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Figure S1. CXCR2-deficient mice exhibit improved wound healing, Related to Figure 1.
(A) Hematoxylin & Eosin stained tissue sections from WT and CXCR2-KO ear hole wounds.
Scale bars, 250uM. (B) Trichrome stained tissue sections from WT and CXCR2-KO back
wounds. Injured area indicated by black line. Higher magnification images from boxed areas.
Scale bars, 100uM.
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Figure S2. CXCR2+ neutrophils regulate speed of wound closure, Related to Figure 3.

(A) UMAP plot of single-cell RNA-sequencing data of wounded skin of wild-type (WT) and
CXCR2-KO mice at different time points. (B) Bar plot showing relative contribution of different
cell types in each single-cell RNA-sequencing skin sample. VE, Vascular endothelium; LE,
lymphatic endothelium; DC, Dendritic Cell; Bas.Epi, Basal Epithelial; SuBas.Epi, Suprabasal
Basal Epithelial; Prol.Epi, Proliferative Epithelial; HF, Hair follicle; Sm.Mus, Smooth muscle
cell; Seb.GlInd, Sebaceous gland. (C) Dot plot of key marker genes for each cell type. Color scale
represents gene expression, and dot size represents percentage of cells expressing the marker
gene. (D) UMAP plots depicting normalized expression of Cxcr2 transcript in WT and CXCR2-
KO wounded skin at different time points. Circle highlights neutrophils. (E) Flow cytometry
gating strategy for mouse neutrophils. (F) Quantification of immunofluorescence for neutrophils
(Ly6G+) in WT and CXCR2-KO wound-edge skin at day 3 (n=5 and 3 for WT and KO
respectively) and day 7 (n=2 and 4 for WT and KO respectively) after injury. Unpaired two-
tailed Student’s #-test. *<P<0.05. (G) CXCR2 transcript levels in control and cell-type specific
CXCR2-KO mice. n=3. Unpaired two-tailed Student’s t-test. **P<0.01. (H) Pseudotime
trajectory analysis of neutrophils from WT and CXCR2-KO mice. Each dot represents a cell.
Data reported as mean + SEM.
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Figure S3. Gene Ontology analysis of neutrophils, Related to Figure 3. (A) Gene set

enrichment analysis of D3 and D7 post injury neutrophils (CXCR2-KO vs WT). Dot plot of
enriched pathways determined from GSEA results. Each dot demonstrates enriched pathway.
The size of the dot represents gene count and the color represents the adjusted p-value.
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Figure S4. G-CSF is sufficient to reduce scarring and to promote tissue regeneration,
Related to Figure 4. (A) ELISA comparing cytokine expression in injured WT (n=4 for day 3;
n=3 for day 7) and CXCR2-KO (n=6 for day 3; n=3 for day 7) plasma. (B) ELISA comparing
cytokine expression in injured WT (n=4 for day 3; n=3 for day 7) and CXCR2-KO (n=6 for day
3; n=3 for day 7) tissue. (C) Bar plot of G-CSF concentration in CXCR2-KO plasma (n=3) and
G-CSF depleted CXCR2-KO plasma (n=3). Unpaired two-tailed Student’s t-test. ***P<(0.001.
(D) Additional histological photographs of scar size of G-CSF or PBS-treated stented back
wounds on WT mice at day 28 after injury. Scar size indicated on the panel.



Neutrophil
Basophil 4
Ey
* WTDO-1 A
gdT Mast _DC2
# Langerh,
3 gerhans
ir
T-cell & B-cell pcy ,"_zc"gr\(lanocyle
T Macrophage
Macrophage 1 [cXcXexed Percent Expressed
Monocyte { c000 -0
25
Dc2 oo oo <
C: (1] o %
- oct oo e 5
£ Langerhans 00000 @ 100
S Neutrophil{ 000 °
Mast . . [lelaXe] Average Expression
Basophil Qoo =
Beell{® 000 2
Teell 000 0o B 1
gdT{® « @ 0
AR O0D02 QoD g2 D DN O D DGO O s D NIE O DN SO 10 AN DODN A O D DB D OB S
S8 LoD R B 92 DN \ & X S\ P NSO Y N\
SFSFROTHAGTS LY PSS PSR A ’25"?:5’& SRS X
Features
D E D3: CXCR2 KO vs WT
Spp1 - Cdd44 ®
Spp1 - (Igav+lighs) 1 @ @
Spp1 - (Itgav+itgb3) - [ )
Spp1 - (tgav+igb1){ ® @ )
DAPI
Spp1 - (Itgad+ligb1) ° <]
Spp1 - (itgaseiigb1) { © @ °
Spp1 - (Itgad+igbl){@ @ @ e o
4 - 4 L ] e
14 - (4r+1113rat)
1113 - 13ral [ ] o0
Fa/80 113 - (I4r+li13rat) e oo
Csft - Csfir ° © o
Cci8 - Car5 .
Cci8 - Cer2
Ccig - Cert ° . °
Ceig - Ackrt ° .
Ci6-Ca2{° @ @ o o
G-CSFR Cci6 - Cert LX) e o o [ °
Merged
D7: CXCR2 KO vs WT
Thy1 - (ltgav+ltgb3) {
Spp1 - Cddd | o0
Spp1 - (Itgav+ighs) | @
Spp1 - (Itgav+itgb3) 1 -
Spp1 - (Itgav+itgb1) | pvalve
Lamc2 - Cd44 | ® ooi<p<oos
Licam - (ltgav+itgh3){ ° . -
114 - liar | e o o0 o ° ° ® Josect
114 - (I4rs1i2rg) | e o oo
114 - (I4r+113rat) { L ] L] L] c Prob.
113 - 113rat { ° ° ommn, Fr
M3 - (I4r+1l13ra1) 4 ° ° l
Igf - (tgav+itgb3)
Fn1 - Cddd |
Fnl - (itgav+itgbs) |
Fn1 - (ltgav+itgb1) |
Csft - Csfir{ °
Cclg - Cer5{ |
Ceig - Cer2 o8 | | I e T .
Cclg - Cert ]
Cel6 - Cer2{ ece
Ccl6 - Cert { o [ [ ] (X]

Figure SS. Altered cell-cell communication among immune cells in CXCR2-KO mice,
Related to Figure 5. (A) UMAP plot of subclustered immune cells of wounded skin of wild-
type (WT) and CXCR2-KO mice at different time points. (B) UMAP depicting sub-clustering of
immune cells. (C) Dot plot of key marker genes for each cell type. Color scale represents gene
expression, and dot size represents percentage of cells expressing the marker gene. (D)
Representative images of WT and CXCR2-KO wounded skin immunostaining for F4/80 and G-
CSFR (n=4). Scale bars, 100uM. (E) Analysis of cell-to-cell interactions between immune cells
in the ear skin of WT (salmon color) and CXCR2-KO (blue color) mice.
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Figure S6. Increased anti-inflammatory macrophages in injured CXCR2-KO mouse skin,
Related to Figure 5. (A) Representative images and quantification of immunofluorescence of
WT and CXCR2-KO wounded ear tissue co-stained for F4/80+ and COX2+ (n=8 for WT and
n=7 for KO) and F4/80+ and MRC1+ (n=4 for WT and n=5 for KO). Cell percentages are
calculated with total F4/80+ cells as the denominator. Scale bars, 100uM. Unpaired two-tailed
Student’s z-test. ***P<0.01. Mean + SEM are plotted. (B) Gene expression levels (FPKM) for
monocytes treated with and without G-CSF (n=2 for PBS and »n=3 for G-CSF).



