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ABSTRACT Objective: To investigate the role of IL-33/HMGB-1 in wound healing of fetal rats. Methods: The wound healing mod-
els of mice were established and randomly divided into PBS group, IL-33 group and HMGB-1 group. The expression and localization of
IL-33/HMGB-1 in injured and uninjured fetal rats was detected by immunohistochemistry, DAB and hematoxylin staining. And
MOMA-2 positive macrophages, vimentin positive fibroblasts and vascular density (PECAM positive area percentage) was calculated by
axiovision software. The deposition and healing of collagen on the wound bed was evaluated by Masson's trichrome staining. Results:
The basal keratinocytes of E15 and E18 fetal rats were positive. Compared with E15 fetal rats, the expression levels of HMGB-1 and
IL-33 in the skin of E18 fetal rats were significantly increased(P<0.05). Treatment 0 h-48 h, the nuclear staining of keratinocytes near the
wound edge of E15 and E18 fetal rats were significantly decreased, and the expression levels of IL-33 and HMGB-1 were significantly
decreased (P<0.05). Masson trichrome staining showed that compared with PBS group, when treated with 200 ng or 400 ng HMGB-1 or
IL-33, the number of scars formed by wound healing in E15 fetal mice was significantly increased(P<0.05), and the scar size increased in
a dose-dependent manner (P<0.05). 7 days after trauma, compared with the PBS group, the number of vimentin-positive fibroblasts,
MOMA-2-positive macrophages and PECAM-positive blood vessel density in wounds and scars of E15 fetal rats treated with HMGB-1
and IL-33 were significantly increased (P<0.01). Conclusion: IL-33/HMGB-1 can promote the formation of fetal rats wound scar. The
possible mechanisms of scar formation include direct stimulation of fibroblasts, angiogenesis and macrophage recruitment.
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Fig.1 Detection of IL-33/HMGB-1 immunostaining in the skin of uninjured fetal mice (50 pwm)
Note: A: The expression level of HMGB-1 in the uninjured skin of E15 fetal mice; B: The expression level of HMGB-1 in the uninjured skin of E18 fetal

mice; C: The expression level of IL-33 in the uninjured skin of E15 fetal mice; D: The expression level of IL-33 in the uninjured skin of E18 fetal mice
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Fig.2 The expression level of IL-33/HMGB-1 in wounds of E15 and E18 fetal mice
Note: A: Immunostaining to detect the expression levels of HMGB-1 and IL-33 in the wounds of E15 and E18 fetal mice (50 pm); B: IL-33/HMGB-1
positive keratinocyte nuclear staining count; *P<0.05, **P<0.01, P<0.05, #P<0.01, #P<0.001.
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Fig.3 Evaluation of wound healing of fetal mice after IL-33/HMGB-1 treatment

Note: A and C: The existence and size of scars was evaluated by Masson tricolor stained sections after HMGB-1 treatment (100 m); B and D: The

existence and size of scars was evaluated by Masson tricolor stained sections after IL-33 treatment (100 pm); E: The wounds Healing width of HMGB-1 or

IL-33 treatment; ND: not detected; compared with PBS group, *P<0.05, **P<0.01
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Fig. 4 Effect of IL-33/HMGB-1 on wound fibroblasts and angiogenesis

Note: A: Density statistics of vimentin-positive fibroblasts in wounds/scars (50 pwm); C: PECAM positive staining in the wound/scar to assess blood vessel

density (50 pwm).
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Fig.5 Macrophage recruitment in wound induced by IL-33/HMGB-1 (50 pm)
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