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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.
	2.1.7.1
	Please remove the space between “enzyme 2” and “. (period mark)”  Step says “… 0.5 µL of restriction enzyme 1, and 0.5 µL of restriction enzyme 2 .”
	Please correct to “… 0.5 µL of restriction enzyme 1, and 0.5 µL of restriction enzyme 2.”

	2.
	2.1.7.1
	Please remove the comma after 6 V/cm. Step says “… 1x TAE buffer at 6 V/cm, and purify the digested PCR fragment”.


	Please correct to “… 1x TAE buffer at 6 V/cm and purify the digested PCR fragment.”

	3.
	2.1.12
	In attempt to make this protocol reproducible for all other tryptophan synthase mutations please add this NOTE below item 2.1.12
	Please insert “NOTE: A single a single point mutation in either α-or β-subunit from Salmonella typhimurium tryptophan synthase may impair enzyme function or lower synthesis of L-Tryptophan in E. coli strain CB149. Please consider using either E. coli strain BL21(DE)pLys-S or Rosetta (DE3)pLys-S if no expression or lower amounts of recombinant α2β2 StTS complex is detected in a SDS-PAGE gel.”

	4.
	2.2
	Please remove “strain CB149” from “Expression of wild type and mutant form of α2β2 StTS complex in E. coli strain CB149”

	Please correct to ““Expression of wild type and mutant form of α2β2 StTS complex in E. coli”

	5.
	2.2.1
	Step says “Grow E. coli strain CB149 harboring the desirable construct in a fresh and sterile 50 mL of LB medium containing 50 μg/mL ampicillin. Grow cells overnight with shaking at 200 rpm at 37 °C.

”
	Please correct to “Grow E. coli expression strain harboring the desirable construct in a fresh and sterile 50 mL of LB medium containing 50 μg/mL ampicillin. Grow cells overnight with shaking at 200 rpm at 37 °C.”

	6.
	2.2.4
	Please remove “tagged” from the NOTE. NOTE says “… The expression of mutant and wild type form of α2β2 StTS complex in LB broth yields 125-150 mg of tagged protein per liter…
	Please correct to “NOTE: Cells can be stored long-term at -80 °C or used immediately for protein purification. To store cells, split the cell suspension into 2 x 50 mL disposable centrifuge conical tubes and keep cell pellets at -80 °C until the protein purification step. The expression of mutant and wild type form of α2β2 StTS complex in LB broth yields 125-150 mg of protein per liter. Consider scaling protocol up or down to fulfill specific demands.”

	7.
	2.3.6
	The NOTE in step 2.3.6 says “NOTE: Pre-purified protein aliquots of the pre-purified α2β2 StTS complex can be stored long-term at -80 °C or used immediately for protein purification on a size exclusion chromatography column (SEC).”
	Please correct to “NOTE: Assess the quality of αβStTS complex using samples of the 30% and 40% supernatant and pellet fractions in a 12% SDS-PAGE gel25. If you verify that any other mutant αβStTS complex is in the 40% supernatant fraction,  proceed with  a 60% saturation of ammonium sulfatamonio sulaae (13.0 g / 100 mL). Pre-purified protein aliquots of the pre-purified α2β2 StTS complex can be stored long-term at -80 °C or used immediately for protein purification on a size exclusion chromatography column (SEC).

	8.
	Figure 2 caption
	Please insert a space between “(B)” and “The vector contains…”

Figure caption says “… (B)The vector contains…”
	Please correct to “… (B) The vector contains  ….”
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