Advantages in Wound Healing Process in Female Mice
Require Upregulation Az2a-mediated Angiogenesis under the
Stimulation of 17p-estradiol
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Methodology

Laser Doppler Perfusion.

Tissue perfusion was analyzed in the wounded area at day four (D4) after injury in female and
male WT or A2aKO mice (3 per group) using a Speckle Doppler Perfusion Imager "PeriCAm PSI-HR
system" (Perimed Ltd., Stockholm, Sweden). Blood flow was recorded for 5 minutes on D4 after injury
in the healing area and normalized to a low perfusion area located less than 1 centimeter away in the
same animal (regions of interest, ROIs). Time of interest (TOI) was defined between 2 and 3.2 min of
records in order to avoid artifacts during recording. The images were blindly analyzed by two observers.

Vessel counting in the wounded area

For histological analysis, skin tissue extraction was performed after euthanasia at D4. Day 4 was
defined considering previous evidences of faster re-epithelialization, increased matrix deposition, high
fibroblast density and vascularity in the granulation tissue in mice treated with A2a agonist topically
(Montesinos et al., 2002). Extracted tissues were fixed by immersion in 4% (v/v) formalin in PBS for 4
days to 4°C, after that tissues were embedded in paraffin. Six-micron-thick sections were stained using
hematoxylin and eosin and analyzed under light microscopy. Photos were taken at 10X magnification
and used for measuring the number of blood vessels in the dermis by two independent observers.




Table S1. Sequence of the used primers

Gene Primers sequence Tm Expected
size
A F 5” CGG-GAT-CCT-ACA-TCT-CGG-CCT-TCC-AGG-3” 58 219
R 5” GGA-ATT-CAG-TAG-GTC-TGT-GGC-CCA-ATG-3”
Aoa F 57 AGC-CAG-GGG-TTA-CAT-CTG-TG-3” 56 177
R 57 AGA-CAA-TCG-GCT-GCT-CTG-AT-3”
Aop F 57-CGG-GAT-CCT-TTC-ACG-GCT-GCC-TCT-TC-3” 58 271
R 5”-GGA-ATT-CCA-TCC-CCC-AGT-TCT-GTG-C-3”
Asz F 57 CGG-GAT-CCC-GTT-CCG-TGG-TCA-GTT-TG-3” 56 363
R 5” GGA-ATT-CGC-AGG-CGT-AGA-CAA-TAG-G-3”
Neomycin (NEO)  F 5” AGA-CAA-TCG-GCT-GCT-CTG-AT-3” 56 618
R 5” CAA-GCT-CTT-CAG-CAA-TAT-CAC-G 3”
mip37 F 57 TCT-TCC-GGT-CTC-TTT-GGC-CT 56 297
R 3” CTT-GGG-TTT-CGG-CGT-TGT-TC-5”
Jarid 1¢/1d F 5' CTG-AAG-CTT-TTG-GCT-TTG-AG-3” 58 331

R 5" CCA-CTG-CCA-AAT-TCT-TTG-G-3
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Figure S1. Blood perfusion and vessel count in wild type and A;aKO mice: A) Representative
images of blood perfusion using Laser Doppler in female and male wild type (WT) and Aza deficient
mice (A2aKO0) at day 4 (D4) after injury. B) Blood perfusion in arbitrary units in the whole group of WT
and A2aKO mice. C) Blood perfusion in male and female WT and A2aKO mice. Pseudocolor scale
represents larger perfusion (red) to no perfusion (blue). Photos show the experimental specimen (mice)
and the location in which the perfusion of the wounded area (red dot) or the peripheral area (blue dot)
were analyzed. D) Quantification of the number of blood vessel in the dermis of the wounded area at
day 4 after injury considering the whole group; or E) Sex-differences in both WT and A2aKO mice. In
C, *P<0.05 versus female WT mice. In D, *P<0.05 versus WT. Values were expressed as mean = SEM.
n=3-4 per group.
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Figure S2. 17-estradiol down regulated the protein expression of Az4 in female endothelial cells.
A) Western blot analysis of Aza protein levels on female mPEC, or B) Female human umbilical vein
endothelial cells (HUVEC) in absence (-, control) or presence (+) of 17B-estradiol (10'M x 12 h).
Dashed line in A indicate that proteins were run in different gels. *P<0.05 vs control. Values were

expressed as mean £ SEM. n = 3-4 per group.
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