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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.
	Abstract
	The last sentence says “This luciferase complementation assay…”
	Please correct to “The luciferase complementation assay…”

	2.
	Introduction
	The first sentence of the second paragraph says “In the presented protocol, we explored the role of NSTs in glycosylation of macromolecules.”
	Please correct to “Our research group explores the role of NSTs in glycosylation of macromolecules.”

	3.
	Introduction
	The penultimate sentence of the second paragraph says “so we decided to test the luciferase complementation assay”
	Please correct to“so we decided to test the split luciferase complementation assay”

	4.
	Introduction
	The first sentence of the third paragraph says “The most recent modification of the split luciferase complementation assay, NanoBiT is used in the protocol presented here”
	Please correct to “The most recent modification of the split luciferase complementation assay, NanoBiT, is used in the protocol presented here”

	5.
	Introduction
	The second sentence of the third paragraph says “It relies on reconstitution of the luciferase complementation (e.g., NanoLuc) enzyme”
	Please correct to“It relies on reconstitution of the luciferase enzyme (e.g., NanoLuc)”

	6.
	Introduction
	The second sentence of the fifth paragraph says “The latter includes the one of the tested proteins which is fused with large fragment and a self-labeling protein tag (e.g., HaloTag), control protein fused with smaller fragment.”
	Please correct to “The latter includes the one of the tested proteins which is fused with large fragment and a control protein (e.g., HaloTag) fused with smaller fragment.”

	7.
	Introduction
	The third sentence of the fifth paragraph says “This self-labeling protein is a protein of bacterial origin that is not expected to interact with any of mammalian proteins.”
	Please correct to “The latter is a protein of bacterial origin that is not expected to interact with any of mammalian proteins.”

	8.
	Protocol
	Step 1.2 says “Design the cloning strategy so that the fragments would face the cytoplasm once the fusion proteins have been inserted into Golgi membranes.”
	Please correct to “Design the cloning strategy so that the larger and smaller fragments would face the cytoplasm once the fusion proteins have been inserted into Golgi membranes.”

	9.
	Protocol 
	Step 3.1 says“NOTE: This step should be done 2-3 h before the addition of furimazine working solution).”
	Please correct to “NOTE: This step should be done 2-3 h before the addition of furimazine working solution.”

	10.
	Representative Results
	The secons senctence of the first paragraphs says “In parallel, positive, and negative controls should be included.”
	Please correct to “In parallel, positive and negative controls should be included.”

	11.
	Representative Results
	The last sentence of the first paragraph says “If the two proteins specifically interact, an extra copy of either of them lacking the fragment should result in a specific decrease of luminescence.”
	Please correct to “If the two proteins specifically interact, an extra copy of either of them lacking the luciferase fragment should result in a specific decrease of luminescence.”

	12.
	Representative Results
	The penultimate sentence of the second paragraph says “However, the fact that the other six combinations are negative does not mean that there are no interactions at all between the respective fusion proteins, but rather suggest that the tagging strategy was not optimal in these cases.”
	Please correct to “However, the fact that the other six combinations are negative does not mean that there are no interactions at all between the respective fusion proteins, but rather suggests that the tagging strategy was not optimal in these cases.”

	13.
	Figure 2 caption
	The first sentence says “Results of the split luciferase complementation assay assay performed in HEK293T cells for the selected protein combinations and the corresponding negative controls (processed data).”
	Please correct to “Results of the split luciferase complementation assay performed in HEK293T cells for the selected protein combinations and the corresponding negative controls (processed data).”

	14.
	Figure 3 caption
	The first sentence says “Specific and dose-dependent disruption of the interaction between SLC35A2-larger fragment and smaller fragment-SLC35A3 by simultaneous co-expression of HA-tagged NST variants.”
	Please correct to “Specific and dose-dependent disruption of the interaction between SLC35A2-LgBiT and SmBiT-SLC35A3 by simultaneous co-expression of HA-tagged NST variants.” 

	15.
	Table 1 caption
	The third sentence says “; Negative, HaloTag tagged with SmBiT; PRKAR2A, cAPM-dependent protein kinase type II-alpha regulatory subunit; PRKACA, cAPM-dependent protein kinase catalytic subunit alpha, TR, technical replicate.”
	Please correct to “Negative, HaloTag tagged with SmBiT; PRKAR2A, cAPM-dependent protein kinase type II-alpha regulatory subunit; PRKACA, cAPM-dependent protein kinase catalytic subunit alpha, TR, technical replicate.”

	16.
	Discussion
	The second sentence of the first paragraph says “The proposed approach to data analysis and interpretation involves relating the luminescence obtained for the protein combination of interest to the luminescence obtained for the corresponding control combination, which is composed of one of the proteins of interest fused with larger fragment and the self-labeling protein fused with smaller fragment.”
	Please correct to “The proposed approach to data analysis and interpretation involves relating the luminescence obtained for the protein combination of interest to the luminescence obtained for the corresponding control combination, which is composed of one of the proteins of interest fused with larger fragment and the control protein of a bacterial origin fused with smaller fragment.”

	17.
	Discussion
	The second sentence of the second paragraph says “Plasmid design should be made in such a way that all fragments are facing the cytoplasm, otherwise control combinations will not work and the reference RLU values will be missing.”
	Please correct to “Plasmid design should be made in such a way that both luciferase fragments are facing the cytoplasm, otherwise control combinations will not work and the reference RLU values will be missing.”

	18.
	Discussion
	The sixth sentence of the third paragraph says “Instead, we force specific disassembly of the complexes of interest by co-expressing an extra, untagged copy of one of the analyzed proteins.”
	Please correct to “Instead, we forced specific disassembly of the complexes of interest by co-expressing an extra, untagged copy of one of the analyzed proteins.”

	19.
	Entire text
	
	Please use consequently the terms “larger fragment” and “smaller fragment” when attempting to avoid “LgBiT” and “SmBiT” terms throughout the text, as sometimes “large fragment”and “small fragment”are used.

	20.
	Figure 1
	The image is cropped too much at the top, bottom and right side.
	Please reduce image cropping.

	21.
	Figure 2
	The image is cropped too much at the top and right side.
	Please reduce image cropping.

	22.
	Figure 3
	The image is cropped too much at the top, left and right sides.
	Please reduce image cropping.
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