Response to reviewers’ comments and questions: MS#: JoVE59773, Tittle: A Double Humanized BLT-mice model featuring a stable human-like gut microbiome and human immune system

[bookmark: _GoBack]We would like to thank the editor for their insightful comments and respond point by point below in bold.

1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.
We have taken this opportunity to proofread the manuscript.

2. Step 1.4: Please specify the irradiated diet? How is it prepared? How much food and how frequent is it provided?
We purchase an irradiated diet (Teklad global 16% protein rodent diets #2916). For our mice, the food is provided ab libitum and supplemented with additional food as needed. The shelf-life of the food is 6 months after manufacture. These details have been updated in the revised manuscript.

3. 2.2: Please add more details. Please ensure you answer the “how” question, i.e., how is the step performed?
We have added some extra detail, citations 22-24 relate to the generation of hu-BLT mice.

4. 2.4: How to collect the peripheral blood? Please add details.
Peripheral blood is collected from the medial saphenous vein. Conscious mice are first restrained within a size appropriate plastic cone restraint. This plastic cone has an opening near the head of the mouse to allow for breathing and a hole in near the back of the mouse to isolate one leg. Mice are first put headfirst into the cone and one leg is gently pulled through the opening for the leg. The medial side of the leg is sprayed with 70% ethanol. Antibiotic and pain-relieving ointment is then spread on the medial side of the leg. This ointment can also aid in revealing the location of the medial saphenous vein without the need for hair removal and to assist in blood drop formation. Using a 25-gauge needle at a 90 degree angle the vein is punctured and the blood is passively collected using a collection tube. Once the sufficient volume of blood has been collected, the bleeding is stopped by applying pressure on the site with gauze. Once bleeding has stopped completely, the mice are returned to their cage. We typically limit blood collection volume to 50 ul per week or 100 ul every two weeks. These details have been updated in the revised manuscript.

5. 4.1.3: How much sample is mixed?
Equal parts of the fecal samples were mixed to create the unbiased human samples. This has been updated in the revised manuscript.
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