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Dear Author(s),

This document is divided into a number of sections in which you can add your comments to the video, voiceover, and online text/PDF.   Please be aware that our policy is to do a single complimentary revision, so it is critical that all participants in this project offer their comments collectively.   In addition, please make sure that your comments are easily interpreted and transparent. 

Have fun!

Protocol Name:

Date:

Authors and Affiliations

Please fill in any missing author information not included in the video.
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	Author
	Affiliation
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Video Comments

Please fill in any comments you wish to make using the table below using the example as a guide.  If you need more space to write, please do so below the table.  DO NOT ADD CORRECTIONS TO THE NARRATION HERE.  PLEASE DO THIS IN THE AUDIO COMMENTS SECTION.

	
	Time code
	Comment
	Requested Change

	Example
	2:52
	Onscreen text says use 0.25 mM Fluo-4  
	Text should say use 0.50 mM Fluo-4

	
	
	
	

	
	
	
	

	
	
	
	

	4.
	
	
	

	5.
	
	
	

	6.
	
	
	

	7.
	
	
	

	8.
	
	
	

	9.
	
	
	

	10.
	
	
	

	11.
	
	
	

	12.
	
	
	

	14.
	
	
	

	15.
	
	
	

	16.
	
	
	

	17.
	
	
	

	18.
	
	
	

	19.
	
	
	

	20.
	
	
	


Audio Comments

This section is used to specify the changes that need to be made to the narration.   Please follow the example below as a guide to list your changes. If there is a pronunciation change, please provide a phonetic pronunciation key.  

	
	Time code
	Comment
	Step(s) in Shotlist 
	Rewritten Text or Corrected Pronunciation (highlight in bold)
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Online Text/PDF Protocol

Please use this table to address changes that need to be made to the online text/PDF document. Both the online text and PDF are generated from the HTML template of your article. Since the PDF is generated from the HTML by our conversion software, it may contain formatting errors. For major structural changes or more than 10 spelling or grammatical mistakes, we will require re-upload of the entire document.     

	
	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.
	1.7
	During the incubation of step 1.6, transfer 2YT top agar from step 1.5 to room temperature (RT) to cool down for around 5 min.
	During the incubation of step 1.6, transfer 2YT top agar from step 1.5 to room temperature (RT) to cool down for around 5 min to about 42 °C.

	2.
	1.14
	Spin at 5,000 × gand 4 °C for 10 min to pellet the bacteria.
	Spin at 5,000 × g and 4 °C for 10 min to pellet the bacteria.

	3.
	1.19
	Resuspend each pellet in 150 mL of sterile-filtered, 10% ultrapure glycerol with the aid of the stir bars. Swirl and dislodge the entire pellet

from the bottle wall every several minutes during the magnetic stirring.
	Resuspend each pellet in 500 mL of sterile-filtered, 10% ultrapure glycerol with the aid of the stir bars. Swirl and dislodge the entire pellet

from the bottle wall every several minutes during the magnetic stirring.

	4.
	1.28
	Rinse the cuvette twice, each time with 1 mL of pre-warmed SOC medium, and transfer the medium to the 125-mL flask (see step 1.28).
	Rinse the cuvette twice, each time with 1 mL of pre-warmed SOC medium, and transfer the medium to the 125-mL flask (see step 1.27).

	5.
	1.30.2
	2. Make 8 tenfold serial dilutions: transfer 20 μL of culture from step 1.30 to the first well of the plate, mix by pipetting, and transfer 20 μL of the mixture to the next well. Repeat this step to the end of the serial dilution.
	2. Make 8 tenfold serial dilutions: transfer 20 μL of culture from step 1.29 to the first well of the plate, mix by pipetting, and transfer 20 μL of the mixture to the next well. Repeat this step to the end of the serial dilution.

	6.
	2.9
	Add the M13KO7 (lab stock, titer of approximately 1 x 1013 cfu/mL) to the culture from step 2.8 with a multiplicity of infection (MOI) of approximately 10 and the final titer of M13KO7 of approximately 1 x 1010 cfu/mL.
	Add the M13KO7 (lab stock, titer of approximately 1 x 1013 cfu/mL) to the culture from step 2.8 with a multiplicity of infection (MOI) of approximately 10 and the final titer of M13KO7 is approximately 1 x 1010 cfu/mL.

	7.
	2.12
	Decant the supernatant and resuspend the pellet with 50 mL of fresh 2YT/carb/kan/uridine. Transfer the resuspension into a new 250-mL baffled bottle.
	Decant the supernatant and resuspend the pellet with 30 mL of fresh 2YT/carb/kan/uridine. Transfer the resuspension into a new 250-mL baffled bottle.

	8.
	2.17.4
	Plate 10 μL from the serial dilution of each infection in E. coli CJ236 and E. coli SS320 on 2YT/Carb plates
	Plate 10 μL from the serial dilution of each infection in E. coli CJ236 and E. coli SS320 on 2YT/Carb plates in duplicate.

	9.
	Representative Results
Section 2
	The uracil incorporation efficiency by comparison of titer in both E. coli CJ236 and E. coli SS320 cells was checked. The E. coli CJ236 and E.

coli SS320 cells were infected by phage harboring dU-ssDNA for the uracil incorporation efficiency test.
	The uracil incorporation efficiency by comparison of titer in both E. coli CJ236 and E. coli SS320 cells was checked. The E. coli CJ236 and E.

coli SS320 cells were infected by phage harboring dU-ssDNA.

	10.
	Representative Results
Section 3
	Next, we prepared and extracted dU-ssDNA. The dU-ssDNA purity is checked by agarose gel electrophoresis (Figure 6). Then the

oligonucleotide-directed mutagenesis was conducted and the efficiency of the dU-ssDNA conversion to CCC-DNA was evaluated (Figure 6).

Three products with lower motility than dU-ssDNA can be visualized on the gel including the fastest-running band (CCC-dsDNA), the middle

weak band (Nicked band), and the slowest-running band (strand-displaced DNA).
	Next, we prepared and extracted dU-ssDNA. The dU-ssDNA purity is checked by agarose gel electrophoresis (Figure 6). Then the

oligonucleotide-directed mutagenesis was conducted and the efficiency of the dU-ssDNA conversion to CCC-DNA was evaluated (Figure 6).

Three products with lower motility than dU-ssDNA can be visualized on the gel including the fastest-running band (CCC-dsDNA), the middle

weak band (nicked band), and the slowest-running band (strand-displaced DNA).

	11.
	FIGURE AND TABLE LEGENDS
Figure 1
	Figure 1: Overview of the phage-displayed Fab library construction. Phage-displayed Fab library construction follows a basic series

of steps. It involves preparation of high-efficiency electro-competent bacterial cells, extraction of dU-ssDNA, Kunkel's method based oligonucleotide-directed mutagenesis, electroporation and calculation of phage Fab library diversity, functional evaluation by protein A/L ELISA, and DNA sequence analysis.
	Figure 1: Overview of the phage-displayed Fab library construction. Phage-displayed Fab library construction follows a basic series

of steps. It involves preparation of high-efficiency electro-competent bacterial cells, extraction of dU-ssDNA, Kunkel's method based oligonucleotide-directed mutagenesis, electroporation and calculation of phage Fab library size, functional evaluation by protein A/L ELISA, and DNA sequence analysis.

	12.
	Table 2
	
	1 and 2 as superscript are removed.
Revised table has been uploaded

	13.
	FIGURE AND TABLE LEGENDS
Table 2
	Table 2: CDR diversities and mutagenesis primers. The DNA sequences of the CDR regions to be mutated are shown in red; sequences are formatted using the IUPAC nucleotide code. "X" indicates tri-nucleotide from a mixture designed to contain different amino acid sets; "n" indicates different number of X. Five primers with a different number of X were used to diversify CDRL3 or CDRH3, respectively, to generate variable length of CDRL3 and CDRH32. The residue numbers are defined by the IMGT nomenclature.
	Table 2: CDR diversities and mutagenesis primers. The DNA sequences of the CDR regions to be mutated are shown in red; sequences are formatted using the IUPAC nucleotide code. "X" indicates tri-nucleotide from a mixture designed to contain different amino acid sets; "n" indicates different number of X. Five primers with a different number of X were used to diversify CDRL3 or CDRH3, respectively, to generate variable length of CDRL3 and CDRH3. The residue numbers are defined by the IMGT nomenclature.
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