Response to reviewers’ comments:

We thank the reviewers’ for their helpful comments.
	
Reviewer #1:

Major Concerns:

1. Please identify how many times each experiment was performed.

All experiments were performed in triplicate with 3-4 pieces of leaves for each of the three biological replicates taken from different plants. We have included this in the revised manuscript (see line 202-204 in page 4; lines 231-232 in page 5)

2. In abstract, Line 58, "we recently showed that TurboID-based PL performs better in plants compared to BioID for labeling of proteins proximal to the protein of interest." Please cite the comparison studies between BioID vs. TurboID in the manuscript or show some comparison Western blot figure of BioID and TurboID-based PL.

We have added the reference in the abstract (see line 61 in page 1).

3. In the second paragraph of introduction, the authors should include the studies that have applied BioID in plants including Arabidopsis and N. benthamiana, which would be more relevant to compare with TurboID study.

We have added these references in the revised manuscript (see lines 102-104 in page 2).

4. I believe Figure 3 is not up to standards of publication because protein bands are not very clear.

In fact, after enrichment of the biotinylated proteins by the Streptavidn-C1-conjugated magnetic beads, different proteins with varied sizes will be captured and Western blot analysis of the enriched proteins often shows smeared bands. Similar phenomenon was also observed in a recently published study (Ref 14) and in bioRxiv reports (Ref 12 and 13). We have added this explanation in the revised manuscript (see lines 370-374 in page 8)

Minor Concerns:

1. Inline 79, "nucleotide-binding leucine rice repeat (NLR)" should be nucleotide-binding leucine-rich repeat (NLR).

We have corrected the typo (see line 82 in page 1).

2. Inline 182, what was the OD600 of overnight grown Agrobacterium culture? Please specify.

We have specified this (see line 190 in page 4).

Reviewer #2:

Major Concerns: None

Minor Concerns:

The manuscript requires some editing to improve the English language. The protein amounts obtained from 0.7 g of tobacco leaves appears to be exceptional high and should be checked for accuracy. Also, how can one collect 1500 μl of supernatant when the grounded leaf tissue (0.7 g) was resuspended in 1400 μl? The light intensity of the growth chamber should be provided.

We have edited the manuscript.

We used Bradford assay to quantify the concentration of the desalted protein extracts. Usually, the total protein concentration obtained from 0.7 g leaves ranged from 3-6 mg/ml. 

As stated in the manuscript, 0.35 g of leaf powder was resuspended in 700 µl RIPA lysis buffer. Since we use 2x0.35 g of leaf powder for each sample, this will result in 1400 µl total. After processing of the samples through centrifugation, generally the supernatant will be approximately 1500 µl. We have incorporated this in the revised manuscript (see lines 278-282 in page 6). 

The light intensity of the growth chamber is added to the revised manuscript (see line 128 in page 2).

Reviewer #3:

Major Concerns:

1. The author claims in the abstract that the protocol described here provides an important basis for extending the TurboID-based PL to other plant species. In fact, applications of TurboID-based PL in other plant species have been reported (ref 10-12). First, these references should be cited in the introduction, because these are highly relevant to this paper and are important information for the readers of this paper. Second, in the discussion, it would be nice to more fully compare with the protocols described in these other papers (not only desalting). Third, discussion of subcellular localization (line 429-) should cite reference #11.

We have added the references to the introduction section (see lines 108-109 in page 2). In the introduction and discussion sections we have incorporated the advantages of TurboID-based PL compared to other methods including the BioID method that was used previously in plants. We have cited the reference.

2. There should be more discussion of potential problems and caveats. For example, what are the potential causes of false positives or negatives, and how to deal with false positives through biological replicates, quantitation and statistical analysis of the data, optimization of experimental conditions (biotin concentration and time of treatment), expression in the right cell types, and follow-up verification.

We have included these points in the discussion section of the revise manuscript (see 462-483 in page 10).

3. The authors recommended that one could adjust the concentration of Agrobacterium culture to express the protein at the level similar to that of from an endogenous promoter (Line 401). This a bad idea to suggest. Diluting Agrobacterium will reduce the frequency of transformation thus the number of cells expressing the protein (thus the signal detected by Immunoblotting), but will not significantly change the level of protein expressed in individual cells (signal detected by microscopy). Therefore, this should not be recommended as an approach to avoid the problem (criticism) of overexpression.

We thank the reviewer for this suggestion. We have removed this in the revised manuscript.

4. Citation should include references 10-12, not only 12, on line 445 (With the recently described TurboID-based PL studies in Arabidopsis and tomato12)

We have added these references (see line 505 in page 11).

Minor Concerns:
[bookmark: _GoBack]
References #2 and #9 are duplicates.

Thanks for catching this error; we have corrected this.

Duplicate text: Line 257: when the protein extract enters the resin, add another 100 μl RIPA lysis buffer when the protein extracts enter the resin.

We have corrected this (see line 275 in page 6).
