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Therapeutic potential of hydrogen gas in the reduction of vascular leakage using a 5-day neonatal hypoxic-ischemic piglet model
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Methods
Same as Albumin immunohistochemistry in the manuscript.

Results
[bookmark: _GoBack]Immunohistochemical images for albumin in the GM, subWM, and deep structures in all piglets of all four groups are shown in Supplemental Figures 1–3, respectively. In the NT group, moderate-to-strong immunohistochemical staining was observed in the GM and subWM areas, with clear tissue destruction in the deep structures in five cases (including three cases of severe destruction) and mild destruction in one case. In the H2 group, mild-to-moderate immunohistochemical staining was observed in the GM and subWM areas, with clear tissue destruction in the deep structures in two cases (including one case of severe destruction) and mild destruction in one case. In the TH group, mild-to-strong immunohistochemical staining was observed in the GM and subWM areas, with clear tissue destruction in the deep structures in two cases and mild destruction in one case. In the H2-TH group, mild-to-strong immunohistochemical staining was observed in the GM and subWM areas, with clear tissue destruction in the deep structures in two cases and mild destruction in one case. Regarding the deep structures, strong immunohistochemical staining was observed in the NT group. In the TH group, two animals showed strong staining. The H2-TH group showed a similar tendency as the TH group. However, in the H2 group, the staining was relatively weak compared with the remaining groups. All representative images of albumin immunostaining used in the immunohistochemical analysis are shown in Supplementary Figures 1, 2 and 3.

Supplementary figure legends
Supplementary Figure S1.
Representative images of albumin immunostaining in the GM in the NT (A-1, 2, 3, 4, 5, 6, and 7), H2 (B-1, 2, 3, 4, 5, 6, and 7), TH (C-1, 2, 3, 4, 5, and 6), and H2-TH (D-1, 2, 3, 4, 5, and 6) groups. Scale bar, 200 m.

Supplementary Figure S2.
Representative images of albumin immunostaining in the subWM in the NT (A-1, 2, 3, 4, 5, 6, and 7), H2 (B-1, 2, 3, 4, 5, 6, and 7), TH (C-1, 2, 3, 4, 5, and 6), and H2-TH (D-1, 2, 3, 4, 5, and 6) groups. Scale bar, 200 m.

Supplementary Figure S3.
Representative images of albumin immunostaining in the deep structures in the NT (A-1, 2, 3, 4, 5, 6, and 7), H2 (B-1, 2, 3, 4, 5, 6, and 7), TH (C-1, 2, 3, 4, 5, and 6), and H2-TH (D-1, 2, 3, 4, 5, and 6) groups. Scale bar, 400 m.

