Testis Squash Prep Method for immunostaining spermatogenic cells
1. Prepare dry ice in two boxes, one containing a slide box.

2. Prepare liquid nitrogen.

3. Prepare fixative solution: 2.5 ml 37% formaldehyde + 25 µl Triton X-100 + PBS to 50 ml. Make sure Triton X-100 dissolved completely by up and down pipetting.

4. Kill the mouse by cervical dislocation.

5. Excise testes and place them into a Petri dish containing a couple of fixative solution after detunication.

6. Disperse the seminiferous tubules with a pair of forceps. Keep id for a couple of minutes at room temperature.

7. Transfer a piece of seminiferous tubules onto a poly-prepared slide, and disperse the clump into small pieces, add some fixative solution around the seminiferous tubules, and then coverslip the preparation. 

8. Use a sheet of paper tower to fix one corner of the coverslip with a finger, and then use a pencil to press the coverslip make the seminiferous tubules to collapse, finally place the paper tower on the top of the coverslip and use thumb to press the coverslip squashing the tubules.

9. Mark the slide.

10. Put the slide into liquid nitrogen until noise subsides.

11. If they will be stained immediately, blowing over the coverslip and remove the coverslip with a blade and the place the preparation into PBS (preparation can be kept in PBS for a couple of hours). After 3 X 5 min wash at room temperature, the preparation is ready for primary antibody. 

12. The preparation can be stored at –80 C for a long time even one year. After step 10, place the slide with coverslip in a dry ice box for a temporary storage. Once no more space left, transfer them into the slide box held in another dry ice box. Place the slide box into –80C once it is full or at the end of squashing.

13. Take out the slide from –80C and soak it into liquid nitrogen again until noise disappears. 

14. Place the slide into PBS for wash 3 times each 5 min (or longer), now the slide is ready for staining.

15. Prepare primary antibody, generally, the concentration used for squash is higher than spread preparation (first try starts at 1: 100). Antibody is diluted with PBS.  Prepare 30 µl antibody solution for each slide.

16. Incubate slides overnight at 4C.

17. Three wash with PBS each 5 min at room temperature.

18. Prepare secondary antibody with PBS at 1:100. 

19. Incubate the slide for 30 min at room temperature.

20. Three wash with PBS each 5 min at room temperature. Counterstain with DAPI for 3 min at room temperaure, and then wash again with PBS for 3 to 5 min. (The second wash may contain DAPI.)

21. Drain the slide, apply antifading reagent, coverslip it and seal it with nail polish, and ready for scoring.

