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Although this is not a complete list, here are some common things to watch out for.  For more tips, check the TroubleShooting Section of the product kit.

1) Be careful with filter plates used for incubations

a. Pipet onto side and be careful not to puncture bottom

b. Calibrate vacuum manifold to 1-2.5 (in Hg) before EVERY wash step with a standard 96 well plate.  Too high a vacuum can cause the beads to get stuck in filter or damage filter.  

c. Use fresh sealing tape after each step to completely seal plate and prevent cross-contamination of wells.

d. Unused wells of filter plates can be reused- simply keep the unused area sealed during 1st assay procedure (temporarily remove sealer when putting into instrument!), and mark off used wells when done.
e. If you need a round bottom plate, the needle height needs to be adjusted – talk to the Czar to get help for this.
2) General Notes

a. Be sure to protect plate from light and keep sealed when shaking

b. Be sure to remove plate sealer before putting in reader!

c. You will need to turn reader on at least 40 minutes before you are ready to read plate for warm-up and calibration.  The end of the 1st incubation with beads is a good time to start it up.

3) Cell Lysis buffer

a. Preliminary tests with the phospho kits showed that the DAL lab lysis buffer recipe used for the kinase assays does not work.  Similar results were seen for p-IB, p-p38, p-ERK1/2, and p-Akt.  Although not always as severe, DAL lab lysis buffer generally had lower signal.
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b. Cell lysis buffer is made up using the recipe below.  In addition to the amount you need for lysing (I’ve used the same levels & protocol as I did with DAL lab lysis buffer), you need some for the BCA Assay (usually about 500uL) and then for diluting for running on the plate (about 50-55uL per sample if a concentrated lysate).  You can always make more up so don’t waste it!!
	990 uL
	Lysis buffer (in cold room)

	4 uL
	Factor A (in -20 space)

	2 uL
	Factor B (in -20 space)

	4 uL
	PMSF (in -20 space) – add immediately before lysing

	the frozen components should be thawed on ice, and are good up to 5 thaws (please mark on tube).  If you are on thaw 4 and there is a lot left, please make aliquots to help make it last!


4) Rereading a plate

a. In general, can read 2-3 times and over a 1 month period if kept in dark and at 4oC

b. To reread, vacuum filter plate and resuspend as you did at the end of protocol

5) Phosphoprotein specific
a. Kits come with controls, which are worth running the first time.  They tell you that the kit worked and you did it correctly

b. After that, if you have lysates that will give signals on the full multiplex they may not be worthwhile

c. There is a fairly high assay variation (10-20%).  May be worth running a master lysate which has medium signal for all parts of the multiplex for normalization.  This could also serve as a replacement for the controls.

d. Need to run a lysis buffer blank

e. Linearity…  For some antibodies see a linear response to protein level (data here for HT-29’s, note protein level is ug/well not ug/mL – this trend seen for p-Akt, p-JNK, p-IKBa, p-p38 MAPK) while for other’s this trend is not there (p-ERK1/2).  However, for p-ERK1/2 there is a trend for phosphorylation signal which is linear if you blend a high and low signal lysate, indicating the the ratios are valid.
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6) Cytokine
a. Sample and standards should be diluted in your tissue culture media – ideally from the same bottle as used for the experiment for minimal variation
b. Due to number of wells you need to devote for standard curve, probably best to only split a plate for 2 assays at most

c. For the first assay where you are determining dilutions, it may be worth it to run both the LOW PMT and HIGH PMT standard curves… in this setup you would Calibrate for LOW PMT, then read the LOW curve and samples.  Next, you recalibrate for HIGH PMT and vacuum/resuspend samples to read the HIGH PMT curve and samples.  That way, if you samples are very dilute or very strong you will have the data to help you pick the appropriate standard curve and dilution for future experiments. You should be able to read the plate 2x without significant errors.
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