1) repre
secretory subtilase family. Various genetic obséona subsequently mapp K9 as the third gdarq
with LDLR and APOB) to cause autosomal dominantemgholesterolemie . These studies suggested
that gain of function mutations increase plasmeelevof LDL-c (2 , eas nonsense or missense
' CSK?9, lead to a reductiafn
t disease (CHD) (5). In mice,
evel in normal mice but not in
LR protein but not mRNA.(8

plasma levels of LDL-c and an 88% decrease in isie af cor
adenoviral overexpression of PCSK9 results in iasee plas
LDLR-deficient mice (7). Deletion of PCSK9 causesiacrease i
These findings lead to a hypothesis that PCSK9 texk
posttranslational down-regulation of LDLR, the netoe res

Evidence is consistent with the secreted form g
degradation of the receptor (9, 10). Zhang etldl)
first epidermal growth factor-like repeat (EGF-
binding to this site is required for LDLR degradati
in the circulation may cause the degradation ofatiepk
attractive drug target for lowering LDLC.

or clearing LDL-c from plasma.

directly to the LDLR and resulting in
dt inding site of PCSK9 in the LDldrthe
extracellular domain and showed that PCSK9
ght of these observations and the fact BaSK9

LR in the liver, PCSK9 would seem to be an

Specificity/Sensitivity: Human PCSK9 P Monoclonal Antibody (KS-2@Yects endogenous
mature form of PCSK9 Prodomain, react with-form of PCSK9 by western blotting and
immunoprecipitation.

Source/Purification: Monoclonal anti is produced by immunizing migith a recombinant PCSK9,
corresponding full length of hum CSK9, expredne?O3 cells. IgG is purified by protein A-Sephseo
chromatography.

Recommended Antibody estern blotting: 0.5-1 pg/mL, immunoprecipitatida2 pg/sample.

Storage: Supplied in osphate buffer (pH 7.5), 300 NBCI, 50 % glycerol. Store at -20°C.
Immunoprecipitation IHC: ImmunohistochemistriC: Immunocytochemistry F: Flow
: ence Polarization assay

ey: Hhuman M: mouseR: rat Hm: hamster Mk: monkey Mi: mink C: chicken X: Xenopus Z:
ected Species enclosed in paresthesgredicted to react based on 100% sequenaddmm

Applications Key:
cytometry E: ELIS
Species Cross-Reac
zebra fish All: all
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Fig. 1. Western blot analysis of Human PCSK9 Prodom:&
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Western Immunoblotting Protocol

Solutions and Reagents
Note: Prepare solutions with Milli-Q or equivalently purified water.

Transfer Buffer: 25 mM Tris base, 0.2 M glycine, 20% methanol (pb) 8

SDS Sample Buffer (1X):62.5 mM Tris-HCI (pH 6.8 at 25°C), 2% w/v SDS, 1@ mM
DTT, 0.01% w/v bromophenol blue or phenol red
Blocking Buffer: 1X TBS, 0.1% Tween-20 with 5% wi/v nonfat dry mifir 150 mL, add@5fmL 10X

TBS to 135 mL water, mix. Add 7.5 g nonfat dry miékd mix well. While stirring, add 0.15 mL
Tween-20 (100%).

10X TBS (Tris-buffered saline): To prepare 1 liter of 10X TBS: 24.2 g Tris b Cl; adjust pH
to 7.6 with HCI (use at 1X).

Primary Antibody Dilution Buffer: 1X TBS, 0.1% Tween-20 with 5% bl gent forr@0, add 2
mL 10X TBS to 18 ml water, mix. Add 1.0 g BSA andxnwvell. While sti , add 20 uL Tween-20
(100%).

Chemiluminescent HRP Detection: secondary anti-rabbit antibod onjugated to haidish
peroxidase (HRP), ECL™ chemiluminescent reagentgiimm Phar

Wash Buffer TBS/T: 1X TBS, 0.1% Tween-20
Blotting Membrane: This protocol has been optimized r@ ellulosembranes, which we

recommend. PVDF membranes may also be used.

Protein Blotting
A general protocol for sample preparation is désctibelow.
1. Treat cells by adding fresh media containingig ired time.

2. Aspirate media from cultures; wash cells withE ; e.

3. Lyse cells by adding 1X SDS Sample Buffe per well of 6-well plate or 500 pL per plate di 1
cm2 plate). Immediately scrape the cells off thef@land transfer the extract to a microcentrifudeet

Keep onice.
4. Sonicate for 10-15 seconds to shear D dceedample viscosity.
5. Heat a 20 pL sample to 95-100°C for | onice.
6. Microcentrifuge for 5 minutes.
7. Load 20 pL onto SDS-PAGE gel ( cm).

8. Electrotransfer to nitrocellulose m ral
Membrane Blocking and Antibodyalinc ions

Note: Volumes are for 10 cm x m (100 cn’) of membrane; for different sized membranes, adjust
volumes accordingly.

1. (Optional) After tran nitrocelluloseembrane with 25 mL TBS for 5 minutes at room
temperature.
2. Incubate membrane,i mL of Blocking Buffer fohour at room temperature.

s each with 15 ml oSTB

4. Incubate d primary antibody (at th@rapriate dilution) in 10 mL Primary Antibody
Dilution Bu le agitation overnight 4tC.
5. Wash 3 ti minutes each with 15 mL oST'B

6. Incubate e with HRP-conjugated secorataigody (1:3000 in 10 mL of Blocking Buffer with
gen r 1 hour at room temperature.
7. ti r 5 minutes each with 15 mL o5TB

Dete teins
1. Inc e membrane with 4 mL ECL™ with gentlaa@an for 1 minute at room temperature.
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2. Drain membrane of excess developing solutiomatdet dry, wrap in plastic wrap and expose

film. An initial ten-second exposure should indec#te proper exposure time.

Immunoprecipitation Followed by Western Immunoblotting Protocol

Solutions and Reagents
Note: Prepare solutions with Milli-Q or equivalently purified water.

Cell Lysis Buffer (1X): 20 mM Tris (pH 7.5), 150 mM NaCl, 1 mM EDTA, 1 mEG riton
X-100, 2.5 mM sodium pyrophosphate, 1 mM Glycerolghate, 1 mM Na3VvO4, 1 ug/ml Leupeptin

Note: We recommend adding 1 mM PMSF before use.
Protein A Agarose BeadsAdd 5 ml of 1X PBS to 1.5 g of Protein A Agaros
4°C; spin down. Wash pellet twice with PBS. Resuasgpeeads in 1 volume of P
weeks at 4°C)

3X SDS Sample Buffer:187.5 mM Tris-HCI (pH 6.8 at 25°C), 6% w/v

DTT, 0.03% w/v bromophenol blue,

Transfer Buffer: 25 mM Tris base, 0.2 M glycine, 20% methanol (p
Blocking Buffer: 1X TBS, 0.1% Tween-20 with 5% w/v nonfat dr
TBS to 135 ml water, mix. Add 7.5 g nonfat dry mékd mi
Tween-20 (100%).

10X TBS (Tris-buffered saline):For 1 liter of 10X TBS, use
to 7.6 with HCI (use at 1X).

ake 2 hours at

\

|

n be stored for 2

cerol, 150 mM

150 ml, add 15 ml 10X
ile stirring, add 0.15 ml

base andy80aCl. Adjust pH

Primary Antibody Dilution Buffer: 1X TBS, 0.05% Twe ith nonfat dry milk. R ml, add

2 ml 10X TBS to 18 ml water, mix. Add 1.0 g nonéay
Tween-20 (100%).
Wash Buffer TBS/T: 1X TBS, 0.1% Tween-20

mix well. While stirring, add 10 pl

Chemiluminescent HRP Detection: secon ti- it antibody conjugated to fradish

peroxidase (HRP), ECL™ chemiluminescent
Wash Buffer TBS/T: 1X TBS, 0.1% Tween-20
Blotting Membrane: This protocol has been o
recommend. PVDF membranes may als used.

tgisimm Pharmacia)

Preparing Cell Lysates
1. Aspirate media. Treat cells by addi
2. To harvest cells under nondenatur
3. Remove PBS and add 0.5 ml

incubate the plate on ice for 5
4. Scrape cells off the plate an
5. Sonicate 4 times for 5 se

to naientrifuge tubes. Keep on ice.
h onice.

ized for nitrocelluloseembranes, which we

edintaining regulator for desired time.
itioermove media and rinse cells once with ice-col&PB
Cell Lygiffer plus 1 mM PMSF to each plate (10 cm2) and

6. Microcentrifuge for 10 t'4°C, and tfanshe supernatant to a new tube. The supernistaime
cell lysate. If necessa an be storedatC.
Immunoprecipitation
1. Take 200 pl cell ly: d add primary antibaggubate with gentle rocking overnight at 4°C.
2. Add Protein ads (20 pl of 50% bdardyg. Incubate with gentle rocking for 1-3 hoats

3. Mlcrocentrl

ice during wa
4. Resuspe
5. Heat the
6. L e
7.

to 95-100°C for 2-5 minutes.
e (15-30 pul) on SDS-PAGE gel (5261
ample by Western blotting (see Wedtamunoblotting Protocol).

econds at 4°C. Washegpdltimes with 500 pl of 1X Cell Lysis Buffer. Keen

et with 20 pl 3X SDS SampléeBwotex, then microcentrifuge for 30 seconds.
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Related Products:

* CircuLex Mouse/Rat PCSK9 ELISA Kit: Cat# CY-8078

* CircuLex Human PCSK9 ELISA Kit: Cat# CY-8079

* CircuLex PCSK9-LDLR in vitro Binding Assay Kit: C at# CY-8150

* Anti-Human PCSK9 prodomain monoclonal antibody (KS-3C8): Cat# CY-M1032
* Anti-Human PCSK9 monoclonal antibody (KS-4H12): Cat# CY-M1033
* PCSK9 Wild Type in culture medium: Cat# CY-R2310

* PCSK9 A(33-53) / Wild Type in culture medium: Cat# CY-R23D

* PCSK9 D374Y in culture medium: Cat# CY-R2311

* PCSK9 A(33-53) / D374Y in culture medium: Cat# CY-R2321

* PCSK9 Wild Type/A53 in culture medium: Cat# CY-R2320

* PCSK9 Wild Type: Cat# CY-R2330

* PCSK9 D374Y: Cat# CY-R2331

* PCSK9 R194A: Cat# CY-R2333

* LDLR EGF-AB domain: Cat# CY-R2340

* LDLR EGF-AB domain, Myc-tagged: Cat# CY-R2341

* LDLR EGF-AB domain H306Y: Cat# CY-R2342

* LDLR EGF-AB domain H306Y, Myc-tagged: Cat# CY-R23#43

CyclLex Co., Ltd.
1063-103 Terasawaoka
Ina, Nagano 396-0002
Japan

Fax: +81-265-76-7618
e-mail: info@cyclex.co.j
URL: http://www.cyclex.
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