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Simple Summary: The incidence of the most common metastatic skin malignancy, cutaneous squa-
mous cell carcinoma (cSCC), is growing worldwide, and the prognosis of the metastatic disease is
poor. Presently, there are no biomarkers or therapeutic targets for high-risk cSCCs. Recent studies
have demonstrated the essential role of autocrine complement synthesis in the progression of ¢cSCC.
Here, we have evaluated the role of complement Factor D (FD), the rate-limiting enzyme of the
alternative complement pathway, in cSCC development. The results identify FD as a novel biomarker
and putative therapeutic target for cSCC and propose the small-molecule FD inhibitor Danicopan
as a highly specific drug candidate in the therapy of advanced ¢SCC. It is expected that the discov-
ery of complement-associated molecular markers for cSCC progression would improve diagnosis,
classification, prognostication, and targeted therapy of ¢SCC and its precursors in the future.

Abstract: Cutaneous squamous cell carcinoma (cSCC) is the most prevalent metastatic skin cancer.
Previous studies have demonstrated the autocrine role of complement components in cSCC progres-
sion. We have investigated factor D (FD), the key enzyme of the alternative complement pathway,
in the development of cSCC. RT-qPCR analysis of ¢cSCC cell lines and normal human epidermal
keratinocytes (NHEKs) demonstrated significant up-regulation of FD mRNA in ¢SCC cells compared
to NHEKSs. Western blot analysis also showed more abundant FD production by ¢SCC cell lines.
Significantly higher FD mRNA levels were noted in c<SCC tumors than in normal skin. Strong tumor
cell-associated FD immunolabeling was detected in the invasive margin of human cSCC xenografts.
More intense tumor cell-specific immunostaining for FD was seen in the tumor edge in primary
and metastatic cSCCs, in metastases, and in recessive dystrophic epidermolysis bullosa-associated
¢SCCs, compared with ¢SCC in situ, actinic keratosis and normal skin. FD production by ¢SCC cells
was dependent on p38 mitogen-activated protein kinase activity, and it was induced by interferon-y
and interleukin-13. Blocking FD activity by Danicopan inhibited activation of extracellular signal-
regulated kinase 1/2 and attenuated proliferation of cSCC cells. These results identify FD as a novel
putative biomarker and therapeutic target for cSCC progression.

Keywords: complement; cutaneous squamous cell carcinoma; skin; progression; factor D; adipsin;
Danicopan; ACH-4471; biomarker; therapeutic target
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1. Introduction

The two keratinocyte-derived carcinomas, basal cell carcinoma (BCC) and cutaneous
squamous cell carcinoma (cSCC), are the most common cancers globally [1,2]. ¢<SCC has
been reported to account for 20% of keratinocyte carcinomas, and its worldwide incidence
is growing [3-8]. There is a 3-7% potential for metastasis of invasive primary cSCC, and
patients with the metastatic disease show a poor prognosis [3-8]. ¢SCC develops from
premalignant lesion actinic keratosis (AK) to ¢SCC in situ (cSCCIS) (Bowen’s disease) and
eventually to invasive c¢SCC, which can progress to metastatic cSCC [9]. Ultraviolet (UV)
irradiation is the leading predisposing factor for ¢SCC, followed by chronic cutaneous
ulceration and immunosuppression [1,2]. Moreover, chronic local inflammation promotes
the progression of cutaneous neoplasia [9-11].

The complement system connects innate and adaptive immunity and is considered
as a significant effector arm of host immune defense. It is composed of three individual
pathways: classical, lectin and alternative pathways [11-15]. Sequential activation of
these cascades results in the conversion of central complement component C3 to C3a
and C3b activation products. The latter is an opsonin that promotes the phagocytosis of
pathogens by leukocytes. C3b is part of the alternative pathway (AP) C3 convertase C3bBb
generating more C3b molecules in the so-called amplification cycle. It also initiates the
establishment of C5 convertases (C4bC2bC3b or C3b,Bb), which, in turn, activate C5 to C5a
and C5b. C5a and C3a are anaphylatoxins that activate an inflammatory response, and C5b
initiates activation of the terminal pathway of complement, which leads to the formation of
membrane attack complex (MAC) capable of target cell lysis [11-15].

The alternative pathway is continuously activated at a low rate by the spontaneous
hydrolysis of C3 to yield C3 (H,0O). C3 (H,O) binds to complement factor B (FB) to create
the C3 (H,O) B complex. Complement factor D (FD; also known as adipsin) is a pivotal
activator of AP, and it is strictly specific for FB [11-15]. This key rate-limiting enzyme of AP
is a 24 kDa serine protease that cleaves FB in C3 (H,O) B and generates the fluid phase C3
convertase (C3 (H,O) Bb). This initial C3 convertase then cleaves new C3 molecules into
C3a and C3b, and the attachment of FB to C3b forms the intermediate C3bB complex, which
subsequently, after cleavage of FB by FD, becomes the active C3 convertase (C3bBb) [11-15].
The active C3 convertase, stabilized by properdin (P), cleaves additional C3 molecules into
C3a and C3b, thus self-amplifying its own activation through a positive feedback loop. FD
circulates in the latent self-inhibited form in plasma, and its activation is dependent on
conformational transformation upon association with a specific substrate, i.e., C3 (H,O) B
or C3bB [11-15]. In addition, latent proFD is activated to FD by MASP3 [16]. FD is mainly
synthesized by adipocytes, hence the alias name adipsin [17]. FD is also produced by
monocytes, macrophages and liver cells [18]. The plasma concentration of FD (1-2 ug/mL)
is the lowest among complement components, and its excretion route is renal [19].

The cancer-promoting properties of tumor cell-derived complement components have
been recently demonstrated, and they have been shown to promote cancer progression
independently of local and systemic complement activation [11,20-24]. Our previous
studies have revealed significant upregulation of four complement system activators (FB
and C3 in AP; Clr and Cls in the classical pathway) plus two complement inhibitors,
complement factor I (FI) and complement factor H (FH), in ¢SCC cell lines in vitro as
well as in tumor cells in ¢SCC in vivo, when compared with normal human epidermal
keratinocytes (NHEKSs) and normal skin, respectively [25-30].

Here, we have examined the role of FD in cSCC development and progression. The
results demonstrated that FD was markedly expressed by ¢SCC cells in culture and in vivo.
The FD expression level in vivo was markedly higher in non-metastatic cSCC, metastatic
¢SCC, cSCC metastasis and recessive dystrophic epidermolysis bullosa-associated cSCC
(RDEBSCC), compared to normal skin, premalignant lesion, actinic keratosis (AK) and
¢SCC in situ (cSCCIS). The strongest expression of FD was localized to the invasive edges
of the tumors, whereas the weak FD staining pattern in normal skin, AK and ¢SCCIS
showed a diffuse homogenous distribution. Blocking the activity of FD with danicopan
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inhibited the proliferation of cSCC cells. These findings identify FD as a novel potential
diagnostic biomarker for the progression of cSCC and a therapeutic target in advanced and
metastatic cSCC.

2. Materials and Methods
2.1. Cell Cultures

Human ¢SCC cell lines were established from surgically excised ¢SCCs [31]. ¢SCC cell
lines UT-SCC-12A, UT-SCC-91, UT-SCC-105, UT-SCC-111 and UT-SCC-118 were initiated
from primary cSCCs and ¢SCC cell lines UT-SCC-7, UT-SCC-59A and UT-SCC-115 from
metastatic cSCCs. Authentication of the cell lines was performed by short tandem repeat
(STR) DNA profiling [32]. NHEK cultures (n = 10) were established from skin obtained
from mammoplasty procedures carried out for esthetic and functional purposes in Turku
University Hospital [31]. Primary human epidermal keratinocytes (NHEK-PC) were ob-
tained from PromoCell (Heidelberg, Germany). The cell culture protocol was according
to the previously published studies [31-33]. To evaluate the impact of inflammatory cy-
tokines, cSCC cell cultures were maintained in serum-free Dulbecco’s modified Eagle’s
medium (DMEM) for 24 h and subsequently treated with interferon-y (IFN-y) (100 U/mL)
(Promega, Madison, WI, USA) or interleukin-13 (IL-1f3) (10 ng/mL) (Calbiochem, San
Diego, CA, USA) for 24 h [25]. To examine the role of MAPK signaling in FD expression,
¢SCC cells were treated with MEK1/2 inhibitor PD98059 (30 uM), or with p38a/p38f3
inhibitor SB203580 (10 uM), or with p38a/p383 /p38y/p388 inhibitor BIRB796 (10 uM) (all
from Calbiochem) for 24 h.

HaCaT, a spontaneously immortalized non-tumorigenic human keratinocyte-derived
cell line [34] and three Ha-ras-transformed tumorigenic HaCaT cell lines (A5, II-4 and
RT3) [35] were kindly provided by Dr. Norbert Fusenig (Deutsche Krebsforschungszentrum,
Heidelberg, Germany). A5 cells form benign, II-4 cells low-grade malignant and RT3 cells
high-grade malignant tumors in vivo in nude mice [36].

2.2. Tissue RNA

Normal human skin specimens (n = 10) were acquired from patients who underwent
mammoplasty surgery in Turku University Hospital or the upper arm of healthy volunteers.
Primary cSCC specimens (1 = 6) were obtained from surgically excised tumors in Turku
University Hospital [31]. Total RNA was isolated from the tissue samples, as previously
described [37].

2.3. Real-Time Quantitative PCR (RT-qPCR)

cDNA synthesis after total RNA extraction was carried out in accordance with the
previous protocols [25]. gPCR analysis was then performed by the QuantStudio 12K Flex
(Thermo Fisher Scientific, Waltham, MA, USA), utilizing specific primers and probes for
FD and (3-Actin. The following primers and probes were used for FD:

FD forward primer 5'- GGGTCACCCAAGCAACAAAG -3

FD reverse primer 5'- CGTGGCCCATGCTGATCTC -3/

FD probe 5'-Fam-TCCCGAGCAATGAAGTCATCCAC-Tamra-3'

Primers and probes for 3-Actin have been described previously [25]. The threshold
cycle values (Ct) were below 5% of the mean, and samples were analyzed in triplicates.
[3-Actin mRNA levels were used as the internal control.

2.4. Western Blot Analysis

FD protein levels in conditioned media of NHEKS, untreated and DMSO/PD/SB/BIRB-
treated cSCC cell lines, HaCaT and tumorigenic Ha-ras-transformed HaCaT cells were de-
termined with Western blotting under non-reducing conditions using a specific polyclonal
rabbit anti-FD antibody (SAB1301593, Sigma-Aldrich Chemie GmbH, Steinheim, Germany;
1:270). Lysates of DMSO, PD98059, SB203580, BIRB796 and FD inhibitor (danicopan; ACH-
4471) treated cSCC cells were analyzed with antibodies specific for phosphorylated ERK1/2
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(p-ERK1/2) and total ERK1/2 (9101 and 9102, Cell Signaling Technology, Beverly, MA,
USA) or p-CREB (9191, Cell Signaling Technology) under reducing conditions, dilution
1:1000. In total cell lysate samples, equal protein loading was validated with 3-Actin anti-
body (AC-15, A-1978, Sigma-Aldrich, St. Louis, MO, USA; dilution: 1:4000), and in ¢SCC
cell medium samples with anti-TIMP-1 antibody (MAB3300, Millipore; dilution: 1:1000),
both under reducing conditions.

2.5. Tissue Samples and Immunohistochemistry

Altogether, 425 formalin-fixed paraffin-embedded tissue samples were collected from
the archives of the Department of Pathology, Turku University Hospital and of the Auria
Biobank, Turku University Hospital and the University of Turku. These tissue samples
comprised of sporadic UV-induced non-metastatic primary ¢SCC (1 = 140), sporadic UV-
induced metastatic primary cSCC (n = 70), ¢cSCC metastases (n = 9), cSCCIS (Bowen’'s
disease; n = 61), AK (n = 65) and normal skin (n = 80) [8]. Additional tissue samples
included RDEBSCCs (n = 16) [38,39]. Original tissue samples were assembled to tissue
microarray (TMA) blocks, as described earlier [40]. The sections were stained with im-
munohistochemistry (IHC) using rabbit polyclonal anti-FD (SAB1301593, Sigma-Aldrich
Chemie GmbH, Steinheim, Germany) in Histocore Facility of the Institute of Biomedicine,
University of Turku, as previously described [25-28]. The slides were counterstained with
hematoxylin. The stained slides were scanned using a Pannoramic 250 Slide Scanner or
a Pannoramic 1000 Slide Scanner (3DHistech, Budapest, Hungary). The immunostaining
of FD was scored based on the intensity of cytoplasmic staining as negative (—), weak (+),
moderate (++) or strong (+++), comparing the slides side by side on a computer monitor to
provide standardization from one sample to another. In addition to staining intensity, the
distribution of positive CFD staining in tissue sections was analyzed.

2.6. Human cSCC Xenografts

Human ¢SCC xenografts were generated as previously described [26]. The metastatic
cSCC cell line (UT-SCC-7) cells (5 x 10°) were injected subcutaneously in the back of severe
combined immunodeficiency (SCID/SCID) female mice (CB17/Icr-Prkdc* /TcrlcoCrl)
(Charles River Laboratories). Xenograft tumors were harvested after 18 days and processed
for IHC, as previously described [26-29], and labeled with FD antibody, as described above.
The slides were digitally scanned using a Pannoramic 1000 Slide Scanner (3DHistech,
Budapest, Hungary).

2.7. Targeted FD Inhibition and Cell Proliferation Assay

Specific small-molecule factor D inhibitor danicopan (ACH-4471, MedChemExpress
(Monmouth Junction, NJ, USA)) was used to inhibit the activity of FD in ¢SCC cultures [18,41].
Cultured cSCC cells (UT-SCC-12A, UT-SCC-91, UT-SCC-59A, UT-SCC-105) were plated
on 96-well plates (4000 cells/well) in the presence of 10% fetal calf serum. After overnight
incubation, the small-molecule FD inhibitor danicopan (ACH-4471) was added to the wells
in serum-free medium in different concentrations (0.1 uM, 1 uM and 10 uM). DMSO was
added to control cultures as a vehicle control. Cell proliferation was determined with
the IncuCyte S3 real-time cell imaging system (Essen Bioscience, Ann Arbor, MI, USA).
Analysis of the results was performed using IncuCyte S3 software (Essen Bioscience, Ann
Arbor, MI, USA). Relative confluence was measured as an index of cSCC cell proliferation.

2.8. Statistical Analysis

The significance of the differences between all sample groups except FD IHC staining
intensity was calculated by either two-tailed Student’s ¢-test or Mann—Whitney U-test.
Comparison of IHC staining intensity was performed with X? test.
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3. Results
3.1. Expression of FD Is Up-Regulated in ¢cSCC Cells and Tumors

In our previous studies, the up-regulation of FD mRNA expression was detected in
cSCC cell lines using oligonucleotide array (Affymetrix)-based gene expression profiling
and RNA-seq based transcriptome profiling [25,26]. Herein, the mRNA levels of FD
were quantified by RT-qPCR. The mean mRNA expression level of FD was significantly
higher in ¢cSCC cell lines as compared with NHEKSs (Figure 1A). Levels of FD protein in
the conditioned media of ¢SCC cell lines and NHEKSs were determined by Western blot
analysis. The results showed that the production of FD was markedly higher in four out of
eight ¢SCC cell lines than in NHEKSs (Figure 1B). Increased production of FD was observed
in two primary c¢SCC cell lines (UT-SCC-12A and -91) and two metastatic cSCC cell lines
(UT-SCC-7 and -115) (Figure 1B).

(B)

B

w

\e]

FD Primary Metastatic
p=003 558:?9"_55
o - - — - -
— EEE2858808898
Liffiooe oo ono
IIIIEEELEEEEE
Z 222222 223222
) S— — —
48 - FD
—_ - W — T — T s e B-Actin
NHEKs  cSCC cells [o-1)0.4]o.g]1.06.4]9.7]0.5]0.4]0 8]0 3] 15} 0]

FD (D)

Normal skin ¢cSCC tumors

Figure 1. Expression of FD is up-regulated in ¢<SCC tumor cells. (A): The levels of FD mRNA in
normal human epidermal keratinocytes (NHEKSs) (1 = 6) and c¢SCC cell lines (1 = 8) were quantitated
by real-time qPCR (RT-qPCR) and corrected for 3-Actin mRNA levels in the same samples. Horizontal
bars demonstrate the mean values for each group. Statistical significance was determined by Mann-
Whitney U test. (B): FD levels in conditioned media of NHEKSs and primary and metastatic cSCC cell
lines were determined by Western blot analysis under non-reducing conditions. (3-Actin levels in the
cell lysates were determined as the sample controls. Migration positions of molecular weight markers
in kDa are shown on the left. Values indicated below the panels are relative to the levels in NHEK-PC
cells (1.0). The uncropped immunoblot images can be found in Figure S1. (C): Levels of FD mRNA in
normal skin (n = 6) and ¢SCC tumors (1 = 6) were analyzed by RT-qPCR and corrected for the levels
of B-Actin mRNA in the same samples. Horizontal bars represent the mean FD expression level for
each group. Statistical significance was evaluated by a Mann-Whitney U test, (D): A xenograft tumor
was generated by subcutaneous injection of human metastatic cSCC cell line (UT-SCC-7) into the
back of SCID/SCID female mice. Xenograft was harvested after 18 days, and FD expression was
analyzed with immunohistochemistry. Strong cytoplasmic staining for FD was detected in cSCC
tumor cells in the invasive edge of the xenograft. Scale bar = 100 pm.
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To determine the expression of FD in ¢SCC in vivo, RI-qPCR analysis was performed
with RNA from ¢SCC tumors and normal skin. The results revealed significantly higher
expression of FD mRNA in ¢SCC tumors compared to normal skin (Figure 1C). To further
validate the expression of FD in vivo, xenograft tumors established with metastatic human
¢SCC cell line (UT-SCC-7) in (SCID/SCID) mice were analyzed with IHC. Cytoplasmic
staining for FD was noted in the cSCC tumor cells in the invasive edges of the xenograft
(Figure 1D). These results show that the expression of FD is specifically upregulated by
tumor cells in ¢SCCs in vivo.

3.2. Expression of FD by Tumor Cells in ¢cSCC In Vivo

Expression of FD in ¢SCC tumors in vivo was analyzed by IHC of TMAs containing
tissue samples representing different stages of epidermal carcinogenesis including pre-
malignant AK (n = 65), cSCCIS (n = 61), primary non-metastatic cSCC (n = 140), metastatic
¢SCC (n =70) and cSCC metastases (1 = 9) along with normal skin (#=80). Additionally,
tissue samples of cSCCs from patients with recessive dystrophic epidermolysis bullosa
(RDEB), a rare hereditary blistering disorder caused by germline mutations in the COL7A1
gene, which codes for type VII collagen, i.e., (RDEBSCC, n = 16), were examined as an
example of an aggressive form of cSCC. Cytoplasmic labeling for FD was specifically strong
(+++) in the tumor cells in invasive edges and in more differentiated cells of non-metastatic
¢SCC tumors (Figure 2A), metastatic c<SCCs (Figure 2B) and cSCC metastases (Figure 2C).
Furthermore, intense staining for FD was detected in the cytoplasm of tumor cells in
RDEBSCC (Figure 2D). The labeling intensity for FD was weaker in normal skin (Figure 2E),
AKs (Figure 2F) and ¢SCCISs (Figure 2G), and a homogenous pattern was observed in
the whole epidermis area. Notably, in metastatic cSCC tissue sections in which strong
cytoplasmic staining for FD was detected in the invasive tumor islands, the intensity of
staining in the adjacent epidermis was clearly weaker (Figure 2H). The staining intensity of
cytoplasmic FD was semiquantitatively scored as negative (—), weak (+), moderate (++) or
strong (+++). The analysis showed that the majority of cSCC samples were scored strong
regardless of their metastatic status (Figure 2I). Interestingly, FD staining was as intense in
metastatic cSCCs, cSCC metastases or aggressive RDEBSCCs as in primary non-metastatic
¢SCC tumors (Figure 2I). The intensity of staining in normal skin, AKs and cSCCISs was
predominantly scored weak (Figure 2I). These results indicate that the expression of FD by
tumor cells is upregulated during the progression of cSCC to the invasive stage.

3.3. Expression of FD in cSCC Cells Is Up-Regulated by IFN-7y and IL-18

To elucidate the regulation of FD expression in cSCC cells, cultures of two metastatic
cSCC cell lines (UT-SCC-7 and -UT-SCC-59A) were treated with inflammatory cytokines
interferon-y (IFN-y) and interleukin-13 (IL-13) for 24 h. The FD mRNA levels were up-
regulated by IFN-y and IL-18 in both ¢SCC cell lines (Figure 3A).

3.4. FD Expression by cSCC Cells Is Regulated by p38 MAPK Pathway

To further investigate the regulation of FD expression in ¢SCC cells, they were treated
with MAPK/ERK kinase 1/2 (MEK1/2) inhibitor (PD98059), p38 inhibitor selective for
p38a and p38f (SB203580) or the inhibitor of all p38 isoforms «, 3, vy and & (BIRB796)
for 24 h. Basal production of FD protein in cSCC cells was significantly down-regulated
by SB203580 and BIRB796 compared to untreated control cultures, whereas treatment
with PD98059 had no effect on FD production (Figure 3B). A marked decrease in ERK1/2
activation was observed as a verification for the efficiency of PD98059, but this had no
effect on the basal production of FD (Figure 3B). At the mRNA level, a significant reduction
in FD expression was noted in cSCC cells treated with SB203580 as compared to untreated
control cells (Figure 3C). Considering the lack of p383 expression in cSCC cells [42], these
findings imply that p38x MAPK is involved in the regulation of the basal FD expression in
cSCC cells.
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Figure 2. Expression of FD in ¢SCC tumor cells in vivo. (A-G): TMA sections of primary non-
metastatic ¢SCC (n = 140), metastatic cSCC (n = 70), c¢SCC metastases (n = 9), RDEBSCC (n = 16),
normal skin (1 = 80), AK (n = 65) and cSCCIS (n = 61) were stained by immunohistochemistry with
anti-FD antibody. Specific strong (+++) staining for FD was detected in tumor cells in the invasive
edges (white arrows) and/or large more differentiated single cells (black arrows) of non-metastatic
cSCC (A), metastatic ¢SCC (B), ¢SCC metastases (C) and in RDEBSCC (D). In normal skin (E), AK
(F) and cSCCIS (G), the FD staining was weaker and showed a homogenous diffuse distribution
through the whole epidermis. (H) Cytoplasmic FD staining was scored strong in metastatic cSCC
cells of the tumor islands in dermal layer, whereas the adjacent epidermis showed weaker staining.
(I) Semiquantitative analysis of FD staining in normal skin, AK, ¢SCCIS, non-metastatic c<SCC,
metastatic cSCC, cSCC metastases and RDEBSCC tissue sections. Cytoplasmic tumor cell-specific
immunostaining for FD was scored as negative (—), weak (+), moderate (++) and strong (+++).
*p <0.05 *p<0.01, ** p <0.001; X2 test. Scale bars = 100 um.
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Figure 3. Up-regulation of FD expression in cSCC cells by interferon-y and interleukin-1, and
P38 MAPK signaling pathway. (A), cSCC cells in culture were treated with interferon-y (IFN-vy;
100 IU/mL) or interleukin-13 (IL-13; 10 ng/mL) for 24 h. The expression levels of FD mRNA
were analyzed by RT-qPCR, and the levels were corrected for 3-Actin mRNA levels in the same
samples. Mean + S.D. is shown. (B), cSCC cells (UT-SCC-12A) were treated with MEK1/2 inhibitor
(PD98059; 30 uM) or p38 inhibitor specific for p38a/B (SB203580; 10 IM) or the inhibitor of all
p38 isoforms «, 3, vy and & (BIRB796; 10 uM) for 24 h. The conditioned media were analyzed for
levels of FD by Western blotting. Cell lysates were analyzed for levels of phosphorylated CREB
(p-CREB), phosphorylated ERK1/2 (p-ERK1/2) and ERK1/2 to verify the proper effects of SB203580,
BIRB and PD98059, respectively. -actin was used as a sample and loading control. Migration of
molecular weight markers in kDa is shown on the left. The uncropped immunoblot images can
be found in Figure S2. (C), The levels of FD mRNA in ¢SCC cells in culture (UT-SCC-12A) treated
with SB203580 were determined using RT-qPCR and corrected for 3-Actin mRNA levels in the same
samples. Mean =+ S.D. is shown.

3.5. Expression of FD in Tumorigenic Ha-ras-Transformed HaCaT cells

To examine the significance of FD in epidermal carcinogenesis, FD expression was
investigated in an immortalized nontumorigenic cell line (HaCaT) derived from human
epidermal keratinocytes as well as three Ha-ras-transformed HaCaT cell lines (A5, 11-4
and RT3), which are representative in vitro models for the progressive stages of cSCC
tumor. Particularly, A5 cells form benign, 1I-4 cells low-grade malignant (primary inva-
sive), and RT3 cells high-grade malignant (metastatic) tumors in vivo [35,36]. In addition,
II-4 and RT3 cells display markedly higher basal ERK1/2 activation than A5 cells [43].
The expression of FD mRNA was notably lower in nontumorigenic HaCaT cells, lacking
functional p53, compared with benign Ha-ras-transformed A5 cells (Figure 4A). Inter-
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estingly, low-grade malignant II-4 cells and high-grade malignant RT3 cells expressed
significantly lower levels of FD mRNA in comparison to the benign Ha-ras-transformed A5
cells (Figure 4A). Similarly, the production of FD protein was lower in II-4 and RT3 cells
than in A5 cells (Figure 4B). These results provide evidence that basal FD expression is
upregulated at an early stage of epidermal carcinogenesis and is further down-regulated
by potent constitutive activation of ERK1/2.
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Figure 4. Regulation of FD expression in HaCaT and tumorigenic Ha-ras-Transformed HaCaT cell
lines in culture. (A), FD mRNA levels were quantified by RT-qPCR in HaCaT cells, a nontumorigenic
epidermal keratinocyte-derived cell line and in three Ha-ras-transformed HaCaT cell lines (A5, II-4
and RT3). A5 cells form benign, II-4 cells invasive malignant and RT3 cells metastatic tumors in vivo.
The mRNA levels were corrected for levels of 3-Actin mRNA in the same samples. Mean + S.D. are
shown; two-tailed t-test. (B), The expression of FD protein in conditioned media of HaCaT and Ha-
ras-transformed HaCaT cell lines (A5, II-4 and RT3) was determined by Western blot analysis under
non-reducing conditions. Equal total protein loading was controlled by Ponceau (0.2%) staining.
Migration of molecular weight markers in kDa is shown on the left. Values shown below the Western
blots are relative to the levels in HaCaT cells (1.00), The uncropped immunoblot images can be found
in Figure S3.

3.6. Targeted Inhibition of FD Inhibits Proliferation of cSCC Cells via Blockade of
ERK1/2 Activation

To elucidate the mechanistic role of FD in ¢SCC cell proliferation, cSCC cells were
treated with different concentrations of the small-molecule FD inhibitor danicopan (ACH-
4471) or DMSO as a vehicle control, and the proliferation of cells was determined. Western
blot analysis of conditioned media of danicopan-treated cSCC cells showed considerably
reduced levels of the 60 kDa FB cleavage derivative following targeted inhibition of FD
(Figure 5A). A significant dose-dependent decrease in proliferation was discovered in
danicopan-treated cSCC cells (UT-SCC-12A and -91) compared to DMSO-treated control
cultures (Figure 5B). In contrast, danicopan had no inhibitory effect on the proliferation
of two other ¢SCC cell lines with low FD expression (UT-SCC-59A and -105) (Figure 5B).
Inhibition of ERK1/2 activation was detected after targeted FD inhibition (Figure 5C).
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Figure 5. Targeted inhibition of FD suppresses the proliferation of cSCC cells through blockade of
ERK1/2 activation. (A), cSCC cell cultures (UT-SCC-12A) were treated with a small-molecule factor
D inhibitor (danicopan; ACH-4471) or DMSO as vehicle control for 24 h. The levels of complement
factor B (FB) and its 60 kDa cleavage derivative in conditioned media of ¢SCC cells were determined
by Western blot analysis. TIMP-1 was used as a loading control. Migration positions of molecular
weight markers in kDa are shown on the left, The uncropped immunoblot images can be found in
Figure S4. (B), cSCC cells with high basal FD expression (UT-SCC-12A and -91) and with low basal
FD expression (UT-SCC-59A and -105) were treated with small-molecule FD inhibitor (danicopan;
ACH-4471) or DMSO as vehicle control. Targeted inhibition of FD significantly suppressed cell
proliferation, specifically in cSCC cell lines with high expression of FD protein (UT-SCC-12A and-91),
whereas no similar effect was observed on ¢SCC cells with low FD protein expression (UT-SCC-59A
and-105). Results of cell proliferation assays after targeted FD inhibition using IncuCyte S3 real-time
cell imaging system are shown. * p < 0.05, ** p < 0.01, *** p < 0.001; two-tailed f-test. (C), Levels of
phosphorylated ERK1/2 (p-ERK1/2) and ERK1/2 in small-molecule factor D inhibitor (danicopan;
ACH-4471) or DMSO vehicle-treated cSCC cell lysates were determined by Western blot analysis
24 h following targeted FD inhibition. 3-Actin was used as a loading control. Migration positions of
molecular weight markers in kDa are shown on the left, The uncropped immunoblot images can be
found in Figure S5.

4. Discussion

In the present study, we have examined the role of FD in keratinocyte-derived carci-
noma, ¢SCC. Previous studies have shown the expression of FD by adipocytes, macrophages
and liver cells and in some cancer cells [17,18], but the expression in epidermal keratinocytes
or in keratinocyte carcinomas is not known. Our results show increased expression of FD
mRNA levels in ¢SCC cells in vitro and in ¢SCC tumors in vivo compared to NHEKs and
normal skin, respectively. In addition, elevated production of FD protein by four out of
eight ¢SCC cell lines was noted by Western blotting, and the levels of FD protein were
highest in two metastatic cSCC cell lines (UT-SCC-115 and-7) and in two primary cSCC cell
lines (UT-SCC-91 and-12A). Marked expression of FD was also noted in tumor cells in the
invasive margin in xenografts established with metastatic cSCC cell line UT-SCC-7. These
results show that FD expression is specifically upregulated by tumor cells in ¢<SCCs in vivo.

Analysis of TMAs consisting of a large panel of AK, cSCCIS, non-metastatic cSCC,
metastatic cSCC, cSCC metastases, RDEBSCC and normal skin by IHC revealed specific
cytoplasmic staining for FD in tumor cells in ¢<SCCs in vivo. Staining for FD was signifi-
cantly stronger in each of the cSCC tumors mentioned above compared to normal skin, AK,
and cSCCIS. Interestingly, the intensity of FD staining was not dependent on the metastatic
status of the primary tumor. Strong FD expression was specifically localized to invasive
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edges of the tumor and to more differentiated cells in cSCC, whereas weak FD staining
with a diffuse homogenous pattern of distribution was detected in normal epidermis, AK
and ¢SCCIS. In metastatic cSCC tissue sections with strong staining for FD localized to the
invasive tumor islands, the intensity of staining in the adjacent epidermis was distinctly
weaker. Altogether these results indicate that FD is specifically induced in ¢<SCC tumor cell
margin and in invasive ¢SCC cells and suggest a role for FD in the progression of ¢SCC to
the invasive stage.

A typical histological characteristic of c<SCC is the influx of inflammatory cells in the
tumor microenvironment [9,11,44]. Cytokines secreted by these inflammatory cells induce
the production of invasion-associated proteinases and consequently promote progression
and invasion of cSCC [10]. In addition, the local immune reaction to tumor antigens is
regulated by tumor cell-released cytokines [45,46]. In the current study, we found out that
FD expression by ¢SCC cells is augmented by two proinflammatory cytokines (i.e., IFN-y
and IL-1$3). Moreover, the basal expression of FD in ¢SCC cells was regulated by the p38
MAPK signaling pathway, in particular by p38x MAPK, which supports the observations
of previous studies highlighting the role of p38 MAPKs in ¢SCC progression [42,47,48].

The mutation of the TP53 gene and inactivation of the tumor suppressor p53 in
epidermal keratinocytes is an early event in epidermal carcinogenesis, which results in
the accumulation of oncogenic mutations required for the progression of AK to invasive
¢SCC [49]. In order to assess the role of FD as a potential molecular marker for cutaneous
carcinogenesis, an in vitro model of different stages of keratinocyte carcinogenesis was
developed and tested [34-36]. The basal expression level of FD at mRNA and protein level
was significantly higher in the benign tumorigenic Ha-ras-transformed HaCaT cell line A5
than in the immortalized nontumorigenic cell line (HaCaT). Interestingly, the expression
of FD was also higher in the benign tumorigenic cell line A5 than in the primary invasive
tumorigenic cell line II-4 and metastatic tumorigenic cell line RT3, which both show high
basal activation of ERK1/2 [43]. These observations reveal that the expression mechanism
of FD in ¢SCC cells is complex and not exclusively dependent on p53 inactivation or ras-
transformation. Additionally, the results imply that FD might be a putative biomarker for
the early stages of cSCC progression.

To elucidate the functional role of FD in ¢SCC cell proliferation, a small-molecule factor
D inhibitor (danicopan; ACH-4471; ALXN2040) was used [18,41]. The targeted inhibition of
FD expression in ¢cSCC cell cultures with high FD expression resulted in potent suppression
of ¢SCC cell proliferation and ERK1/2 activation. Interestingly, danicopan had no inhibitory
effect on the proliferation of the cSCC cell lines with low FD expression. Additionally,
cleavage of FB was shown to be potently reduced after FD inhibition, according to the
mechanistic role of FD on FB in the AP of the complement system. In summary, these
findings provide evidence for the role of FD in ¢SCC progression through regulation of
ERK1/2 signaling pathway and validate the sensitivity and specificity of danicopan as a
potential targeted therapy of advanced ¢SCC expressing a high level of FD.

Previous studies have demonstrated the production of FD by cancer cell lines, such as
gastric cancer-derived cell lines and astroglioma cell line U105-MG [50,51]. Furthermore,
FD secreted by mammary adipose tissue has been shown to promote the proliferation and
growth of human breast cancer and boost the stem cell-like properties of the malignancy [52].
In a recent analysis of the TCGA database, elevated expression of FD was noted in the
majority of the cancers associated with high expression of FB [23]. Interestingly, high FD
expression was found to be associated with poor survival in adrenocortical carcinoma,
thyroid carcinoma, uveal melanoma, lower-grade glioma and glioblastoma [23]. Together
with the high local expression of C3, this suggests that complement could be activated via
the alternative pathway in the tumor microenvironment. These observations are interesting
in light of our previous findings showing high tumor cell-specific expression of C3 and FB
by ¢SCC cells in culture and in vivo [27]. In addition, recent observations show that C3
promotes cSCC progression independently of C5, indicating that activation of C3 via AP
plays an important role in c<SCC progression [53].
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Increased understanding of the interplay between cancer cells and the immune system
has revealed the central role of immune response in the development and growth of malignant
tumors [54]. As the focal pillar of innate immunity, the complement cascade plays a significant
role in the progression of cancers along with inflammatory diseases [11,20-23,54]. At present,
several complement-targeted therapeutic compounds are in clinical trials and in preclinical
development [11]. The major focus of complement-targeted therapies has been inflam-
matory disorders [11]. Clinical trials with three oral small-molecule FD inhibitors for the
treatment of inflammatory conditions are underway. Specifically, danicopan (ACH-4471 or
ALXN2040) is being examined in targeted therapy of paroxysmal nocturnal hemoglobin-
uria (PNH) (phases 2 and 3) [55-57], C3 glomerulopathy (C3G) and immune complex
membranoproliferative glomerulonephritis (IC-MPGN) (phase 2) [58], geographic atrophy
(GA) secondary to age-related macular degeneration (AMD) (phase 2) [59] and COVID-19
(ACTIV-5 / Big Effect Trial (BET-C), phase 2) [60]. In addition, phase 2 clinical trials with
small-molecule FD inhibitors vemircopan (ACH-5228 or ALXN2050) and BCX9930 for PNH
are ongoing [61,62].

Recent studies have revealed the importance of local or autocrine production and
activation of complement components compared to systemic liver-derived complement
synthesis [25-30]. However, only anaphylatoxin receptors C5aR1 and C3aR, as well as
anaphylatoxin Cb5a, have been targeted in anti-cancer therapy [11]. IPH-5401 is an anti-
C5aR1 antibody presently in phase 1 clinical trial for the treatment of selected advanced
solid tumors in combination with anti-PD-L1 durvalumab (STELLAR-001 study) [11,63].
AON-D21 (formerly known as NOX-D21) is a Pegylated C5a-neutralizing L-configured
aptamer in the first-in-human (phase 1) clinical trial on healthy males [11,64]. In this respect,
the results of the present study identify FD as a potential therapeutic target in c<SCC and
warrant further studies to evaluate the small-molecule FD inhibitor danicopan in targeted
therapy of advanced c¢SCC and other cancers expressing high levels of FD.

5. Conclusions

The results of the present study show that the alternative complement system com-
ponent FD is specifically overexpressed by tumor cells in cSCC in vivo, implying that this
complement component plays a role in c<SCC development and progression. Additionally,
our findings demonstrate that FD promotes the proliferation of cSCC cells via the regu-
lation of the ERK1/2 signaling pathway. These results identify FD as a putative tumor
cell-associated biomarker and therapeutic target of cSCC and, for the first time, introduce
the small-molecule FD inhibitor danicopan as a highly sensitive and specific drug in preci-
sion cancer therapy (Figure 6). Together with our previous studies showing the role of FB,
C3, Fl and FH in AP, and Clr and Cls in the classical pathway in ¢SCC progression [25-30],
these results provide further evidence for the role of specific complement components as
biomarkers and potential therapeutic targets in ¢SCC (Figure 6).
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Figure 6. Complement components in cSCC. The complement may be activated via the classical,
lectin or alternative pathway. The complement components and inhibitors shown to promote the
progression of c¢SCC are highlighted in red. C3, FB and FI promote ¢SCC tumor growth in vivo [26,27].
Clr and Cls promote tumor growth and vascularization of c¢SCC xenograft tumors in vivo [28]. C3,
FB, Clr, Cls, FI and FH increase ¢SCC cell viability, proliferation and migration in culture [25-28]. Clr
and FI promote invasion of cSCC cells; Cl1r by increasing expression of MMP-13, MMP-1, MMP-10
and MMP-12 and FI by increasing expression of MMP-13 and MMP-2 [29,30]. FD regulates the
proliferation of ¢SCC cells, and the specific inhibitor of FD (danicopan; ACH-4471) inhibits the
proliferation of ¢SCC cells in a dose-dependent manner. Modified from [11].

Supplementary Materials: The following are available online at https:/ /www.mdpi.com/article/10
.3390/ cancers14020305/s1, Figure S1: Expression of FD is up-regulated in ¢<SCC tumor cells. B: FD
levels in conditioned media of NHEKSs and primary and metastatic cSCC cell lines were determined by
Western blot analysis under nonreducing conditions. 3-Actin levels in the cell lysates were determined
as the sample controls. Migration positions of molecular weight markers in kDa are shown on the
left. Figure S2: Up-regulation of FD expression in cSCC cells by IFN- y and IL-1f3, and p38 MAPK
signaling pathway. B: ¢SCC cells (UT-SCC-12A) were treated with MEK1/2 inhibitor (PD98059; 30
uM) or p38 inhibitor specific for p38c/ B (SB203580; 10 uM) or the inhibitor of all p38 isoforms «,
3, v and & (BIRB796; 10 uM) for 24 hours. The conditioned media were analyzed for FD levels
by Western blot analysis. Cell lysates were analyzed for levels of phosphorylated CREB (p-CREB),
phosphorylated ERK1/2 (p-ERK1/2) and ERK1/2 to verify the proper effects of SB203580, BIRB,
and PD98059, respectively. 3-actin was used as a sample and loading control. Migration positions
of molecular weight markers in kDa are shown on the left. Figure S3: Regulation of FD expression
in HaCaT and tumorigenic Ha-ras-Transformed HaCaT cell lines in culture. B: The expression of
FD protein in conditioned media of HaCaT and Ha-ras-transformed HaCaT cell lines (A5, II-4, and
RT3) was determined by Western blot analysis under nonreducing conditions. Equal total protein
loading was controlled by Ponceau (0.2%) staining. Migration positions of molecular weight markers
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in kDa are shown on the left. Figure S4: Targeted inhibition of FD suppresses proliferation of cSCC
cells through blockade of ERK1/2 activation. A: cSCC cell cultures (UT-SCC-12A) were treated with
small-molecule factor D inhibitor (Danicopan; ACH-4471) or DMSO as vehicle control for 24 h. The
levels of complement factor B (FB) and its 60 kDa cleavage derivative in conditioned media of ¢SCC
cells were determined by Western blot analysis. TIMP-1 was used as a loading control. Migration
positions of molecular weight markers in kDa are shown on the left. Figure S5: Targeted inhibition
of FD suppresses proliferation of ¢cSCC cells through blockade of ERK1/2 activation. C: Levels of
phosphorylated ERK1/2 (p-ERK1/2) and ERK1/2 in small-molecule factor D inhibitor (Danicopan;
ACH-4471) or DMSO vehicle treated cSCC cell lysates were determined by Western blot analysis
24 h following targeted FD inhibition. 3-Actin was used as loading control. Migration positions of
molecular weight markers in kDa are shown on the left.

Author Contributions: Conceptualization, L.N. and V.-M.K.; methodology, PR.N., PR. and L.N;
formal analysis PR.N., PR. and L.N,; investigation, PR.N., PR., K.V,, M.K. and L.N.; resources, P.R.,
LN, J.SK., S.P.and M.K.; data curation, PR.N., P.R. and L.N.; writing—original draft preparation,
PR.N,, LN,, PR. and V.-M.K,; writing—review and editing, PR.N., L.N., PR.,, M.K,, SM,, S.P, K.V,
J.5.K. and V.-M.K; visualization, PR.N., PR., K.V. and L.N.; supervision, L.N. and V.-M.K_; project
administration, L.N. and V.-M.K.; funding acquisition, V.-M.K. All authors have read and agreed to
the published version of the manuscript.

Funding: This research was funded by the Sigrid Jusélius Foundation, the Jane and Aatos Erkko
Foundation, the Finnish Cancer Research Foundation and Turku University Hospital (VIR project
13336). Additionally, it was funded by personal grants to P.R. from the Finnish Medical Foundation
and the Cancer Foundation of Southwest Finland and to P.R.N. from the Finnish Cancer Research
Foundation, the Cancer Foundation of Southwest Finland and Turku University Hospital (VTR
project 11268). P.R.N. is a doctoral candidate in the Turku Doctoral Program in Clinical Research
(DPCR) of the University of Turku Graduate School (UTUGS).

Institutional Review Board Statement: The study was conducted according to the guidelines of
the Declaration of Helsinki and approved by the Ethics Committee of Turku University Hospital
(187/2006; 138/2007, Approval dates: 26th April, 2006; 27th March, 2007). Permission for tissue
samples and clinical data has been granted by Auria Biobank (AB15-9721) and Turku University
Hospital Clinical Research Centre (T80/2018). Mouse experiments were approved by the National
Animal Test Review Board of the Government of the Region Southern Finland (ESAVI15107/2020).
All mouse experiments were performed according to the institutional guidelines.

Informed Consent Statement: Informed consent was obtained from all subjects involved in the study.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author.

Acknowledgments: The authors wish to thank Johanna Markola and Sinikka Collanus for their
technical assistance.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Nehal, K.S;; Bichakjian, C.K. Update on keratinocyte carcinomas. N. Engl. ]. Med. 2018, 379, 363-374. [CrossRef] [PubMed]

2. Nagarajan, P.; Asgari, M.M.; Green, A.C.; Guhan, S.M.; Arron, S.T.; Proby, C.M.; Rollison, D.E.; Harwood, C.A.; Toland, A.E.
Keratinocyte carcinomas: Current concepts and future research priorities. Clin. Cancer Res. 2019, 25, 2379-2391. [CrossRef]

3. Green, A.C; Olsen, C.M. Cutaneous squamous cell carcinoma: An epidemiological review. Br. |. Dermatol. 2017, 177, 373-381.
[CrossRef] [PubMed]

4. Rogers, H.W.; Weinstock, M. A.; Feldman, S.R.; Coldiron, B.M. Incidence estimate of nonmelanoma skin cancer (keratinocyte
carcinomas) in the U.S. population, 2012. JAMA Dermatol. 2015, 151, 1081-1086. [CrossRef]

5. Karia, P.S.; Han, J.; Schmults, C.D. Cutaneous squamous cell carcinoma: Estimated incidence of disease, nodal metastasis, and
deaths from disease in the United States, 2012. . Am. Acad Derm. 2013, 68, 957-966. [CrossRef] [PubMed]

6. Que, SKT,; Zwald, FO.; Schmults, C.D. Cutaneous squamous cell carcinoma: Incidence, risk factors, diagnosis, and staging. J.
Am. Acad. Dermatol. 2018, 78, 237-247. [CrossRef] [PubMed]

7. Schmults, C.D,; Karia, P.S.; Carter, ].B.; Han, J.; Qureshi, A.A. Factors predictive of recurrence and death from cutaneous squamous
cell carcinoma: A 10-year, single-institution cohort study. JAMA Dermatol. 2013, 149, 541-547. [CrossRef] [PubMed]


http://doi.org/10.1056/NEJMra1708701
http://www.ncbi.nlm.nih.gov/pubmed/30044931
http://doi.org/10.1158/1078-0432.CCR-18-1122
http://doi.org/10.1111/bjd.15324
http://www.ncbi.nlm.nih.gov/pubmed/28211039
http://doi.org/10.1001/jamadermatol.2015.1187
http://doi.org/10.1016/j.jaad.2012.11.037
http://www.ncbi.nlm.nih.gov/pubmed/23375456
http://doi.org/10.1016/j.jaad.2017.08.059
http://www.ncbi.nlm.nih.gov/pubmed/29332704
http://doi.org/10.1001/jamadermatol.2013.2139
http://www.ncbi.nlm.nih.gov/pubmed/23677079

Cancers 2022, 14, 305 15 0f 17

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.
22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

Knuutila, J.S.; Riihild, P.; Kurki, S.; Nissinen, L.; Kdhari, V.M. Risk factors and prognosis for metastatic cutaneous squamous cell
carcinoma: A cohort study. Acta Derm. Venereol. 2020, 100, adv00266. [CrossRef] [PubMed]

Ratushny, V.; Gober, M.D.; Hick, R.; Ridky, T.W.; Seykora, J.T. From keratinocyte to cancer: The pathogenesis and modeling of
cutaneous squamous cell carcinoma. J. Clin. Invest. 2012, 122, 464-472. [CrossRef]

Riihil4, P; Nissinen, L.; Kéhéri, V.-M. Matrix metalloproteinases in keratinocyte carcinomas. Exp. Dermatol. 2021, 30, 50-61.
[CrossRef] [PubMed]

Riihil4, P; Nissinen, L.; Knuutila, J.; Rahmati Nezhad, P; Viiklepp, K.; Kédhéri, V.-M. Complement system in cutaneous squamous
cell carcinoma. Int. J. Mol. Sci. 2019, 20, 3550. [CrossRef] [PubMed]

Ricklin, D.; Hajishengallis, G.; Yang, K.; Lambris, ].D. Complement: A key system for immune surveillance and homeostasis. Nat.
Immunol. 2010, 11, 785-797. [CrossRef]

Serna, M.; Giles, ].L.; Morgan, B.P,; Bubeck, D. Structural basis of complement membrane attack complex formation. Nat. Commun.
2016, 7, 10587. [CrossRef] [PubMed]

Rutkowski, M.]J.; Sughrue, M.E.; Kane, A.J.; Ahn, B.].; Fang, S.; Parsa, A.T. The complement cascade as a mediator of tissue growth
and regeneration. Inflamm. Res. 2010, 59, 897-905. [CrossRef]

Bohlson, S.S.; Garred, P.; Kemper, C.; Tenner, A.]. Complement nomenclature deconvoluted. Front. Immunol. 2019, 10, 1308.
[CrossRef]

Dobd, J.; Szakacs, D.; Oroszlan, G.; Kortvely, E.; Kiss, B.; Boros, E.; Szasz, R.; Zavodszky, P; Gal, P; Pal, G. MASP-3 is the exclusive
pro-factor D activator in resting blood: The lectin and the alternative complement pathways are fundamentally linked. Sci. Rep.
2016, 6, 31877. [CrossRef]

White, R.T.; Damm, D.; Hancock, N.; Rosen, B.S.; Lowell, B.B.; Usher, P; Flier, ].S.; Spiegelman, B.M. Human adipsin is identical
to complement factor D and is expressed at high levels in adipose tissue. J. Biol. Chemn. 1992, 267, 9210-9213. [CrossRef]
Maibaum, J.; Liao, 5.-M.; Vulpetti, A.; Ostermann, N.; Randl, S.; Riidisser, S.; Lorthiois, E.; Erbel, P.; Kinzel, B.; Kolb, EA.; et al.
Small-molecule factor D inhibitors targeting the alternative complement pathway. Nat. Chem. Biol. 2016, 12, 1105-1110. [CrossRef]
[PubMed]

Tian, Y.; JIstra, A.; Webers, C.A.B.; Berendschot, T.T.].M. Lutein and factor D: Two intriguing players in the field of age-related
macular degeneration. Arch Biochem. Biophys. 2015, 572, 49-53. [CrossRef] [PubMed]

Mamidi, S.; Hone, S.; Kirschfink, M. The complement system in cancer: Ambivalence between tumour destruction and promotion.
Immunobiology 2017, 222, 45-54. [CrossRef]

Afshar-Kharghan, V. The role of the complement system in cancer. J. Clin. Investig. 2017, 127, 780-789. [CrossRef]

Reis, E.S.; Mastellos, D.C.; Ricklin, D.; Mantovani, A.; Lambris, ].D. Complement in cancer: Untangling an intricate relationship.
Nat. Rev. Immunol. 2018, 18, 5-18. [CrossRef] [PubMed]

Roumenina, L.T.; Daugan, M.V.; Petitprez, E; Sautés-Fridman, C.; Fridman, W.H. Context-dependent roles of complement in
cancer. Nat. Rev. Cancer 2019, 19, 698-715. [CrossRef] [PubMed]

Netti, G.S.; Franzin, R.; Stasi, A.; Spadaccino, F; Dello Strologo, A.; Infante, B.; Gesualdo, L.; Castellano, G.; Ranieri, E.; Stallone,
G.; et al. Role of complement in regulating inflammation processes in renal and prostate cancers. Cells. 2021, 10, 2426. [CrossRef]
Riihild, PM.; Nissinen, L.M.; Ala-aho, R.; Kallajoki, M.; Grénman, R.; Meri, S.; Peltonen, S.; Peltonen, J.; Kdhdri, VM. Complement
factor H: A biomarker for progression of cutaneous squamous cell carcinoma. J. Investig. Dermatol. 2014, 134, 498-506. [CrossRef]
[PubMed]

Riihil4, P.; Nissinen, L.; Farshchian, M.; Kivisaari, A.; Ala-aho, R.; Kallajoki, M.; Grénman, R.; Meri, S.; Peltonen, S.; Peltonen, J.;
et al. Complement factor I promotes progression of cutaneous squamous cell carcinoma. J. Investig. Dermatol. 2015, 135, 579-588.
[CrossRef] [PubMed]

Riihild, P.; Nissinen, L.; Farshchian, M.; Kallajoki, M.; Kivisaari, A.; Meri, S.; Grénman, R.; Peltonen, S.; Peltonen, J.; Pihlajaniemi,
T.; et al. Complement component C3 and complement factor B promote growth of cutaneous squamous cell carcinoma. Am. J.
Pathol. 2017, 187, 1186-1197. [CrossRef] [PubMed]

Riihil4, P.; Viiklepp, K.; Nissinen, L.; Farshchian, M.; Kallajoki, M.; Kivisaari, A.; Meri, S.; Peltonen, J.; Peltonen, S.; Kédhari,
V.M. Tumour-cell-derived complement components Cl1r and Cls promote growth of cutaneous squamous cell carcinoma. Br. J.
Dermatol. 2020, 182, 658-670. [CrossRef] [PubMed]

Viiklepp, K.; Nissinen, L.; Ojalill, M.; Riihil4, P.; Kallajoki, M.; Meri, S.; Heino, J.; Kahéari, VM. Clr upregulates production of
matrix metalloproteinase-13 and promotes invasion of cutaneous squamous cell carcinoma. J Investig. Dermatol. 2021. [CrossRef]
[PubMed]

Rahmati Nezhad, P; Riihild, P.; Piipponen, M.; Kallajoki, M.; Meri, S.; Nissinen, L.; Kahari, V.M. Complement factor I upregulates
expression of matrix metalloproteinase-13 and -2 and promotes invasion of cutaneous squamous carcinoma cells. Exp. Dermatol.
2021, 30, 1631-1641. [CrossRef]

Farshchian, M.; Kivisaari, A.; Ala-aho, R.; Riihild, P,; Kallajoki, M.; Grénman, R.; Peltonen, J.; Pihlajaniemi, T.; Heljasvaara,
R.; Kdhdri, V.M. Serpin peptidase inhibitor clade A member 1 (SerpinA1l) is a novel biomarker for progression of cutaneous
squamous cell carcinoma. Am. J. Pathol. 2011, 179, 1110-1119. [CrossRef] [PubMed]

Farshchian, M.; Nissinen, L.; Grénman, R.; Kdhari, V.-M. Dasatinib promotes apoptosis of cutaneous squamous carcinoma cells
by regulating activation of ERK1/2. Exp. Dermatol. 2017, 26, 89-92. [CrossRef] [PubMed]


http://doi.org/10.2340/00015555-3628
http://www.ncbi.nlm.nih.gov/pubmed/32930344
http://doi.org/10.1172/JCI57415
http://doi.org/10.1111/exd.14183
http://www.ncbi.nlm.nih.gov/pubmed/32869366
http://doi.org/10.3390/ijms20143550
http://www.ncbi.nlm.nih.gov/pubmed/31331124
http://doi.org/10.1038/ni.1923
http://doi.org/10.1038/ncomms10587
http://www.ncbi.nlm.nih.gov/pubmed/26841837
http://doi.org/10.1007/s00011-010-0220-6
http://doi.org/10.3389/fimmu.2019.01308
http://doi.org/10.1038/srep31877
http://doi.org/10.1016/S0021-9258(19)50409-4
http://doi.org/10.1038/nchembio.2208
http://www.ncbi.nlm.nih.gov/pubmed/27775713
http://doi.org/10.1016/j.abb.2015.01.019
http://www.ncbi.nlm.nih.gov/pubmed/25637656
http://doi.org/10.1016/j.imbio.2015.11.008
http://doi.org/10.1172/JCI90962
http://doi.org/10.1038/nri.2017.97
http://www.ncbi.nlm.nih.gov/pubmed/28920587
http://doi.org/10.1038/s41568-019-0210-0
http://www.ncbi.nlm.nih.gov/pubmed/31666715
http://doi.org/10.3390/cells10092426
http://doi.org/10.1038/jid.2013.346
http://www.ncbi.nlm.nih.gov/pubmed/23938460
http://doi.org/10.1038/jid.2014.376
http://www.ncbi.nlm.nih.gov/pubmed/25184960
http://doi.org/10.1016/j.ajpath.2017.01.006
http://www.ncbi.nlm.nih.gov/pubmed/28322200
http://doi.org/10.1111/bjd.18095
http://www.ncbi.nlm.nih.gov/pubmed/31049937
http://doi.org/10.1016/j.jid.2021.10.008
http://www.ncbi.nlm.nih.gov/pubmed/34756877
http://doi.org/10.1111/exd.14349
http://doi.org/10.1016/j.ajpath.2011.05.012
http://www.ncbi.nlm.nih.gov/pubmed/21723846
http://doi.org/10.1111/exd.13109
http://www.ncbi.nlm.nih.gov/pubmed/27305645

Cancers 2022, 14, 305 16 of 17

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

Farshchian, M.; Nissinen, L.; Siljamiki, E.; Riihild, P.; Toriseva, M.; Kivisaari, A.; Ala-aho, R.; Kallajoki, M.; Verdjankorva, E.;
Honkanen, HK; et al. EphB2 promotes progression of cutaneous squamous cell carcinoma. J. Investig. Dermatol. 2015, 135,
1882-1892. [CrossRef] [PubMed]

Boukamp, P,; Petrussevska, R.T.; Breitkreutz, D.; Hornung, J.; Markham, A.; Fusenig, N.E. Normal keratinization in a sponta-
neously immortalized aneuploid human keratinocyte cell line. J. Cell Biol. 1988, 106, 761-771. [CrossRef]

Boukamp, P; Stanbridge, E.J.; Foo, D.Y.; Cerutti, P.A.; Fusenig, N.E. c-Ha-ras oncogene expression in immortalized human
keratinocytes (HaCaT) alters growth potential in vivo but lacks correlation with malignancy. Cancer Res. 1990, 50, 2840-2847.
[PubMed]

Mueller, M.M.; Peter, W.; Mappes, M.; Huelsen, A.; Steinbauer, H.; Boukamp, P.; Vaccariello, M.; Garlick, J.; Fusenig, N.E. Tumor
progression of skin carcinoma cells in vivo promoted by clonal selection, mutagenesis, and autocrine growth regulation by
granulocyte colony-stimulating factor and granulocyte-macrophage colony-stimulating factor. Am. J. Pathol. 2001, 159, 1567-1579.
[CrossRef]

Stokes, A.; Joutsa, ].; Ala-aho, R.; Pitchers, M.; Pennington, C.J.; Martin, C.; Premachandra, D.J.; Okada, Y.; Peltonen, J.; Grénman,
R.; et al. Expression profiles and clinical correlations of degradome components in the tumor microenvironment of head and neck
squamous cell carcinoma. Clin. Cancer Res. 2010, 16, 2022-2035. [CrossRef]

Kivisaari, A.K,; Kallajoki, M.; Mirtti, T.; McGrath, ].A.; Bauer, ].W.; Weber, F.; Kénigova, R.; Sawamura, D.; Sato-Matsumura, K.C,;
Shimizu, H.; et al. Transformation-specific matrix metalloproteinases (MMP)-7 and MMP-13 are expressed by tumour cells in
epidermolysis bullosa-associated squamous cell carcinomas. Br. J. Dermatol. 2008, 158, 778-785. [CrossRef]

Kivisaari, A.K,; Kallajoki, M.; Ala-aho, R.; McGrath, J.A.; Bauer, ] W.; Konigova, R.; Medvecz, M.; Beckert, W.; Grénman, R,;
Kéhari, V.M. Matrix metalloproteinase-7 activates heparin-binding epidermal growth factor-like growth factor in cutaneous
squamous cell carcinoma. Br. J. Dermatol. 2010, 163, 726-735. [CrossRef]

Kononen, J.; Bubendorf, L.; Kallioniemi, A.; Barlund, M.; Schraml, P.; Leighton, S.; Torhorst, J.; Mihatsch, M.J.; Sauter, G;
Kallioniemi, O.P. Tissue microarrays for high-throughput molecular profiling of tumor specimens. Nat. Med. 1998, 4, 844-847.
[CrossRef]

Yuan, X.; Gavriilaki, E.; Thanassi, ].A.; Yang, G.; Baines, A.C.; Podos, S.D.; Huang, Y.; Huang, M.; Brodsky, R.A. Small-molecule
factor D inhibitors selectively block the alternative pathway of complement in paroxysmal nocturnal hemoglobinuria and atypical
hemolytic uremic syndrome. Haematologica 2017, 102, 466—475. [CrossRef]

Junttila, M.R.; Ala-aho, R.; Jokilehto, T.; Peltonen, J.; Kallajoki, M.; Grenman, R.; Jaakkola, P.; Westermarck, J.; Kahari, V.M. p38x
and p385 mitogen-activated protein kinase isoforms regulate invasion and growth of head and neck squamous carcinoma cells.
Oncogene 2007, 26, 5267-5279. [CrossRef] [PubMed]

Toriseva, M.; Ala-aho, R.; Peltonen, S.; Peltonen, J.; Grénman, R.; Kdhari, V.M. Keratinocyte growth factor induces gene expression
signature associated with suppression of malignant phenotype of cutaneous squamous carcinoma cells. PLoS ONE 2012, 7, e33041.
[CrossRef] [PubMed]

Madan, V.; Lear, ].T.; Szeimies, R.-M. Non-melanoma skin cancer. Lancet 2010, 375, 673-685. [CrossRef]

Lee, S.H.; Jang, J.].; Lee, ].Y.; Kim, S.Y.; Park, W.S.; Shin, M.S.; Dong, S.M.; Na, E.Y.; Kim, K.M.; Kim, C.S.; et al. Fas ligand is
expressed in normal skin and in some cutaneous malignancies. Br. |. Dermatol. 1998, 139, 186-191. [CrossRef] [PubMed]

Kim, J.; Modlin, R.L.; Moy, R.L.; Dubinett, S.M.; McHugh, T.; Nickoloff, B.].; Uyemura, K. IL-10 production in cutaneous basal
and squamous cell carcinomas. A mechanism for evading the local T cell immune response. |. Immunol. 1995, 155, 2240-2247.
[PubMed]

Johansson, N.; Ala-aho, R.; Uitto, V.; Grénman, R.; Fusenig, N.E.; Lopez-Otin, C.; Kahéari, V.M. Expression of collagenase-3
(MMP-13) and collagenase-1 (MMP-1) by transformed keratinocytes is dependent on the activity of p38 mitogen-activated protein
kinase. J. Cell Sci. 2000, 113, 227-235. [CrossRef]

Piipponen, M.; Nissinen, L.; Farshchian, M.; Riihil4, P.; Kivisaari, A.; Kallajoki, M.; Peltonen, J.; Peltonen, S.; Kahari, V.M. Long
noncoding RNA PICSAR promotes growth of cutaneous squamous cell carcinoma by regulating ERK1/2 activity. J. Investig.
Dermatol. 2016, 136, 1701-1710. [CrossRef]

Piipponen, M.; Riihild, P.; Nissinen, L.; Kdhari, V.M. The Role of p53 in Progression of cutaneous squamous cell carcinoma.
Cancers 2021, 13, 4507. [CrossRef]

Kitano, E.; Kitamura, H. Synthesis of factor D by gastric cancer-derived cell lines. Int. Immunopharmacol. 2002, 2, 843-848.
[CrossRef]

Barnum, S.R.; Ishii, Y.; Agrawal, A.; Volanakis, J.E. Production and interferon-gamma-mediated regulation of complement
component C2 and factors B and D by the astroglioma cell line U105-MG. Biochem. ]. 1992, 287, 595-601. [CrossRef] [PubMed]
Goto, H.; Shimono, Y.; Funakoshi, Y.; Imamura, Y.; Toyoda, M.; Kiyota, N.; Kono, S.; Takao, S.; Mukohara, T.; Minami, H.
Adipose-derived stem cells enhance human breast cancer growth and cancer stem cell-like properties through adipsin. Oncogene
2019, 38, 767-779. [CrossRef] [PubMed]

Jackson, W.D.; Gulino, A.; Fossati-Jimack, L.; Castro Seoane, R.; Tian, K.; Best, K.; Kohl, J.; Belmonte, B.; Strid, J.; Botto, M.]. C3
drives inflammatory skin carcinogenesis independently of C5. . Investig. Dermatol. 2021, 141, 404—414.e6. [CrossRef] [PubMed]
Bareke, H.; Akbuga, J. Complement system’s role in cancer and its therapeutic potential in ovarian cancer. Scand. J. Immunol.
2018, 88, €12672. [CrossRef] [PubMed]


http://doi.org/10.1038/jid.2015.104
http://www.ncbi.nlm.nih.gov/pubmed/25789706
http://doi.org/10.1083/jcb.106.3.761
http://www.ncbi.nlm.nih.gov/pubmed/2183932
http://doi.org/10.1016/S0002-9440(10)62541-2
http://doi.org/10.1158/1078-0432.CCR-09-2525
http://doi.org/10.1111/j.1365-2133.2008.08466.x
http://doi.org/10.1111/j.1365-2133.2010.09924.x
http://doi.org/10.1038/nm0798-844
http://doi.org/10.3324/haematol.2016.153312
http://doi.org/10.1038/sj.onc.1210332
http://www.ncbi.nlm.nih.gov/pubmed/17334397
http://doi.org/10.1371/journal.pone.0033041
http://www.ncbi.nlm.nih.gov/pubmed/22427941
http://doi.org/10.1016/S0140-6736(09)61196-X
http://doi.org/10.1046/j.1365-2133.1998.02353.x
http://www.ncbi.nlm.nih.gov/pubmed/9767230
http://www.ncbi.nlm.nih.gov/pubmed/7636270
http://doi.org/10.1242/jcs.113.2.227
http://doi.org/10.1016/j.jid.2016.03.028
http://doi.org/10.3390/cancers13184507
http://doi.org/10.1016/S1567-5769(02)00028-0
http://doi.org/10.1042/bj2870595
http://www.ncbi.nlm.nih.gov/pubmed/1445220
http://doi.org/10.1038/s41388-018-0477-8
http://www.ncbi.nlm.nih.gov/pubmed/30177835
http://doi.org/10.1016/j.jid.2020.06.025
http://www.ncbi.nlm.nih.gov/pubmed/32682912
http://doi.org/10.1111/sji.12672
http://www.ncbi.nlm.nih.gov/pubmed/29734524

Cancers 2022, 14, 305 17 of 17

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

A Long-Term Treatment Study of ACH-0144471 in Participants with Paroxysmal Nocturnal Hemoglobinuria (PNH). Available
online: https://clinicaltrials.gov/ct2 /show /NCT03181633?term=ACH-0144471+in+Participants+With+Paroxysmal+Nocturnal+
Hemoglobinuria+%28PNH%29&draw=2&rank=1 (accessed on 1 December 2021).

Study of Danicopan in Participants with Paroxysmal Nocturnal Hemoglobinuria with Inadequate Response to Eculizumab (pnh).
Available online: https://clinicaltrials.gov/ct2/show/NCT03472885?term=Danicopan+in+Participants+With+Paroxysmal+
Nocturnal+HemoglobinHemo&draw=2&rank=2 (accessed on 1 December 2021).

Danicopan as Add-On Therapy to a ¢5 Inhibitor in Paroxysmal Nocturnal Hemoglobinuria (PNH) Participants Who Have
Clinically Evident Extravascular Hemolysis (Evh)(Alpha). Available online: https://clinicaltrials.gov/ct2 /show/NCT04469465?
term=Danicopan+in+Participants+With+Paroxysmal+Nocturnal+Hemoglobinuria&draw=2&rank=3 (accessed on 1 December
2021).

A Proof of Concept Study for a 12 Month Treatment in Patients with c3 Glomerulopathy (c3g) or Immune-Complex Membranopro-
liferative Glomerulonephritis (ic-mpgn). Available online: https://clinicaltrials.gov/ct2 /show /NCT03459443?term=Danicopané&
draw=3&rank=15 (accessed on 1 December 2021).

A Study of Danicopan in Participants with Geographic Atrophy Secondary to Age-Related Macular Degeneration. Available
online: https:/ /clinicaltrials.gov/ct2 /show/NCT05019521?term=Danicopan&draw=5&rank=5 (accessed on 1 December 2021).
ACTIV-5/Big Effect Trial (bet-c) for the Treatment of COVID-19. Available online: https:/ /clinicaltrials.gov/ct2/show /NCT049
88035?term=Danicopan&draw=4&rank=22 (accessed on 1 December 2021).

Proof of Concept Study of Ach-0145228 in Paroxysmal Nocturnal Hemoglobinuria (PNH). Available online: https://clinicaltrials.
gov/ct2/show /NCT04170023?term=Danicopan&draw=4&rank=23 (accessed on 1 December 2021).

A Long Term Safety Study of bcx9930 in subjects with Paroxysmal Nocturnal Hemoglobinuria (PNH). Available online: https:
/ /clinicaltrials.gov/ct2 /show /NCT04702568?term=BCX9930&draw=2&rank=1 (accessed on 1 December 2021).

IPH5401 (Anti-C5aR) in Combination with Durvalumab in Patients with Advanced Solid Tumors (STELLAR-001). Available
online: https://clinicaltrials.gov/ct2/show /NCT03665129?term=5401+%28 Anti-C5aR%29+in+Combination+With&draw=2&
rank=1 (accessed on 1 December 2021).

First-In-Human Trial with Single-Dose c5a-Neutralizing aon-d21 in Healthy Male Subjects. Available online: https:/ /clinicaltrials.
gov/ct2/show /NCT05018403?term=AON-D21&draw=2&rank=1 (accessed on 1 December 2021).


https://clinicaltrials.gov/ct2/show/NCT03181633?term=ACH-0144471+in+Participants+With+Paroxysmal+Nocturnal+Hemoglobinuria+%28PNH%29&draw=2&rank=1
https://clinicaltrials.gov/ct2/show/NCT03181633?term=ACH-0144471+in+Participants+With+Paroxysmal+Nocturnal+Hemoglobinuria+%28PNH%29&draw=2&rank=1
https://clinicaltrials.gov/ct2/show/NCT03472885?term=Danicopan+in+Participants+With+Paroxysmal+Nocturnal+HemoglobinHemo&draw=2&rank=2
https://clinicaltrials.gov/ct2/show/NCT03472885?term=Danicopan+in+Participants+With+Paroxysmal+Nocturnal+HemoglobinHemo&draw=2&rank=2
https://clinicaltrials.gov/ct2/show/NCT04469465?term=Danicopan+in+Participants+With+Paroxysmal+Nocturnal+Hemoglobinuria&draw=2&rank=3
https://clinicaltrials.gov/ct2/show/NCT04469465?term=Danicopan+in+Participants+With+Paroxysmal+Nocturnal+Hemoglobinuria&draw=2&rank=3
https://clinicaltrials.gov/ct2/show/NCT03459443?term=Danicopan&draw=3&rank=15
https://clinicaltrials.gov/ct2/show/NCT03459443?term=Danicopan&draw=3&rank=15
https://clinicaltrials.gov/ct2/show/NCT05019521?term=Danicopan&draw=5&rank=5
https://clinicaltrials.gov/ct2/show/NCT04988035?term=Danicopan&draw=4&rank=22
https://clinicaltrials.gov/ct2/show/NCT04988035?term=Danicopan&draw=4&rank=22
https://clinicaltrials.gov/ct2/show/NCT04170023?term=Danicopan&draw=4&rank=23
https://clinicaltrials.gov/ct2/show/NCT04170023?term=Danicopan&draw=4&rank=23
https://clinicaltrials.gov/ct2/show/NCT04702568?term=BCX9930&draw=2&rank=1
https://clinicaltrials.gov/ct2/show/NCT04702568?term=BCX9930&draw=2&rank=1
https://clinicaltrials.gov/ct2/show/NCT03665129?term=5401+%28Anti-C5aR%29+in+Combination+With&draw=2&rank=1
https://clinicaltrials.gov/ct2/show/NCT03665129?term=5401+%28Anti-C5aR%29+in+Combination+With&draw=2&rank=1
https://clinicaltrials.gov/ct2/show/NCT05018403?term=AON-D21&draw=2&rank=1
https://clinicaltrials.gov/ct2/show/NCT05018403?term=AON-D21&draw=2&rank=1

	Introduction 
	Materials and Methods 
	Cell Cultures 
	Tissue RNA 
	Real-Time Quantitative PCR (RT-qPCR) 
	Western Blot Analysis 
	Tissue Samples and Immunohistochemistry 
	Human cSCC Xenografts 
	Targeted FD Inhibition and Cell Proliferation Assay 
	Statistical Analysis 

	Results 
	Expression of FD Is Up-Regulated in cSCC Cells and Tumors 
	Expression of FD by Tumor Cells in cSCC In Vivo 
	Expression of FD in cSCC Cells Is Up-Regulated by IFN- and IL-1 
	FD Expression by cSCC Cells Is Regulated by p38 MAPK Pathway 
	Expression of FD in Tumorigenic Ha-ras-Transformed HaCaT cells 
	Targeted Inhibition of FD Inhibits Proliferation of cSCC Cells via Blockade of ERK1/2 Activation 

	Discussion 
	Conclusions 
	References

