

Response to Reviewer 2 Comments

Point 1: Abstract : « A strain named F39 was isolated from animal intestinal contents and had a ZEN-degradation rate of 87.35% in 48 h.” clarify here the degradation formed products.

Response 1: Revised as suggested.

Point 2: Introduction, paragraph on anaerobic strains “At present, researchers … of degrading ZEN” : This is a key aspect of the interest of anaerobic germs as pro-biotics, so please elaborate a bit on this point and add references.

[bookmark: _GoBack]Response 2: Intesntinal microorganisms like Bifidobacterium and Lactobaciillus have been shown to have a beneficial effect on human health and are called probiotics. Clostridium spp. have a huge potential as probiotics according to previous studies, indicating that F39 in this study was able to maintain the intestinal health for stock animals as well as to eliminate the toxicity caused by ZEN. Relating information was issued in the revised manuscript.

Point 3: Add few information on the degradation products that are reported in the literature depending on the bacterial strain used.

Response 3: Information regarding the biodegradation products was cited in the Introduction section.

Point 4: Material and methods: clarify the provider of alpha-zearalenol and beta-zearalenol, add few information on the method of analysis, notably what was done to characterize the biodegradation product.

Response 4: Authentic α-zearalenol (α-ZEL) and β-zearalenol (β-ZEL) were purchased from Romer Labs (Beijing, China). The detailed LC-TOF-MS method for the analysis of degradation products was added to the revised manuscript.

Point 5: Results, 3.4 Mechanism of ZEN degradation by strain F39: please provide more details on the results observed after LC-TOF-MS: which metabolites found? Quantities? Figure S1 provides only results about α-ZEL and β-ZEL, what about the other metabolites?

Response 5: After biodegradation of ZEN by F39, several features emerged according to LC-TOF-MS analysis. However, the low abundance of such degradation products hindered our efforts to the purification and identification of them by NMR. The only two degradation products were identified to be α-ZEL and β-ZEL by intepreting their MS/MS patterns and comparison with authentic samples. The other features were unable to be elucidated because they lack MS/MS spectra due to the low mass intensity.

Point 6: You said that “After degradation, several ZEN-related metabolites emerged, and the most abundant were α-zearalenol (α-ZEL) and β-zearalenol (β-ZEL).” it would be pleasant to have some quantitative results, at least on these 2 metabolites.

Response 6: The amounts of α-ZEL and β-ZEL were determined to be , respectively. Although α-ZEL and β-ZEL were the most abundant product that emerged after biodegradation by F39, their amount was not comparable to the amount of ZEN substrate, indicating that F39 was efficient in eliminating ZEN content.

Point 7: You said “A total of 15 ZEN derivatives have been identified,” which among them were found as degradation products in this study?

Response 7: According to Wu’s review, ZEN derivatives transformed by poultry intestinal microorgansim were α-zearalenol, β-zearalenol, zearalanone, α-zeralanol, β-zeralanol, ZEN-14G, ZEN-16G, ZEN-GlcA, ZEN-Sulphate, α-zearalenol-14G, β-zearalenol-14G, α-zearalanol-14G, β-zearalanol-14G, zearalanone-14G and zearalanone-16G (Wu, K.; Ren, C.; Gong, Y.; Gao, X.; Rajput, S.A.; Qi, D.; Wang, S. The Insensitive Mechanism of Poultry to Zearalenone: A Review. Anim. Nutr. 2021, 7, 587–594.). However, the only two degradation products detected by LC-TOF-MS were identified to be α-ZEL and β-ZEL in this study. 

Point 8: 3.6 Degradation of ZEN in feedstuffs by F39, lane 6, check for typing error

Response 8: Done as suggested.

Point 9: Conclusion is too long, focus on key results and perspectives.

Response 9: Conculsion was revised to make more clarity.
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