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Supplementary Figure Legends

Figure S1. Grhi3 conditional knockout mice. (a) gPCR of Grhl3 mRNA expression in the
epidermis of WT and Grhl3 cKO mice (n=4). (b) Image of wild-type (upper) and cKO (lower)
mice at postnatal day 0. cKO pup skin appears less smooth than control littermates and show
mild tail and limb abnormalities. (c) Transmission electron microscopy of granular cells at PO in
Grhi3 WT (left) and cKO (right) epidermis. cKO granular cells do not show the normal flattened
morphology seen in control epidermis, continuing to have a more rounded appearance and
additionally show accumulation of excess granules. (d) Transmission electron microscopy of
differentiated cells at P56 in Grh/3 WT (left) and cKO (right) epidermis. Adult cKO epidermal
cells show a more similar morphology to control cells, having taken on the correct flattened
structure and no longer showing excessive granule retention. (e) Trans epidermal water loss
measurements in WT and cKO skin in adult 8 week mice (n=4). (f) gPCR of Grh3 altered genes
in postnatal day 0 (P0) germline KO, conditional KO (cKO), and postnatal day 56 (P56)
conditional KO mice (n=3). Shown is the fold-change in expression in knockout mice relative to
WT mice.

Figure S2. Wax stripping epidermal barrier disruption and its repair in mice. (a) TEWL
measurements in WT mice after wax stripping (n=2). Maximum TEWL is observed at day 3 after
injury followed by a gradual improvement. (b) Quantification of epidermal cell proliferation by
BrdU incorporation in WT mice after wax stripping (n=2). Maximum cell proliferation is
observed 1 day after injury followed by gradual recovery. (c) Quantification of epidermal
thickness in WT mice after wax stripping. Maximum thickness is observed at day 2 after injury
followed by gradual normalization.(n=2). (d) IHC of Krt6 in WT epidermis after wax stripping.
Krt6 is up-regulated as early as day 1 after injury with maximum expression at day 2, followed
by normalization.

Figure S3. Wax stripping recovery is significantly delayed in Grhl3 ¢cKO mice. (a) H&E of back
skin at day 14 and 21 of recovery from wax stripping shows continued hyper-thickened
epidermis with aberrant cornified structure. (b) IHC of CD45 at day 14 and 21, shows enhanced
association of immune cells with the hyper-thickened epidermis of the Grh3 cKO mice during
recovery from wax stripping.

Figure S4. SDS-induced epidermal barrier damage recovery is delayed in Gril3 cKO mice. (a)
H&E and IHC (Krt6) in WT (left panels) and Gril3 cKO (Right panels) skin after 5 days of SDS
treatment followed by 2 days of recovery. There is increased epidermal hyperplasia in the cKO
mice. (b) TEWL in WT and cKO mice after 2 days of recovery from SDS treatment. The cKO
mice show increased TEWL.

Figure S5. GRHL3 gene targets in human psoriasis lesional skin. (a) Venn diagrams depicting
the overlaps between differentially expressed genes in lesional psoriasis (versus non-lesional
skin from three individual human psoriasis microarray datasets ') and genes differentially
expressed after GRHL3 knockdown (KD) in human keratinocytes . (b) Table showing the



number of likely GRHL3 target genes identified from overlapping previous GRHL3 KD data
with GRHL3 ChIP-Seq data and differential gene expression in each of the three human psoriasis
datasets. (c-e) Gene ontology of the GRHL3 targets going the appropriate direction (c), in the
opposite direction (d), or not changing in psoriasis (e).

Figure S6. GRHL3 expression decreases during resolution of psoriatic lesions in response to
multiple therapies. (a) Microarray results from Etanercept treatment of psoriasis shows
significant decreases in GRHL3 expression at week 2, 4, and 12 after treatment. (b) Microarray
results from a second Etanercept study show non-significant trends of reduced GRHL3
expression at day 7 and 14 after treatment. (c) Microarray results from Guselkumab treatment of
psoriasis shows significant decreases in GRHL3 expression at week 24 after treatment. (d)
Microarray results from Brodalumab treatment of psoriasis shows significant decreases in
GRHL3 expression at day 15 and 43 after treatment.

Figure S7. Imiquimod-induced skin abnormalities in WT and Grkl3 cKO mice. (a) Image of WT
and Grhl3 cKO mice after 6 days of standard (5%) IMQ treatment. Inflamed thickened skin with
redness is observed in mice of both genotypes. (b) TEWL in WT and cKO mice at Day 5 and 6
of 5% IMQ treatment. TEWL is similar in mice of both genotypes. (c) Quantification of CD45
positive cells in the dermis of WT and cKO mice at day 6 of 0.25% IMQ treatment and at
recovery day 4 of 5% IMQ treatment (N=2 for WT and cKO, multiple 40x images for each
replicate where counted in a blind manner). With low dose IMQ treatment there are increased
numbers of CD45-positive cells in the skin of cKO mice.

Figure S8. Validation of the GRHL3 Antibody and analysis of GRHL3 ChIP-seq peaks. (a)
ChIP-PCR validation of the GRHL3 antibody using chromatin from e18.5 embryonic skin.
Known GRHL3 targets are precipitated from WT skin but not Gril3 gene-deleted skin (n=2). (b)
ChIP-PCR validation of the GRHL3 antibody using chromatin from adult skin. Known GRHL3
targets are precipitated from WT skin but not Grh/3 gene-deleted skin (n=2). (¢) ChIP-PCR
validation of GRHL3 peaks in wax stripped adult skin (n=2). The y-axes in panels a-e represent
normalized percent of input. (d) ChIP-PCR validation of GRHL3 peaks in IMQ-treated adult
skin (n=2). (e) Chart depicting the number of aligned reads and called GRHL3 peaks in the
GRHL3 ChIP-seq experiments. (f) Phastcon charts showing the sequence conservation within the
GRHL3 peaks in each of the ChIP-seq experiments and the overlap of the two independent
embryonic experiments. (g) Venn diagram depicting the overlap in GRHL3 ChIP-seq peaks
between all three experiments. (h) Chart depicting the number of GRHL3 perfect consensus and
PWM sites genome wide versus the number observed in our ChIP-seq data.

Figure S9. Embryonic gene expression analysis in Grhl/3 gene-deleted skin. (a) A flow chart
depicting microarray analysis of Affymetrix mouse 430 v2.0 gene expression arrays in
embryonic skin from three different developmental time points (WT and Grkal3 KO). (b) Venn
diagrams showing the individual overlaps between differentially expressed genes (DEG) in
Grhl3 KO skin from e14.5, €16.5 and e18.5 with e16.5 GRHL3 ChIP-Seq peaks. (c-¢) Top gene



ontology categories using DAVID in embryonic skin for the individual overlaps at €14.5 (c),
el6.5 (d), and e€18.5 (e).

Figure S10. Differentially expressed genes in Gril3 cKO skin after wax stripping. (a) Flow
chart depicting microarray analysis of Affymetrix mouse ST1.0 gene expression arrays after wax
stripping in control and cKO mice. (b) Top gene ontology categories for the up- and down-
regulated genes in cKO skin after wax stripping. (c) qPCR validation of the changes in mRNA
levels for selected Grhl3 regulated genes after wax stripping (n=3).

Figure S11. Differentially expressed genes in Grhl3 cKO skin after Imiquimod treatment. a)
Flow chart depicting microarray analysis of Affymetrix mouse ST1.0 gene expression arrays
after IMQ treatment in control and cKO mice. (b) Venn diagram depicting the overlap between 1)
the wild-type epidermal response to IMQ treatment (WT normal vs Day 4 of IMQ treatment), i1)
the differentially expressed genes in Grha3 cKO epidermis at Day 4 of IMQ (WT vs KO IMQ
Max Damage), and iii) the differentially expressed gene in cKO epidermis at day 4 of recovery
from IMQ (WT vs KO IMQ Recovery). (¢) Top gene ontology categories for DEGs genes
between WT and cKO at day 4 of 5% IMQ treatment. (d) Top gene ontology categories for
DEGs genes between WT and cKO at recovery day 4 from 5% IMQ treatment. (e-f) gPCR
validation of selected Grhl3 regulated genes at day 4 of 5% IMQ (e) and recovery day 4 from 5%

IMQ () (n=3).

Figure S12. Proposed direct GRHL3 targets in embryonic epidermis and after injury recovery
from wax stripping and IMQ treatment. (a) Likely direct GRHL3 targets and their epidermal
related processes during embryogenesis. (b) Likely direct GRHL3 targets and their epidermal
related processes after wax stripping. (c-d) Likely direct GRHL3 targets and their epidermal
related processes after imiquimod treatment (¢) and recovery (d). (¢) Venn diagram showing the
overlap of likely GRHL3 targets between all three conditions.

Figure S13. Working model for GRHL33 in barrier repair, resolution of hyperplasia, and
epidermal differentiation during immune-mediated epidermal injury.
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