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Cytokine/chemokine profiles in 
squamous cell carcinoma correlate 
with precancerous and cancerous 
disease stage
Zewen K. Tuong  1,7, Andrew Lewandowski1,2,7, Jennifer A. Bridge1,3,7, Jazmina L. G. Cruz1,7, 
Miko Yamada2,4,7, Duncan Lambie5, Richard Lewandowski6, Raymond J. Steptoe1, 
Graham R. Leggatt1, Fiona Simpson1, Ian H. Frazer  1, H. Peter Soyer  1,2,8* &  
James W. Wells  1,2,8*

Actinic Keratosis (AK), Intraepidermal Carcinoma (IEC), and Squamous Cell Carcinoma (SCC) are 
generally considered to be advancing stages of the same disease spectrum. However, while AK often 
regress spontaneously, and IEC often regress in response to immune-activating treatments, SCC 
typically do not regress. Therefore, it is vital to define whether fundamental immunological changes 
occur during progression to SCC. Here we show that proinflammatory cytokine expression, chemokine 
expression, and immune cell infiltration density change during progression to SCC. Our findings suggest 
a switch from predominantly proinflammatory cytokine production to chemokine production is a key 
feature of progression from precancer to cancer. Together, these observations propose a model that can 
underpin current research and open new avenues of exploration into the clinical significance of these 
profiles with respect to immunotherapeutic or other treatment outcomes.

Actinic Keratosis (AK) and Intraepidermal Carcinoma (IEC or squamous cell carcinoma (SCC) in situ), are gen-
erally considered to be early, premalignant stages of cutaneous SCC1. While AK and IEC undergo a high rate 
of spontaneous regression, estimated by Marks et al. to be as high as 25.9% for AK2, patients with these lesions 
are often treated with topical immunomodulatory agents such as imiquimod to reduce the risk of progression 
to SCC3,4. SCC, by contrast, displays a low clinical response rate to imiquimod, which is, therefore, not recom-
mended for therapy of invasive SCC5. Immunological alterations to the local environment likely occur during 
progression to SCC and this could provide an explanation for such disparate treatment responses. However, the 
differences in the immune environment associated with each disease stage remain poorly defined.

It has been appreciated for more than 40 years that SCC are highly immunogenic tumours that are quickly 
rejected when adoptively transferred from UV-treated mice into immune competent mice, but not rejected when 
adoptively transferred into thymectomized mice6. This suggests a key role for T cells in the control of SCC, which 
is further supported by the observation that patients receiving T cell-suppressive drugs to prevent organ trans-
plant rejection suffer a 65–250 fold increased risk of SCC development compared with the general population7. 
CD8 T cells and gamma-delta T cells are known to migrate into SCC8,9, and in a recent Phase I/II study Migden 
et al. reported complete- and partial responses in approximately 50% of advanced SCC patients treated with the 
PD-1 checkpoint blockade antibody Cemiplimab10, further underscoring an important role for immune surveil-
lance in the control of SCC.
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We recently examined the abundance of T cells in AK, IEC, and SCC lesions taken from immunocompe-
tent patients and discovered that there is a decreased abundance of CD8 T cells in SCC compared with IEC11. 
This observation appears to contrast with studies examining two chemokines important for T cell infiltration 
into the skin, where CXCL10 expression (defined by microarray12), and CCL27 expression (defined by immu-
nohistochemistry13), were both increased in SCC lesions compared with IEC lesions. However, despite a com-
mon association with immune infiltrates that express the chemokine receptor CXCR314, very little is understood 
about the chemotactic environment in IEC and SCC lesions that could underlie alterations in T cell trafficking. 
Understanding changes that modulate immune cell homeostasis and/or their functional characteristics, particu-
larly T cells, in patient lesions, could facilitate the development of prognostic biomarkers or targeted therapies to 
enhance SCC treatment outcomes.

We hypothesized that analyzing patterns of cytokine/chemokine secretion would provide novel insights into 
the immune-microenvironment of the progressive stages present within the SCC disease spectrum. Here, we 
analyzed cytokine and chemokine abundance within patient lesions at distinct, histopathologically well-defined 
disease stages across SCC progression. By characterizing the cytokine profiles of AK, IEC, and SCC disease stages 
we sought to determine whether an alteration in the expression levels of key proinflammatory cytokines, or a 
change in chemokine secretion bias, may provide an indication for the reduced numbers of CD8 T cells that 
infiltrate into SCC.

Results
SCC lesions are thicker than AK and IEC lesions, but contain a similar density of inflammatory 
infiltrate. The depth or ‘thickness’ of skin and AK, IEC, and SCC lesions as well as the degree of inflam-
matory infiltrate density was determined in 67 biopsies, including 58 histopathologically well-defined stages of 
SCC disease (Fig. 1). As expected, lesion thickness increased with advancing stages of SCC (Fig. 2a), in line with 
the restriction of AK and IEC lesions to the epidermis and the extension of SCC into the dermis. The degree of 
inflammatory infiltrate density also increased significantly from skin to AK to IEC, but not between AK and SCC, 
nor between IEC and SCC (Fig. 2b). Together, the data indicate that in spite of their increased thickness when 
compared to AK and IEC lesions, SCC lesions do not contain increased densities of inflammatory cells.

Individual cytokine/chemokine expression levels within SCC disease stages do not correlate 
with similarities or differences in the density of inflammatory infiltrate. To further investigate 
the immune environment within defined stages of SCC disease, we examined the abundance of 24 cytokines and 
chemokines within patient lesions. Excess skin and lesion biopsy tissue not required for diagnostic purposes was 
homogenized and assessed for the presence of chemokines by cytometric bead array. Unsupervised clustering of 
the cytokine/chemokine data resulted in the ordering of normal samples clustered on the left and then followed 
by AK, IEC and SCC. In general, normal skin samples displayed a lower abundance of all cytokines and chemok-
ines measured when compared to lesions (Fig. 2c). Notably, CXCL10, IL-8, CXCL5, CCL5, CCL20, CCL11 and 
IL-18 were the most highly abundant chemokines and cytokines detected across the samples (Fig. 2c).

We focused first on the abundance of 12 chemokines known for their capacity to induce immune cell migra-
tion. The mean log-abundance values across the chemokines are summarized in the radar plot (Fig. 3a). CXCL10 
was the most abundant chemokine in lesions and was the only chemokine significantly increased in AK compared 
to normal skin (Fig. 3a and Supplementary Fig. 1). When IEC was compared with normal skin, increases were 
also detected in CCL3, CCL2, and CXCL9 (Supplementary Fig. 1). No differences were noted when IEC was 
compared to AK for any of the chemokines examined. CCL5 was the only chemokine increased significantly in 
SCC compared to IEC, however, when SCC was compared to AK, CCL3, CCL2, CXCL9, CCL5, CCL11, CXCL5, 
CCL20, CXCL1, and CXCL11 were all significantly increased (Supplementary Fig. 1). All chemokines examined 
were significantly increased in SCC when compared with normal skin.

We further assessed the abundance of 12 inflammatory cytokines within our homogenized samples by 
cytometric bead array. IL-8 and IL-18 were the most abundant cytokines measured in the cohort (Fig. 3b). 
Furthermore, the levels of IL-18 and IL-8 were significantly elevated in IEC and SCC lesions compared to normal 
skin, and IL-6 was significantly elevated in SCC compared to normal skin (Supplementary Fig. 2). Levels of IL-1β, 
IFN-α, IFN-γ, TNF-α, IL-10, IL-12p70, IL-17A, and IL-33 were all significantly elevated in AK, IEC, and SCC 

Figure 1. Representative photomicrographs of patient lesions showing lesion thickness measurements and 
examples of cellular infiltration gradings. Images presented are H&E stains, scale bar = 500 µm. Lesion thickness 
and immune cell infiltration was assessed as described in Materials and Methods. SCC: Squamous Cell 
Carcinoma.
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lesions compared to normal skin (Supplementary Fig. 2). Interestingly however, only IL-6 expression differed 
between stages of SCC disease, with a significant elevation in expression in SCC compared to AK (Supplementary 
Fig. 2). Levels of IL-23 did not change between sample groups.

In summary, we observed that most chemokines and cytokines expressed within AK, IEC, and SCC lesions 
were increased when compared to normal skin but there was no clear distinction between the degrees of inflam-
matory infiltrate or disease stage.

Correlations between cytokine or chemokine abundance and lesion thickness. To determine 
how levels of cytokine or chemokine expression might be impacted by lesion thickness, we performed a correla-
tion analysis. As shown in Supplementary Table 1, we observed a strong correlation (r > 0.5) between expression 
of IL-6, CXCL9, CCL5, CCL3, CCL2, CXCL1, IL-8, CXCL10, CXCL11, CCL11, and CXCL5 and lesion thickness. 
A moderate correlation (r = 0.3–0.5) was found in the expression of IL-18, CCL20, IL-33, IFN-α, CCL4, CCL17, 
IL-10, IFN-γ, IL-12p70, IL-17A, IL-1β, and TNF-α with lesion thickness, while the correlation was weak (r < 0.3) 
between IL-23 and lesion thickness. The same analysis was repeated to examine the correlation between the 
cytokine/chemokine abundance with infiltration score and lesion diagnosis. We observed that some cytokines are 
significantly correlated with r > 0.4 across all three comparisons, including IFN-α, IL-6, IL-18, IL-33, IL-8, CCL3, 
CXCL10, CCL2, CCL5, CXCL9, and CXCL5 (Fig. 4). Among them, IL-6, CCL2, CCL5 and CXCL9 achieved 
r > 0.6 in at least two of the correlation assessments (Supplementary Table 1).

Figure 2. Comparison of lesion thickness and density of immune infiltrate with lesion diagnosis. Lesion 
thickness and immune cell infiltrate scores were determined as outlined in Fig. 1 and compared against lesion 
diagnosis. (a) Lesion thickness vs. Lesion type. (b) Infiltration score vs. Lesion subtype. One-way ANOVA 
with post-hoc Tukey’s multiple comparisons test. (c) Heat map color corresponds to the Log-transformed 
concentrations. The spectrum of black to purple to orange to yellow corresponds to increasing gradient of 
chemokine/cytokine concentrations. Unsupervised hierarchical clustering was performed across samples 
(columns) and cytokines/chemokines abundance (rows) and are ordered according to similarity of the 
expression profile by samples. Normal = peritumoural skin.
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Figure 3. Increases in chemokine and proinflammatory cytokine abundance with disease stage. Homogenized 
patient skin and lesions were analyzed by cytometric bead array to determine chemokine and proinflammatory 
cytokine content. Radar chart of mean log-abundance values of chemokines (a) or proinflammatory cytokines 
(b). The axis length at each radius ranges from the minimum to maximum magnitude of log-abundance values 
across the 12 analytes and the axis labels mark the log-abundance values at quartile intervals (0%, 25%, 50%, 
75%, 100%).
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PCA reveals a divergent pattern of chemokines and cytokines in SCC lesions. When we examined 
the scaled Log-transformed abundance values for both chemokines and cytokines as an expression heat map, it 
reflected the earlier conclusion that there is an overall relative increase in all chemokines and cytokines in lesional 
skin compared to normal skin (Fig. 5a). However, it also suggests that there may be some subtle separation effects 
in the lesions that were not immediately obvious. For example, hierarchical clustering showed that some lesions 
samples can be roughly divided into high chemokine and/or high cytokine expressing lesions, or alternatively into 
low expressing lesions (Fig. 5a). Therefore, in order to explore this ‘structure’ of the data further, we employed 
principal component analysis (PCA) to examine how the lesions are separated based on the overall variance (in 
chemokines and/or cytokines) in the data. The analysis was performed on the scaled Log-transformed abundance 
values to normalize the distribution and reduce the bias associated with extremely highly- and lowly- expressed 
chemokines and cytokines. The first two principal components (PC) of the data are displayed, which accounts for 
the largest (PC1) and second largest (PC2) source of variation between the samples (Fig. 5b).

The largest source of variance separating the sample groups, as shown in distribution across PC1, can be 
largely attributed to lesion progression (Fig. 5b). The effect associated with the second largest source of variance 
is not immediately obvious; however, overlaying the contribution of the variables (chemokines and cytokines, 
denoted by arrows in Fig. 5b), we can observe that the increase in proinflammatory cytokines TNF-α, IL-17, 
IL-12p70, IFN-γ, IL-10 and IFN-α is associated with displacement of samples towards the upper-right quadrant 
(Fig. 5b). Similarly, increased expression of the chemokines CXCL10, CXCL5, CXCL20, CXCL11, CCL3, CXCL1, 
CCL17, CCL11, CXCL9, CCL5, CCL2 and IL-8 (CXCL8) is associated with displacement of samples towards the 
lower-right quadrant (Fig. 5b). In contrast, normal skin samples, in which chemokines and cytokines are gener-
ally less abundant (Fig. 5a), are located in the lower-left quadrant (Fig. 5b). Interestingly, AK samples are generally 
located in the upper-left quadrant (Fig. 5b). The component loadings (weighting of the different cytokines) also 
suggest that the cytokine profile in the upper right quadrant (Fig. 5b) is reminiscent of proinflammatory cytokine 

Figure 4. Spearman correlation of cytokine/chemokine abundance with lesion thickness, infiltration and 
diagnosis. Spearman correlation r values are plotted as a heatmap with the area of each square corresponding 
to the strength of the correlation. Correlations that reached r > 0.4 and achieved a two-tailed t-test p-value 
of < 0.05 are shown. The correlation and statistical testing was performed using the rcorr function embedded in 
the Hmisc R package.
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expression, whereas the lower right quadrant (Fig. 5b) contains predominantly chemokine expression. No clear 
associations could be visualized between cytokine profile and the original biopsy site (Fig. 5c).

The analysis supports a hypothetical model where each quadrant (empirically set at the 0 intersect of PC1 
and PC2 in Fig. 5b) represents a different ‘state’ – the lower-left quadrant represents a ‘normal’ state; the upper 
-left quadrant represents an increased inflammatory state with relatively reduced immune cell infiltrate; the 
upper-right quadrant represents a state with a relative increase in both inflammatory markers and immune cell 
infiltrate; and lastly the lower-right quadrant represents a state with relatively increased immune infiltrate but 
reduced pro-inflammatory cytokine profile (Fig. 6a). In support of this hypothesis, we re-plotted the pathol-
ogy measurements of lesion thickness and immune cell infiltrate scores and grouped samples contained in the 
upper-left (9 AK, 3 IEC, 2 SCC), upper-right (3 AK, 9 IEC, 12 SCC), or lower-right (1 AK, 3 IEC, 13 SCC) 
quadrants irrespective of their disease staging. The analysis showed that the infiltration score in the upper-right 
and lower-right quadrants were marginally increased compared to the upper-left quadrant, but this did not 

Figure 5. Cytokine and chemokine associations with disease stage. (a) Heat map color corresponds to the 
scaled Log-transformed abundance values represented along a z-scale; Log-transformed abundance values 
for each chemokine and cytokine were centered to 0 and the heat represents the standard deviations away 
from the center. The spectrum of black to purple to orange to yellow corresponds to increasing gradient of 
chemokine/cytokine concentrations. Positive values indicate higher expression while negative values indicate 
lower expression. Unsupervised hierarchical clustering was performed across samples (columns) and scaled 
cytokines/chemokines abundance (rows) and are ordered according to similarity of the expression profile 
by samples. (b,c) PCA analysis using (b) lesion type and (c) lesion location presented as a biplot. Each point 
represents a sample and is colored according to the diagnosis (b) or sample origin (c). The positions on the plot 
corresponds to their corresponding coordinates along PC1/PC2 axis. The arrows in (b) indicate the direction 
and contribution/weight of each variable (chemokine/cytokine) where longer arrows indicate higher variance 
and smaller cosine (angles between arrows) indicates the higher degree of correlation between variables. The 
arrows point in the direction of increasing concentrations.
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attain statistical significance (Fig. 6b). Lesion thickness was significantly increased in samples assigned to the 
upper-right and lower-right quadrants compared to those from the upper-left quadrant (Fig. 6c).

Finally, we tested whether the cytokine/chemokine profiles found herein could be observed in other datasets 
of skin SCC progression. We trained a logistic regression model for the three quadrant signatures (upper-left, 
upper-right and lower-right) derived from our cytokine/chemokine profiling data and scored it against a publi-
cally available AK/SCC microarray dataset (GSE32628)15. We found that normal samples scored higher for the 
upper-left signature as this signature models decreases in CCL3, CCL4, CCL11, CCL2, CCL5, CXCL5, CXCL1, 
CXCL11 and increases in IFN-γ and IL-33 (Fig. 6d). AK and SCC scored higher for the upper-right signature 
compared to normal samples as this signature models increases in IL-1β, IFN-α, IFN-γ, TNF-α, IL-10, IL-12A, 
IL-17, IL-23A, CCL4, CXCL10, CCL11 and CXCL5 (Fig. 6e). SCC was the only group that showed a higher score 
in the lower-right signature as this signature models increases in IL-6, IL-8, CCL3, CXCL10, CCL17, CCL2, 
CCL5, CXCL9, CXCL1, CXCL11, and decreases in IFN-α, TNF-α and IL-23A (Fig. 6f). Although AK showed 
enrichment of both upper-left and upper-right signature, there was a negative correlation of the scores within AK 
i.e. samples scoring higher in the upper left signature tended to score lower in the upper-right signature and vice 
versa (Fig. 6g). This analysis is consistent with our observations that the chemokine signature is not present in AK 
and that there is a dichotomous cytokine/chemokine profile within AK.

In summary, the analysis suggests that (i) up-regulation of proinflammatory cytokines is a feature in AK that 
separates it from normal skin, (ii) the altered chemokine profile of IEC and SCC is more pronounced than that 
of AK, and (iii) SCC disease stages are separable into distinct cohorts based on immune cell infiltration, proin-
flammatory cytokine expression, and chemokine expression, with a corresponding difference in lesion thickness.

Discussion
Non-melanoma skin malignancy typically presents as a spectrum of progressive dysplasia manifesting from 
benign AK through to IEC, and eventually, aggressive cutaneous SCC. It has been well reported that increas-
ing levels of inflammation are associated with disease progression, with SCC lesions demonstrating the highest 
signs of keratinization, inflammation, increased CD4+:CD8+ T cell ratio, and vascularization across the disease 
spectrum11,16,17. Surprisingly, however, SCC lesions contain reduced numbers of CD8 T cells compared to pre-
cancerous IEC lesions11. This latter observation led us to examine the chemokine and proinflammatory cytokine 
environment within lesions at histopathologically defined disease stages. Here, we interrogated the cytokine and 
chemokine profile of biopsies obtained from 37 subjects and found that, while the inflammatory molecules meas-
ured were globally increased in lesions compared to normal skin controls, the lesions could be separated based 

Figure 6. Model describing the emergence of divergent subtypes of SCC. (a) Illustration of the proposed state 
of samples according to the distribution in PC1-PC2 dimensions. Normal: skin. (b) Immune cell infiltration 
scores and (c) Average lesion thickness re-grouped according to quadrant locations. (c) Kruskal-Wallis test 
(P = 0.0007) followed by Dunn’s multiple comparisons test. (d) Upper-left, (e) upper-right and (f) lower-right 
scores (logit; log-odds) for logistic regression analysis for samples in each diagnosis category. One-way ANOVA 
with Tukey’s multiple correction was performed where **P < 0.01; ****P < 0.0001. (g) X-Y plot of upper-
right scores versus upper-left scores for AK showing negative correlation for samples scoring highly in either 
signature.
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on their cytokine and chemokine profile. Importantly, this observation was made in patients that were deemed as 
immunocompetent (i.e. patients were not on immunosuppressive medication). This observation has the poten-
tial to guide appropriate selection of immunotherapeutic or other treatment options for non-melanoma skin 
malignancy.

The lack of clinically distinct- and limited molecular differences defined to date has made delineating the 
continuum of AK, IEC, and SCC challenging. Indeed, the clinical segregation of IEC from AK as a distinct inter-
mediary disease stage has been called into question18,19. Further, our analysis of 24 cytokines and chemokines 
within AK and IEC lesions, when compared individually, did not show any distinct differences between these two 
lesion types. Although global increases in cytokine/chemokines correlated well with lesion thickness, they did 
not correlate well with immune cell infiltration, and indeed while immune cell infiltration was significantly more 
prominent in IEC and SCC lesions, there was not much difference between them (as per pathological assess-
ment, Fig. 2b). However, by performing a PCA to interrogate the variance between samples in a hypothesis-free 
situation, our analysis suggested a model (Fig. 6a) in which SCC disease stages can be separated based on the 
inflammatory state of the lesion, i.e. a split in cytokine versus chemokine enrichment, even when the detected 
levels of all the measurements are globally increased. We found that the PCA approach was particularly useful, 
and important, in this aspect as it reduces the dimensionality of multi-parameter data to enable an unbiased 
data-driven approach to understand the subtle differences that underlie or occur during SCC progression, which 
is not immediately obvious when looking at individual analytes. This analysis technique is frequently applied to 
analysis of high-dimensional datasets such as those obtained in transcriptomics and proteomics studies, but it 
has also been applied to the analysis of multiplex cytokine assays20. However, we acknowledge a major caveat in 
our analysis in that it does not provide an explanation/indication for non-discriminate cases nor as to why there 
is such a large variability in cytokine/chemokine expression patterns in similarly staged lesions.

The divergence in cytokine patterns is reminiscent of a recent report describing two subclasses of SCC with 
distinct origins, identified by differences to keratinocyte gene methylation patterns. The two distinct subclasses 
differ in their methylation patterns which present as either a stem cell-like profile or a keratinocyte-like profile21. 
The distinctive methylomes were also conserved when keratin genes alone were investigated, reinforcing that two 
subclasses of AK/SCC exist21. Whether the immune epigenome in SCC progression was similarly affected or not 
is unknown as this was not assessed in the study; however, it is increasingly evident that epigenetic modification 
of immune cells primes immune cell fate and function, as exemplified by regulation of NK cell and CD8 T cell 
differentiation and acquisition of immunological ‘memory’ in a virus infection model, for example22. Whether 
attributable to a difference in origin, or features of disease progression such as epigenetic modifications, we spec-
ulate that a relative reduction in proinflammatory cytokine expression in thicker lesions may be an underlying 
factor that promotes lesion growth, potentially by restricting appropriate inflammatory signals received by infil-
trating immune cells. Likewise, a switch towards chemokine enrichment may also have adverse impact in the 
form of recruitment of immunosuppressive cells. For example, accumulation of CCR5+ myeloid-derived suppres-
sor cells in a mouse model of melanoma is associated with local up-regulation of CCR5 ligands (CCL3/MIP-1α, 
CCL4/MIP-1β and CCL5/RANTES)23. Similarly, regulatory T cells have also been reported to home to a mouse 
model of cutaneous SCC via CCR5 signalling24. In both examples, the CCR5 chemokine signalling pathway is 
paramount to the immunosuppressive tumour microenvironment23,24. The up-regulation of chemokines in cuta-
neous SCC may be due to intrinsic repair responses activated by keratinocytes25 when faced with a pathological 
insult; however in tumours, this repair response may be chronically activated inappropriately, and ultimately 
contribute to immunosuppression. Indeed, up-regulation of chemokines during progression of skin malignancy 
appears to be a consistent feature observed in human SCC compared to normal skin26. This has been corrobo-
rated in a mouse model of HPV-associated skin premalignancy, particularly for the CXCL9/10-CXCR3 signalling 
pathway27–30. In this study, we confirmed the relevance of up-regulated CCR5 ligands, as well as multiple other 
chemokines, including CXCL9, −10 and −11, in human skin samples of well-defined SCC progression stages.

A limitation present in our study is that our correlation analyses were performed under the assumption that 
there is a linear progression from AK to IEC to SCC. However, our observations of cytokine divergence were 
independent of this analysis, revealing a subtle dimorphic enrichment of proinflammatory cytokines or chemok-
ines in higher grade lesions. Altogether, our findings support a model (Fig. 6a) where AK prominently differ 
from surrounding skin through the up-regulation of proinflammatory cytokines, and two subsets of SCC can be 
differentiated from AK based on their proinflammatory cytokine/chemokine expression profile. Going forward, 
it is likely that single-cell transcriptomics and proteomics, and perhaps epigenomics applications in the study 
of skin cancer may shed light on the relatively unknown heterogenous processes that contribute to skin cancer 
development, including understanding how cutaneous SCC may arise31, as well as the complex immune interplay 
within the tumour microenvironment and how it influences the success of immunotherapies32.

Here, we demonstrate through application of chemokine and cytokine profiling that SCC disease stages can 
be distinguished with a high degree of confidence, providing new insights into the mechanisms of and/or the 
immune consequences of SCC progression. The clinical significance of these profiles with respect to immunother-
apeutic or other treatment outcomes, will be an important focus for future investigations.

Materials and Methods
Ethics statement. This study was carried out in accordance with the recommendations of the National 
Statement on Ethical Conduct in Human Research (2007), Greenslopes Research and Ethics Committee. The 
protocol was approved by the Greenslopes Research and Ethics Committee. All subjects gave written informed 
consent in accordance with the Declaration of Helsinki.

Patient samples. All patient samples were collected from outpatients at The Greenslopes Private Hospital, 
Greenslopes. A total of 67 biopsies including 58 lesions suspicious for keratinocytic malignancy from 37 
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immunocompetent patients were included in this study (13 females and 24 males). Patient lesions had not been 
treated with medication previously, the mean age of lesion donors was 78.45 (45–96), and the vast majority of 
lesions were derived from moderately or severely sun-damaged sites on the scalp, face, arm, or calf. In total, 9 
‘normal’ skin samples (photodamaged, peritumoural), 14 AK lesions, 16 IEC lesions, and 28 SCC lesions were 
analysed. Following lesion removal, fresh, excess tissue not required for diagnostic purposes was de-identified 
prior to analysis at The University of Queensland Diamantina Institute, Translational Research Institute, Brisbane. 
Specimen pathology including H&E staining was performed by IQ Pathology (South Brisbane, Queensland) and 
diagnosis correlated to sample analysis post-hoc by H.P.S. Analysis data were not made available to H.P.S prior 
to correlation.

Cytokine and chemokine analysis. 4 mm punch biopsies were taken from excised specimens and 
transferred into cold PBS containing a broad-spectrum non-toxic protease inhibitor cocktail (EDTA-free 
“Mini-complete protease inhibitor cocktail”, Roche). Samples were kept on ice, and within 2 hours of harvest they 
were weighed, homogenized in 500 µl of PBS containing Mini-complete protease inhibitor cocktail, and frozen 
at −80 °C. Homogenates were analyzed for cytokine and chemokine content using the LEGENDplex Human 
Inflammation Panel and the LEGENDplex Human Proinflammatory Chemokine Panel, respectively, (both from 
Biolegend, San Diego, USA) as per the manufacturer’s instructions. Analysis was performed by flow cytometry 
using a Gallios Flow Cytometer (Beckman Coulter, Lane Cove, Australia) and data analyzed using LEGENDplex 
Data Analysis Software (Biolegend). All measurements were normalized to starting lesion weight (pg per gram 
wet tissue weight).

Measurement of tumour thickness and density of cellular infiltrate. Lesion H&E histopathology 
slides were scanned at 20X magnification using the Olympus VS120 slide scanner, and analyzed using Olympus 
Olyvia software V2.9. Lesion thickness was measured from the granular layer to the deepest part of the tumour. 
Immune cell infiltration was measured visually by histopathological assessment of H&E paraffin mounted slides 
of specimens (H.P.S & M.Y.), and scored from 0 to 3 for presence and density of cellular infiltrate (number of cells 
with the appearance of lymphocytes per cross-section examined).

Statistical analysis. Unless otherwise stated, statistical analysis was carried out using GraphPad Prism ver-
sion 7.03 for Windows GraphPad Software, San Diego, CA, USA. Statistical tests are as indicated in figure legends. 
The correlations of cytokine abundance with lesion thickness were analyzed using a two-tailed Spearman corre-
lation analysis following confirmation that the data were not normally distributed using a D’Agostino & Pearson 
omnibus normality test. Diagnosis was converted to an ordinal scale where 1 to 4 is assigned to normal, AK, IEC 
and SCC respectively. Relationship strengths were described as follows: (r) > 0.5 = strong; 0.3 to 0.5 = moderate; 
< 0.3 = weak. P values of p < 0.05 (*) were considered significant. p < 0.01 (**), p < 0.001 (***) are indicated. 
Principal Component Analysis (PCA) was performed using Log-transformed cytokine and chemokine bead array 
data. The transformed data was inspected for normality using Q-Q plots. Spearman’s correlations and PCA was 
performed in the R statistical package version 3.5.0. Elastic-net regularized (alpha = 0.5) logistic regression was 
performed using the R package Glmnet33 with 10-fold cross validation. The models were trained using cytokine/
chemokine expression data of samples found in the respective quadrants. The models were tested on the expres-
sion data extracted from GSE3262815 using the GEO2R web tool.

Data availability
The datasets generated during and/or analysed during the current study are available from the corresponding 
author on reasonable request.

Received: 13 February 2019; Accepted: 14 November 2019;
Published: xx xx xxxx

References
 1. Anwar, J., Wrone, D. A., Kimyai-Asadi, A. & Alam, M. The development of actinic keratosis into invasive squamous cell carcinoma: 

evidence and evolving classification schemes. Clin Dermatol 22, 189–196, https://doi.org/10.1016/j.clindermatol.2003.12.006 (2004).
 2. Marks, R., Foley, P., Goodman, G., Hage, B. H. & Selwood, T. S. Spontaneous remission of solar keratoses: the case for conservative 

management. Br J Dermatol 115, 649–655 (1986).
 3. Weinstock, M. A. et al. Chemoprevention of Basal and Squamous Cell Carcinoma With a Single Course of Fluorouracil, 5%, Cream: 

A Randomized Clinical Trial. JAMA Dermatol 154, 167–174, https://doi.org/10.1001/jamadermatol.2017.3631 (2018).
 4. Cruz, J. L. & Wells, J. W. In Horizons in Cancer Research Vol. 63 (ed. Hiroto S. Watanabe) Ch. 5, 119–146 (Nova Science Publishers, 

2016).
 5. Love, W. E., Bernhard, J. D. & Bordeaux, J. S. Topical imiquimod or fluorouracil therapy for basal and squamous cell carcinoma: a 

systematic review. Arch Dermatol 145, 1431–1438, https://doi.org/10.1001/archdermatol.2009.291 (2009).
 6. Kripke, M. L. Antigenicity of murine skin tumors induced by ultraviolet light. Journal of the National Cancer Institute 53, 1333–1336 

(1974).
 7. Jung, J. W. et al. Does the nature of residual immune function explain the differential risk of non-melanoma skin cancer development 

in immunosuppressed organ transplant recipients? Int J Cancer 138, 281–292, https://doi.org/10.1002/ijc.29450 (2016).
 8. Lo Presti, E. et al. Squamous Cell Tumors Recruit gammadelta T Cells Producing either IL17 or IFNgamma Depending on the 

Tumor Stage. Cancer Immunol Res 5, 397–407, https://doi.org/10.1158/2326-6066.CIR-16-0348 (2017).
 9. Jung, J. W. et al. Clinically-Relevant Rapamycin Treatment Regimens Enhance CD8(+) Effector Memory T Cell Function In The 

Skin and Allow their Infiltration into Cutaneous Squamous Cell Carcinoma. Oncoimmunology 7, e1479627, https://doi.org/10.1080
/2162402X.2018.1479627 (2018).

 10. Migden, M. R. et al. PD-1 Blockade with Cemiplimab in Advanced Cutaneous Squamous-Cell Carcinoma. The New England journal 
of medicine, https://doi.org/10.1056/NEJMoa1805131 (2018).

https://doi.org/10.1038/s41598-019-54435-0
https://doi.org/10.1016/j.clindermatol.2003.12.006
https://doi.org/10.1001/jamadermatol.2017.3631
https://doi.org/10.1001/archdermatol.2009.291
https://doi.org/10.1002/ijc.29450
https://doi.org/10.1158/2326-6066.CIR-16-0348
https://doi.org/10.1080/2162402X.2018.1479627
https://doi.org/10.1080/2162402X.2018.1479627
https://doi.org/10.1056/NEJMoa1805131


1 0Scientific RepoRtS |         (2019) 9:17754  | https://doi.org/10.1038/s41598-019-54435-0

www.nature.com/scientificreportswww.nature.com/scientificreports/

 11. Freeman, A. et al. Comparative immune phenotypic analysis of cutaneous Squamous Cell Carcinoma and Intraepidermal 
Carcinoma in immune-competent individuals: proportional representation of CD8+ T-cells but not FoxP3+ Regulatory T-cells is 
associated with disease stage. PloS one 9, e110928, https://doi.org/10.1371/journal.pone.0110928 (2014).

 12. Mitsui, H. et al. Gene expression profiling of the leading edge of cutaneous squamous cell carcinoma: IL-24-driven MMP-7. J Invest 
Dermatol 134, 1418–1427, https://doi.org/10.1038/jid.2013.494 (2014).

 13. Kai, H. et al. CCR10 and CCL27 are overexpressed in cutaneous squamous cell carcinoma. Pathol Res Pract 207, 43–48, https://doi.
org/10.1016/j.prp.2010.10.007 (2011).

 14. Wells, J. W. Do actinic keratoses and superficial squamous cell carcinomas have a specific immunoprofile? Current problems in 
dermatology 46, 36–41, https://doi.org/10.1159/000366533 (2015).

 15. Hameetman, L. et al. Molecular profiling of cutaneous squamous cell carcinomas and actinic keratoses from organ transplant 
recipients. BMC Cancer 13, 58, https://doi.org/10.1186/1471-2407-13-58 (2013).

 16. Sluyter, R. & Halliday, G. M. Infiltration by inflammatory cells required for solar-simulated ultraviolet radiation enhancement of 
skin tumor growth. Cancer Immunology, Immunotherapy 50, 151–156 (2001).

 17. Zalaudek, I. et al. Dermatoscopy of facial actinic keratosis, intraepidermal carcinoma, and invasive squamous cell carcinoma: A 
progression model. Journal of the American Academy of Dermatology 66, 589–597, https://doi.org/10.1016/j.jaad.2011.02.011, %U 
//www.sciencedirect.com/science/article/pii/S0190962211002362 %U (2012).

 18. Heal, C. F., Weedon, D., Raasch, B. A., Hill, B. T. & Buettner, P. G. Agreement between histological diagnosis of skin lesions by 
histopathologists and a dermato-histopathologist. Int J Dermatol 48, 1366–1369, https://doi.org/10.1111/j.1365-4632.2009.04185.x 
(2009).

 19. Rowert-Huber, J. et al. Actinic keratosis is an early in situ squamous cell carcinoma: a proposal for reclassification. Br J Dermatol 
156(Suppl 3), 8–12, https://doi.org/10.1111/j.1365-2133.2007.07860.x (2007).

 20. Wong, H. L. et al. Reproducibility and correlations of multiplex cytokine levels in asymptomatic persons. Cancer Epidemiol. 
Biomarkers Prev. 17, 3450–3456, https://doi.org/10.1158/1055-9965.Epi-08-0311 (2008).

 21. Rodriguez-Paredes, M. et al. Methylation profiling identifies two subclasses of squamous cell carcinoma related to distinct cells of 
origin. Nat Commun 9, 577, https://doi.org/10.1038/s41467-018-03025-1 (2018).

 22. Lau, C. M. et al. Epigenetic control of innate and adaptive immune memory. Nat Immunol 19, 963–972, https://doi.org/10.1038/
s41590-018-0176-1 (2018).

 23. Blattner, C. et al. CCR5(+) Myeloid-Derived Suppressor Cells Are Enriched and Activated in Melanoma Lesions. Cancer Res. 78, 
157–167, https://doi.org/10.1158/0008-5472.Can-17-0348 (2018).

 24. de Oliveira, C. E. et al. CCR5-Dependent Homing of T Regulatory Cells to the Tumor Microenvironment Contributes to Skin 
Squamous Cell Carcinoma Development. Mol. Cancer Ther. 16, 2871–2880, https://doi.org/10.1158/1535-7163.Mct-17-0341 (2017).

 25. Kashiwagi, M. et al. Direct control of regulatory T cells by keratinocytes. Nat. Immunol. 18, 334–343, https://doi.org/10.1038/ni.3661 
(2017).

 26. Nindl, I. et al. Identification of differentially expressed genes in cutaneous squamous cell carcinoma by microarray expression 
profiling. Mol. Cancer 5, 30, https://doi.org/10.1186/1476-4598-5-30 (2006).

 27. Kuo, P. et al. HPV16E7-Induced Hyperplasia Promotes CXCL9/10 Expression and Induces CXCR3(+) T-Cell Migration to Skin. J. 
Invest. Dermatol. 138, 1348–1359, https://doi.org/10.1016/j.jid.2017.12.021 (2018).

 28. Tuong, Z. K. et al. Murine HPV16 E7-expressing Transgenic Skin Effectively Emulates the Cellular and Molecular Features of 
Human High-grade Squamous Intraepithelial Lesions. Papillomavirus Research 5, 6–20 (2018).

 29. Zhussupbekova, S. et al. A Mouse Model of Hyperproliferative Human Epithelium Validated by Keratin Profiling Shows an Aberrant 
Cytoskeletal Response to Injury. EBioMedicine 9, 314–323, https://doi.org/10.1016/j.ebiom.2016.06.011 (2016).

 30. Kuo, P. T. et al. The Role of CXCR3 and Its Chemokine Ligands in Skin Disease and Cancer. Front Med 5, https://doi.org/10.3389/
fmed.2018.00271 (2018).

 31. Lukowski, S. W. et al. Detection of HPV E7 Transcription at Single-Cell Resolution in Epidermis. J. Invest. Dermatol., https://doi.
org/10.1016/j.jid.2018.06.169 (2018).

 32. Tirosh, I. et al. Dissecting the multicellular ecosystem of metastatic melanoma by single-cell RNA-seq. Science 352, 189–196, https://
doi.org/10.1126/science.aad0501 (2016).

 33. Friedman, J., Hastie, T. & Tibshirani, R. Regularization Paths for Generalized Linear Models via Coordinate Descent. J Stat Softw 33, 
1–22 (2010).

Acknowledgements
We thank the patients and staff at the Greenslopes Private Hospital, Greenslopes, Australia, for their participation 
in this study. This work was supported by a grant from the Cancer Council Queensland (APP1069748: J.W.W 
and I.H.F). Z.K.T was supported by an Advance Queensland Research Fellowship, and J.W.W was supported by 
a Perpetual Trustees Fellowship.

Author contributions
Conception and design: I.H. Frazer, H.P. Soyer, J.W. Wells. Development of methodology: J.A. Bridge, H.P. Soyer, 
J.W. Wells. Acquisition of data (acquired and managed patients, provided facilities, etc.): A. Lewandowski, J.A. 
Bridge, M. Yamada, D. Lambie, R. Lewandowski, H.P. Soyer, Analysis and interpretation of data (e.g., statistical 
analysis, biostatistics, computational analysis): J.A. Bridge, M. Yamada, J.L. Cruz, Z.K. Tuong, F. Simpson, I.H. 
Frazer, J.W. Wells. Writing, review, and/or revision of the manuscript: Z.K. Tuong, J.L. Cruz, R.J. Steptoe, G.R. 
Leggatt, F. Simpson, I.H. Frazer, H.P. Soyer, J.W. Wells. Administrative, technical, or material support (i.e., 
reporting or organizing data, constructing databases): A. Lewandowski, J.A. Bridge, Z.K. Tuong, J.W. Wells. Study 
supervision: H.P. Soyer, J.W. Wells.

Competing interests
The authors declare no competing interests.

Additional information
Supplementary information is available for this paper at https://doi.org/10.1038/s41598-019-54435-0.
Correspondence and requests for materials should be addressed to H.P.S. or J.W.W.
Reprints and permissions information is available at www.nature.com/reprints.
Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

https://doi.org/10.1038/s41598-019-54435-0
https://doi.org/10.1371/journal.pone.0110928
https://doi.org/10.1038/jid.2013.494
https://doi.org/10.1016/j.prp.2010.10.007
https://doi.org/10.1016/j.prp.2010.10.007
https://doi.org/10.1159/000366533
https://doi.org/10.1186/1471-2407-13-58
https://doi.org/10.1016/j.jaad.2011.02.011
https://doi.org/10.1111/j.1365-4632.2009.04185.x
https://doi.org/10.1111/j.1365-2133.2007.07860.x
https://doi.org/10.1158/1055-9965.Epi-08-0311
https://doi.org/10.1038/s41467-018-03025-1
https://doi.org/10.1038/s41590-018-0176-1
https://doi.org/10.1038/s41590-018-0176-1
https://doi.org/10.1158/0008-5472.Can-17-0348
https://doi.org/10.1158/1535-7163.Mct-17-0341
https://doi.org/10.1038/ni.3661
https://doi.org/10.1186/1476-4598-5-30
https://doi.org/10.1016/j.jid.2017.12.021
https://doi.org/10.1016/j.ebiom.2016.06.011
https://doi.org/10.3389/fmed.2018.00271
https://doi.org/10.3389/fmed.2018.00271
https://doi.org/10.1016/j.jid.2018.06.169
https://doi.org/10.1016/j.jid.2018.06.169
https://doi.org/10.1126/science.aad0501
https://doi.org/10.1126/science.aad0501
https://doi.org/10.1038/s41598-019-54435-0
http://www.nature.com/reprints


1 1Scientific RepoRtS |         (2019) 9:17754  | https://doi.org/10.1038/s41598-019-54435-0

www.nature.com/scientificreportswww.nature.com/scientificreports/

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2019

https://doi.org/10.1038/s41598-019-54435-0
http://creativecommons.org/licenses/by/4.0/

	Cytokine/chemokine profiles in squamous cell carcinoma correlate with precancerous and cancerous disease stage
	Results
	SCC lesions are thicker than AK and IEC lesions, but contain a similar density of inflammatory infiltrate. 
	Individual cytokine/chemokine expression levels within SCC disease stages do not correlate with similarities or differences ...
	Correlations between cytokine or chemokine abundance and lesion thickness. 
	PCA reveals a divergent pattern of chemokines and cytokines in SCC lesions. 

	Discussion
	Materials and Methods
	Ethics statement. 
	Patient samples. 
	Cytokine and chemokine analysis. 
	Measurement of tumour thickness and density of cellular infiltrate. 
	Statistical analysis. 

	Acknowledgements
	Figure 1 Representative photomicrographs of patient lesions showing lesion thickness measurements and examples of cellular infiltration gradings.
	Figure 2 Comparison of lesion thickness and density of immune infiltrate with lesion diagnosis.
	Figure 3 Increases in chemokine and proinflammatory cytokine abundance with disease stage.
	Figure 4 Spearman correlation of cytokine/chemokine abundance with lesion thickness, infiltration and diagnosis.
	Figure 5 Cytokine and chemokine associations with disease stage.
	Figure 6 Model describing the emergence of divergent subtypes of SCC.




