Alexa Fluo 488 or 568 on frozen sections

1. Dry slides at room temperature for 1-2 hours.

2. Fix with 2-4% PF for 10min.

3. Rinse with ddH2O.

4. 95% ETOH 5min, 100% ETOH 2min, 95% ETOH 2min.

5. ddH2O 1min X2.

6. Heat antigen retrieval (see protocol: Antigen Unmasking/Retrieval)

   Some antibody doesn’t need antigen retrieval. Skip this step.

7. Wash in 0.1% PBST (0.1% Tween20 in PBS) for 3min X2. 

8. Block non-specific proteins with 10% normal serum in 0.5% PBST (0.5% 

   Tween20 in PBS) for 30 – 60min at room temperature.

9. Incubate with 1st Ab. in 0.1%PBST overnight at 4oC.

10. Wash slides with 0.1% PBST for 5min X4.

11. Incubate with 1:250 Alexa Fluo 488 or 568 Goat anti-mouse or rabbit

    IgG for 1 hour at room temperature. 

12. Wash in 0.1% PBST for 5min X4.

13. Mount the slides with Vectashild (Vector) mounting medium.

