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Abstract
Atopic dermatitis (AD) remains a highly heterogenous disorder with a multifactorial 
aetiology. Whilst keratinocytes are known to play a fundamental role in AD, their 
contribution to the overall immune landscape in moderate- to- severe AD is still poorly 
understood. In order to design new therapeutics, further investigation is needed into 
common disease pathways at the molecular level. We used publicly available whole- 
tissue RNAseq data (4 studies) and single- cell RNAseq keratinocyte data to identify 
genes/pathways that are involved in keratinocyte responses in AD and after dupilumab 
treatment. Transcripts present in both keratinocytes (single- cell) and whole- tissue, re-
ferred to as the keratinocyte- enriched lesional skin (KELS) genes, were analysed using 
functional/pathway analysis. Following statistical testing, 2049 genes (16.8%) were 
differentially expressed in KELS. Enrichment analyses predicted increases in not only 
type- 1/type- 2 immune signalling and chemoattraction, but also in EGF- dominated 
growth factor signalling. We identified complex crosstalk between keratinocytes and 
immune cells involving a dominant EGF family signature which converges on keratino-
cytes with potential immunomodulatory and chemotaxis- promoting consequences. 
Although keratinocytes express the IL4R, we observed no change in EGF signalling 
in KELS after three- month treatment with dupilumab, indicating that this pathway 
is not modulated by dupilumab immunotherapy. EGF family signalling is significantly 
dysregulated in AD lesions but is not associated with keratinocyte proliferation. EGF 
signalling pathways in AD require further study.

K E Y W O R D S
eczema, immunopathology, inflammation, skin, Th2
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1  |  INTRODUC TION

Atopic dermatitis (AD) is a chronic inflammatory skin disorder affect-
ing 20% of children and 2% of adults in Europe.1,2 AD is classically 
described as a type- 2 driven disease with increased circulating IL- 33 
and thymic stromal lymphopoietin (TSLP)3 alongside a lack of inflam-
masome activation in lesional skin.4,5 Whilst genome- wide associ-
ation studies have identified 31 AD susceptibility loci6 (e.g. barrier 
protein filaggrin7), these only account for 30% of AD heritability.6,8 
Environmental factors such as the skin microbiome are also import-
ant, as Staphylococcus aureus (S. aureus) colonization is increased in 
AD patients,9 often preceding symptom onset.10 This multi- faceted 
aetiology of AD is reflected in the heterogeneity of clinical presen-
tation11 and lesional transcriptome.12

The need for more effective therapy for AD is partly met by bio-
logics for the treatment of moderate- to- severe AD.13– 15 Dupilumab 
is a monoclonal antibody directed towards the IL- 4 receptor alpha, 
an integral component of the IL- 4 and IL- 13 receptors which drive 
Th2 immune responses. The clinical success of dupilumab supports a 
mechanistic role for type- 2 pathways in AD, demonstrating that there 
are inflammatory genes/pathways in common amongst AD patients.

Keratinocytes are master producers of the classic type- 2 AD 
cytokines IL- 33 and TSLP,16,17 suggesting a role for these cyto-
kines upstream of observed immune pathology. However, little 
is known of the in situ keratinocyte transcriptome during AD.18 
There are only a handful of published tissue- level RNAseq studies 
in AD patients which have prioritized analysis of the adaptive im-
mune response. Here, we investigate whether the transcriptomic 
changes seen in keratinocytes, as identified by the only keratino-
cyte single- cell sequencing study,19 are reproduced in whole- tissue 
RNAseq, and whether they provide clues to additional cell signalling 
pathways which may modulate the skin inflammatory response. We 
use data mining of publicly available RNAseq studies to undertake 
this keratinocyte- enriched transcriptomics approach, to identify 
novel keratinocyte- centred pathways integral to lesional AD. This 
approach to identification of common transcriptomic signatures may 
aid the development of novel therapeutics for AD, upstream of the 
currently available immunotherapy.

2  |  METHODS

2.1  |  Search strategy and data acquisition

The National Centre for Biotechnology Information Gene 
Expression Omnibus database20,21 was used to identify suitable 
datasets. Figure S1 outlines the pipeline used to identify studies. 
The five suitable studies were:12,19,22– 24 All studies were conducted 
on adult moderate- to- severe AD patients. Full patient and study 
demographics are given in Table 1. All data were imported as TXT 
files into R 4.0.2.

2.2  |  Data and statistical analysis

As shown in Figure S1, data from each of the five RNAseq stud-
ies were integrated, with only those genes identified in all studies 
being included in analysis. Transcript variants were not available for 
all studies and so are not discussed here. The Bioconductor suite 
and ggplot2, ggpubr, biomaRt, grid, gridExtra, tidyverse, pheatmap, 
Clustvis, corrplot and matrixTests packages were used for data anal-
yses and presentation.

To allow for the enrichment of keratinocyte- expressed genes 
in whole- tissue, keratinocyte single- cell data19 were used. 276 
genes were excluded as they were detected in only one patient19 
(Table S1). As expected for single- cell sequencing, the read number 
for transcripts was substantially lower than that for the whole- tissue 
analyses, rendering batch correction inappropriate. Participant 
matching of lesional and non- lesional samples was not always avail-
able, precluding the use of normalized reads without bias. Therefore, 
lesional or non- lesional gene expression was averaged for every 
gene in each study, followed by calculation of log2 fold change be-
tween lesional and non- lesional skin. These data were used for all 
further comparisons.

Normality at the gene level was calculated using the Shapiro– 
Wilk test (n = 5; 72.3% normally distributed; p > 0.05). Non- 
normally distributed genes (3376) were excluded. For the normally 
distributed genes, a one sample t- test was performed on the log2 

TA B L E  1  Demographics and skin scores of patients used in selected studies

Study He et al., 2020 Tsoi et al., 2019
Suárez- Fariñas et 
al., 2015 Mack et al., 2020 Möbus et al., 2020

Accession
[Reference]

GSE147424
[49]

GSE121212
[50]

GSE65832
[51]

GSE140227
[52]

GSE157194
[53]

Sex 3 Male 17 Male 12 Male 3 Male 41 Male

2 Female 10 Female 8 Female 3 Female 16 Female

Age (years) 36.8 ± 11.6 34.1 ± 11.0 45.6 ± 13.7 44.8 ± 8.4 43.6 ± 15.3

SCORAD or
EASI

SCORAD
68.7

SCORAD
31.1 ± 11.0

SCORAD
63.3 ± 14.0

EASI
34.6 ± 4.8

EASI
20.2 ± 11.7

RNA- seq
Platform

Illumina HiSeq2500 Illumina HiSeq2500 Illumina HiSeq2500 Illumina HiSeq3000 Illumina HiSeq3000

Note: Data are mean ± standard deviation.
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fold change values for each gene to identify deviation from 0 (i.e. 
no change between lesional and non- lesional skin), followed by p- 
value correction for false discovery rate using the Benjamini and 
Hochberg (BH) method. Reported p- values are the adjusted values 
(q- values; Table S2). To compare data from the current study with 
microarray data from keratinocytes treated with TNFα,25 IL- 1β,26 
IFNα,27 IFNγ,26– 28 IL- 427,29 and IL- 13,27 and RNAseq data from skin 
from dupilumab- treated patients,24 Pearson correlations were 
used. For comparisons between cell types,19 a Kruskal– Wallis test 
with Dunn's post hoc test was used. For comparisons between le-
sional and non- lesional skin between cell types, a mixed- effects 
model with multiple comparisons was used, adjusted for using the 
BH method.

2.3  |  Functional, pathway and upstream 
regulator analysis

All functional, pathway and upstream regulator enrichment analy-
ses were performed using ingenuity pathway analysis (IPA) (Summer 
2020 Release; Qiagen Inc., https://www.qiage nbioi nform atics.com/
produ cts/ingen uityp athwa y- analysis).30 Fisher's exact tests identi-
fied enrichment, followed by BH multiple testing correction (q- values 
are reported). Functions/pathways relating to non- keratinocyte cell 
types were excluded. GraphPad Prism 8 was used for additional data 
presentation. Z- scores reported in this study refer to predicted mol-
ecule/pathway/function activity, with positive z- scores indicating 
upregulation and negative z- scores indicating downregulation. To be 
considered significant, a z- score must be >2 or <−2, though those 
which do not meet this threshold are reported for completeness.

3  |  RESULTS

3.1  |  Comparison of atopic dermatitis RNAseq 
datasets

The recently published keratinocyte single- cell transcriptome was 
compared to whole- tissue AD RNAseq datasets.12,19,22– 24 A total 
of 12 174 common genes were identified across age and gender- 
matched adult patients (Table S1). Of these, 2049 genes (16.8%) were 
significantly up-  or downregulated across all datasets (Table S2).

The keratinocytes identified by He et al.19 showed a greater de-
gree of variation in log2fold gene expression than did the whole- 
tissue RNAseq studies. This is expected, as tissue level RNAseq 
“dilutes” larger expression fluctuations seen in individual cell pop-
ulations. However, in order to ensure that inflammatory signals de-
tected in the keratinocytes were not derived from contaminating 
immune cells, we compared markers for keratinocytes, T cells and 
macrophages/dendritic cells across their respective cell clusters 
(Figure S1A- C) as several other cell types were present in the single- 
cell study.19 Expression of cell- specific markers was restricted/
enriched to the appropriate cell type(s) and whole transcriptomes 

differed (Figure S1D), confirming the integrity of the keratinocyte 
dataset.

Single cell and whole- tissue datasets were significantly positively 
correlated with one another (p < 0.0001; Figure S1B), particularly 
when comparing DEGs (Figure S1C). This validates the comparative 
methodology, suggesting that keratinocyte- expressed DEGs iden-
tified across datasets are meaningful for keratinocytes. The term 
keratinocyte- enriched lesional skin (KELS) is therefore used to de-
scribe the multi- study lesional data in our analysis.

3.2  |  Functional analysis of differently expressed 
genes in keratinocyte- enriched lesional skin of atopic 
dermatitis patients

Next, we examined the impact of KELS DEGs using functional en-
richment analysis. We identified that KELS DEGs show signatures 
of allergy and are involved in immune cell chemotaxis and activation 
(Figure 1A). Additionally, AD lesional keratinocytes upregulate genes 
key to the expansion of connective tissue, cell survival and viabil-
ity, likely reflecting AD epidermal hyperplasia.31 Amongst the top- 
ranked inactivated functions (z- score < 0) are cell death- associated 
functions (i.e. apoptosis, necrosis and DNA damage; Figure 1A). The 
function designated as “dermatitis” also has decreased activity in 
KELS, suggesting that AD may be distinct from other dermatoses 
on which this classification is based. These data support published 
literature demonstrating that chemotaxis of leukocytes and mainte-
nance of cell viability are key elements of the keratinocyte- driven 
immune pathology during AD.32,33

3.3  |  Type- 1-  and Type- 2- related inflammatory 
processes co- exist in keratinocyte- enriched lesional 
skin of atopic dermatitis patients

It is possible to statistically identify “upstream regulators” which 
have been experimentally shown to cause DEGs. These regulators 
are predicted to be upstream, and therefore potentially causative 
of observed gene expression changes. As expected, specific DEGs 
in KELS were associated with a predicted increase in several up-
stream pro- inflammatory mediators including Th2- , Th1-  and Th17- 
associated factors (e.g. TNF, IFNG, IL1B and IL6; Figure 1B and C; 
Table S4) highlighting the interplay between keratinocytes and im-
mune cells in moderate- to- severe AD (Figure 1C). This is further 
evidenced by specific inflammatory and chemotactic signalling path-
ways enriched in KELS DEGS (Figure S1A- B). Though both Th1 and 
Th2 profiles in AD lesional skin have been well documented,34 our 
analysis highlights both their predicted impact on lesional keratino-
cytes and their concurrence.

To confirm this upstream pathway analysis, DEGs from the current 
study were compared to published data from keratinocytes treated 
in vitro with IFNγ, IFNα, TNFα, IL- 1β, IL- 4 or IL- 13.25– 29 Positive cor-
relations were seen between KELS DEGs and keratinocytes treated 
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with Th1- related cytokines (IFNγ, TNF- α and IL- 1β) and the Th2 cy-
tokine IL- 4 (Figure S1A). These data are supported by the higher IL4R 
expression in lesional keratinocytes compared with non- lesional ke-
ratinocytes (Figure S1B and C). However, treatment of keratinocytes 
with IL- 13 resulted in a weak negative correlation, perhaps due to 
significant lesional keratinocyte upregulation of the non- functional 
IL- 13 decoy receptor IL13RA2 (Figure S1C), which is overexpressed 
in lichenified lesional AD skin.35 All KELS inflammatory DEGs are 
shown in Figure S1.

In order to gain a deeper understanding of the inflammatory 
drivers of KELS, we next compared expression of key type- 1 and 
type- 2 immune transcripts across keratinocyte, T cell and macro-
phage/dendritic cell single- cell profiles (Figure 1D).19 We identified 
that T cells are the primary source of IFNG (IFNγ), TNF (TNFα), IL4 
(IL- 4) and IL13 (IL- 13), macrophages/dendritic cells are the main pro-
ducer of IL1B (IL- 1β) and keratinocytes are significant producers of 
TSLP, IL6 and IL33 in AD lesional skin. To further clarify the role of ke-
ratinocytes in immune- crosstalk, we mapped key type- 1 (Figure 1E) 
and type- 2 (Figure 1F) ligand– receptor interactions. Type- 2 cyto-
kines IL6, IL13, IL33 and TSLP along with their receptor transcripts 
were all expressed by keratinocytes. IL4R (IL4RA) has the highest 
expression of any type- 2 receptor in keratinocytes. Whilst all type- 1 
cytokines, excepting IL18, are expressed at higher levels in T cells or 
macrophages/dendritic cells, keratinocytes did transcribe measur-
able quantities of IL1B, IL18 and TNF. The striking interconnectiv-
ity of the cytokine signalling pathways between keratinocytes and 
immune cells shows the central and specific role that keratinocytes 
play in the immunopathology of AD lesional skin.

3.4  |  Growth factor and hormone transcripts in 
lesional keratinocytes

Growth factor pathways and regulators, particularly the epidermal 
growth factor (EGF) family, featured significantly in our KELS DEGs 
analysis (Figure 2A- B). EGF family ligands (neuregulin 1 (NRG1), am-
phiregulin (AREG; 2.1- fold upregulated in KELS, p < 0.05), epiregulin 
(EREG), transforming growth factor alpha (TGFA), heparin- binding 
EGF (HBEGF; 2.3- fold upregulated in KELS; p < 0.05), EGF) and re-
ceptors (Erb- B2 Receptor Tyrosine Kinase 2 [ERBB2], ERBB4 and 
EGFR) were predicted as significant upstream regulators of KELS 
DEGs (Figure 2B; Table S4; Figure S1A).

To support these data, DEGs from the current study were com-
pared with EGF- treated post- confluence keratinocytes,36 with 
which they were significantly if not strongly positively correlated 

(Figure S1C- D). This suggests that EGF has the potential to stim-
ulate at least some of the gene expression changes seen in AD le-
sional keratinocytes. Cell viability/death pathway activity was not 
activated/inactivated in EGF- treated keratinocytes (Figure 2D, 
z- score <2). Pathway enrichment analysis identified that EGF- 
treated keratinocytes share several similarly altered inflammatory 
pathways with our KELS DEGs (Figure 2C). Th2, interferon, NFκB, 
inflammasome, IL- 7, toll- like receptor and pattern recognition re-
ceptor signalling were all increased in KELS and EGF- treated kera-
tinocytes. Th1 and Th17 signalling, along with a number of other 
inflammatory pathways were suppressed by EGF treatment of ke-
ratinocytes (Figure 2C).

Following the confirmation that EGF can have pro- inflammatory 
effects in keratinocytes, we identified KELS DEGs for which 
EGFR ligands were upstream regulators to bioinformatically pre-
dicted the impact of EGFR ligand signalling in situ in patient KELS. 
Inflammatory pathways from this subset of DEGs cluster with EGF- 
treated keratinocytes in vitro (Figure 2C) evidencing the validity 
of this approach. Of note, whilst NFκB signalling, interferon sig-
nalling and the inflammasome pathway are all increased in KELS 
and in vitro EGFR treated keratinocytes, these pathways are not 
predicted to be altered by EGFR signalling patient lesional kera-
tinocytes (Figure 2C). However, part of the activation of Th1 (z- 
score 1.34) and Th2 (z- score 1) pathways and IL15 (z- score 2), 
IL- 22 (z- score 1), IL- 3 (z- score 1.65), IL- 6 (z- score 2.34), IL- 7 (z- score 
1.65), IL- 8 (z- score 3.46) and CXCR4 (z- score 2.50) signalling ap-
pear to be driven by EGFR signalling in AD lesional keratinocytes 
(Figure 2C). Whilst many of these pathways do not reach significant 
upregulation (z- score ≥2.0 cut- off) downstream of EGFR ligands, 
they appear to account for part of the ≥2.0 z- score activation of 
these pathways in KELS overall. Whilst DEG downstream of EGFR 
ligands were not predicted to influence activity of wound healing 
in KELS, part of the increase in cell viability (z- score 6.01 vs 11.74 
in all DEGs) and decrease in apoptosis (z- score − 2.75 vs. −3.82 in 
all DEGs) appears to be downstream of EGFR signalling (Figure 2C). 
There was no influence on keratinocyte or general cell proliferation 
downstream of EGFR ligands.

Vascular endothelial growth factor (VEGF) family ligands VEGFA 
(2.0- fold upregulated in KELS; p < 0.01) and PlGF (3.6- fold upregu-
lated in KELS; p < 0.05) are also predicted to lie upstream of KELS 
DEGs and are significantly upregulated in KELS, suggesting active 
VEGF signalling in keratinocytes. A summary of growth factor tran-
scripts altered in KELS are given in Figure S1B. Alongside growth 
factors, several steroid hormones are predicted to have contribute 
to KELS DEGs, particularly estrogens (Figure 2B). However, further 

F I G U R E  1  Enrichment analysis of keratinocyte- enriched lesional skin predicts increased type- 1 and type- 2 inflammation. (A) Most 
significantly enriched functions predicted to be activated (red) or inactivated (blue) by differently expressed genes (DEGs) between 
keratinocyte- enriched lesional (KELS) and non- lesional skin. IPA activity z- score denotes activation. Upregulated functions are grouped 
in the pie chart. All regulators (B) or interleukins (C) predicted to be increased (red) or decreased (blue) upstream of the KELS DEGs. (D) 
The expression of key type- 1 (top) and type- 2 (bottom) cytokines in in situ keratinocytes, T cells and macrophages/dendritic cells in atopic 
dermatitis skin. Crosstalk between (E) type- 1 and (F) type- 2 ligands (circles) and receptors (squares) between in situ keratinocytes, T cells 
and macrophages/dendritic cells in atopic dermatitis lesional skin (coloration is relative lesional expression). DEGs are considered p < 0.05, 
**p < 0.01, ****p < 0.0001
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analysis of sex hormones was prevented by the inability to track 
their levels by transcriptomics and a lack of complete patient sex 
information, precluding stratification by sex.

Keratinocytes, T cells and macrophages/dendritic cells share 
complex growth factor crosstalk (Figure 2E- F). All three cell types 

produce EGFR ligands (Figure 2F), but only keratinocytes express 
EGFR and therefore have the potential to respond in both an au-
tocrine and paracrine manner. PDGF/VEGF crosstalk also occurs 
(Figure S1). Taken together, these data suggest that both EGF and 
VEGFA pathways are altered in lesional keratinocytes.

F I G U R E  2  Growth factor signalling is altered in atopic dermatitis lesional skin. (A- B) Growth factor upstream mediators grouped by 
family in (A) and the most significantly enriched growth factors and hormones given in (B). (C) Inflammatory pathways enriched in differently 
expressed genes (DEGs) between keratinocyte- enriched lesional (KELS), KELS DEGs downstream of EGFR ligands and non- lesional skin and 
in EGF- treated human keratinocytes.36 (D) Cell viability/death pathways in KELS, KELS DEGs downstream of EGFR ligands and in EGF- 
treated human keratinocytes.36 (E,F) Ligand– receptor interaction plots between in situ keratinocytes, T cells and macrophages/dendritic 
cells for all (E) growth factors or (F) EGF family ligands in AD lesional skin. Ligands (circles) and receptors (squares) are coloured by relative 
expression in lesional skin. DEGs are considered p < 0.05 using a one- sample t- test with multiple testing correction using the BH method. 
Heatmaps use Euclidean distance and complete linkage

F I G U R E  3  Dupilumab impacts on inflammatory and growth factor and hormone pathways associated with keratinocyte- enriched lesional 
skin in atopic dermatitis. (A– B) Publicly available RNAseq data from the lesional skin of atopic dermatitis patients treated with dupilumab24 
were correlated with keratinocyte- enriched lesional skin (KELS) differently altered genes (DEGs) from the current study. (C) The impact of 
dupilumab treatment on cell viability and apoptosis. (D) Inflammatory pathways enriched in skin from dupilumab treated patients which were 
also enriched in the KELS DEGs from the current study. (E) As in D, but for growth factor and hormone pathways
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As such, these data suggest that signalling through the EGFR 
appears to have some pro- inflammatory and pro- cell survival conse-
quences in situ in AD patient KELS.

3.5  |  The impact of dupilumab on inflammatory and 
growth factor pathways in lesional skin

In targeting the IL4RA, dupilumab blocks both the IL- 4 and IL- 13 
pathways, inhibiting type- 2 responses with greater efficacy than in-
hibition of IL- 13 alone.37 Whilst dupilumab improves barrier function, 
epidermal hyperplasia and expression of type- 2- related cytokines,31 
the effects of dupilumab on the keratinocyte transcriptome are un-
known. We therefore analysed the effect of 3 months dupilumab 
treatment24 on KELS.

As predicted, RNAseq from both keratinocyte- enriched non- 
lesional and lesional skin of patients treated with dupilumab for 
3 months (log2 foldchange from pre- treatment) demonstrated a 
significant reduction in the aberrant transcription post- treatment 
(Figure 3A- B). However, the strength of the negative correlation 
between non- lesional skin post- dupilumab treatment and KELS is 
less than that between lesional skin and KELS, which may reflect 
the greater magnitude of aberrant gene expression in untreated le-
sional skin. Additionally, as IL4R was increased 2.1- fold in lesional 
skin in our current study and 1.7- fold in the keratinocyte single- cell 
analysis,19 we predict that at least part of the greater magnitude of 
treatment on lesional keratinocytes is via higher levels of IL4R.

Given the impact of dupilumab on non- lesional skin, it is rea-
sonable to assume that dupilumab may be having a systemic 
impact on skin. To analyse the specific impact on lesional kerati-
nocytes (i.e. how well dupilumab is normalizing lesional skin to a 
non- lesional transcriptome), we next compared post- dupilumab 
lesional vs post- dupilumab non- lesional skin to KELS DEGs. We 
believe this intra- patient control gives the most accurate picture 
of the lesional transcriptome as it controls for systemic impacts 
which may otherwise hide remaining defects in lesional skin. We 
found that KELS DEGs were still significantly positively correlated 
with post- dupilumab lesional versus non- lesional skin, suggesting 
that keratinocyte signature AD- related gene expression changes 
remain in lesional skin post- treatment (Figure 3C). As such, it ap-
pears that the majority of the improvement in lesional skin tran-
scriptome is due to the systemic effects of dupilumab, meaning 
that the deficit between lesional and non- lesional skin remains. In 
agreement with previous studies,31 our pathway enrichment anal-
ysis predicted that dupilumab decreases type- 2 pathway signalling, 
as well as type- 1 and associated pathways in lesional skin compared 
to pre- treatment, but not when normalized to non- lesional skin 
post- treatment (Figure 3E). Although cell death was increased and 
viability decreased in lesional skin post- dupilumab treatment, this 
was not the case when compared with non- lesional skin in treated 
patients (Figure 3D).

Growth factor signalling, including EGF and VEGF/PDGF path-
ways, and steroid hormone signalling also remained elevated in 

post- dupilumab lesional skin versus post- dupilumab non- lesional 
skin (Figure 3F). Given this sustained elevation, we compared just 
those DEGs known to be downstream of EGFR ligands. There was 
no significant difference (i.e. >2 difference in z- score) observed in 
inflammatory pathways nor in cell survival or apoptosis following 
dupilumab treatment (data not shown). Overall, these data suggest 
that after 3 months of dupilumab treatment, the lesional skin tran-
scriptome is still significantly different to non- lesional skin, showing 
ongoing inflammatory and growth factor signalling.

3.6  |  Dupliumab selectively impacts chemotaxis in 
lesional skin

One of the major roles of keratinocytes in AD is chemotaxis of im-
mune cells, which we replicated in our functional enrichment analy-
sis (Figure 1A, Figure S1B). IFNγ, TNFα, IL- 1B, IL- 4, IL- 13, IL- 33 and 
EGFR ligand- regulated KELS DEGs lie upstream of chemotactic fac-
tors driving infiltration of specific immune cells (Figure 4). Given the 
expression of EGFR by keratinocytes and the production of EGFR 
ligands by T cells and macrophages/dendritic cells (Figure 2E- F), this 
interaction could drive positive feedback, perpetuating cell infiltra-
tion through expression of chemotactic factors, and lesional inflam-
mation. In post- dupilumab treated lesional versus non- lesional skin, 
the transcription of chemotactic factors did not differ from KELS 
(Figure 4, Cluster 1), demonstrating that this short treatment win-
dow likely does not significantly resolve lesional immune cell infil-
tration. Some changes can be seen in pre-  versus post- dupilumab 
treatment of lesional skin alone (Figure 4, Cluster 2), but dupilumab 
has no impact on EGFR ligand driven expression of factors known to 
chemoattract NK cells, mast cells and dendritic cells.

4  |  DISCUSSION

Impaired epidermal barrier function leads to increased environmen-
tal antigen exposure, allowing keratinocytes to drive Th2 immune 
responses through the release of IL33 and TSLP leading to AD. The 
clinical success of dupilumab demonstrates that inhibition of the 
downstream Th2 immune response can reduce immunopathology, 
but whether this can achieve disease resolution remains to be seen. 
Here, we use transcriptome comparison across five studies to ex-
pand our understanding of keratinocyte cellular responses and their 
role in moderate- to- severe AD. Alongside the expected inflamma-
tory signals, we clearly show a dysregulation of growth factor path-
ways with EGF family signalling dominating. As expected, cytokines 
from innate and adaptive immune cells (e.g. IFNG, TNF, IL1B, IL33 and 
IL4) were predicted to be upstream of differentially expressed genes 
in KELS, demonstrating the temporal co- existence of type- 1 and 
type- 2 immune responses at the transcriptional level, perpetuating 
inflammation and driving chemotaxis. However, both keratinocytes 
and immune cells are involved in a complex crosstalk of cytokines, 
receptors and growth factors. Although 3 months of dupilumab 
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therapy reduces the inflammatory transcriptome in treated AD skin, 
there remains significant upregulation of both immune and EGF fam-
ily signalling in lesional keratinocytes.

The EGF signalling network is one of the most complex known.38 
EGF family members are overexpressed during wound healing and 
psoriasis,38 but their importance in atopic dermatitis is unclear.39,40 
In mouse models, EGFR signalling ameliorates AD,39,41,42 but lev-
els of EGFR and its ligands in AD lesions are debated.39,40 Here, 
we show that EGF family signalling dominates growth factor path-
ways in KELS. EGFR ligands HBEGF and AREG are upregulated in 
KELS, and KELS DEGs are correlated with and share enriched up-
regulated inflammatory pathways with EGF- treated in vitro kerati-
nocytes, suggesting autocrine signalling could occur in these cells. 
As AD lesional bone- marrow- derived immune cells express several 
EGFR ligands but not EGFR, it is likely they promote EGFR signalling 
in AD keratinocytes. It is possible, therefore, that the promotion of 
chemotactic factors for these cells downstream of EGFR ligands in 
keratinocytes identified in this study may represent a positive feed-
back loop, perpetuating infiltration of immune cells and thus pro- 
inflammaotry EGFR signalling. Whilst downstream consequences 
of EGFR signalling include proliferation/survival of keratinocytes, 
promoting re- epithelialization and cutaneous healing,38 our analysis 
showed no significant alteration in proliferation or repair in KELS, 
suggesting an alternative EGFR signalling outcome in AD lesions. 
Instead, EGFR signalling appears to contribute to maintaining cell vi-
ability and promoting inflammation through various pathways.

It has been proposed that the local inflammatory environment 
directs the consequences of EGFR signalling in keratinocytes. 

For example, EGFR activation by Staphylococcus aureus43 or 
house dust mite exposure44 promotes keratinocyte IL- 1α / IL- 
1β or IL- 33 production, respectively. EGFR activation by HB- 
EGF prevents Staphylococcus aureus infection in human skin 
explants, possibly by increasing beta- defensin- 3 secretion.45,46 
Increased EGF signalling may explain dupilumab- induced reduced 
Staphylococcus aureus colonization47 and other infections,48 po-
tentially by increasing filaggrin and loricrin expression.41 Given 
the prevalence of Staphylococcus aureus colonization in AD,9 EGFR 
activation may in fact contribute to the healing response in AD, 
helping to restore epithelial barrier function and reduce bacterial 
colonization.

It is has been demonstrated by several independent studies 
that dupilumab drives marked clinical improvement in AD over 
relatively short timescales.13– 15,31 Our data demonstrate that 
12 weeks of dupilumab treatment leads to overall reduced ab-
normal keratinocyte transcription, whilst ongoing inflammatory 
responses remain in the lesional skin cells of these patients.31 
This may be a result of continued exposure to environmental 
triggers, as clinical observations report marked but not complete 
improvement in disease.31 Whilst dupilumab is associated with 
decreased Staphylococcus aureus number on lesional skin during 
treatment, the bacteria do re- colonize after cessation of treat-
ment.47 Additionally, the inability of dupilumab to normalize EGF 
family signalling, which we have shown to be pro- inflammatory 
and pro- cell viability in lesional keratinocytes, suggests that this 
maintained EGF signalling could be a contributing factor to ongo-
ing lesional inflammation post- treatment.

F I G U R E  4  Regulation of keratinocyte- induced chemotaxis of immune cells by upstream inflammatory and EGFR signalling. Regulators 
predicted to be upstream of keratinocyte- enriched lesional skin differently expressed genes (KELS DEGs) were identified using ingenuity 
pathway analysis (IPA). The KELS DEGs responsible for chemotaxis and known to be downstream of these regulators were then analysed 
using IPA, with the predicted promotion or chemotaxis of individual immune cell types given by the activity z- score. Cell types and upstream 
regulators were clustered using Euclidean distance and complete linkage. Cluster 1: Post- dupilumab treated lesional versus non- lesional skin, 
KELS; Cluster 2: Post- dupilumab treatment versus pre- treatment lesional skin. White coloration represents zero significant change
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We acknowledge several limitations of the current data and, thus, 
our analyses. Only one single- cell study was available, precluding ke-
ratinocyte transcriptome comparison across single- cell studies. As 
such, we enriched whole- tissue RNAseq for keratinocyte- expressed 
genes.19 As the presence of non- keratinocyte cells in the whole- 
tissue data will likely influence gene expression in those studies, we 
do not claim that the pathways or functions identified in this cur-
rent study are unique to keratinocytes, but that they are enriched 
in keratinocytes. Furthermore, RNAseq analysis of patient samples 
can only give a snapshot of gene expression. However, these data 
provide unparalleled depth of gene expression changes in AD skin, 
allowing holistic evaluation of the transcriptome and the impact of 
treatment. More single- cell RNAseq studies, potentially from dif-
ferent disease phases of AD would help our understanding of the 
immune landscape in AD. Longer term dupilumab transcriptomic 
studies will allow for future multi- study analyses to improve under-
standing of the long- term effects of this therapy and potential dis-
ease resolution. Further work on the functional impacts of DEGs is 
needed, in particular to understand the temporal role of EGF family 
of receptors and ligands in acute and chronic AD.

In conclusion, we have demonstrated that a multi- study tran-
scriptomic approach is valuable for the identification of novel cel-
lular pathways in AD lesions. Our approach identifies a prominent 
growth factor signature in keratinocytes of moderate- to- severe AD 
patients. There is no current evidence that we know of to suggest 
that IL- 4 or IL- 13 signalling contributes to EGF family dysregulation 
in AD lesional keratinocytes. Our study showed an inability of dup-
ilumab to correct enhanced EGF signalling in lesional skin, thus pro-
viding evidence to support a lack of an upstream role for signalling 
through the shared IL- 4 and IL- 13 receptor IL4RA in modulating EGF 
signalling in keratinocytes. It is likely that this signature is driven by 
factors which are not normalized by dupilumab. Further investiga-
tion of these pathways and their contribution to AD immune pathol-
ogy may aid the development of novel treatments to interrupt the 
upstream pro- inflammatory signals in this common and debilitating 
skin disease.

ACKNOWLEDG EMENTS
We would like to thank the authors of the studies used Ref. 
[12,19,22– 24] in our analyses for making their data publicly available 
and for providing additional demographics information which were 
not published in the original studies.

AUTHOR CONTRIBUTIONS
Conceptualization and Writing– original draft preparation: KT and 
JP; Formal Analysis and Methodology: KT and HG; Investigation and 
Visualization: KT; Funding Acquisition and Supervision: KT, PA and 
JP; Writing– Review and Editing: KT, HG, PA and JP.

CONFLIC T OF INTERE S T
Dr Kate Timms' salary was funded by the Sanofi Grant awarded 
to Drs Arkwright and Pennock. Dr Arkwright has acted on Ad hoc 
Advisory Medical Boards for Sanofi.

DATA AVAIL ABILIT Y S TATEMENT
Datasets related to this article can be found in processed form in 
Tables S1– S4. All raw data available at the referenced NCBI GEO 
accession numbers relating to the specific studies referenced in this 
current study.

ORCID
Kate Timms  https://orcid.org/0000-0003-1764-4964 
Joanne Pennock  https://orcid.org/0000-0002-8304-2905 

R E FE R E N C E S
 1. Barbarot S, Auziere S, Gadkari A, et al. Epidemiology of atopic der-

matitis in adults: results from an international survey. Article Allergy. 
2018;73(6):1284- 1293. doi:10.1111/all.13401

 2. Kowalska- Oledzka E, Czarnecka M, Baran A. Epidemiology of 
atopic dermatitis in Europe. J Drug Assess. 2019;8(1):126- 128. doi:1
0.1080/21556660.2019.1619570

 3. Nygaard U, Hvid M, Johansen C, et al. TSLP, IL- 31, IL- 33 and sST2 are 
new biomarkers in endophenotypic profiling of adult and childhood 
atopic dermatitis. J Eur Acad Dermatol Venereol. 2016;30(11):1930- 
1938. doi:10.1111/jdv.13679

 4. Niebuhr M, Baumert K, Heratizadeh A, Satzger I, Werfel T. Impaired 
NLRP3 inflammasome expression and function in atopic dermati-
tis due to Th2 milieu. Allergy. 2014;69(8):1058- 1067. doi:10.1111/
all.12428

 5. Ong PY, Ohtake T, Brandt C, et al. Endogenous antimicrobial 
peptides and skin infections in atopic dermatitis. N Engl J Med. 
2002;347(15):1151- 1160. doi:10.1056/NEJMoa021481

 6. Brown SJ. What have we learned from GWAS for atopic dermatitis? 
J Invest Dermatol. 2020;141:19- 22. doi:10.1016/j.jid.2020.05.100

 7. Baurecht H, Irvine AD, Novak N, et al. Toward a major risk factor 
for atopic eczema: meta- analysis of filaggrin polymorphism data. 
J Allergy Clin Immunol. 2007;120(6):1406- 1412. doi:10.1016/j.
jaci.2007.08.067

 8. Mucha S, Baurecht H, Novak N, et al. Protein- coding variants con-
tribute to the risk of atopic dermatitis and skin- specific gene expres-
sion. J Allergy Clin Immunol. 2020;145(4):1208- 1218. doi:10.1016/j.
jaci.2019.10.030

 9. Park HY, Kim CR, Huh IS, et al. Staphylococcus aureus colonization 
in acute and chronic skin lesions of patients with atopic dermatitis. 
Ann Dermatol. 2013;25(4):410- 416. doi:10.5021/ad.2013.25.4.410

 10. Meylan P, Lang C, Mermoud S, et al. Skin colonization by 
Staphylococcus aureus precedes the clinical diagnosis of atopic 
dermatitis in infancy. J Invest Dermatol. 2017;137(12):2497- 2504. 
doi:10.1016/j.jid.2017.07.834

 11. Weidinger S, Novak N. Atopic dermatitis. Lancet. 
2016;387(10023):1109- 1122. doi:10.1016/s0140- 6736(15)00149- x

 12. Tsoi LC, Rodriguez E, Degenhardt F, et al. Atopic dermatitis is an 
IL- 13- dominant disease with greater molecular heterogeneity 
compared to psoriasis. J Invest Dermatol. 2019;139(7):1480- 1489. 
doi:10.1016/j.jid.2018.12.018

 13. Merola JF, Sidbury R, Wollenberg A, et al. Dupilumab prevents 
flares in adults with moderate- to- severe atopic dermatitis in a 
52- week, randomized, controlled, phase 3 trial. J Invest Dermatol. 
2020;140(7):S53.

 14. Paller AS, Siegfried EC, Thaçi D, et al. Efficacy and safety of 
Dupilumab with concomitant topical corticosteroids in children 6 
to 11 years old with severe atopic dermatitis: a randomized, double- 
blinded, placebo- controlled phase 3 trial. J Am Acad Dermatol. 
2020;83:1282- 1293. doi:10.1016/j.jaad.2020.06.054

 15. Blauvelt A, de Bruin- Weller M, Gooderham M, et al. Long- term 
management of moderate- to- severe atopic dermatitis with 



    |  11TIMMS eT al.

dupilumab and concomitant topical corticosteroids (LIBERTY 
AD CHRONOS): a 1- year, randomised, double- blinded, placebo- 
controlled, phase 3 trial. Lancet. 2017;389(10086):2287- 2303. 
doi:10.1016/s0140- 6736(17)31191- 1

 16. Soumelis V, Reche PA, Kanzler H, et al. Human epithelial cells 
trigger dendritic cell- mediated allergic inflammation by producing 
TSLP. Nat Immunol. 2002;3(7):673- 680. doi:10.1038/ni805

 17. Liu YJ. Thymic stromal lymphopoietin: master switch for aller-
gic inflammation. J Exp Med. 2006;203(2):269- 273. doi:10.1084/
jem.20051745

 18. Giustizieri ML, Mascia F, Frezzolini A, et al. Keratinocytes from 
patients with atopic dermatitis and psoriasis show a distinct 
chemokine production profile in response to T cell- derived cyto-
kines. J Allergy Clin Immunol. 2001;107(5):871- 877. doi:10.1067/
mai.2001.114707

 19. He H, Suryawanshi H, Morozov P, et al. Single- cell transcriptome 
analysis of human skin identifies novel fibroblast subpopulation 
and enrichment of immune subsets in atopic dermatitis. J Allergy 
Clin Immunol. 2020;145:1615- 1628. doi:10.1016/j.jaci.2020.01.042

 20. Edgar R, Domrachev M, Lash AE. Gene expression omnibus: NCBI 
gene expression and hybridization array data repository. Nucleic 
Acids Res. 2002;30(1):207- 210. doi:10.1093/nar/30.1.207

 21. Barrett T, Wilhite SE, Ledoux P, et al. NCBI GEO: archive for func-
tional genomics data sets- update. Nucleic Acids Res. 2013;41(D1):D
991- D995. doi:10.1093/nar/gks1193

 22. Suarez- Farinas M, Ungar B, da Rosa JC, et al. RNA sequencing 
atopic dermatitis transcriptome profiling provides insights into 
novel disease mechanisms with potential therapeutic implica-
tions. J Allergy Clin Immunol. 2015;135(5):1218- 1227. doi:10.1016/j.
jaci.2015.03.003

 23. Mack MR, Brestoff JR, Berrien- Elliott MM, et al. Blood natural killer 
cell deficiency reveals an immunotherapy strategy for atopic der-
matitis. Sci Transl Med. 2020;12(532):eaay1005. doi:10.1126/sci-
translmed.aay1005

 24. Mobus L, Rodriguez E, Harder I, et al. Atopic dermatitis displays 
stable and dynamic skin transcriptome signatures. J Allergy Clin 
Immunol. 2020;147:213- 223. doi:10.1016/j.jaci.2020.06.012

 25. Chiricozzi A, Guttman- Yassky E, Suarez- Farinas M, et al. Integrative 
responses to IL- 17 and TNF- alpha in human keratinocytes ac-
count for key inflammatory pathogenic circuits in psoriasis. J Invest 
Dermatol. 2011;131(3):677- 687. doi:10.1038/jid.2010.340

 26. Sa SM, Valdez PA, Wu J, et al. The effects of IL- 20 subfamily cy-
tokines on reconstituted human epidermis suggest potential roles 
in cutaneous innate defense and pathogenic adaptive immunity 
in psoriasis. J Immunol. 2007;178(4):2229- 2240. doi:10.4049/
jimmunol.178.4.2229

 27. Swindell WR, Xing X, Stuart PE, et al. Heterogeneity of inflamma-
tory and cytokine networks in chronic plaque psoriasis. Plos One. 
2012;7(3):e34594. doi:10.1371/journal.pone.0034594

 28. Nograles KE, Zaba LC, Guttman- Yassky E, et al. Th17 cytokines 
interleukin (IL)- 17 and IL- 22 modulate distinct inflammatory and 
keratinocyte- response pathways. Br J Dermatol. 2008;159(5):1092- 
1102. doi:10.1111/j.1365- 2133.2008.08769.x

 29. Jin SH, Choi D, Chun YJ, Noh M. Keratinocyte- derived IL- 24 plays 
a role in the positive feedback regulation of epidermal inflamma-
tion in response to environmental and endogenous toxic stress-
ors. Toxicol Appl Pharmacol. 2014;280(2):199- 206. doi:10.1016/j.
taap.2014.08.019

 30. Kraemer A, Green J, Pollard J Jr, Tugendreich S. Causal anal-
ysis approaches in ingenuity pathway analysis. Bioinformatics. 
2014;30(4):523- 530. doi:10.1093/bioinformatics/btt703

 31. Guttman- Yassky E, Bissonnette R, Ungar B, et al. Dupilumab 
progressively improves systemic and cutaneous abnormali-
ties in patients with atopic dermatitis. J Allergy Clin Immunol. 
2019;143(1):155- 172. doi:10.1016/j.jaci.2018.08.022

 32. Weidinger S, Willis- Owen SAG, Kamatani Y, et al. A genome- 
wide association study of atopic dermatitis identifies loci with 
overlapping effects on asthma and psoriasis. Hum Mol Genet. 
2013;22(23):4841- 4856. doi:10.1093/hmg/ddt317

 33. Baurecht H, Hotze M, Brand S, et al. Genome- wide comparative 
analysis of atopic dermatitis and psoriasis gives insight into op-
posing genetic mechanisms. Am J Hum Genet. 2015;96(1):104- 120. 
doi:10.1016/j.ajhg.2014.12.004

 34. Brunner PM, Guttman- Yassky E, Leung DYM. The immunology 
of atopic dermatitis and its reversibility with broad- spectrum and 
targeted therapies. J Allergy Clin Immunol. 2017;139(4):S65- S76. 
doi:10.1016/j.jaci.2017.01.011

 35. Ulzii D, Kido- Nakahara M, Nakahara T, et al. Scratching counter-
acts IL- 13 signaling by upregulating the decoy receptor IL- 13R alpha 
2 in keratinocytes. Int J Mol Sci. 2019;20(13):3324. doi:10.3390/
ijms20133324

 36. Tran QT, Kennedy LH, Leon Carrion S, et al. EGFR regulation of 
epidermal barrier function. Physiol Genomics. 2012;44(8):455- 469. 
doi:10.1152/physiolgenomics.00176.2011

 37. Guttman- Yassky E, Blauvelt A, Eichenfield LF, et al. Efficacy and 
safety of lebrikizumab, a high- affinity interleukin 13 inhibitor, 
in adults with moderate to severe atopic dermatitis a phase 2b 
randomized clinical trial. JAMA Dermatol. 2020;156(4):411- 420. 
doi:10.1001/jamadermatol.2020.0079

 38. Schneider MR, Werner S, Paus R, Wolf E. Beyond wavy hairs -  
the epidermal growth factor receptor and its ligands in skin biol-
ogy and pathology. Am J Pathol. 2008;173(1):14- 24. doi:10.2353/
ajpath.2008.070942

 39. Mascia F, Mariani V, Girolomoni G, Pastore S. Blockade of the 
EGF receptor induces a deranged chemokine expression in ke-
ratinocytes leading to enhanced skin inflammation. Am J Pathol. 
2003;163(1):303- 312. doi:10.1016/s0002- 9440(10)63654- 1

 40. Saaf A, Pivarcsi A, Winge MCG, et al. Characterization of EGFR and 
ErbB2 expression in atopic dermatitis patients. Arch Dermatol Res. 
2012;304(10):773- 780. doi:10.1007/s00403- 012- 1242- 4

 41. Kim Y- J, Choi MJ, Bak D- H, et al. Topical administration of EGF 
suppresses immune response and protects skin barrier in DNCB- 
induced atopic dermatitis in NC/Nga mice. Scientific Reports. 
2018;8:811895. doi:10.1038/s41598- 018- 30404- x

 42. Zhang ZH, Xiao C, Gibson AM, Bass SA, Hershey GKK. EGFR 
signaling blunts allergen- induced IL- 6 production and Th17 re-
sponses in the skin and attenuates development and relapse of 
atopic dermatitis. J Immunol. 2014;192(3):859- 866. doi:10.4049/
jimmunol.1301062

 43. Simanski M, Rademacher F, Schroeder L, Glaeser R, Harder J. 
The inflammasome and the epidermal growth factor receptor 
(EGFR) are involved in the Staphylococcus aureus- mediated induc-
tion of IL- 1alpha and IL- 1beta in human keratinocytes. Plos One. 
2016;11(1):e0147118. doi:10.1371/journal.pone.0147118

 44. Dai X, Tohyama M, Murakami M, et al. House dust mite aller-
gens induce interleukin 33 (IL- 33) synthesis and release from 
keratinocytes via ATP- mediated extracellular signaling. Biochim 
Biophys Acta Mol Basis Dis. 2020;1866(5):165719. doi:10.1016/j.
bbadis.2020.165719

 45. Sorensen OE, Thapa DR, Roupe KM, et al. Injury- induced innate 
immune response in human skin mediated by transactivation of the 
epidermal growth factor receptor. J Clin Invest. 2006;116(7):1878- 
1885. doi:10.1172/jci28422

 46. Miller LS, Sorensen OE, Liu PT, et al. TGF- alpha regulates TLR 
expression and function on epidermal keratinocytes. J Immunol. 
2005;174(10):6137- 6143. doi:10.4049/jimmunol.174.10.6137

 47. Callewaert C, Nakatsuji T, Knight R, et al. IL- 4R alpha blockade by 
Dupilumab decreases Staphylococcus aureus colonization and in-
creases microbial diversity in atopic dermatitis. J Invest Dermatol. 
2020;140(1):191. doi:10.1016/j.jid.2019.05.024



12  |    TIMMS eT al.

 48. Eichenfield LF, Bieber T, Beck LA, et al. Infections in Dupilumab 
clinical trials in atopic dermatitis: a comprehensive pooled anal-
ysis. Am J Clin Dermatol. 2019;20(3):443- 456. doi:10.1007/
s40257- 019- 00445- 7

 49. He H, Suryawanshi H, Morozov P, et al. Data from: Single- cell tran-
scriptome analysis of human skin identifies novel fibroblast sub-
population and enrichment of immune subsets in atopic dermatitis. 
2020. 2020, NCBI GEO: https://www.ncbi.nlm.nih.gov/geo/query/ 
acc.cgi?acc=GSE14 7424 [dataset].

 50. Weidinger S, Rodriguez E, Tsoi L, J G. Data from: Atopic Dermatitis, 
Psoriasis and healthy control RNA- seq cohort. 2019. 2019, NCBI 
GEO: https://www.ncbi.nlm.nih.gov/geo/query/ acc.cgi?ac-
c=GSE12 1212 [dataset].

 51. Correa da Rosa J, Suárez- Fariñas M. Data from: RNA- Seq atopic 
dermatitis transcriptome profiling provides insights into novel dis-
ease mechanisms with potential therapeutic implications. 2015. 
2015, NCBI GEO: https://www.ncbi.nlm.nih.gov/geo/query/ acc.
cgi?acc=GSE65832 [dataset].

 52. Mack M, Kim B. Data from: RNA sequencing of lesional and nonle-
sional skin from patients with atopic dermatitis. 2019. 2019, NCBI 
GEO: www.ncbi.nlm.nih.gov/geo/query/ acc.cgi?acc=GSE14 0227 
[dataset].

 53. Weidinger S, Schmitt J, Werfel T, Möbus L, Rodriguez E. Data from: 
atopic dermatitis displays stable and dynamic skin transcriptome 
signatures. 2020. 2020, NCBI GEO: https://www.ncbi.nlm.nih.gov/
geo/query/ acc.cgi?acc=GSE15 7194. Deposited 2020. [dataset]

SUPPORTING INFORMATION
Additional supporting information may be found in the online 
version of the article at the publisher’s website.

Figure S1 Pipeline for identification of suitable genomics studies and 
subsequent data processing and analysis.
Figure S2 Comparison of in situ keratinocytes, T cells and 
macrophages/dendritic cells in atopic dermatitis. In the single- 
cell RNA- seq study by He et al,19 keratinocyte, T cell and 
macrophage/dendritic cell clusters were identified based upon their 
transcriptomes. Here, we compared the expression of markers for 
(A) keratinocytes, (B) T cells and (C) macrophages/dendritic cells. 
(D) Plot of first two principal components between the cell types. 
Kruskal– Wallis test with Dunn's post hoc test. Comparisons are 
between keratinocytes (A), T cells (B) and macrophages/dendritic 
cells (C). * = p < 0.05, ** = p < 0.01, *** = p < 0.001, **** = p < 0.0001.
Figure S3 Comparison of atopic dermatitis transcriptomics between 
different studies. (A) Distribution of gene expression in the 4 studies. 
(B– C) Correlation matrix of gene expression between studies for all 
common genes (B) and differently expressed genes (C). All genes 
expression values are given as log2 lesional vs non- lesional fold 
change (FC). Differently expressed genes are considered p < 0.05.

Figure S4 Inflammatory alterations in keratinocyte- enriched lesional 
skin. (A) Top significantly enriched inflammatory canonical pathways 
in keratinocyte- enriched lesional skin. (B) Hierarchical clustering 
heatmap of the log2 fold change (lesional vs non- lesional) in the 
KELS datasets. Euclidean distance and complete linkage.
Figure S5 The influence and expression of cytokines and their 
receptors. (A) Correlations of the KELS DEGs in the current study 
with publicly available data for keratinocytes treated in vitro with 
inflammatory mediators25– 29 predicted to be upstream of DEGs in 
keratinocyte- enriched lesional skin. (B) Differential expression of IL4R 
and IL13RA1 in lesional vs non- lesional single- cells (keratinocytes) 
and tissue. (C) Differential expression of IL4R, IL13RA1 and IL13RA2 
in lesional vs non- lesional keratinocytes, T cells and macrophages/
dendritic cells. Statistical analysis was by two- way ANOVA with 
multiple comparisons adjustment by Benjamini and Hochberg. 
*p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001.
Figure S6 The impact of growth factor signalling on keratinocyte- 
enriched lesional skin in atopic dermatitis. (A) Growth factor and 
hormone pathways significantly enriched in keratinocyte- enriched 
lesional skin. (B) Significantly altered growth factors in keratinocyte- 
enriched lesional skin. (C– D) Correlation of keratinocyte- enriched 
lesional skin with EGF- treated keratinocytes36 at 50% and 100% 
confluence.
Figure S7 Ligand– receptor interactions between keratinocytes, T 
cells and macrophages/dendritic cells in the PDGF/VEGF family. 
Crosstalk between PDGF/VEGF family ligands (circles) and receptors 
(squares) between in situ keratinocytes, T cells and macrophages/
dendritic cells in atopic dermatitis lesional skin. Colouration is 
relative expression in lesional skin. Data adapted from He et al.19
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