Immuno-Labeling of Proteins Exposed to the Cell Surface 

Date: ___________

Important Points:

- Take extra care to ensure that the PBS, used before permeabilization, is both: properly formulated and detergent-free.

Fix and Label:

	Solutions

	
	Description
	Recipe

	Fix solution
	4% PFA

0.1% Glutaraldehyde

(Sigma #G6403-100ML)

	□ Dissolve by boiling with regular shaking, 2g PFA in 50ml of dH2O with 70μl 1M NaOH 

□ Add 4.3g of sucrose (to give 250mM)

□ Add 5ml of 10xPBS 

□ Filter to remove polymerized PFA

□ Pre-heat to 37˚C

□ Add 100(l of 50% Glutaraldehyde solution, just before use

	Perm

Buffer
	0.15% Triton X-100 in PBS
	□ 15μl of 10% Triton X-100 per ml of PBS

	Blocking 

Solution
	3% HS/0.1% triton X-100
	□ 30μl of HS per ml of PBS 

□ 10μl of 10% Triton X-100 per ml of PBS


· ~10,000 cells cultured on a 12mm coverslip for ~24hrs

· Stimulate

· Aspirate media and gently adding fresh 37˚C Fix solution for 30sec 
· Wash twice with PBS

· Block in PBS with 3% BSA for 1hr

· Label desired protein O/N at 4˚C in PBS with 1% BSA

-> For DCC: use 0.5μg/ml of clone AF5 (1:400)

· Was 3x with PBS

· Perm with two change of Perm Buffer for 5min

· Block with Blocking Solution for 1hr
· Continue using normal 1˚ and 2˚ labeling techniques
· When imaging use SAME exposure time across condition:

i. Green: ____ sec

ii. Red: ____ sec
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