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Diacetyl Monoxime [2,3-Butanedione monoxime] (Nacalai Tesque 10923-52,
SIGMA-ALDRICH B0753)

Antipyrine (Wako Pure Chemical 018-11112, SIGMA-ALDRICH, A5882)

FeCl3-6H,0O [lron(lll) Chloride Hexahydrate] (Wako Pure Chemical 091-00872,
SIGMA-ALDRICH 236489)
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Citrullinated protein detection antibody (for Western blot analysis)
Another name: Anti-modified citrulline (AMC) IgG
Rabbit Polyclonal Antibody (Purified IgG Fraction)

Rabbit AMC IgG

Volume :

Antigen :

Host :

Supplied As :

Storage and Stability :
Tested applications :

Cross Reactivity:
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Calf thymus histones (Histone H1 depleted) deiminated in vivo with
recombinant human PAD2 proteins. The resulting deiminated
histones were then modified by ureid group specific color reaction.
Rabbit

IgG fraction purified from rabbit serum.

Prepared in 10 mM Tris (pH 7.4), 0.14 M NaCl and 0.05% NaNs.

2-8 °C, 2 years.

* Western Blot (1:500-1:1,000 dilution)

To detect deiminated proteins by Western blot using this antibody, it

is essential to perform chemical modification (chemical modification

of citrulline residues) of PVDF membrane after transfer the

electrophoresed proteins. The details refer to experiment protocol.

* We have no data about immunohistochemistry.
Cross reacts with Human, Mouse and Rat deiminated proteins.

Not yet tested in other species.

[Western blot analysis]
:' - Lane 1 : Histones (from calf thymus)
Lane 2 : Deiminated histones
Lane 3 : Human skin cornified cell lysate
A : Chemical modification of PYDF membrane
B : Control
Anti-modified citrulline (AMC) IgG (ROI004) at
1:1,000 dilution used.
Arrows indicate modified deiminated histones
j|‘_ (Lane 2, 10-15kDa) and deiminated keratins (Lane
3, 55-65kDa).
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Signals were not detected in the control membrane (B) without chemical modification of
PVDF membrane.
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\Chemically modification of deiminated proteins - Western blot protocol\

B Reagents (necessary but not included)

o 98% H2804

*  85% H3PO,

*  Acetic acid

* Diacetyl Monoxime [2,3-Butanedione monoxime] (Nacalai Tesque 10923-52,
SIGMA-ALDRICH B0753)

*  Antipyrine (Wako Pure Chemical 018-11112, SIGMA-ALDRICH, A5882)

* FeCl3z-6H,O [Iron(lll) Chloride Hexahydrate] (Wako Pure Chemical 091-00872,
SIGMA-ALDRICH 236489)

B Stock solutions

1. Reagent I (100 mL) store at room temperature
Water 55 mL
Please add following H,SO4 and H3PO, slowly in small guantities while stirring water in a

stirrer because temperature of the solution rises.
H,SO, 20 mL

H3PO, 25 mL
Please add following FeCls-6H,O and dissolve it _after temperature of the solution

reached room temperature,
FeCl;-6H,0 41.6 mg

2. Reagent T (100 mL) store at4 °C

Diacetyl Monoxime 2 g (final conc.2%)
Antipyrine 1 g (final conc.1%)
Water 80 mL

Please stir it in a stirrer and dissolve it.
Acetic acid (17.4 M) 5.75 mL (final conc.1 M)
Adjust to 100 mL with water

B Experimental protocol

Electrophoresis and transfer

1. Prepare the electrophoresis samples.
2. Perform SDS-polyacrylamide gel electrophoresis (SDS-PAGE) and transfer the

proteins to PVDF membrane.



Optional: If the expected deiminated proteins are not stably retained on the PVDF

membrane, please perform the following procedure to improve protein retention. If it does

not need, please proceed to the next step (Chemical modification of deiminated proteins).

1. Wash the transferred PVDF membrane in water.

2.  Immerse the PVDF membrane in 0.1% ovalbumin in phosphate-buffered saline (PBS)
for 15 min with agitation.

3. Wash the PVDF membrane in water.

4. Immerse the PVDF membrane in 4% paraformaldehyde in PBS for 15 min with
agitation.

5. Wash the PVDF membrane several times in water.

Chemical modification of deiminated proteins (citrulline residues)

6. Prepare chemically modification solution (Regent I : Regent I =2 : 1).
7. Immerse the PVDF membrane and incubate at 37°C more than 2 hour (or overnight)
without agitation.

8. Wash the PVDF membrane several times in water.

*:if you check the specificity of reaction, please skip this procedure,

Immunoreactions and detection

1. Blocking
Block the membrane in 5% Skim milk/TBST (10 mM Tris-HCI, pH 7.4, 0.14 M NacCl,
0.1% Tween-20) for 1 hour at room temperature with constant agitation.

2. Reaction of primary antibody
Incubate the membrane with citrullinated protein detection antibody [rabbit anti-modified
citrulline (AMC) antibody] diluted 1:500-1,000 in 10 ml 5% Skim milk/TBST for 3 hour at
room temperature (or overnight at 4 °C).

3.  Wash the membrane three times in TBST for 5 minutes each time.

4. Reaction of secondary antibody (you can use a commercial antibody)
Method of using a Goat Anti-Rabbit IgG, HRP-conjugate for secondary antibody
Incubate the membrane with secondary antibody diluted in 5% Skim milk/TBST for 1
hour at room temperature.

5.  Wash the membrane three times in TBST for 5 minutes each time.

6. Detection
Use the detection method of vyour choice. We recommend enhanced

chemiluminescence reagent.



