Gel running and transfer using iBlot
Wear gloves at all times.

PageRuler™ Prestained Protein Ladder, 10 to 180 kDa (Thermo cat no 26616).
Hyperfilm ECL (RPN3103K 18x24 cm) Amersham Biosciences. 
NuPAGE Reducing agent 10x (0.5 M DTT) (NP0004).
NuPAGE 4x LDS Sample Buffer (NP0007). If you use IR800 detection, use LDS 4x without bromoph blue.
NuPAGE Antioxidant (NP0005).
NuPAGE MOPS SDS Running Buffer 20x (NP0001).
NuPAGE Novex Bis-Tris Gel (NP0336BOX). 
Best if you have prepared lysates previously, using “Protein loading calculator for WBs”. Preheat lysates to 70 oC for 10 min prior to loading on gels.
Per 2 gels, make 1 L of NuPAGE MOPS SDS Running Buffer 1x (NP0001) by diluting 50 ml of the buffer with 950 ml of b.d. water.
Set aside 800 ml of the NuPAGE MOPS SDS Running Buffer (1x) that will be used for the outer (lower) chamber. ~600 ml of this NuPAGE MOPS SDS Running Buffer (1x) will be used for the outer (lower) chamber.

Immediately before the gel run, add 0.5 ml of the NuPAGE Antioxidant to 200 ml of NuPAGE MOPS SDS Running Buffer (1x) in the inner chamber.
- XCell SureLock Mini-Cell and XCell II Mini-Cell require 200 ml for the inner (upper) buffer chamber and 600 ml for the outer (lower) chamber. 

- Remove gels from pouch, rinse with distilled water. Peel of the tape from the bottom of the cassette.

- Remove the comb out of the cassette.
- Orient the gel in the Mini-Cell so that the notched “well” side of the cassette faces inwards towards the buffer core. Lock into place with the dam or the other gel cassette.
- Check for tightness. Fill the inner chamber with the NuPAGE MOPS SDS Running Buffer (1x) that contains the NuPAGE Antioxidant (only if DTT was added to the samples!!!). 
- Fill the outer chamber with 600 ml of NuPAGE MOPS SDS Running Buffer (1x). 

-Load the samples. For a 15-lane gel (total volume per lane: 10 microl). Load protein ladder marker always on the first left lane; use 1.5 microliters.
-For Bis-Tris 4-12 % with MOPS: 200 V constant, start current= 110-115 mA per gel, end current= 70-80 mA per gel. ~50 minutes.
- After that, separate the two sides of the cassette by inserting the gel knife between them. The notched “well” side should face up. 

- Discard the top plate, let the gel on the bottom (long) plate.

- Transfer gels to iBlot. Running time: 6:30 min.
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