Direct Fluorescent Labeling

of full length netrin and VI-V proteins

Important Points:

· Use ‘HOOK-Dye Labeling Kit’ from GBiosciences (#786-059, available from Biolynx as # GB786059) 
· An amide bind is created between the NHS ester on the dye and a primary amine on the protein.
· The degree of labeling depends on the molar ratio between the dye and the protein.
· The Tube-O-Dialyzer is an eppendorph with a dialysis membrane on its cap, be careful to not damage or let the membrane dry.
· The labeling process involves three steps: 
1. A dialysis step, to remove primary amines from the buffer (2hrs)
2. A cross linking reaction between the dye and the protein (1hr)
3. A final dialysis step to return the protein into its native buffer (O/N) 
Steps:

First dialysis:

· Dilute one vial of ‘Dye labeling buffer’ with 20ml of dH2O
· Empty and rinse out Tube-O-Dialyzer with 200μl of Dye labeling buffer.
· Add 5ml of Dye labeling buffer to a micro dialysis cup (provided with kit).
· Place 5-6 glass balls (soak up primary amines)
· Transfer 250μl of ~200ug/ml netrin-1 or VI-V into a Tube-O-Dialyzer.
· Firmly tighten cap.
· Assemble Tube-O-Dialyzer with the provided ‘Dialysis float’
· Invert Tube-O-Dialyzer into Dye labeling buffer within dialysis cup and cap.
· Incubate for 2hrs on a rotator at medium speed.
Cross linking reaction:

· Add 1ml of DMSO to one vial (1mg) of Dye labeling agent.
· Pipette up and down to ensure it is completely dissolved

· Add 4μl of labeling agent and IMMEDIATELY MIX BY INVERTING SEVERAL TIMES
· Invert Tube-O-Dialyzer into a dialysis cup without any buffer 
· Protect from light and rotate on ice for 60min.
Second dialysis:

· Prepare 1L of netrin buffer (1.5M NaCl/10mM Na2HPO4):
· 800mL of dH2O  
· 1.41g Na2HPO4

· pH to 7.4 (~5drops of 10M HCl)
· 87.6g NaCl
· Dilute to 1L
· Invert the Tube-O-Dialyzer into 250ml of netrin buffer
· Allow to equilibrate for 1hour at 4˚C
· Replace with 250ml of fresh netrin buffer
· Allow to equilibrate O/N at 4˚C.
· Aliquot and freeze in -80˚C.
Using Molecular Probes Microscale Protein labeling kit (A30006):
· Add 1ml of dH2O to sodium bicarbonate (Component B)
· Transfer 200µl of netrin to reaction tube (Component C)
· Add 20µl of 1M sodium bircarbonate (Component B) to elevate pH
· Dissolve dye (Component A) in 100µl of dH2O
· Add 3µl of dye (Component A) to reaction tube
· Incubate for 30min at RT
· Resuspend gel resin (Component E) by gently rocking (NO vortex)
· Fill the filter (Component D) with ~ 800µl of resin (component E), spin for 15sec at 15K x g and remove buffer at bottom of tube.
· Pipette labeled protein on top of resin and spin for 1min at 15K x g (the resin and filter should capture any un-reacted dye and should turn a yellow green color)
· Aliquot and snap freeze
http://www.geocities.com/simonwaynemoore/protocols.htm 
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