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Supplementary Materials and methods 

Flow cytometry and Intracellular cytokine staining 

The number of cell or intracelluar cytokine staining were analyzed using the following 

antibodies: PE-conjugated mAbs specific for CD3e (eBioscience, USA), PerCP 

CY5.5-conjugated mAb specific for γδ TCR (Tianjin Sungene Biotechchnology, CHN), IGF-1 

(Santa Cruz Biotechnology, USA) and FITC-conjugated goat anti-rabbit IgG (Boster 

Biotechnology, CHN). All antibodies were used at a concentration of 1:200, and each 

incubated for 30 min at room temperature. The epidermal sheets taken from C57BL/6J (C57) 

mice cut into approximately 0.5 cm2 pieces, and digested with 0.5 g/l Dispase II 

(Sigma-Aldrich, GER) at 4°C overnight. The 100 μl (5μg/ml) LE/AF purified anti-Mouse CD3ε 

monoclonal antibody (Tianjin Sungene Biotechchnology, CHN) was added into 48 hole cell 

culture plate at 4°C overnight and washed for three-times by PBS. The epidermal cells were 

isolated and cultured in RPMI 1640 medium supplemented with 10% fetal bovine serum in 

48-well plate and were incubated with brefeldin A (5 μg/ml) for 6 hours. 100 ng/ml 

recombinant IL-15 (Recombinant Mouse IL-15 Protein, 447-ML-010/CF, R&D SYSTEMS, USA) 

and RPM (5 ng/ml, 20 ng/ml, Selleck Chemicals, USA) was added at to some wells. After 

stimulated for 6 hours, cells were collected for flow cytometry analysis. The cells were 

fixated and permeabilized and intracellular stained with IGF-1 using a BD cytofix/cytoperm 

Plus Kit (eBioscience, USA). Data acquisition was performed on an Attune Acoustic Focusing 

Cytometer (Applied Biosystems, Life Technologies, USA), and the data were analyzed using 

FlowJo software (Tree Star Incorporation, USA). Experiments were repeated at triplicate 

using the same conditions and settings. 

 

Exploring the proper concentration of RPM in vitro 

The epidermal cells isolated from adult C57 mice were seeded in 12-wells plates. After 2 

hours, cells are treated with different doses of RPM (5 ng/ml, 10 ng/ml, 15 ng/ml, 20 ng/ml, 

in sequence) and vehicle control (DMSO). At 0, 24 hours, the epidermal cells were counted 

and photographed using an phase contrast microscopy (OLYMPUS, IX71, JPN).  

 

Exploring the proper doses of RPM in vivo 



The pre-experiment was set up a concentration gradient including four different doses 

of RPM in vivo. Follow the specification of RPM, 4 mg/kg RPM was regarded as the highest 

dose, and was diluted to three different times (0.4 mg/kg, 0.04 mg/kg, 0.004 mg/kg, in 

sequence). C57 mice were received one i.p. injection of 200 μl different doses of RPM 

containing in 0.2% carboxymethyl cellulose and 0.25% Tween 80 in distilled H2O or vehicle 

control contained equal amounts of diluent. For the wound healing experiments, mice were 

administered RPM or vehicle control for 15 days before wounding, and continued to inject in 

the process of wound healing (on post-wounding day 1-7). Formerly the wound procedure 

has been told. Fifteen mice in each group were observed the process of the wound healing 

time and quality. Experiments were repeated for 2 times. 

  



Supplementary figures and figure legends 

 

 

Fig. S1. Differential effect of RPM on the number of DETCs in epidermal cells. (A) FACS 

analysis of the number of DETCs in epidermal cells in three groups. (B) The percentage of 

DETCs in epidermal cells in each group are shown. Data are shown as the mean ± SD of 3 

independent experiments, **p< 0.01.  

  



Fig. S2. IGF-1 secreted by DETCs in epidermal cells in RPM groups and control group. 

(A, B, C) The level of IGF-1 derived by DETCs in three groups. (D, E, F) The level of IGF-1 in 

recombinant IL-15 (100 ng/ml) group, recombinant IL-15 with either the low-dose RPM (5 

ng/ml) group or the high-dose RPM (20 ng/ml) group. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



Fig. S3. Differential effect of RPM on the number of DETCs around the wound site. (A) 

The number of DETCs in epidermal sheets from adult C57 mice around the wound site in 

three groups on day 3 post-wounding. (B) The percentage of DETCs in epidermal sheets 

around the wound edge in each group are shown. The values were calculated as the mean ± 

SD (n=5), **p< 0.01, *p< 0.05.  

 

 

 

 

 

 

 

 

 

 

 

 

 

 



Fig. S4. The pilot study of exploring appropriate doses of RPM in vitro. Epidermal cells 

were treated with different doses of RPM and vehicle control (DMSO) for 24 hours, and 

analyzed using phase contrast microscopy. (A) vehicle control (DMSO); (B) 5 ng/ml RPM; (C) 

10 ng/ml RPM; (D) 15 ng/ml RPM; (E) 20 ng/ml RPM. Scale bar, 200 μm. (F) The number of 

epidermal cells in each group are shown. Data are shown as the mean ± SD of 3 independent 

experiments, *p< 0.05. 
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Fig. S5. The pilot study of exploring appropriate doses of RPM in vivo. The macroscopic 

appearance of the wounds postsurgery in the four different doses of RPM groups (4mg/kg, 

0.4mg/kg, 0.04mg/kg, 0.004mg/kg, respectively) or the control group at different 

time-points. The wound healing was accelerated after treated with the low dose of RPM 

(0.04 mg/kg) in comparison with the control group. The high dose of RPM (4 mg/kg) 

delayed wound healing compared with the control group. Fifteen mice in each group were 

observed the process of the wound healing time and quality.  
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