Product Specification Sheet

Product: Peroxidase Anti-Peroxidase (Mouse)

Code: P200-0025

Lot# 264

Size: 25.0 mg

Physical State: Lyophilized

Protein Concentration: 20.0 mg/ml (by UV absorbance at 280 nm)

Buffer: 0.01 M Sodium Phosphate, 0.15 M Sodium Chloride, pH 7.2

Stabilizer: None

Preservative: None

Application(s): Suitable for use in peroxidase enzymatic labeling experiments.

Recommended Dilution(s): Not specified. Optimal titers for applications should be determined by the
researcher.

Storage Conditions: Store vial at 4° C prior to restoration. Dilute with Phosphate Buffered Saline (PBS)
containing 5% normal serum from same host bridging antibody. Centrifuge product if not completely clear after
standing at room temperature. This product is stable for several weeks at 4° C as an undiluted liquid. Dilute only
prior to immediate use. For extended storage aliquot contents and freeze at -20° C or below. Avoid cycles of
freezing and thawing. Expiration date is one (1) year from date of restoration.

Purity: This product was prepared from mouse ascites by delipidation, salt fractionation and ion exchange
chromatography. Assay by immunoelectrophoresis resulted in a single precipitin arc against anti-Mouse Serum
and anti-Peroxidase.

Immunogen: Peroxidase (Horseradish)

Note: This product is for research use only and is not intended for therapeutic or diagnostic applications. Please
contact a technical service representative for more information.
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Staining Paraffin Sections by PAP Procedure
(Mouse Monoclonal Antibodies)

Deparaffinize sections by sequential immersion in the following for 2' each: xylene (twice); 50%
xylene/50% ethanol; absolute ethanol (twice), 95% ethanol (twice), 70% ethanol. Agitate
gently in each solution. If section is from non-perfused tissue, treat for 30" with 3% hydrogen
peroxide in methanol.

Rinse three times in "1.5T buffer" which consists of 0.05 M Tris, pH 7.6 supplemented with 1.5%
(w/v) Sodium Chloride.

Put a small quantity of distilled water in the 4 quarters of a divided Petri dish and place a slide on
top of the dividing ridges. Petri dishes should be covered throughout the staining procedure to
provide a humidified atmosphere.

Prevent the spreading of reagents on the slide off the confines of the sections by placing a ring
around the section using a Pap Pen (Code # KHPO0O01) or equivalent method. Never let sections
themselves dry.

Quickly thaw normal goat serum (NGS) (Code #B304) in a 37° water bath. Mix, but do not shake
or vortex.

Cover Sections with 3% NGS in 1.5T buffer (such as 0.1 ml of NGS + 2.9 ml of 1.5T buffer).

Always make up only the amount needed, assuming 25 to 50 ul per section. Incubate at room
temp for 30"

Obtain monoclonal antibodies from freezer. Thaw quickly, mix gently but do not shake or vortex.
Place in ice bucket. Make antibody dilutions in 1.5T buffer containing 1% NGS (for instance, a
1:1000 dilution by adding to 2 ul of antibody, 1,998 ml of 1.5T buffer with1% NGS).

Shake off NGS and rim sections. Apply antibodies. Incubate at room temp or in refrigerator
overnight (incubation times may vary from 30' to over a weekend.)

Dilute goat anti-mouse IgG 1:100 in 1.5T buffer.

. Squirt sections with 1.5T buffer and rinse in three changes of 1.5T buffer. Apply diluted goat anti-

mouse IgG (H&L) [Code # 610-4102] for 30" at room temperature.
Dilute PAP 1:100 in 1.5T buffer with 1% NGS (for instance, 10 ul of PAP + 1.99 ml of 1.5T buffer).

Squirt sections and rinse in three changes of 1.5T buffer. Rim. Apply PAP. Leave at room temp
for 30'. Keep remaining diluted PAP.

Prepare diluted diaminobenzidine tetrahydrochloride (DAB) with hydrogen peroxide added. Itis
convenient to store frozen 0.5 ml volumes of 10X DAB (Code # DAB-10). This stock solution is
made by dissolving 100 mg DAB in 20 ml of 1.5 T. Immediately before use, add to 0.5 ml of stock
DAB, 4.5 ml of 1.5 T followed by 2.7 ul of 30% hydrogen peroxide (use gloves). Test DAB solution
by adding a few drops to the diluted PAP tube kept in step 12.

Squirt sections and rinse three times in 1.5T buffer. Add DAB/H,0, solution. Incubate for
approximately 8'.

Rinse in 1.5T buffer three times.

Dehydrate (reverse of step 1 and cover with Polymount Mounting Media (Code # KHHO001) in
fume hood.
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