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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- paragraph 1
	Studies of DDR proteins can provide insights into drug response and cellular mechanisms of drug resistance.

	Studies of DDR proteins can provide insights into genotoxic drug response and cellular mechanisms of drug resistance.


	2.
	Abstract- paragraph 2
	There are two major ways of detecting proteins in vivo: 

	There are two major ways of visualizing proteins in vivo: 


	3. 
	Abstract- paragraph 3
	Although detection of protein foci does not provide a definitive proof of direct interaction, co-localization of proteins in cells indicates that they regroup to the site of damage, and can inform of the sequence of events required for complex formation.
	Although detection of protein foci does not provide a definitive proof of direct interaction, co-localization of proteins in cells indicates that they regroup to the site of damage and can inform of the sequence of events required for complex formation.

	4.
	Introduction paragraph 1
	Mammalian cells have evolved complex pathways to recognize a specific type of DNA damage2,3 and repair them in a timely fashion, synchronized with the cell cycle progression.

	Mammalian cells have evolved complex pathways to recognize specific types of DNA damage2,3 and repair them in a timely fashion, synchronized with the cell cycle progression.


	5.
	Figure 1 (legend)
	Following the break, proteins get activated to mark the break (γH2AX), participate in end resection (MRN, pRPA), promote recombination (BRCA1, PALB2, BRCA2, RAD51) or limit resection and promote NHEJ (53BP1). 
	Following the break, proteins get activated to mark the break (γH2AX), participate in end resection (MRN), coat the resected ssDNA (pRPA), promote recombination (BRCA1, PALB2, BRCA2, RAD51) or limit resection and promote NHEJ (53BP1).

	6.
	Table 1
	g-rays/X-rays
	-rays/X-rays

	7.
	Protocol

2. Cell treatment with radiation (IR) 
	2. Incubate cells at 37 °C and 5% CO2 in a humidified incubator for the appropriate time-length (time points chosen here t=1, 2, 4, 16h).
	2. Incubate cells at 37 °C and 5% CO2 in a humidified incubator for the appropriate time-length (time points chosen here t=1, 2, 4, 16 h).

	8.
	Protocol

3. Nuclear extraction and cell fixation
	4. At appropriate time-point (t=0, 1, 2, 4, 16 h), wash cells twice with 1 mL of PBS. Remove PBS completely.
	4. At appropriate time point (t=0, 1, 2, 4, 16 h), wash cells twice with 1 mL of PBS. Remove PBS completely.

	9.
	Protocol

4. Immunofluorescence staining
	4. Dilute primary antibody in dilution buffer (1:500) and vortex until well mixed.

	4. Dilute primary antibody in dilution buffer (1:500; see table 2 for antibodies list) and vortex until well mixed.


	10.
	Protocol

5. Image acquisition
	3. Select ON in “Z” and select Start/End (15 slices).
	3. Select ON in “Z”. 

	11.
	Protocol

5. Image acquisition
	3. Adjust the offset: background level.
	3. Adjust the offset: background level.
Insert 

2. Select Start/End (15 slices), for Z stacks. 

	12. 
	Protocol 

6. Data analysis
	1. Press the Batch tool window and select the images to analyze.
	1. Press the Batch tool window, select the images to analyze and select output folder.

	13.
	Protocol 

6. Data analysis
	3. Under Input/Output setting, select the batch created and output folder.
	3. Under Input/Output setting, select the batch created. 

	14. 
	Representative Results paragraph 4
	In low passage HeLa cells, grown in endotoxin-free serum, we routinely observed a sharp increase of foci at 30 minutes and 1 h post irradiation, which peaks between 1 and 2h, then decreases progressively until 16 h.
	In low passage HeLa cells, grown in endotoxin-free serum, we routinely observed a sharp increase of foci at 30 minutes and 1 h post irradiation, which peaks between 1 and 2 h, then decreases progressively until 16 h.

	15. 
	Representative Results paragraph 6
	When several proteins are investigated in the same cells, by multiplexing primary antibodies raised in different animal species and revealing these with secondary antibodies labeled with distinct fluorophores, co-localization can be investigated (Figure 5). 
	When several proteins are investigated in the same cells, co-localization can be studied by multiplexing primary antibodies raised in different animal species and revealing these with secondary antibodies labeled with distinct fluorophores (Figure 5).

	16. 
	Figure 4 (legend)
	γH2AX foci formation at t=0 (no irradiation) and at the indicated time-points post irradiation (4 Gy, t=1, 2, 4, 16h). (A) Representative images are shown. DAPI indicates the nuclei. Scale bar = 5 (m. (B) Nuclear foci of γH2AX following exposure to γ-irradiation were scored by automated quantification (CellProfiler) in ≥ 100 nuclei for each time-point.

	γH2AX foci formation at t=0 (no irradiation) and at the indicated time points post irradiation (4 Gy, t=1, 2, 4, 16 h). (A) Representative images are shown. DAPI indicates the nuclei. Scale bar = 5 (m. (B) Nuclear foci of γH2AX following exposure to γ-irradiation were scored by automated quantification (CellProfiler) in ≥ 100 nuclei for each time point.
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