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IF Protocol for PLAZR Stain

Antibodies needed for Indirect IF Method for PLAZR

[.
2.
3.

PLAZR (Sigma-Aldrich)
Biotinylated Rabbit IgG (Vector Laboratories)
FITC Conjugated Streptavidin (Vector Laboratories)

Indirect IF method for PLAZR

1.

10.

11.

12.
13.

Cut 2x 4 micron sections of the frozen tissue on positive charged slides.
One labeled as  “PLA2R” and one labeled as  “no primary” .

Fix the slides in cold Acetone for 5 minutes.

Atr dry the slides.

Using a diamond pencil, scribe a circle around the tissue section on the
front side of the slide.

Rinse slides in two changes of Bond wash solution.

Apply 100 microliters of rabbit anti PLAR antibody at validated dilution
to all the appropriate slides except the ones labeled as "no primary"
(which they can be left in bond wash). Incubate for 60 minutes at RT in
& moist chamber.

Pick up all slides from the primary antibody incubation and wash them in
three changes of Bond wash for 2-3 minutes each,

Apply 100 micro liters of the appropriate dilution of the biotinylated
goat anti-rabbit IeG to all the slides including PLA2R and "no primary"
slides. Incubate for 45 minutes at room temperature, on the covered
moistened chamber.

Pick up all the slides from the secondary antibody incubation and wash
them in three changes of bond wash for2-3 minutes each.

Apply 150 micro liters of the appropriate dilution of the FITC conjugated
Streptavidin to all slides including PLAZR and "no primary" slides.
Incubate for 45 minutes at room temperature on a covered, dark, moist
chamber. Make sure the slides are not exposed to any light at this step.
Pick up all the slides from the tertiary antibody incubation and rinse
in three changes of bond wash for 2-3 minutes each,

Coverslip with IF mounting media.

Store the slide in closed pallets at 2-8°C.
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