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	Protocol Step
	Comment
	Requested Change (highlight in bold)

	Example
	1.1
	Step says “Centrifuge lysate at 2,000 x g.”
	Please correct to “Centrifuge lysate at 4,000 x g.”

	1.
	Abstract
	Formation of the eIF4F complex has been shown to be the key downstream node for the convergence of the signaling pathway that often undergoes oncogenic activation in humans.
	Formation of the eIF4F complex has been shown to be a key downstream node for the convergence of signaling pathways that often undergo oncogenic activation in humans.

	2.
	Intro
	The eIF4F complex consists of (i) eIF4E, the cap-binding subunit of eIF4F that interacts with the cap structure found at the 5' UTR of mRNA, (ii) eIF4A, the RNA helicase and (iii) eIF4G, the scaffold protein that interacts with both eIF4A and eIF4E and eventually recruits the 40S ribosomal subunit5
	The eIF4F complex consists of (i) eIF4E, the cap-binding subunit of eIF4F that interacts with the cap structure found at the 5' UTR of mRNA, (ii) eIF4A, the RNA helicase and (iii) eIF4G, the scaffold protein that interacts with both eIF4A and eIF4E and which eventually recruits the 40S ribosomal subunit5

	3.
	Intro
	eIF4F complexes and it is negatively regulated by the eIF4E binding proteins (4EBPs)6
	eIF4F complexes and it is negatively regulated by the eIF4E binding proteins (4EBPs, members 1, 2 and 3))6

	4.
	Intro
	Once expressed as a fusion product with the human full length eIF4E and the eIF4E interaction domain from human eiF4G 1 (aa 604-646),
	Once expressed as a fusion product with the human full length eIF4E and the eIF4E interaction domain from human eiF4G1 (aa 604-646),

	5.
	Intto
	We have reported elsewhere the construction and validation of the eIF4E:eIF4G604-646 complementation system.
	We have reported elsewhere the construction and validation of the eIF4E:eIF4G604-646 complementation system.(ref needed)

	6.
	INtro
	Because off-targets effects often mask drug-specific activity, we also describe how the versatility of the eIF4E:eIF4G604-646 system measurement can be extended with orthogonal measurements of cellular viability to take these into account.
	Because off-target effects often mask drug-specific activity, we also describe how the versatility of the eIF4E:eIF4G604-646 system measurement can be extended with orthogonal measurements of cellular viability to take these into account.

	7.
	Step 2.3
	Add 36 µL of HPLC grade sterile water for each point of the 2-fold serial dilution to prepare a 40 µL of 10x working solutions in 10% DMSO (v/v). As for treatment control, also prepare a 10% DMSO only stock solution in HPLC grade sterile water (i.e., 100 μM to 0.39 μM 10% DMSO stock series will lead to a final solution of 10 μM to 0.039 μM, respectively in 1% DMSO when added to the cells).
	Add 36 µL of HPLC grade sterile water for each point of the 2-fold serial dilution to prepare a 40 µL of 10x working solutions in 10% DMSO (v/v) (i.e. 100 μM to 0.39 μM 10% DMSO stock series will lead to a final solution of 10 μM to 0.039 μM,in 1% DMSO when added to cells). As for treatment control, also prepare a 10% DMSO only stock solution in HPLC grade sterile water. 

	8.
	Step 3.6
	Assess luminescence with the plate reader by setting the mirror reader on Luminescence and the emission filter on 600.
	Assess luminescence with the plate reader by setting the mirror reader on Luminescence and the emission filter on 600 nm.

	9.
	Step 3.6
	NOTE: Viability is assessed by measuring the intracellular level of ATP upon cell lysis as per manufacturer instruction.
	NOTE: Viability is assessed by measuring the intracellular level of ATP upon cell lysis as per manufacturer instructions.

	10.
	Step 3.7
	Use the data to determine the IC50 value of each compound by curve fitting the data to 4 parameter fitting curve equation
	Use the data to determine the IC50 values of each compound by curve fitting the data to a 4 parameter fitting curve equation

	11.
	Step 3.7
	The numerical values that D and A must be constrained to in the curve fitting are:
	The numerical values D and A must be constrained in the curve fitting process:

	12.
	Representative Results
	that are designed to specifically inhibits both mTORC1 and mTORC2 kinases catalytic activity.
	that are designed to specifically inhibits both mTORC1 and mTORC2 kinase catalytic activity.

	
	Figure 1 legend
	igure 1: eIF4E:eIF4G604-646 complementation system. Schematic representation showing how the interaction of protein X (eIF4E) and protein Y (eIF4G604-646) enables SubA and SubB fusions to get in close proximity and reconstitute the active luciferase.
	igure 1: eIF4E:eIF4G604-646 complementation system. Schematic representation showing how the interaction of protein X (eIF4E) and protein Y (eIF4G604-646) enables SubA and SubB fusions to come into proximity with each other and reconstitute the active luciferase.

	
	Conclusion
	We provide details for use of eIF4E-eIF4G complementation system and we also showed that the system is extremely accurate in measuring drug-induced 4EBP1-mediated dissociation of eIF4E-eIF4G interaction16
	We have provided details for use of eIF4E-eIF4G complementation system and we have also showed that the system is extremely accurate in measuring drug-induced 4EBP1-mediated dissociation of eIF4E-eIF4G interaction16

	
	Conclusion
	In order to facilitate the throughput of the assay, the experimental setup described in this article has been designed for a 96 well microplate format usage.
	In order to facilitate the throughput of this assay, the experimental setup described in this article has been designed for a 96 well microplate format usage.
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