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Antibodies
Antibodies used

Validation

Full thickness DFU (n=13) and foot skin (n=8) samples were obtained from patients receiving standard care at the University of Miami

Hospital Wound Clinic. Sample size was determined based on quality assessments as described in Exp Dermatol. 2013 Mar;22(3):216-8. doi:

10.1111/exd.12104. For the mouse experiments at minimum three mice (with two wounds each) were used for each experimental groups. No

sample size calculations were used.

No data exclusions.

All reported findings results from multiple replicated experiments as indicated in Results and/or Figure legends.

As the collection of human samples for this study was retrospective, with predefined designation of DFU vs DFS tissue, randomization was not
relevant. Mice within biological group (WT, STZ-induced diabetes and db/db) were randomized to vehicle control and treatment groups.

Blinding for FACS analyses was performed, and blinding for the human analyses was not possible, due to recognizable morphology of the
specific tissue (oral, skin and DFU). Blinding for the animal studies (db/db and streptozocin mice) was not feasible due to the sensitivity of the
wounding procedure. The same investigator prepared the treatment solutions performed the wounding.

Anti phospho-STAT3 (1:100; Abcam catalog number: ab76315, lot number: GR287047-42), anti MPO (1:1500; Abcam, catalog
number: ab9535, lot number:GR3177797-5), anti CD68 (1:800; Abcam, catalog number: ab955, lot number:GR3250836-3), antiPCNA
(1:1000; Cell Signaling, catalog number: 13110S, lot number: 4), anti Keratin 5 (1:1000; LSBio, catalog number:LS-c22715-100), anti
FOXM1 (1:600; Cell Signaling, catalog number: 20459S, lot number:1), anti STAT3 (1:100; Cell Signaling, catalog number: 12640S, lot
number:4), anti TNF! (1:25; abcam, catalog number: ab1793, lot number: GR3313040-1), anti Ki67 (1:200; abcam, catalog
number:ab15580, lot number:GR3220920-1), anti CD45-APCCy7 (Biolegend, clone: 30-F11, catalog number:557659, lot number:
7088545), anti CD3e-BV711(Biolegend, clone:17A2, catalog number: 100241, lot number:B296084), anti F4/80-PE (Biolegend,
clone:BM8, catalog number:123110, lot number:B281021), anti CD11b-PE Dazzle 594 (Biolegend, clone:M1/70, catalog
number:101256, lot number:B211425), anti Ly6C-BV605 (Biolegend, clone:HK1.4, catalog number:128036, lot number:B266313),
Ly6G- BUV395(BD Biosciences, clone:1A8, catalog number:565964, lot number:9346020), Alexa Fluor 488-conjugated goat anti-
rabbit antibody (1:300; Invitrogen, catalog number: A11008, lot number:1981125), Alexa Fluor 555-conjugated goat anti-guinea pig
antibody (1:300; Invitrogen, catalog number: A21435, lot number:1932510), Alexa Fluor 647-conjugated goat anti-mouse antibody
(1:300; Invitrogen, catalog number: A21235, lot number: 564521).

Each antibody came with a validation of specificity from the respective manufacturer. Anti phospho-STAT3 was deemed suitable for:
WB, IP, IHC-P, Dot blot, ICC/IF and reacts with: Mouse, Rat, Human. anti MPO suitable for: IHC-P, IHC-Fr, ICC/IF, IHC-FoFr and reacts
with: Mouse, Rat, Human, Pig, Monkey. anti CD68 suitable for: ICC/IF, IHC-FoFr, IHC-P, IHC-Fr and reacts with: Human. anti PCNA
suitable WB, IP, IHC-P, IHC-Fr, ICC/IF, IHC-FoFr, Flow cytometry and reacts with Human, Mouse, Rat, Monkey. anti Keratin 5 suitable
IHC, IHC-P, IHC-Fr, ICC, WB, Flow and reacts with Human, Mouse, Bovine. anti FOXM1 suitable WB, IP, IHC-P and reacts with Human.
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Animals and other organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research

Laboratory animals

Wild animals

Field-collected samples

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Human research participants
Policy information about studies involving human research participants

Population characteristics

Recruitment

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Flow Cytometry

Plots

Confirm that:

The axis labels state the marker and fluorochrome used (e.g. CD4-FITC).

The axis scales are clearly visible. Include numbers along axes only for bottom left plot of group (a 'group' is an analysis of identical markers).

All plots are contour plots with outliers or pseudocolor plots.

A numerical value for number of cells or percentage (with statistics) is provided.

anti STAT3 suitable WB, IP, Immunofluorescence, Flow cytometry, Chromatin IP, Chromatin IP-seq and reacts with Human, Mouse,
Rat, Monkey. anti TNF suitable for: Flow, IHC-Fr, ICC/IF, ELISA, WB, IHC-P and reacts with: Mouse, Guinea pig, Human, Chimpanzee,
Zebrafish, Cynomolgus monkey, Rhesus monkey, Apteronotus leptorhynchus. anti Ki67 suitable for: IHC - Wholemount, IHC-P, IHC-
FrFl, Flow Cyt, ICC/IF, ICC and reacts with Mouse, Rat, Sheep, Rabbit, Horse, Cow, Dog, Human, Pig, Indian muntjac, Monkey, Chinese
hamster, Common marmoset, Syrian hamster. anti CD45-APCCy7 suitable for: Flow cytometry and reacts with Mouse. anti CD3e-
BV711 suitable for: Flow cytometry and reacts with Mouse. anti F4/80-PE suitable for: Flow cytometry and reacts with Mouse. anti
CD11b-PE Dazzle 594 suitable for: Flow cytometry and reacts with Mouse. anti Ly6C-BV605 suitable for: Flow cytometry and reacts
with Mouse. Ly6G- BUV395 suitable for: Flow cytometry and reacts with Mouse.

CD1 mice were purchased from Charles River, USA (Strain number: 022). Db/db mice were purchased from Jackson Laboratory. Both
male and female mice were used in the studies. Treatments were performed at 7-9 weeks of age and all experiments were
conducted using littermate controls. All animal studies were carried out according to the protocol approved by the Animal and Care
Committee at the National Institute of Arthritis and Musculoskeletal and Skin Diseases and the University of Miami Miller School of
Medicine. Mouse animal facilities housed mice under 12:12 light/dark cycles, with average ambient temperature of 72.9oF and 53%
humidity. At the beginning of each week, complete cage change was conducted during which used (unsoiled), nesting material was
transferred from the old cage to the new, clean cage. Animals were handled by the tail for all procedures. Mice were fed ad libitum
and had unrestricted access to drinking water.

No wild animals were used.

No field collected samples were used in the study.

Animal protocols for this study were approved by the Animal and Care Committee at the National Institute of Arthritis and
Musculoskeletal and Skin Diseases (protocol # A019-02-01) and by the University of Miami Institutional Animal Care and Use
Committee (protocol # 18-053).

Population characteristics were described in the manuscript per BRISQ guidelines; please refer to "Methods" section. Briefly,
full thickness DFU (n=13, mean age±standard deviation = 56 ± 13, 13 males) and diabetic foot skin (n=S, mean age±standard
deviation= 66 ±13, 7 males, 1 female) samples were obtained during initial surgical debridement from patients who fulfill:
Inclusion Criteria: (1) diabetes; (2) ulcer on the plantar aspect of their foot that is larger than 0.5 cm2 and is minimum grade 1
or higher of the Wagner grading system; (3) neuropathy; (4) minimum age 21; (5) wound duration >4 weeks; 6) hemoglobin
Ale 13.0%. Ulcers with clinical signs of infection were excluded. Exclusion criteria for DFU were (1) active cellulitis; (2)
osteomyelitis; (3) gangrene; (4) vascular insufficiency (defined as an Ankle Brachia! Index (ABI) less than 0.7 and for those
with an ABI greater than 1.3; (5) revascularization to the ipsilateral lower extremity in the last six weeks; (6) any experimental
drugs taken or applied topically to the wound for 4 weeks preceding the study. For DFS samples, both non-diabetic and non-
neuropathic diabetic (type 2) skin specimens were obtained from debridement procedures from patients undergoing
podiatric surgery at the University of Miami Hospital.

Tissue specimens were obtained from discarded debridement tissue from diabetic patients with DFUs, per "Population
characteristics" above. No selection biases were present; collected samples were screened for quality and suitability and
those meeting thresholds were included in the study.

The protocols including written informed consent were approved by the University Institutional Review Board (IRB
#20140473;#20090709). Specimens were obtained from discarded debridement procedures from patients undergoing
podiatric surgery at the University of Miami Hospital and, as such, the study was found to be exempt under 45 CFR46.101.2
by the IRB at the University Of Miami Miller School Of Medicine. Specimens did not contain any of the 18 identifiers noted in
the privacy rule and therefore no informed consent was obtained.




