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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.
	
	Note states: If you have a large number of single values, 4+ it may be necessary to look at just 2 or 3 of the components only, altering the range of the data used. The lower the number of components the easier the EFA analysis will be but at the cost of using less data
	Please add a sentence to: Note: If you have a large number of single values, 4+ it may be necessary to look at just 2 or 3 of the components only, altering the range of the data used. The lower the number of components the easier the EFA analysis will be but at the cost of using less data. In complex situation, where the left and right singular vectors, which should be similar, do not match reduce the significant SV number and decrease the number of frames used until the left and right singular vectors are similar.

	2.
	3.5.4
	Please change: click “Done” the EFF window closes.
	click “Done” the EFA window closes.

	3.
	4.2
	4.2 Press the “Normalized Kratky” button, the plot that pops up provides a semi325

quantitative assessment of macromolecule’s thermodynamic state, normalized for mass and

326 concentration.
	4.2 Press the “Normalized Kratky” button, the plot that pops up provides a semi325

quantitative assessment of macromolecule’s structural state, normalized for mass and

326 concentration.

	4.
	
	Qmax explication missing

	4.6.1 Right click on the sample name then click “Find DMAX” to open a new window. Limits for the dmax are pre-set with the suggested qmax (maximal data points used), lower and upper dmax limits and a lower and upper alpha score. Three models can be chosen (L1-norm, Legendre and Moore) and the use of background included. Leave these unchanged in the first instance.

	5.
	3.5.4
	Semicolon missing
	concentration plot then the data is valid. Click “Save EFA Data” to save the

plots and then click “Done”; the EFF window closes.

	6.
	Introduction 
	The reference 5,6,6-10 has to be changed
	Size exclusion chromatography separates the samples by size thus excluding most contaminants and aggregations 5-10.

	7.
	Introduction
	
	EFA was first used on chromatography data when 2D diode array data allowed matrices to be formed from absorbance against retention time and wavelength data

	8.
	Entire manuscript
	Please replace E9 polymerase minus exonuclease mutant by 
E9 DNA polymerase exonuclease minus mutant


	E9 DNA polymerase exonuclease minus mutant



	9.
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	We thank Wim P. Burmeister and Frédéric Iseni for financial and scientific
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	10.
	Results
	We rerun the data set and optimized the analysis and get slightly differ values:
Only  5 frames could be

used that showed a semi-stable Rg, when subtracted they gave a Rg 35.8 Å (Fig. 2, green).

When the peaks were deconvoluted using EFA the corresponding curve for the second peak(Fig. 2, blue) was overlaid with the original and showed a clear decrease in signal to noise, and a lower Rg, 34.1 Å was recorded. The Kratky plot (Fig. 3) shows the complex with the deconvoluted peak (blue) is more globular. This is confirmed by the P(r) curve (Fig. 4) which gives a dmax 105 Å for the deconvoluted curve (blue) while the non deconvoluted is more elongated with a dmax 123 Å (green), this is most likely due to heterogeneity arising from the unbound E9 exominus.
	Please correct to:
Only  5 frames could be

used that showed a semi-stable Rg, when subtracted they gave a Rg 36.3 Å (Fig. 2, green).

When the peaks were deconvoluted using EFA the corresponding curve for the second peak(Fig. 2, blue) was overlaid with the original and showed a clear decrease in signal to noise, and a lower Rg, 34.1 Å 
was recorded. The Kratky plot (Fig. 3) shows the complex with the deconvoluted peak (blue) is more globular. This is confirmed by the P(r) curve (Fig. 4) which gives a dmax 108.5 Å for the deconvoluted curve (blue) while the non deconvoluted is more elongated with a dmax 120 Å (green), this is most likely due to heterogeneity arising from the unbound E9 exominus.
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