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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.
	All figures
	
	Please increase space between figures and figure legends

	2.
	Abstract
	Last sentence reads: “There is no need for inoculation with limited patient isolates, as the production of infectious HEV particles from plasmids poses an infinite source, which makes this protocol exceedingly efficient.”
	Please delete first part of the sentence and correct to “The production of infectious HEV particles from plasmids poses an infinite source, which makes this protocol exceedingly efficient.”

	3.
	Introduction
	First sentence says: “Hepatitis E is a fairly an underestimated disease…”
	Please correct to “Hepatitis E is a fairly underestimated disease…”

	4.
	Introduction 
	Paragraph 4 says: “Although some approaches boosted viral loads…”
	Please correct to “Nevertheless, some groups were able to boost viral loads…”

	5.
	Introduction
	Paragraph 4 says “…adapted Kernow-C1 strain (referred to as p6_WT)54. Later, an RNA-dependent RNA polymerase mutant of the same strain (p6_G1634R) was identified with enhanced viral fitness, which also contributed to treatment failure37.
	Please correct to “…adapted Kernow-C1 strain (referred to as p6_WT)54 and a mutant strain harboring a replication-enhancing mutation (referred to as p6_G1634R)37. 

	6.
	3.2.2
	Step says: “Check RNA by loading 1 µL of RNA on to an agarose gel and measure the concentration of extracted RNA using a spectrophotometer.”
	Please correct to “Check RNA integrity by loading 1 µL of RNA on to an agarose gel and measure the concentration of extracted RNA using a spectrophotometer.”

	7.
	4.1
	Step says: “To prepare HepG2 cells for HEVcc production (Figure 3), seed cells in complete Dulbecco's Modified Eagle Medium (DMEM) (supplemented with 10 % fetal bovine serum (FBS), 1% MEM Non-Essential Amino Acids solution (NEAA), 1% penicillin/streptomycin and 1 % L-glutamine onto a 15 cm collagen (see Table 1, sterile filtered through 0.2 µm mesh) coated culture dish.”
	Please correct to “To prepare HepG2 cells for HEVcc production (Figure 3), seed cells in complete Dulbecco's Modified Eagle Medium (DMEM) (see Table 1) onto a 15 cm collagen (see Table 1, sterile filter PBS- acetic acid mix through 0.2 µm mesh before adding collagen) coated culture dish.“

	8.
	4.2
	Please remove reference to Table 1 in: “Trypsinize cells by adding 3 mL of 0.05% trypsin-EDTA (see Table 1) onto the cells and incubate at 37 °C until cells are detached completely.”
	Please correct to “Trypsinize cells by adding 3 mL of 0.05% trypsin-EDTA onto the cells and incubate at 37 °C until cells are detached completely.”

	9.
	5.2
	Step says: “Carefully remove 1x PBS without disturbing the cell pellet from step 4.2.1. Resuspend 5 x 106 cells in 400 µL of Cytomix complete and add 5 µg RNA from step 3.2.3.”
	Please correct to “Carefully remove 1x PBS without disturbing the cell pellet from step 4.4. Resuspend 5 x 106 cells in 400 µL of Cytomix complete and add 5 µg RNA from step 3.2.2.”

	10.
	5.3
	Step says: “Add 1.3 x 105 cells (300 µL) into one well…”
	Please correct to “Add 1.3 x 105 electroporated cells (300 µL) into one well…”

	11.
	6.2
	Step says: “Add 8.5 mL of DMEM complete, flush plate to detach cells and transfer cells suspension into 50 mL tube. Centrifuge at 200 x g for 5 min.
	Please correct to “Add 10 mL of DMEM complete, flush plate to detach cells and transfer cells suspension into 50 mL tube. Wash cells twice with PBS. Centrifuge at 200 x g for 5 min.”

	12.
	7 NOTE
	Step says: “This will be later referred to as infection control (IC)”
	Please add full stop at end of sentence.

	13.
	8.4
	Step says: “Take out the cover slip from the humid chamber and mount with 6 µL of the mounting reagent upside down on a cover slide (only for TC). Store IC in water and seal the plate with paraffin film to avoid drying due to evaporation.”
	Please correct to “Take out the cover slip from the humid chamber, mount cover slips with 6 µL of the mounting reagent upside down on a cover slide (only for TC) and let mounting reagent dry for 16 h at RT in the dark. Store IC in water until imaging and seal the plate with paraffin film to avoid drying due to evaporation.”

	14.
	9.1
	Step says: “NOTE: Expected titers vary between 103 and 5 x 104 FFU/mL.”
	Please correct to “NOTE: Expected titers vary between 102 and 5 x 104 FFU/mL.”

	15.
	9.1 and 9.2
	Please add additional line spacing before formulas to make it more readable.
	Please add additional line spacing before formulas to make it more readable.

	16.
	Representative Results
	Sentence reads: “Additionally, the purified RNA yield should exceed 500 ng/µL The in vitro transcribed RNA (Figure 2) eventually…”
	Please add full stop at end of sentence: “Additionally, the purified RNA yield should exceed 500 ng/µL. The in vitro transcribed RNA (Figure 2) eventually…”

	17.
	Representative Results
	Sentence reads: “For the enveloped (extracellular) HEVcc titers between 102 and 104 FFU/mL are expected (Figure 9e).”
	Please correct to “For the enveloped (extracellular) HEVcc titers between 102 and 5 x 104 FFU/mL are expected (Figure 9e).”

	18.
	Discussion
	Sentence reads: “For the enveloped (extracellular) HEVcc titers between 102 and 104 FFU/mL are awaited (Figure 9e).”
	Please correct to “For the enveloped (extracellular) HEVcc titers between 102 and 5 x 104 FFU/mL are awaited (Figure 9e).”

	19.
	Discussion 
	Sentence reads: “Starting with the plasmid preparation, DNA yields should exceed 500 ng/µL to be able to do multiple linearization...”
	Please correct to “Starting with the plasmid preparation, DNA yields should exceed 150 ng/µL to be able to perform multiple linearization…”

	20.
	Discussion
	Sentence reads: “…adapt our protocol to other strains, such as 47832c and 83-2 which does not harbor an insertion…”
	Please correct to “…adapt our protocol to other strains, such as 47832c and 83-2 which do not harbor an insertion…”

	21.
	Discusson 
	Sentence reads: “Although, whether patient derived sequences can be cloned into the Bluescript vector backbone and still yield high viral titers, was not tested.”
	Please correct to “Also, whether patient derived sequences can be cloned into the Bluescript vector backbone and still yield high viral titers was not tested.”

	22.
	Table 1
	Column header better “Volume” rather than “Concentration”.
	Please change column header “Concentration” to “Volumes”.

	23.
	Table 1
	Typo “L-Glutamin”
	Please correct “L-Glutamin” to “L-Glutamine”

	24.
	Table 1
	Numbers in molecule formulations need to be subscripted.
	Please correct “CaCl2” to “CaCl2” and “K2HPO4” to “K2HPO4”.

	25.
	Figure 2 
	Please use replacement Figure 2
	Please use replacement “20200601 Figure 2.pdf”.
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