April 30, 2021
Editor(s), JoVE
Dear Respected Editor (s),
Thank you very much for providing the nice comments concerning our manuscript entitled “The production of monoclonal antibodies targeting Aminopeptidase N of the porcine intestinal mucosal epithelium” (JoVE62437R1). We have revised the manuscript and have made all of the changes suggested by you and the reviewer (The changes are red-labelled in the manuscript). In advance of submission, we use LetPub language services to edit our manuscript. All authors have reviewed the final version of the manuscript and approved it for publication. These improvements to the manuscript are listed below:
Editorial comments:
Changes to be made by the Author(s):
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.
-- Fixed as requested. We have carefully revised our paper accordingly, and the detailed change was red-labelled in the manuscript. In advance of submission, we use LetPub language services to edit our manuscript.
2. Please add additional details to the protocol.
Please provide the compositions of all buffers and solutions used.
-Fix as requested. 
1.3: Harvest the bacteria how?
-The bacteria were harvested by centrifugation. The sentence changed as “Centrifuge and harvest the bacteria with IPTG induction (10,000 × g, 4 °C 15 min).”.
1.7: Please provide PAGE parameters and Western blot parameters.
-Fix as requested. The sentence changed as “For this, load 5 μg of protein into each well of the gel and allow to run at 110 V for 1.5 h. Then, transfer protein onto a PVDF membrane for 50 min at 15 V”.
2.1: How is the protein given to the animals? IP injection as in step 3.1?
- Fix as requested. The sentence changed as “subcutaneous (s.c) inject female BALB/c mice, …”.
2.2: Please provide more details here.
-Fix as requested. We added the sentence “Detect antibody titers against APN in the sera of these mice by indirect enzyme-linked immunosorbent assay (ELISA) using a microtiter plate coated with 5 μg/mL APN protein diluted in 0.05 mol/L PBS (pH 9.6)” in the paper.
3.2: How are the cells harvested?
-The sentence changed as “Filter the spleen-cell suspension using a 200-mesh copper grid to remove tissue debris, and harvest spleen cells using centrifugation (1500 × g, 10 min) to remove the membrane of the spleen”.
3.5: What volume is used to suspend the cells? Please specify all volumes used throughout.
-Fix as requested.
4.1: Please provide a reference here.
-Fix as requested.
5.2-5.3: How is this done?
[bookmark: _Hlk69590404]-For 5.2, PCR is a normal protocol, and the IMGT mouse genome analysis tool is provided online. For 5.3, it is also a specific PCR reaction to allow scarless insertion of one or more fragments of DNA into a plasmid vector. So, we provided the primers in Table 1. 
5.4: As before in what step?
-The sentence changed as “Grow the pET28a (+)-rAbs-APN-BL21-transformed bacteria in the presence of 0.4 mM IPTG in orbital shakers at 37°C for 10 h, and were then induce, purify, and assess for the expression of the rAbs protein using routine protein purification”. 
5.6: What 5 min incubation? Please specify all incubations conditions throughout.
Often, you specify what to do after some incubation or selection. However, please add the details on how to do those incubations and selections.
-Fix as requested.
5.9: .5-2 cells?
-The sentence changed as “The serially dilute harvested positive cells, …”.
5.10: Adapt the cells how?
-The sentence changed as “FBS concentration in the above-described cell-culture medium decreases gradually from 10% to 0% during the logarithmic growth phase over the time period of 3 weeks. Then, adapt the adherent CHO cells to suspension growth in a serum-free medium”. It is the normal protocol to convert adherent cells to suspension cells (serum dilution).
5.13: How are these actions done?
-Both protein A agarose and the CCK8 kit are purchase from company. So, we changed the sentence as “Collect the cell suspension every 12 h to determine changes in cell viability and vitality using a Cell Counting Kit-8 (CCK-8) per manufacturer's instructions”. The detail information about these two kits is provided in Table of materials.
3. Please highlight up to 3 pages of the protocol for inclusion in the protocol section of the video. This is a hard production limit to ensure that videography can occur in a single day.
-Fix as requested.
____________________________________
Reviewers' comments:
Reviewer #1:
Manuscript Summary:
The authors describe two techniques to produce monoclonals against APN namely the classical in vivo immunisation of mice and a recombinant technique in which the heavy and light genes of the antibodies are cloned into pET28a (+) and pIRES2-ZsGreen1 vectors. CHO become transfected. So although the authors mention that the advantage of the rAbs is that no animals are needed.In this setting animals are still needed.
The manuscript improved but more improvements are needed.
Major Concerns:
Still the text needs revision. The English needs improvement. I have made several corrections in the manuscript but can not submit it.
-- Fixed as requested. The detailed change was red-labelled in the manuscript. In advance of submission, we use LetPub language services to edit our manuscript.

Reviewer #2:
Manuscript Summary:
This manuscript describes production of mAbs against porcine APN using traditional hybridoma technology and recombinant antibody technology.
Major Concerns:
No major concerns.
Minor Concerns:
Significant improvement in the language and clarification of the individual method steps, there are still some typos in need of correction and sentence adjustments needed. Some of the method steps may still require more clarification to make them completely transparent to a reader trying to replicate this protocol.
-- Fixed as requested. We have carefully revised our paper accordingly, and the detailed change was red-labelled in the manuscript. In advance of submission, we use LetPub language services to edit our manuscript.

Thank you very much for taking time and considering our manuscript for publication, and any comments and suggestions will be highly appreciated. 
Again, thank you for your kindly support and help!
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