G-LISA
Date: ________, 20___
Cell Culture:
 Plate ~2million cells/well of a 6-well dish
Checklist:
                 Cytoskeleton ‘G-LISA’ plate (#BK124), keep at 4˚C in desiccant bag, until indicated.
                On Ice:
 >200μl/cond. of dH​2O
 2.5ml/cond. of Hanks’
 Binding buffer
 Lysis buffer (75μl/cond + 1μl/100μl of  protease inh.)
 New cell scraper
 Two 1.5ml tubes per condition
 2 P200 boxes, one at -20˚C
 
                At Room Temperature:
 Wash buffer
 Antigen presenting buffer
 Antibody dilution buffer
 HRP Stop solution
 
Cell Lysate Preparation:
 Stimulate cells
 Aspirate media of each well and place inclined on ice
 Add ½ plastic Pasteur pipette of cold Hanks’
 Aspirate Hanks’, leave for ~30sec and aspirate again.
 Lyse with 70μl of lysis buffer with protease inhibitors
 Harvest cells with cell scraper to 1.5ml tubes
 Spin tubes at 13,000rpm @ 4˚C for 2min 
 Remove G-LISA plate wells (2/condition) and place in holder on ice (immediately replace unused wells to 4˚C in desiccant bag)
 Add 100μl of cold dH​2O for >2min to each well to dissolve away powder
       Meanwhile...
 Transfer 60μl of lysate to a fresh 1.ml tube on ice
 Add 60μl of ice-cold binding buffer & mix well
 Spin for 30sec @ 5000rpm @ 4˚C to bring lysate to bottom of tube
 Remove water from microplate by inverting over waste and tapping dry on paper towels
 Immediately add 50μl of each condition to duplicate wells
 Immobilize plate on a high-speed orbital shaker set btw 200-400rpm at 4˚C for 30min
       Meanwhile...
 Prepare [500μl/8wells +500μl] of 1˚ anti-RhoA antibody solution (2μl per 500μl of antibody dilution buffer)
 Flick out and pat dry
 Wash once with 200μl of wash buffer @ RT
 Flick out and pat dry
 Add 200μl/well of Antigen Presenting Buffer @ RT for 2min.
    Flick out, pat dry and add 200μl of wash buffer three times
 Add 50μl/well of 1˚ Ab
	Setting Alyson’s Spectrometer:
Password: ‘00000’
1-         Press ‘Edit’
2-         Select ‘Protocol ‘ by pressing ‘Enter’
3-         Select ‘Mode’ by pressing ‘→’, then ‘Enter’.
4-         Select ‘Set Photo Mode’ by pressing Enter
5-         Move to filter ‘measurement’ wavelength by pressing ‘↓’
6-         Use ‘→’ to get appropriate wavelength (490nm)
7-         Press ‘Enter’, then ‘Main’
8-         To read plate, press ‘Start’
 


 Immobilize on a high-speed orbital shaker set btw 200-400rpm at RT for 45min
       Meanwhile...
                 Prepare [500μl/8wells +500μl] of 2˚ HRP antibody solution (8μl per 500μl of antibody dilution buffer)
    Flick out, pat dry and add 200μl of wash buffer three times
 Add 50μl/well of 2˚ Ab
 Immobilize on a high-speed orbital shaker set btw 200-400rpm at RT for 45min
      Meanwhile...
 Prepare [500μl/8wells +500μl] of HRP detection reagent (250μl A + 250μl B, protect from light)
    Flick out, pat dry and add 200μl of wash buffer three times
 Add 50μl/well of HRP detection reagent
 Incubate at 37˚C for 15min
 Add 50μl of HRP stop solution
 Immediately, take absorbance at 490nm
http://www.geocities.com/simonwaynemoore/protocols.htm 
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