
Supplemental Material



Supplemental Fig I

Supplemental Figure I. Gating with wound resident macrophage marker F/4/80+ does not impact infiltrating CD11b+Ly6CHi cell percentages 
in wounds. Wounds were created using a 4mm punch biopsy on the back of male C57BL/6 mice. Wounds were harvested on day 5 post-injury
and analyzed by flow cytometry. Gating strategy to select single, live, lin-,Ly6G-, CD11b+, Ly6CHi cells and stratify based on  F4/80+ vs. F4/80-. (n 
=10 mice; tissues of 2 wounds per mouse were pooled for a single biological replicate. Data is representative of 2 independent experiments.) 
All data are expressed as the mean +/- the standard error of the means (SEM). 



Supplemental Fig II

Supplemental Figure II. Wound CD11b+Ly6CLo monocyte/macrophages produce more TGFβ than wound CD11b+Ly6CHi cells.  Wounds from
C57BL/6 mice were collected on post-injury day 2 for cell isolation, ex vivo stimulation, and intra-cellular staining for flow cytometry. 
Percentage of single, live, lineage- [CD3, CD19, NK1.1, Ter-119]-, Ly6G-, CD11b+, Ly6CHi and Ly6CLo cells staining positive for TGFb. (***P < 
0.001; n =15 mice; tissues of 2 wounds per mouse were pooled for a single biological replicate. Data is representative of 3 independent
experiments.) All data are expressed as mean +/- the standard error of the means (SEM). 



Supplemental Fig III

Supplemental Figure III. Diabetic and control wounds display similar numbers of CD11b+ cells, 
but altered proportions of Ly6CHi[Live, Ly6G-,CD11b+] and Ly6CLo[Live, Ly6G-,CD11b+] cells at 
late time points. Wounds were created using a 4mm punch biopsy on the back of male C57BL/6 

normal diet/control and high-fat diet (HFD)/DIO mice. Wounds were harvested on days 1-7 post-

injury and analyzed by flow cytometry. (A) Live, lin-, Ly6G, CD11b+ cell counts in DIO and control 

wounds based on Ly6CHi or Ly6CLo plotted for 7 days post-wounding. (B) Representative plot of 

live, lin-, Ly6G, CD11b+ cell counts in DIO and control wounds. All days post-wounding 

demonstrate no change in live, lin-, Ly6G, CD11b+ cell counts (data not shown). (*P < 0.05; n =30 

mice; tissues of 2 wounds per mouse were pooled for a single biological replicate. Data is 

representative of 3 independent experiments.) All data are expressed as the mean +/- the 

standard error of the means (SEM). 



Supplemental Fig IV

Supplemental Figure IV. Percentage of wound resident macrophages (CD11b+/F/4/80+) are similar between diabetic and control wounds. 
Wounds were created using a 4mm punch biopsy on the back of male C57BL/6 normal diet/control and high-fat diet (HFD)/DIO mice. Wounds 

were harvested on day 3 post-injury and analyzed by flow cytometry. Gating strategy to select single, live, lin-,Ly6G-, CD11b+, F4/80+ cells. (n 

=10 mice; tissues of 2 wounds per mouse were pooled for a single biological replicate. Data is representative of 3 independent experiments.) 

All data are expressed as the mean +/- the standard error of the means (SEM). 



Supplemental Fig V

Supplemental Figure V. Ly6CLo[Live, Ly6G-,CD11b+] cells are increased at late time points in control compared to DIO wounds. Wounds were 

created using a 4mm punch biopsy on the back of male C57BL/6 normal diet/control and high-fat diet (HFD)/DIO mice. Wounds were 

harvested on days 1-7 post-injury and analyzed by flow cytometry. The percentage of Ly6C

Lo

[Live, Ly6G

-

,CD11b

+

] cells in DIO and control 

wounds were plotted over time. (*P < 0.05, ***P < 0.001; n =30 mice; tissues of 2 wounds per mouse were pooled for a single biological 

replicate. Data is representative of 2 independent experiments.) All data are expressed as the mean +/- the standard error of the means (SEM). 



Supplemental Fig VI
Supplemental Figure VI. Peripheral blood Ly6CHi[Lin-

Ly6G-CD11b+] cells are decreased in diabetic mice 
during the inflammatory phase of healing. C57BL/6 
mice were either anesthetized alone or anesthetized 
and wounded and peripheral blood was collected on 
post-injury day 3 for flow cytometry. (A) 
Representative flow plots of peripheral blood 
Ly6CHi[Lin-Ly6G-CD11b+] cells in wounded and un-
wounded control mice on post-injury day 3 and 
comparison of percentage of CD11b+ cells. C57BL/6 
mice were fed high fat chow (60%kCal) for 12-16 
weeks to induce obesity and insulin 
resistance/glucose intolerance in the diet-induced 
obese model (DIO) of physiologic type 2 diabetes. 
Peripheral blood was collected on post-injury day 3, 
to correspond with the second influx of Ly6CHi[Lin-

Ly6G-CD11b+] cells in DIO wounds, and analyzed by 
flow cytometry. (B) Representative flow plots and 
comparison of DIO and control Ly6CHi[Lin-Ly6G-

CD11b+] peripheral blood cells on day 3 (*P < 0.05; n 
= 10 mice. Data is representative of 2 experiments). 
All data are expressed as mean +/- the standard error 
of the mean (SEM).



Supplemental Fig VII

Supplemental Figure VII. MCP-1 expression is similar in diabetic and control wound lymphocytes, neutrophils, T cells, B cells and structural 
cells. C57BL/6 mice were fed high fat chow (60%kCal) for 12-16 weeks to induce obesity and insulin resistance/glucose intolerance in the diet-

induced obese model (DIO) of physiologic type 2 diabetes. Wounds were harvested on day 5 and  neutrophils (Ly6G+), lymphocytes (CD3+), T 

cells (CD4+), B cells (CD19+) and structural cells CD11b-CD3-CD19-Ly6G- were isolated using magnetic-activated cell sorting (MACs). MCP-1 

gene expression was compared between DIO and control wound cells (n = 5, repeated one time). All data are expressed as mean +/- the 

standard error of the means (SEM). 



Supplemental Fig VIII

Supplemental Figure VIII. Peripheral blood Ly6CHi[Live, Ly6G-,CD11b+] cells are decreased and  Ly6CLo[Live, Ly6G-,CD11b+] cells increased 
following anti-MCP1 injection. C57BL/6 mice were fed high fat chow (60%kCal) for 12-16 weeks to induce obesity and insulin 

resistance/glucose intolerance in the diet-induced obese model (DIO) of physiologic type 2 diabetes. Peripheral blood was collected on post-

injury day 5, to correspond with the second influx of Ly6CHi[Live, Ly6G-,CD11b+] cells in DIO wounds, and analyzed by flow cytometry. 

Ly6CHi[Live, Ly6G-,CD11b+] and Ly6CLo[Live, Ly6G-,CD11b+] peripheral blood cells were plotted in DIO and control mice on day 5 post-wounding. 

(*P <0.05; n = 10 mice; tissues of 2 wounds per mouse were pooled for a single biological replicate. Data is representative of 2 independent 

experiments.) All data are expressed as mean +/- the standard error of the means (SEM). 



Supplemental Table I

Supplemental Table I.
List of major experimental resources and associated vendors. 



Supplemental Table II

Supplemental Table II.
Comparison was made between DIO and control wound 
Ly6CHi[Live,Ly6G,CD11b+] and Ly6CLo[Live, Ly6G-,CD11b+] cells. Differential 
gene expression was determined in edgeR using the common dispersion 
coefficient. Due to a low number of differentially expressed genes between 
groups, genes with a fold change of 2.5 or higher and p value of <0.05 are 
shown. 


