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Day 1
1. Cut 7µm thick cryostat sections from tissue block and collect on charge slides (Superfrost Plus, Fisher Scientific, 30-538-35)
2. Allow the sections to air dry for 3-4 hours (hr) following cryosectioning
· sections can be stored in a sealed box at -20 ºC for several months prior to staining
· if using sections from -20 ºC, allow slides to air-dry for ~20-30 minutes at room temperature (RT) prior to staining
3. Rehydrate the sections with 1x PBS for 5 min; repeat for a total of 2 washes
4. Incubate the sections with primary antibody (1˚Ab) for 90 min at RT OR overnight at 4 ºC, rocking, in a humidifying slide chamber (VWR, 102097-500) with ~1.5 cm of water in the reservoir
· Type 1 fibers: BA.D5 IgG2b (1:100) (BA.D5 –C, from DSHB* Iowa)

· Type 2a fibers: SC.71 IgG1 (neat*) (SC.71 – s, from DSHB Iowa)
· Type 2x fibers: 6H1 IgM (neat*) (6H1 – s, from DSHB Iowa)
· Fiber borders: Rabbit anti-Laminin (1:100) (Sigma, L9393) or Rabbit anti-Dystrophin (1:150) (Abcam, ab15277)
*DSHB – Developmental Studies Hybridoma Bank, University of Iowa

*neat – use straight to make the diluent; i.e. for a 500 µl volume add 250 µl of each neat antibody
Day 2
5. Wash 3x 5 min in 1x PBS

6. Incubate the sections in 2˚Ab for 60 min at RT, diluted in 1x PBS

· Type 1 fibers: Gt anti-Ms IgG2b, Alexa Fluor 647 (1:250) (ThermoFisher Scientific, A21242)

· Type 2a fibers: Gt anti-Ms IgG1, Alexa Fluor 488 (1:250) (ThermoFisher Scientific, A21121)

· Type 2x fibers: Gt anti-Ms IgM, Alexa flour 555 (1:250) (ThermoFisher Scientific, A21426)
· Fiber borders: Gt anti-Rb IgG, AMCA (1:100) (Vector Laboratories, Cl-1000)

7. Wash 3x 5 min in 1x PBS

8. Post fix 5 min in methanol (VWR, BDH1135)
9. Wash 3x 5 min in 1x PBS

10. Mount with PBS/glycerol or Vectashield (Vector Laboratories, H-1000) and coverslip. For higher resolution imaging, use a hardset mounting medium with better optical clarity like Prolong Gold.

· Following mounting with aqueous medium (PBS/glycerol or Vectashield), drain excess mounting from underneath coverslip by standing slides vertical on a paper towel for ~5 minutes. This adheres the coverslip to the slide and prevents the formation of air pockets underneath your coverslip over time. Slides are sufficiently drained when no more medium leaks out from under the coverslip.

11. Once coverslipped, slides can be imaged or stored at 4 ºC. For long-term storage, coverslip edges can be sealed with clear nail polish to prevent air from getting under the coverslip over time. If stored correctly, in the dark, staining will last for several months.
Recipes:

A. 1x PBS

1. Mix 69.68 g NaCl , 17.36 g Na2HPO4־7 H2O, 2.08 g KH2PO4 

2. Stir to dissolve in DI water

3. Dilute 10N NaOH 1:5 with DI water to make a 2N solution; dilute 6N HCl 1:3 with DI water to make a 2N solution

4. pH PBS with 2N NaOH or HCl

5. Bring to a final volume of 8 L

6. 1x PBS can be kept at room temperature for up to 3 months
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