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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. 
	Affiliations
	Affiliation says “2Mays Cancer Center, UT Health San Antonio MD Anderson, San Antonio, TX, USA”
	Please correct to “2Mays Cancer Center at UT Health San Antonio MD Anderson Cancer Center, San Antonio, TX, USA”

	2.
	Protocol

4. Immunofluorescence staining
	Step says “4. Dilute primary antibody in dilution buffer (1:500; see table 2 for antibodies list) and vortex until well mixed.”
	Please correct to “4. Dilute primary antibody in dilution buffer (1:500; see Table 2 for antibodies list) and vortex until well mixed.”

	3.
	Protocol 

4. Immunofluorescence staining

8. Apply 10 μL of secondary antibody as described for

the primary antibodies. Incubate for 2 hours at room

temperature.

NOTE: Protect from light.
	After “NOTE: Protect from light.”
	Please [insert Table 2]
Please use Table 2 in the same order as submitted, and not in alphabetical order. 

	4.
	Protocol

5. Image acquisition

5.2.
Adjust the live image. Press the Live button on the Live window.
	Step says “4. Select Start/End (15 slices) for Z stacks.” 


	Please correct to “2. Select Start/End (15 slices) for Z stacks.” 

Step is not 5.2.1.4, instead it is 5.2.2.

	5.
	Protocol

6. Data analysis

3. For co-localization analysis, open CellProfiler.
	Step says “1. Open the Colocalization pipeline (see

Supplemental information).”
	Please correct to “1. Open the Colocalization pipeline (see

Supplemental information).”

	6. 
	Figure 4 (legend)
	Figure legend says “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 #H2AX

following exposure to #-irradiation were scored by automated quantification (CellProfiler) in # 100 nuclei for each time

point.”
	Please correct to “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 μm. (B) Nuclear foci of γH2AX following exposure to γ-irradiation were scored by automated quantification (CellProfiler) in ≥ 100 nuclei for each time point.”

	7.
	Figure 5 (legend)
	Figure legend says “(A) Representative images are shown. DAPI indicates the nuclei. Co-localization is

visualized by color and area overlap (here red + green = yellow). Scale bar = 5 μm. (B) Individual and co-localizing foci can

be quantified individually using one of several softwares (here, CellProfiler, see other options in main text) and plotted.
	Please correct to “(A) Representative images are shown. DAPI indicates the nuclei. Co-localization is

visualized by color and area overlap (here red + green = yellow). Scale bar = 5 μm. (B) Individual and co-localizing foci can

be quantified individually using one of several softwares (here, CellProfiler, see other options in main text) and plotted.
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