Dear Dr Paalman, 
We thank the reviewer and editorial board for additional critique, and provide responses to the specific questions and suggestions below. 
Changes to the manuscript in response to the comments have been noted as yellow highlight.
Referee 2:
1. The version of Supplementary Tables for the current revised manuscript is not the updated version and therefore I have not been able to review all editions that authors have done following my comments. If possible, I would like to see the updated supplementary tables in excel format (please no with pdf format). 
Our sincere apologies - the file uploaded at time of resubmission was not the latest version of the file (which included a new Supp T10 and other changes). We have now uploaded the correct version of the file, named “Exon3_SuppTables 2022-03-26v1”.
We request the editorial board to provide the reviewer access to the excel format version, should that not be accessible via the reviewer portal.

2. “Materials and Methods” 
“Clinical data codes:" 
“Bayes scores for segregation were derived as described previously (Thompson, Easton, & Goldgar, 2003).” 
I think this citation should be stated like Thompson et al., 2003 
The citation format has been updated to the current format from the Human Mutation website (APA 7th).

3. “Bioinformatic-based codes” 
“Based on an analysis of previously published experimental and prediction data (Valenzuela-Palomo et al., 2022), SpliceAI predicted probabilities were assigned using a “two score” approach. Namely, predicted exon 3 donor loss + exon 3 acceptor loss indicate predicted exon 3 skipping, predicted exon 3 donor loss + exon 3 (or intron 4) donor gain indicate predicted shorter (or longer) exon 3, predicted exon 3 donor loss + exon 4 acceptor loss indicates predicted intron retention, etc. Conservatively, the lower of two scores was assigned as the probability to lead to a given splicing event, with lower score >20% considered predictive of leading to a splicing aberration.” 
 
I think the sentence “with lower score >20% considered predictive of leading to a splicing aberration” is confusing.  It would be better to say: with a lower score of >20% considered predictive of leading to a splicing aberration 
We have reworded the paragraph to make this section clearer. Relevant text denoted below:
Based on an analysis of previously published experimental and prediction data (Valenzuela-Palomo et al., 2022), SpliceAI predicted probabilities were assigned using a “two score” approach, whereby observation of two different scores >20% were considered predictive of leading to a splicing aberration. Namely, predicted exon 3 donor loss + exon 3 acceptor loss indicate predicted exon 3 skipping, predicted exon 3 donor loss + exon 3 (or intron 4) donor gain indicate predicted shorter (or longer) exon 3, predicted exon 3 donor loss + exon 4 acceptor loss indicates predicted intron retention, etc. Conservatively, the lower of the two scores used to assign a given predicted splicing event was then used as the probability to lead to that predicted event.
4. “Results” 
“Table 1” 
The variant c.280C>T p.(Pro94Ser) shows 3.3% of dPCR inferred per-allele exclusion rate in LCL, which is lower than the level showed by the benign c.68-7T>A variant of 25.2%.  Therefore, I think this variant should be written in blue font which is used for denoting variants with exon 3 exclusion at levels considered clinically unimportant. Consequently, the total number of variants for which their exon 3 exclusion levels were considered clinically unimportant are 15 unique variants not 14. Please review it. 
The reviewer is correct – we have altered the font colour in the Table, and updated the total in the manuscript from 14 to 15 for this section, namely:
Considering results from either approach, assay results for a total of 15 variants indicated that ∆E3 was at levels considered clinically unimportant (not detectable, at low levels comparable to wildtype, or similar to that of benign control c.68-7T>A), and there was no other impact on mRNA splicing. 
Please note that c.280C>T was noted correctly in the results section ”inferred clinical relevance” as having mRNA results indicative of no clinical impact. Likewise the results recorded in supplementary Table 1 indicated mRNA results same as wildtype. There are no changes to the final counts for the abstract, or any other parts of the manuscript.

 5. “Inferred clinical relevance of splicing patterns” 
“The clinical interpretation of splicing results was less clear for the following variants, due to the levels of ΔE3 relative to WT controls, presence of additional aberrant (in-frame or other) transcripts, and/or ability of WT transcript to encode a missense substitution. Variants c.68-2A>G and c.72_85delinsTTTAAATAGAT displayed a more complex mRNA transcript pattern, including different aberrant in-frame transcripts (Supplementary Figure S4a-b) in combination with increased ΔE3. Inferred per-allele ΔE3 levels for c.68-2A>G were 19.4% (blood), and for c.72_85delinsTTTAAATAGAT were 20.8% (blood) and 49.2% (LCL). Results for c.68-2A>G were similar by RNA-sequencing, with average 57.9% inferred per-allele expression of a transcript encoding p.Asp23_Leu24del, in addition to average 13.6% inferred per-allele expression of ΔE3 (Figure 2). Variant c.277_317-726delinsCCAT displayed a greater proportion of ΔE3, with dPCR per allele ΔE3 level of 54.6% in patient mRNA from stabilized blood (Figure 1).” 
Which variants do authors refer to like having the ability of WT transcript to encode a missense substitution? 
We apologise for the confusing description. This should read ”ability of the variant-induced mRNA transcript to encode a protein with an in-frame alteration in amino acid sequence”. 
We have altered the relevant text accordingly.
The variants denoted in this paragraph having a less clear clinical interpretation of splicing results are not strictly missense variants: c.68-2A>G; c.72_85delinsTTTAAATAGAT; c.277_317-726delinsCCAT. 
The protein description for c.72_85delinsTTTAAATAGAT is p.(Leu24_Leu29delinsPheLeuAsnArgPhe), that would mean that the protein would have 5 “missense” variants. Do authors refer to it like a missense variant? Please clarify it. 
This complex alteration leads to change in the protein sequence (deletion of six and insertion of five amino acids) and is considered a delins and not an amino acid substitution according to HGVS notation. 
We have now amended the text to describe this variant as a ”complex deletion-insertion variant” to clarify.

6. Discussion 
“Possible future directions arising from laboratory findings” 
“Based on quantitative ΔE3 measurement methods, the combined observations suggest that 56% per-allele expression level of ΔE3 (44% wildtype) is sufficient to retain viability, but ~80% ΔE3 (~20% wildtype) displays across- and within-study discordant results suggestive of hypomorphic effect (and potentially associated with reduced cancer risk). It will be critical to compile additional clinical data to inform classifications of these variants, and in parallel to consider alternative functional assays that may capture more subtle impacts on function” 
For clarity, I think it is missing to denote the variants for which the 56% or the ~80% ΔE3 are referred to as well as saying that the data for this assertion is derived from the mESC assay. 
For example: 
“Based on quantitative ΔE3 measurement methods, the combined observations for variant c.316+6T>C suggest that 56% per-allele expression level of ΔE3 (44% wildtype) is sufficient to retain viability (showed by the mESC assay), but ~80% ΔE3 (~20% wildtype) for c.316+6T>G and c.316+6T>A variants, displays across- and within-study discordant results suggestive of hypomorphic effect (and potentially associated with reduced cancer risk).” 
 We have amended the text as suggested, with minor grammatical corrections, namely: 
Based on quantitative ∆E3 measurement methods, the combined observations suggest that 56% per-allele expression level of ∆E3 (44% wildtype) for variant c.316+6T>C is sufficient to retain viability (shown by the mESC assay), but ~80% ∆E3 (~20% wildtype) for the c.316+6T>G and c.316+6T>A variants displays across- and within-study discordant results suggestive of hypomorphic effect (and potentially associated with reduced cancer risk).


7. SUPPLEMENTARY FIGURES 
- “Figure S4e.” 
In the legend, please delete “WTcntr = WT control” 
Since WTcntr is an incomplete description embedded in the figure (which cannot be amended for this historically generated figure), we prefer to retain the description in the legend for completeness.
 
EDITORIAL BOARD'S COMMENTS 
Communicating Editor 
Comments to the Author: 
See recommended edits from the Reviewer, most of which are not serious, although #s 4 and 6 are not insignificant. 
We have specifically made edits in response to comments #4 and #6, and addressed all other comments as noted above.
 
MANAGING EDITOR’S COMMENTS: 
Thank you for your revisions. Please see the below additional comments and respond to them. 
 
1. DATA AVAILABILITY STATEMENT 
Your statement in the Web Resources section "All variant in this study are submitted to https://www.lovd.nl" must be moved to the Data Availability Statement. 
We have now updated the data availability section to include the following statement (adapted from our previous response letter):
All variants in the project have been submitted to the LOVD3 database. 
 
2. ON RESUBMISSION: After making edits to the manuscript, please provide a HIGHLIGHTED VERSION of your revised manuscript by highlighting the revised text (preferably in red ink), or any other changes done to the manuscript. Kindly avoid strike-through text or comments and avoid submitting a document with tracked changes. Please ensure to upload a CLEAN VERSION (no highlighted sentences, strike-through words, or comments in margins) along with the HIGHLIGHTED VERSION of your manuscript. In this way, the reviewers/editors can easily see your edits in the highlighted versions and the final paper in the clean versions. 
We have shown changes with yellow highlight in the document version named Exon3_Text_2022-08-04_highlighted.
Similarly, we have shown changes in Table 1 in yellow highlight, in the version named Exon 3_Table 1_2022-08-04_highlighted-v2.
[bookmark: _GoBack]For Supporting Information files only, please upload DOC files with highlighted and accepted changes, PLUS upload one PDF file with changes accepted. 
N/A - supporting documents are in pdf or excel format.
Tables in Excel do not require tracked changes. Contact the Editorial Office if you need assistance. 
Please confirm that all tables, figures, supplementary tables, and supplementary figures are cited in numerical order. This is the most common reason why accepted papers are returned to authors for edits prior to typesetting, so please check your paper carefully. 
Checked.
