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Main advantages/disadvantages of the methods available for monitoring FRETeff at single cell level

	
	
	Advantages
	References

	
	
	Disadvantages
	

	Methods
	E-FRET
	· Very precise quantification of molecular interactions
	[1]

	
	
	· Multiple sets of images are required
· Donor-only and acceptor-only reference samples are required
· Impracticable for live-cell imaging
	

	
	FLIM-FRET
	· Quantification of molecular interactions
	[2]

	
	
	· Very expensive
· Specific instrumentation required
· Prone to methodological errors
	

	
	Quenching of donor fluorescence
	· Relatively easy to perform
· Applicable to live cell imaging
	[3,4] 

	
	
	· Complete photobleaching may be difficult
· Damage to alive cells may be serious
	



Abbreviations: E-FRET = sensitized acceptor fluorescence; FLIM-FRET = donor fluorescence lifetime

Comparisons of FRETeff measurements with SCAT3 and other FRET probes
	
	
	FRET pair
	Main features
Advantages/Disadvantages
	Theoretical FRETeff 
	References for isolated cells

	Probes
	SCAT3
	ECFP/Venus
	· Fluorochrome stoichiometric ratio 1:1
· 18-aa linker
· Insensitive to changes in cellular ionic concentrations
	0.35±0.08
(17-aa linker) [5]
0.22±0.02 (this work)
	[6,7]

	
	EYFP-based
	ECFP/EYFP
	· Changes in intracellular concentration of H+ or Cl- may cause FRET to detect artifact signals
	
	
[8-10]
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