	
	
CyTOF Antibody Labeling Record



Performed By: 					Date: 
Reagents
	
	Supplier
	Catalog No.
	Lot No.

	MaxPAR X8
	DVS
	
	

	Neutral TCEP, 0.5M (10 l aliquots)
	Pierce
	77720
	

	C Buffer
	DVS
	
	

	L Buffer
	DVS
	
	

	R Buffer
	DVS
	
	

	W Buffer
	DVS
	
	

	3 kDa Amicon Ultra
	Millipore
	UFC500396
	

	50 kDa Amicon Ultra
	Millipore
	UFC505096
	


Antibodies
	Antigen
	Clone
	Supplier
	Cat No.
	Lot No.
	Input
	Metal Label
	Metal Conc.
	Metal Vol.
	Recovery (mg/ml)

	
	
	
	
	
	100 g
	
	0.05 M
	5 l
	

	
	
	
	
	
	200 g
	
	0.05 M
	10 l
	

	
	
	
	
	
	500 g
	
	0.05 M
	25 l
	

	
	
	
	
	
	1 mg
	
	0.05 M
	50 l
	


Procedure
Always measure the starting concentration of your antibodies via Nanodrop – concentrations listed by vendors are often wrong. Use filter tips for all steps. All centrifugations are carried out at room temperature. Keep purified antibodies at 4 degrees C until step 5 and after finishing.
	MaxPar Polymer Tube
	Antibody Tube

	1.  Retrieve one 1x PCR tube of MaxPar per 100 g of antibody. Briefly spin before opening.
	

	2.  For each antibody, add 95 l of L buffer to one MaxPar tube. Pipette up and down to mix well. Transfer the full 95 l to additional MaxPar tubes as necessary to obtain the proper amount of polymer (1 PCR tube per 100 g) in 95 l final volume.
	

	3.  Add metal solution to MaxPar according to table. Vortex to mix. If available, record metal lot number in comments.
	


	4.  Incubate MaxPar tube at room temperature for 60 minutes, vortexing every 20 minutes. Record times.
a. Start time:
b. Vortex 1:
c. Vortex 2:
d. Finish time:
	
5.  35 minutes after start of incubation (step 4), pipette required amount of antibody (see table) into a labeled 50kDa filtration unit. If the volume exceeds 500 l, spin the filter at 12,000 x g for 8 minutes first to concentrate the antibody, repeating as necessary until all antibody is loaded.
6.  Bring total volume to 400 l with R buffer.
7.  Spin antibody filter units at 12,000 x g for 8 minutes. Discard flow-through.
8.  Add 400 l of R buffer.
9.  Spin antibody filter units at 12,000 x g for 8 minutes. Discard flow-through.
10.  Dilute 0.5M TCEP by adding 992 l of R buffer to 8 l of 0.5M TCEP (use new tube).

	11.  After MaxPar incubation, add 200 l of L buffer to each MaxPar tube and transfer to a 3 kDa Amicon Ultra filter unit.
12.  Spin MaxPar-containing filter units at 12,000 x g for 25 minutes. Discard flow-through.
	


13.  After MaxPar-containing filter units start spinning, add 100 l of diluted TCEP to each antibody filter unit. Vortex briefly to mix. Incubate at 37 degrees C for exactly 30 minutes.
a. Start time:
b. End time:

	14.  Add 400 l of C buffer to each MaxPar-containing filter unit.
15.  Spin MaxPar-containing filter units at 12,000 x g for 25 minutes. Discard flow-through.
	


16.  After antibody incubation, add 300 l of C buffer.
17.  Spin at 12,000 x g for 8 minutes. Discard flow through.
18.  Add 400 l of C buffer to the antibody filter unit and spin at 12,000 x g for 8 minutes.

	19.  Resuspend metal-loaded polymer in 200 l of C buffer.
	

	20.  Transfer resuspended metal-loaded polymer to corresponding antibody tube. Mix briefly by vortexing.
21.  Incubate at 37 degrees C for approximately 1.5 hours.
a. Start time:
b. End time:
22.  Add 200 l of W buffer. Centrifuge at 12,000 x g for 8 minutes. Discard flow-through.
23.  Add 400 l of W buffer. Centrifuge at 12,000 x g for 8 minutes. Discard flow-through.
24.  Add 400 l of W buffer. Centrifuge at 12,000 x g for 8 minutes. Discard flow-through.
25.  Add 400 l of W buffer. Centrifuge at 12,000 x g for 8 minutes. Discard flow-through.
26.  Add 400 l of W buffer. Centrifuge at 12,000 x g for 8 minutes. Discard flow-through.
27.  Add 400 l of W buffer. Centrifuge at 12,000 x g for 8 minutes.
28.  Add 200 l of W buffer, pipette to mix and rinse the walls of the filter. Invert the column into a new collection tube.
29.  Spin at 1000 x g for two minutes.
30.  Add another 200 l of W buffer, pipette to mix and rinse the walls of the filter. Invert the column into the same collection tube.
31.  Spin at 1000 x g for two minutes.
32.  Use the Nanodrop to measure A280 (set to IgG mode) and record in antibodies table.
33.  Dilute antibody to the highest round value (e.g. 0.5 mg/ml or 0.4 mg/ml) in W buffer with sodium azide or Candor Antibody Stabilization Solution.
34.  Label and store at 4 degrees C.
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