
Immunos for paraffin or cryosections (IF and IHC)
For paraffin:

1. Deparaffinize slides:
a. 2 X 5 min Xylene
b. 2 X 5 min 100% EtOH
c. 2 X 5 min 95% EtOH
d. 2 X 5 min 70% EtOH

2. Epitope recovery:
a. Immerse slides in 1X citric acid buffer pH 6.0 in a Pyrex dish covered with plastic wrap. (*To make 10X use 3.825g anhydrous citric acid and 24.1g sodium citrate in 1 L ddH20 and pH to 6)
b. Microwave on high (power 10) for 3-4 minutes
c. Microwave on power 6 for 10 minutes
d. Let cool on bench.

NOTE: Use enough buffer to make sure the slides stay covered during the boiling. You may have to add more buffer during the boiling.

3. Continue to common step 1 below.

For cryo:

1. Air dry slides on bench for 2 hours.

2. 2 x 5 minutes 1xPBS wash.

3. Post-fix 1 minute in 4%PFA.

4. Continue to common step 1 below.

Common steps:

1. 2 X 5 min PBSTw wash in slide holder on flat rotator.

2. Blocking: Mix up 5% serum (normal goat serum in most cases, 

50uL serum/1mL of PBSTw). Remove old PBSTw from sample and add block. Cover with Hybrislip.  Let sit in humidified chamber @ RT for ≥1hr.

3. Primary antibody: Mix up more 5% serum. Add antibody to serum at desired concentration. Take humidified chamber to cold room. Add primary antibody in the cold room. Cover with Hybrislip.  Seal humidified chamber.

4. Day 2 washes: Wash slides 3 X 10 min @ RT in slide holder on flat rotator.

5. Secondary Antibody: Mix up 5% serum. Add secondary antibody at desired concentration. Add antibody mix to slides and let sit in humidified chamber EITHER @ RT for 1 hr OR in the cold room overnight.  Cover with Hybrislip.
6. 3 x 10 minutes was in PBSTw (Add DAPI to first wash)
For IF: 

Mount in VectaShield and seal with nail polish.
