Reverse Phase Protein Microarray Protocol – Updated 2-26-06
PBST = 1x PBS pH 7.4 (no Ca or Mg) + 0.1% Tween-20 (make fresh) 

Antibody Dilution Buffer (DB) = 20% FCS (v/v) in PBST
Rinse = Fill FAST chamber with PBST and flick off buffer immediately

Wash = Fill FAST chamber with PBST and let buffer sit in chamber for 1 or 5 mins before flicking it off 
Note: Be careful not to let slides dry or touch the nitrocellulose membrane anytime during processing
Slide Printing
1. Print at 50-60% humidity at ~25 degrees
Preparation of Slides
1. Allow slides to air-dry completely at RT before processing (at least overnight under dessication) 
Blocking
1. Put up to 4 slides in a FAST frame
2. Wet the nitrocellulose pads with PBST by rinsing the slides 3-4x
3. Flick off and aspirate excess PBST from slides 
4. Block with 3% (w/v) Blocker Solution (Bio-Rad) at RT for 3-4 hours or at 4(C overnight with low-tilt rocking (2ml per slide) in a humidified chamber – place an adhesive plastic film over the slides to minimize evaporation

Primary Antibody

1. Aspirate Blocker Solution from slides

2. Rinse 3x, wash 3x (1 min), aspirate excess PBST
3. Add 0.7 to 1.0 ml per slide of primary antibody diluted in DB at appropriate dilution

- 1:300 to 1:1000 dilution for most CST antibodies

4. Incubate at 4 degrees overnight with low-tilt rocking

- incubate the slides in a closed box with wetted kimwipes to prevent evaporation

- place an adhesive plastic film over the slides to minimize evaporation

Secondary Antibody

1. Aspirate primary antibodies from slides completely
2. Rinse 6x, wash 3x (1 min), aspirate excess PBST

3. Add 1ml per slide of HRP conjugated-secondary antibody 
- Donkey Anti-Rabbit IgG – F(ab2) fragment (JacksonImmuno)

- 1:800 to 1:1000 dilution of stock antibody (at 400ug/ml) in DB
4. Incubate at RT for 45 mins with low-tilt rocking

- place an adhesive plastic film over the slides to minimize evaporation

Amplification 

1. Aspirate secondary antibodies from slides

2. Rinse 6x, wash 3x (5 mins), aspirate excess PBST
3. Add 1ml per slide of 1x BAR solution; incubate at RT for 10 mins with low tilt rocking

4. Aspirate BAR solution from slides

5. Rinse 6x with DMSO/PBST (20% v/v DMSO)
6. Wash 1x (5 mins) with DMSO/PBST and then wash 2x (5 mins) with PBST
7. Aspirate excess PBST

Detection

1. Add 1 ml of diluted Alexa647-Streptavidin per slide 
- 0.2 to 0.5 ug/ml final conc. in DB
2. Incubate at RT for 60 minutes with low tilt rocking and protect from light
3. Aspirate dye from slides
4. Rinse 6x and wash 3x (5 mins) - cover box
5. Rinse 4x with PBS (no Tween)
6. Aspirate off excess PBS and air-dry the slides at RT for 30 mins (make sure it is completely dry).

7. Scan slides

