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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.
	AUTHORS AND AFFILIATIONS:
	I'd like to replace the order of these two authors:
Yao Xi

Peizhao Li
	The corrected order should be like this:
AUTHORS AND AFFILIATIONS:
Yohei Niikura1*, Lei Fang2*, Risa Kitagawa3*, Peizhao Li1, Yao Xi1, Ju You1, Yan Guo2, Katsumi Kitagawa3

	2.
	ABSTRACT:

	There is one sentence: “A caveat is discussed in the use of GFP/EYFP or the tagging of high molecular weight protein as a tool to analyze the function of a protein and current technical limit for the detection of ubiquitylated bands, identification of site-specific ubiquitylation(s), and visualization of ubiquitylation in living cells or a specific single cell during the whole cell cycle.
“
	Please correct to “A caveat is discussed in the use of GFP/EYFP or the tagging of high molecular weight protein as a tool to analyze the function of a protein. Current technical limit is also discussed for the detection of ubiquitylated bands, identification of site-specific ubiquitylation(s), and visualization of ubiquitylation in living cells or a specific single cell during the whole cell cycle.”

	3.
	INTRODUCTION: 


	There is one sentence: “We have previously reported that for CENP-A ubiquitylation on lysine 124 (K124) and centromere localization, CUL4A-RBX1-COPS8 E3 ligase is required4.” 

	Please correct to “We have previously reported that the CUL4A-RBX1-COPS8 E3 ligase is required for CENP-A ubiquitylation on lysine 124 (K124) and centromere localization
 ADDIN EN.CITE 

4
.”

	4.
	INTRODUCTION: 


	There is one sentence: “Thus, a model was provided which showed CENP-A ubiquitylation is inherited through dimerization between cell divisions.”
	Please correct to “Thus, a model was provided suggesting that CENP-A ubiquitylation is inherited through dimerization between cell divisions.”

	5.
	INTRODUCTION: 


	There is one sentence: “… and we have already described what the problem may be in our previous publication7.”
	Please correct to “… and we have already described what problem there could be in our previous publication7.”

	6.
	INTRODUCTION: 


	There is one sentence: “ however, addition of mono-ubiquitin is predicted to have an impact on protein conformation.”
	Please correct to “however, addition of mono-ubiquitin is predicted to have an impact on protein conformation of CENP-A.”

	7.
	INTRODUCTION: 


	There is one sentence: “Protein conformation can be changed by the presence of a large fusion protein, and this conformational change may mask the structural changes caused by the loss of ubiquitylation.”
	Please correct to “The protein of CENP-A conformation can be changed by the presence of a large fusion protein, and this conformational change may mask the structural changes caused by the loss of ubiquitylation.”

	8.
	2.1
	Please put comma after “pBabe-EYFP-CENP-A constructs”?
	Please correct to “2.1. Day 7: 4 days after retrovirus infection of pBabe-EYFP-CENP-A constructs, remove the culture medium by aspiration.”

	9.
	3.1.4
	“for” is redundant after “Day 17”.
	Please correct to “(i.e., grow cells in blasticidin S containing medium until Day 17 for the results presented here). ”

	10.
	3.2.4
	“on the same day 10” should be connected to the end of the sentence.
	Please correct to “Collect cells for western blotting analysis to confirm protein depletion of endogenous CENP-A after retro-Cre virus infection and/or protein expression of pBabe-EYFP-CENP-A constructs on the same day 10.”

	11.
	3.2.5
	“on the same day 10” should be inserted at the end of 1st sentence.
	Please correct to “Perform western blotting as described in section 4 on the same day 10.”

	12.
	3.2.8
	“Fix” should start from capital letter “F”.
	Please correct to “Fix and stain cells as described in step 3.2.7(see Figure 2B).”

	13.
	4.1
	“Then use 1 µg of protein to run an SDS PAGE.” is wrong sentence. I think JoVE-side created this sentence. I found many such cases.
	Please correct to “Then run 20 µg of protein in one well of SDS-PAGE gel.”

	14.
	5.1.3
	“regent” should be corrected to “reagents”.
	Please correct to “At 17 h after seeding, prepare the transfection reagents.”

	15.
	5.3.2
	“SDS page” should be “SDS-PAGE”.
	Please correct to “SDS-PAGE”.

	16.
	6.1.1
	“20 mg total protein” should be “5 mg total protein.”
	Please correct to “5 mg total protein.”

	17.
	6.1.2
	“regent” should be corrected to “reagents”.
	Please correct to “Prepare the transfection reagents...”

	18.
	Discussion
	Please remove # after “Therefore#”. I have no idea why your side raised some error like this.
	Please correct to “Therefore， the development of lower molecular weight tagging or probing technique is urgently required to visualize ubiquitylation…”

	19.
	Table 2
	All values of “2mg” should be changed to “2mg”.
	Please correct to”2mg” for all values of “2mg” in Table 2.
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