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	Protocol Step
	Comment
	Requested Change (highlight in bold)

	1.
	Figure 3 Caption
	Caption currently says: “Figure 3: Assembled his tagged nucleosome complex. Representative 1x TBE Native PAGE gel of wild type nucleosome complex (lane 2) compared to free 601 DNA (Lane 4) visualized by ethidium bromide.”
	Figure 3: Assembled his tagged H3K64Ac nucleosome complex. Representative 1x TBE Native PAGE gel of H3K64Ac nucleosome complex (lane 2) compared to free 601 DNA (Lane 4) visualized by ethidium bromide. Lane 3 shows H3K64Ac nucleosome after incubation at 60 ˚C for one hour. It is observed in lane 3 that all nucleosome has disassembled.

	2.
	1. Plasmid Construction 1.2
	Currently begins with “Use the whole-plasmid PCR to amplify the TAG containing plasmid” delete the bolded word
	Use whole-plasmid PCR to amplify the TAG containing plasmid

	3.
	1. Plasmid Construction 1.3
	Currently States “Clean up the PCR product with a PCR clean up kit following manufacturer's recommendation.”

	Clean up the PCR product with a PCR clean up kit by following the manufacturer's protocol.


	4.
	1. Plasmid Construction step 2
	Currently States: “First transform TAG containing plasmid (AmpR) into chemically competent Escherichia coli. Pick a minimum of 4 colonies from the transformation and purify plasmid.”
	First transform the TAG containing plasmid (AmpR) into chemically competent Escherichia coli. Pick a minimum of 4 colonies from the transformation and purify the plasmid.

	5.
	2. Acetylated histone protein expression step 16
	Currently states “Extensively dialyze the acetylated histone protein against 5% acetic acid buffer to remove salts. Dialyze for 3 h at 4 °C, exchanging for fresh buffer a minimum of 6 times.”
Make the additions to the right for a secondary option.
	Extensively dialyze the acetylated histone protein against 5% acetic acid buffer to remove salts. Dialyze for 3 h at a time at 4 °C, exchanging for fresh buffer a minimum of 6 times.
NOTE: For improved protein purity, there is an option to dialyze against pure water. However, this causes significant precipitation and reduction in yield which may be undesirable for low-yielding acetylated histone proteins.

	6.
	4. Preparation of 601 DNA step 2
	Currently says: “Use an in-house expressed PFU polymerase (more efficient) for this amplification protocol. Set up a PCR reaction: For 250 µL reaction, use 207.5 µL autoclaved MQ H2O, 25 µL 10x PFU Buffer, 5 µL Forward Primer: ctggagaatcccggtgccg, 5 µL Reverse Primer: acaggatgtatatatctgacacg, 5 µL dNTP mix, 2.5 µL PFU enzyme.”

	Use an in-house expressed PFU polymerase (more efficient) for this amplification protocol. Set up a PCR reaction: For 250 µL reaction, use 207.5 µL autoclaved MQ H2O, 25 µL 10x PFU Buffer, 5 µL Forward Primer: ctggagaatcccggtgccg, 5 µL Reverse Primer: acaggatgtatatatctgacacg, 5 µL dNTP mix, 2.5 µL PFU enzyme. We typically run 60 reactions at once to get enough DNA to assemble.

	7.
	6. Nucleosome Assembly step 6
	Currently says “Add His-TEV protease (TEV: nucleosome 1:30, w:w ) and incubate for overnight at 4 °C to remove all histidine tags. Remove the histidine tag impurities from the nucleosome solution by Ni-NTA resin pull down.” Delete the bolded word.

	Add His-TEV protease (TEV: nucleosome 1:30, w:w ) and incubate overnight at 4 °C to remove all histidine tags. Remove the histidine tag impurities from the nucleosome solution by Ni-NTA resin pull down.



	8.
	Figure 2
	This figure should be flipped to landscape.
	Flip to landscape so that the titles of the lanes are at the top.

	9.
	Discussion
	In the final paragraph modify the following sentence: “The benefit of using modified nucleosomes is its similarity to the native state of DNA and histone proteins which can be used as a significantly better model to probe the activities or binding abilities of any number of epigenetic-related proteins.”
	The benefit of using fully assembled nucleosomes is it more closely resembles the native state of nucleosomes serving as a better model to probe the activities or binding abilities of any number of epigenetic-related proteins.
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