NanoPro 1000: User Guidelines and General Protocol 

Sample Preparation

· While making your samples, please ensure all the PBS/media is aspirated out before you add lysis buffer.

· Use a final concentration of 0.1mg/ml – Lysis Buffer Bicine/CHAPS (Protein Signaling Inc.) or MPER (Thermo Scientific Inc.) 

· Premix in NanoPro compares to a gel in Western Blot (WB) – classified by ampholyte gradients: (4-9) – broader pI gradient: use this as a starting point unless you know more about the peaks you can expect. / (5-8) – shorter range; also you can use a combination of the two. 

· Standards are fluorescently labeled standard pIs, which compare to the standard protein ladder on the WB

· Sample dilutant compares to lysis buffer for WBs

· For a 10ul/well run, make 40uls of solutions for triplicates and 30uls for duplicates – to cater for pipeting losses

Setting up the assay plate

1. Make stock cocktails 

a. HNG dilutant (20ul/tube)+ Inhibitor cocktail

b. Premix + Standards (3% of total volume) --- 100ul + 3ul --- VORTEX v.well

Examples:     Triplicate (40ul)    Duplicate (30ul)

Premix 

20

15

HNG Dilutant
16.3

11.7 ---- concentration depends on concentration of available sample

Sample 

3.7

8.3 ---- concentration depends on concentration of available sample

2. Pipet the samples first into individual tubes

3. Add the mix of dilutant and inhibitor in the required concentrations based on the number of samples in the run

4. Add the Premix and Standards to add up to 40 or 30 uls (depending on duplicates/triplicates)

5. Mix each sample tube with a larger pipet tip to ensure complete mixing – Be very thorough with this step.

6. Load the diluted (1:200, or as reqd.) antibody to each of the wells, as below

7. Load the sample into the first row

8. Sample Plate:  e.g. 4 samples + 1 positive control; 3 antibodies (AB)
	A
	1

Sample 1
	2

Sample 2
	3

Sample 3
	4

Sample 4
	5

+ve cntrl
	Typical examples of antibodies

	B
	Housekeeping
	Housekeeping
	Housekeeping
	Housekeeping
	Housekeeping
	Hsp70 

	C
	AB1
	AB1
	AB1
	AB1
	AB1
	ERK

	D
	AB2
	AB2
	AB2
	AB2
	AB2
	pMEK

	E
	AB3
	AB3
	AB3
	AB3
	AB3
	MEK

	F
	Sec AB
	Sec AB
	Sec AB
	Sec AB
	Sec AB
	Anti- Rab

	G
	Sec AB
	Sec AB
	Sec AB
	Sec AB
	Sec AB
	Anti- Mou

	H
	
	
	
	
	
	Luminal Peroxide


9. Spin plate for 5min at 2500 rpm 

Setting up machine for the run

10. Compass software ( Instrument ( Autoclean (takes 10min)

11. Open trays – click Resources

a. Acid – red; Base – Blue; TBS-t – green

b. Refill the containers of water and waste 

12. Load a new capillary box

13. Click Sample on the Open Tray to load your new plate (leave the lid on)

Saving assay template

14. File ( New 

15. Enter the details of the Pr. and Sec. Antibodies and Samples

16. Save Assay in desired folder

17. Advanced Protocol ( maintain defaults unless otherwise recommended

a. Power – compensates w.r.t. the protein size ---SELECT as reqd. 

b. Voltage – constant voltage; use if amounts of protein in each capillary vary

18. Immobilization UV exposure = 80s

19. Pr. Ab = 120min, Sec. Ab = 20mins; Multiple Exposure time = 30/60/120/700/1000 secs

20. Cycle Runs:  A              –             B              –           G                     –             H

      Sample      ---           Hsp70       ---        Anti-Mouse       ---           LP

   A             –             C              –           F                     –             H

      Sample      ---           ERK       ---        Anti-Rabbit          ---           LP

21. (Note machine labels the row A1, but the machine picks up all samples in row A.)

22. Edit ( Schedule ( Overlap with hold (most effective)

23. While the machine is running, click “protocol” to change the protocol.  After making changes, save the protocol.

Contact for further information:

Liwen Xu

CCSR Rm 0128 

Phone: 3-5050

Email: xuliwen4@stanford.edu

