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RESPONSES TO COMMENTS BY REVIEWER #1

We thank the reviewer for his/her thoughtful and constructive examination of our manuscript. We have addressed all the reviewer’s concerns in detail. Our responses to the reviewer’s comments are as follows:

1. Please give more detail of the source in the table of materials, for example, state and country.
Response, A new column with details of each material used in the manuscript has been added to the table as recommended and showed as follow:
[image: ]
2. It is better to give a number for "Table os materials".
Response, Table named as Table 2 Table of materials, is now updated in the manuscript and the table title accordingly.
3. Figure 2 The words in the figure are a little smaller. Furthermore, please add % after 94.4% and the others.
Response: The flow cytometry data was re-analyzed and fonts in the figure were edited as recommended and included bellow:
[image: Graphical user interface, chart, diagram, scatter chart

Description automatically generated]
The description of this part of the experiment in the results section was edited accordingly,
Line 246~251,
[bookmark: _Hlk82072671][bookmark: _Hlk75860258]We gated LSEC population (Figure 2A) and analyzed singlets for the following gating strategy, viable cells were defined using viability dye staining before labeling cells with specific markers (Figure 2B). Then CD45- population was gated to exclude any immune cells contamination. The isolated LSECs reached 94.8 % viability (Figure 2C) The percentage of CD45- cells was 89.7 % (Figure 2D), and 92.3 % of the cells were CD146 and stabilin-2 double positive (CD45-CD146+stabilin-2+) LSECs (Figure 2E). 
The figure legend for Figure 2 was edited as follows,
[bookmark: _Hlk81390811]Figure 2. Assessment of isolated LSECs purity and surface markers by flow cytometry. Data analysis and gating strategy as shown, gated LSECs (A) and singlets (B) based on FSC/SSC. Isolated LSECs were stained with viability dye and a combination of CD45, CD146 and Stabilin-2 antibodies. Singlets were gated and analyzed, viable LSECs (C) were gated on CD45‑ population (D) and analyzed for (E) CD146 and Stabilin-2 expression. All gates were determined by fluorescence minus one (FMO).
4. There are some spelling errors, for example "w/o" in line 108, "os" in Table os materials.
Response: Thank you for bringing this spelling errors to our attention. We edited all the errors to the best of our knowledge. Line 108 is removed as all the materials ans reagents recipes moved to Table 1.
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Name of Material / Equipment Company Catalog Number State/Country

2.0-inch 20G Intra Venous (IV) catheter Terumo SR-OX2051CA SOmerset, NJ, USA

2~3-inch perfuion tray with a hole in the center*

405/520 viability dye Miltenyi 130-110-205

Bergisch Gladbach, Germany

4-inch regular curved dressing forceps Fisher Brand FS16-100-110

5-0 Perma-Hand silk suture Ethicon A182H Raritan, NJ, USA

Anti-stabilin-2 (Mouse) mAb-Alexa FluorÃ 488 MBL International D317-A48

Woburn, MA, USA

BSA stock (Miltenyi, cat#) Miltenyi 130-091-376

Bergisch Gladbach, Germany

CD146 (LSEC) Antibody, anti-mouse Miltenyi 130-118-407

Bergisch Gladbach, Germany

CD146 (LSEC) MicroBeads, mouse Miltenyi 130-092-007

Bergisch Gladbach, Germany

CD45-VioGreen Miltenyi 130-110-803

Bergisch Gladbach, Germany

Collagen type I Corning 354236

Corning, NY, USA

Collagenase II Gibco 17101-015

Waltham, MA, USA

Endothelial cells growth medium ScienCell Research Laboratories 211-500

Carlsbad, CA, USA

FcR blocking reagent, mouse Miltenyi 130-092-575

Bergisch Gladbach, Germany

FlowJo software, version 10.6 Becton, Dickinson and Company

Hardened Fine scissors F.S.T 14091-11 Foster city, CA, USA

Heated (37 °C) and humidified recirculating perfusion apparatus equipped with Oxygen injection at a rate of 10psi.*

Hitachi S 4700 scanning electron microscope Hitachi Inc SEM096 Pleasanton, CA, USA

LS columns Miltenyi 130-042-401

Bergisch Gladbach, Germany

MACS pre-separation filters (70 μm) Miltenyi 130-095-823

Bergisch Gladbach, Germany

MACS rinsing buffer Miltenyi 130-091-222

Bergisch Gladbach, Germany

MACS Smart Strainer (70 μm) Miltenyi 130-098-462

Bergisch Gladbach, Germany

MACSQunt flow cytometer Miltenyi

Bergisch Gladbach, Germany

Millicell Cell Culture Insert Millipore Sigma PITP01250

Burlington, MA, USA

Nexcelom cell counter Nexcelom bioscience Cellometer Auto T4 Plus Lawrence, MA, USA

Percoll GE Healthcare 17-0891-01 Chicago, IL, USA

Surgical scissors F.S.T 14001-12 Foster city, CA, USA

Very small curved dressing forceps F.S.T 11063-07 Foster city, CA, USA

* Items are customize made in house
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