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	Protocol Step
	Comment
	Requested Change (highlight in bold)

	1.
	Author affiliations
	LBD-IBPS,, Sorbonne Université
	Remove double comma

	2.
	1.1 
	Day
	day 

	3.
	1.1 
	1 µMcilostamide
	1 µM cilostamide

	4.
	2.5.3
	Super Optimal broth with catabolite repression
	Super Optimal broth with Catabolite repression (SOC)

	5.
	2.5.4
	Luria broth
	Luria Broth

	6.
	2.6.1
	in vitro
	in vitro 

	7.
	2.6.1
	in vitrotranscription
	in vitro transcription

	8.
	2.6.4
	measure mRNA concentrations, and evaluate the message integrity by agarose electrophoresis
	measure concentration and evaluate integrity by agarose electrophoresis

	9.
	2.7
	For mCherry
	For mCherry:

	10.
	2.7.3
	In vitro
	In vitro

	11.
	2.7.4
	measure mRNA concentrations, and evaluate the message integrity by agarose electrophoresis
	measure concentration and evaluate integrity by agarose electrophoresis



	12.
	3.2.2.9
	microscopy (with at least 
	microscopy with at least 

	13.
	3.2.3.1
	prophase I oocyte
	prophase I-arrested oocyte

	14.
	3.2.4.1
	For this analysis (see Table of Materials), 
	For this analysis (see Table of Materials for the software used in this study)

	15.
	3.2.4.1
	to export the data.
	to export the data to data analysis software.

	16.
	Discussion, first sentence
	different transitions during in vitro oocyte meiotic maturation
	different transitions during in vitro oocyte meiotic maturation

	17.
	Discussion paragraph six
	oligo-adenylate probe adjusts to reflect 
	oligoadenylated probe adjusts to reflect 

	18.
	Discussion
	Final three paragraphs are not in the correct format.  
	Start new paragraph after Figure 7 and continue this paragraph until  “…..which may solve this issue.” Start new paragraph with: “In conclusion…..”

	19.
	Reference 8 
	Cakmak, H. Franciosi, F.,
	Cakmak, H., Franciosi, F.,

	20.
	Reference 26
	Methods in Cell Biology. 114, 545-560
	Methods in Cell Biology. 114, 545-560

	21.
	All Figures
	There is a problem with scaling of Figures 3, 4, 5 and 6. I will upload new versions of these Figures
	Please include new versions of the Figures. When I click on enlarge Figure, the Figures are not appropriately cropped, sometimes the left and right border are partly missing. 

	22.
	Table 1
	There is a problem with formatting of Table 1, the first column should be smaller
	

	23.
	Table 2
	There is a problem with formatting, there is a lot of space in the second column which is not filled, making the table very big while this is not necessary
	

	24. 
	Abstract
	regulation of translation of target mRNAs during in vitro oocyte maturation
	regulation of translation of target mRNAs during in vitro oocyte maturation

	25.
	Introduction
	the translation of target maternal mRNAs in single oocytes during in vitro meiotic maturation.


	the translation of target maternal mRNAs in single oocytes during in vitro meiotic maturation.



	26.
	Introduction
	Reporter accumulation is measured during in vitro oocyte meiotic maturation using time-lapse microscopy.
	Reporter accumulation is measured during in vitro oocyte meiotic maturation using time-lapse microscopy.

	27.
	Introduction
	After data acquisition, translation rates are calculated for different time intervals during in vitro oocyte meiotic maturation by calculating the slope of the curve obtained by curve-fitting.

	After data acquisition, translation rates are calculated for different time intervals during in vitro oocyte meiotic maturation by calculating the slope of the curve obtained by curve-fitting.


	28.
	Introduction
	 Manipulation of the poly A tail length also allows insight into adenylase/deadenylase activity in oocytes5.

	 Manipulation of the poly(A) tail length also allows insight into adenylase/deadenylase activity in oocytes5.


	29.
	Introduction
	 This method paper presents a representative experiment where denuded oocytes of 21-Day-old C57/BL6 mice have been micro-injected with a Ypet reporter fused to the 3' UTR of IL-7. 

	 This method paper presents a representative experiment where denuded oocytes of 21-day-old C57/BL6 mice have been micro-injected with a Ypet reporter fused to the 3' UTR of IL-7. 


	30.
	2.2
	pCDNA 3.1 vector 

	pcDNA 3.1 vector

	31.
	6.1
	in vitro
	In vitro
	
	
	

	32.
	6.1
	In vitrotranscription.

	In vitro transcription

	
	
	

	33.
	6.2
	In vitro
	In vitro
	
	
	

	34.
	5.5
	lightly pressing a pipet tip on one of the colonies

	lightly pressing a pipette tip on one of the colonies


	35.
	7.3
	In vitro
	In vitro

	36.
	Discussion
	The presented method describes a strategy to study activation and repression of translation of target mRNA at different transitions during in vitro oocyte meiotic maturation. 

	The presented method describes a strategy to study activation and repression of translation of target mRNA at different transitions during in vitro oocyte meiotic maturation. 


	37.
	Discussion
	Therefore, this method was adjusted by applying time-lapse microscopy to assess Ypet/3' UTR reporter accumulation throughout in vitro maturation of mouse oocytes5,6,9. 

	Therefore, this method was adjusted by applying time-lapse microscopy to assess Ypet/3' UTR reporter accumulation throughout in vitro maturation of mouse oocytes5,6,9. 


	38.
	Discussion
	This method has been used to study translational regulatory elements of the 3' UTR during in vitro oocyte meiotic maturation. Similarly, it may also be used to study functional 5' UTR elements essential for the regulation of translation or to study translation during in vitrooocyte fertilization.

	This method has been used to study translational regulatory elements of the 3' UTR during in vitro oocyte meiotic maturation. Similarly, it may also be used to study functional 5' UTR elements essential for the regulation of translation or to study translation during in vitro oocyte fertilization.


	39.
	Representative Results
	Denuded prophase I-arrested oocytes of 21-Day-old C57/BL6 mice were injected with a reporter mix containing mRNA encoding the Ypet reporter fused to the 3' UTR of IL-7 and mRNA encoding mCherry.

	Denuded prophase I-arrested oocytes of 21-day-old C57/BL6 mice were injected with a reporter mix containing mRNA encoding the Ypet reporter fused to the 3' UTR of IL-7 and mRNA encoding mCherry.
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