Li-Cor Scanning Protocol
1)  Run on normal Western Blotting Gel conditions

2)  Transfer as per std. protocol for 1 hr @ 100 Volts using Millipore Membrane (Immobilon-FL cat#IPFL00010 )
1 hr block with Odyssey Blocking Buffer at R.T. (Licor Intercept Buffer cat #  927-70001)  (Can be re-used 2 or 3 times if required)
3)  Apply 1(Ab(s) as according to normal Western Blotting conditions

-Diluent: Blocking Buffer (4:1 – Blocking Buffer to TBST)

5)  3x Washes in TBST for 15 min.

6)  Membrane must be shielded from light from this point on
e.g. Light shielded incubation boxes cat#929-97105 
6)  Apply 2(Ab(s)  examples: 
IRDye® 800CW Donkey anti-Goat IgG (cat# 925-32214  Licor)  
IRDye® 800CW Donkey anti-Rabbit Secondary (cat #  926-3221 LiCor)  IRDye® 680RD Donkey anti-Mouse  (cat #926-68072 LiCor) 
Ladders will generally be fluorescent in the 700 channel so the 680 secondary should be used most of the time.  
Concentration of the secondary varies 1:5000 to 1:10,000 
-Diluent: Blocking Buffer (4:1 – Blocking Buffer to TBST w/ 0.01% SDS)


- Incubation Time: 1 hr


- Incubation Temp.: R/T

8)  3 x washes in 1x TBST, 10 min. each.  Then 1x wash in 1x TBS for 10 min.
Optimal Dilutions for 1°Ab(s)
· rad17 -         1 : 20,000

· ATM –         1 : 5,000 - 10,000
· ATM (P)-    1: 5,000
· β-Actin –     1 : 1: 5,000 – 20,000
· γ-Tubulin – 1 : 10,000
· rad17(P) –   To be Determined
· p53ser15 –   1: 5,000 – 10,000
Li-Cor Odyssey Settings Protocol

1) On Li-Cor scanner’s glass scanning surface, apply enough dd-H20 to keep Membrane moist. Image one membrane at a time due to differences in intensity among membranes. Place the membrane close to the origin with the top of the membrane at the bottom of the glass closer to the axis labels. 
2) Remove air bubbles out from under the membrane
3) Set up program and then set up scan (make sure the focal offset is set to membrane) 
4) Set scan settings for the first scan
     -700 Channel Intensity: 2.5

-800 Channel Intensity: 2.5

-Resolution: 169 μm

-Quality: Medium
5). Save the original image taken and make a new analysis copy for further analysis. 
6)  Alter settings according to desired result

Adapted from 

https://www.licor.com/documents/fxc6evxvxbub4srkqy6i9yg46l7i0xz5
7/15/20: WSC Made changes to the protocol by adding reagent names and reagent catalog numbers and small modification to starting intensity used. 
