IHC protocol for MOMA-2(for FITC and TRITC)
Required Materials:

Block solution:
40ul goat serum(abcam ab7481) + 100ul 8%BSA in PBS + 60ul PBS

Primary antibody solution: into a block solution add primary antibody rat anti-mouse Moma-2(abcam ab33451) at a ratio of 1:50.

Secondary antibody solution: into a block solution add secondary antibody. For goat anti rat TRITC(abcam ab7094) ratio is 1:100 and for goat anti-rat FITC(santa cruz sc2011) ratio is 1:50.

Fluoroshield Mounting Medium with DAPI: abcam ab104139

1) Dry the tissue section slides on ice for 30 min after retrieving them from –80 oC.

2) Fix the cells with ice cold acetone for 15 min. (In a container that can hold the slides.)

3) Wash the slides 3x5 with in PBS (from now on you can work without ice)

4) Remove the excess PBS remaining on slides and draw a circle around tissue sections with ImmEdge pen to keep the liquids on tissue.

5) Block for 1 hour at RT.

6) Remove the blocking solution and make sure that you don’t leave any on the slide considering the fact that it might change the concentration of your primary antibody.

7) Apply primary antibody solution and incubate overnight at 4 degrees with wet tissues. (Primary antibody is only applied to positive sections, for negative use only block solution or corresponding IgG in block solution)
Note: make sure that the concentration of primary ab and IgG is the same when you add them on top of the slide

 Next Day:

8) Wash slides 3x5 in PBS-T (%0.01 tween in PBS).

9) Wash 2x2 with ddH2O.

From now on keep slides in Dark
10) Apply secondary antibody solution and leave to incubation for 1 hour at RT

11) Wash with 3x5 with PBS

12)  2x2 with ddH2O.

13) Put a drop of Fluoroshield Mounting Medium with DAPI on tissues sections and put cover slip on it. Try to remove bubbles by applying a little pressure on cover slip. Seal the cover slip with nail polish.
14) Take Pictures with Fluorescent Upright Microscope, with 10X magnification. (One valve in each Picture, you have to take pictures without moving, For MOMA-2and DAPI, one after another.)
