IMMUNOFLUORESCENCE

We use immunofluorescence techniques to localize antigens of interest in molluscan adult
tissues, whole embryos and dissociated cells. Before starting procedures, always consult the
Safety Data Sheets (SDS) of all reagents used for safe handling.

Fixation. Samples are fixed in 4% paraformaldehyde in sterile aquarium water (SAW) for 20
minutes (cells, embryos) or 1 hour (whole tissues). Fixation agent and times of fixation have to
be adjusted to the type of primary antibodies used.

Primary antibodies. Following two 10-min rinses in saline phosphate buffer (PBS),
cells/tissues are blocked in 3% donkey serum in 0.3% Triton-X-100 in PBS (NDST3%) and
exposed overnight at 4°C to primary antibodies (i.e., myosin shown in red in the picture) diluted
in NDST1%. Dilutions have to be determined by the user.

Secondary antibodies. After three 10-
minute rinses in NDST1%, cells/tissues
are incubated for 2 hours in the dark at
room temperature in a donkey secondary
antibody directed at the species of the
primary antibody (i.e., rabbit, mouse or
goat) and conjugated to fluorophores.
Secondary antibodies are diluted in
NDST1% and used at the concentration
recommended by the manufacturer. At
the end of the incubation time,
cells/tissues undergo four 5-minute rinses
in PBS or PB. For nuclear staining, we
use 4’-6-diaminido-2-phenylindole (DAPI) or Hoescht dye.

Controls. To assess the specificity of the immunofluorescence staining, we run the following
controls: 1) replacement of the primary antibody with normal serum (negative control), 2)
replacement of the secondary antibody with normal serum (negative control), 3) use of
tissue/cells known to express the antigen of interest (positive control); 4) use of tissue/cells
known to not express the antigen of interest (negative control).

Storage. Immunostained cells/tissues are kept in the dark at 4°C until microscopic analysis.
Tissues/cells mounted on slides are coverslipped with Prolong™Gold antifade reagent
(Invitrogen).



