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SUMMARY

Nonmelanoma skin cancers (NMSC) are the most common human malignancies. 
IKKa is an essential protein for skin development and is also involved in the genesis 
and progression of NMSC, through mechanisms not fully understood. While different 
studies show that IKKa protects against skin cancer, others indicate that it promotes 
NMSC. To resolve this controversy we have generated two models of transgenic 
mice expressing the IKKa protein in the nucleus (N-IKKa mice) or the cytoplasm 
(C-IKKa mice) of keratinocytes. Chemical skin carcinogenesis experiments show that 
tumors developed by both types of transgenic mice exhibit histological and molecular 
characteristics that make them more prone to progression and invasion than those 
developed by Control mice. However, the mechanisms through which IKKa promotes 
skin tumors are different depending on its subcellular localization; while IKKa of 
cytoplasmic localization increases EGFR, MMP-9 and VEGF-A activities in tumors, 
nuclear IKKa causes tumor progression through regulation of c-Myc, Maspin and 
Integrin-α6 expression. Additionally, we have found that N-IKKa skin tumors mimic 
the characteristics associated to aggressive human skin tumors with high risk to 
metastasize. Our results show that IKKa has different non-overlapping roles in the 
nucleus or cytoplasm of keratinocytes, and provide new targets for intervention in 
human NMSC progression.

INTRODUCTION

The epidermis is a stratified squamous epithelium 
composed mainly of keratinocytes. Basal keratinocytes 
proliferate and give rise to differentiated cells, which, 
upon full maturation, generate the squamous cornified 
cell layer. Alterations in the normal physiology of the skin 
lead to numerous pathologies such as cancer. Keratinocyte 
derived non-melanoma skin cancer (NMSC) comprises 
two different entities: basal cell carcinoma (BCC) and 
cutaneous squamous cell carcinoma (SCC). NMSC is the 

most common form of cancer in the Caucasian population, 
representing 90% of skin cancers [1]. Nearly 5% of SCCs 
metastasize; therefore due to its high incidence, the 
mortality concomitant to aggressive cutaneous SCCs is 
reaching important numbers [2, 3].

IKKα is a member of the IKK complex, which 
is composed of two kinase subunits, IKKα and IKKβ, 
and a regulatory subunit, IKKγ/NEMO. While IKKβ is 
essential for NF-κB activation in the canonical pathway, 
regulating immunity and inflammation [4], IKKα is 
not required for these functions. The analysis of IKKα 
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deficient mice showed that the main function of IKKα 
is the regulation of epidermal morphogenesis, as IKKα-/- 
newborn mice exhibited a marked hyperplasic epidermis 
and lacked a terminally differentiated cornified layer 
[5–8]. Moreover, the kinase activity of IKKα activating 
the canonic pathway of NF-κB is not required for its 
function in skin development, as kinase-dead IKKα 
mutants are able to rescue the skin phenotype of IKKα-

/- mice [9]. IKKα plays, however, other relevant functions 
in the cytoplasm of cells, i.e., it is essential for signaling 
through the alternative NF-κB pathway, which activates 
the RelB/p52 heterodimer. This pathway is important for 
lymphoid organogenesis, B-cell survival and maturation, 
and adaptive immunity [10]. IKKα is also relevant for 
mammary epithelial proliferation signaling via cyclin 
D1 [11]. More recently it has been observed that IKKα 
translocates into the nucleus where, by targeting a growing 
list of substrates it acts on different biological functions 
including apoptosis, immune functions, cell proliferation, 
tumor suppression or progression, and chromatin 
remodeling [12–14]. For instance, it has been reported 
that in the cell nucleus IKKα regulates gene transcription: 
IKKα phosphorylates specific nuclear substrates such as 
histone H3, SMRT and N-CoR, thus regulating NF-κB 
dependent and independent transcription [12, 15, 16]. It 
also acts in the nucleus of epidermal cells as a cofactor for 
Smad2/3 in a Smad4-independent pathway that inhibits 
keratinocyte proliferation [17, 18].

There are numerous evidences indicating that IKKα 
functions in tumor progression in colorectal [15, 19], 
breast [20, 21], pancreatic [22], gastric [23], and prostatic 
[24, 25] cancers, as well as in hepatocarcinomas [26] 
and osteosarcomas [27]. Regarding the role that IKKα 
plays in the development and progression of NMSC, as 
mice expressing lower levels of IKKα develop more and 
larger skin tumors than control mice, it has been proposed 
that IKKα acts as a suppressor of skin carcinomas [28, 
29]. However, we have found that IKKα has a pro-
oncogenic role in skin cancer, as overexpression of IKKα 
in tumor epidermal cells (PDVC57) or in keratinocytes 
of transgenic mice increases the malignancy of cutaneous 
tumors [30, 31]; in addition, augmented levels of IKKα 
have been observed in some human cutaneous SCCs [31, 
32]. In an attempt to explain this apparent controversy, 
it has been suggested that in skin tumors overexpressing 
IKKα most of it is in the cytoplasm, and that the loss 
of nuclear IKKα is likely the cause of the malignant 
conversion of keratinocytes [33–35]. Hence, to discern 
the relevance of the nuclear or cytoplasmic localization 
of IKKα for skin cancer development and progression, 
we have generated two new models of transgenic mice 
expressing human IKKα under the control of the bovine 
keratin K5 promoter. By altering the nuclear localization 
signals, we have directed the exogenous IKKα protein 
towards the nucleus (N-IKKα mice) or the cytoplasm 
(C-IKKα mice) of keratinocytes in the basal, proliferative 

layer of the epidermis and in the outer root sheath of hair 
follicles. We here show that regardless of its subcellular 
localization, IKKα plays a protumoral role in skin cancer 
development and progression, although the mechanisms 
by which IKKα exerts its prooncogenic function are 
different depending on whether it acts in the nucleus or 
the cytoplasm of keratinocytes. Our results will help in 
understanding the progression of human NMSC; also 
offer new targets for intervention in such common cancer 
in humans. In addition, our C-and-N-IKKα transgenic 
mice provide an excellent model for dissecting the role 
of nuclear or cytoplasmic localization of IKKα in the 
physiology of the skin and other stratified epithelia.

RESULTS

Transgenic IKKα is expressed in the cytoplasm 
or in the nucleus of keratinocytes of C-and 
N-IKKα mice respectively

We have generated transgenic mice expressing 
an exogenous human IKKα protein in the cytoplasmic 
or nuclear compartment of keratinocytes (C-IKKα and 
N-IKKα mice respectively) under the control of the 
keratin 5 (K5) promoter (Figure 1A). The K5 derived 
sequences included in this construct drive transgene 
expression to the basal cells of the epidermis and the 
outer root sheath of hair follicles [36]. N- and C-IKKα 
mice develop normally, although the latter have a 
characteristic phenotype of sparse and short hair. This 
atypical hair was comparable to that of heterozygous 
IKKα+/- mice obtained in a similar FVB background and 
to a lesser extent to that of IKKα-siRNA transgenic mice 
[37] and data not shown.

Western blot analysis revealed increased expression 
of IKKα in the skin of both C-and-N-IKKα mice (Figure 
1B). Systematically, the level of IKKα transgene was higher 
in N-IKKα than in C-IKKα mice. Immunohistochemical 
staining showed that the transgenic protein was expressed 
in both C-and-N-IKKα mice following the K5 expression 
pattern (Figure 1C–1E). As it was expected, C-IKKα mice 
express the transgene in the cytoplasm of keratinocytes 
(Figure 1D), while N-IKKα mice express the exogenous 
IKKα in the nucleus (Figure 1E). For transgenic human 
IKKα analysis we have used two different antibodies that 
detect transgenic IKKα in immunohistochemistry (NB100-
56704 and H00001147-M04 antibodies, see Materials and 
Methods) and they both have yielded similar results. These 
antibodies do not recognize endogenous IKKα as noticed 
by the absence of signal in the epidermis of Control (non-
transgenic) mice (Figure 1F). In line with the lowest levels 
of transgene expression detected by western blot analysis 
in the C-IKKα mice, immunohistochemical assays showed 
a weaker staining and a lower number of cells expressing 
the transgene in the interfollicular epidermis of C-IKKα 
mice compared to that in N-IKKα mice (Figure 1D, 
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Figure 1: Expression of the transgenic IKKα protein in skin of C-IKKα and N-IKKα mice. A. Recombinant DNA constructs 
employed to generate both transgenic mice lines. For C-IKKα mice generation, the nuclear localization signal (NLS) was removed from the 
sequence of the human IKKα cDNA employed. In the construct used for generation of the N-IKKα mice an extra NLS signal was added. 
WT IKKα; wild type IKKα. B. Western blot of total protein extracts showing IKKα expression in back skin of Control and C-and N-IKKα 
mice. Actin was used as a loading control. C. Representative example of the K5 staining in back skin section of Control mice. D-E. 
Expression of exogenous IKKα protein in back skin of 1-month-old mice. Immunostaining with the NB100-56704 anti-IKKα antibody 
is showed; similar results were obtained with the H00001147-M04 IKKα antibody (not shown). Note the cytoplasmic expression of the 
transgene in the C-IKKα mice (D). By contrast, it is located in the nuclei of cells in the N-IKKα mice (E). In both types of transgenic mice 
the exogenous IKKα is expressed in basal keratinocytes (bk), in the outer root sheath of hair follicles (ORS) and in cells surrounding the 
sebaceous glands (sb). F. Back skin section of Control mice. The NB100-56704 antibody used does not recognize the endogenous IKKα in 
immunohistochemical assays. G. Endogenous IKKα expression in control mice using the IKKα (sc-7182) antibody. Scale bar: (C) 70 µm; 
(D-G) 60 µm.
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1E). Endogenous IKKα expression was detected both 
in the cytoplasm and in the nucleus of suprabasal and 
basal epidermal keratinocytes, as well as in hair follicle 
keratinocytes (Figure 1G).

C-IKKα/TgAC mice develop higher number of 
skin tumors of lower latency period

To evaluate the effect of nuclear or cytoplasmic 
overexpression of IKKα on skin tumor development, 
we bred the three types of mice (Control, C-IKKα 
and N-IKKα mice) with TgAC animals. TgAC mice 
carry an activated Ha-ras transgene that triggers the 
classic skin tumor initiation event [38]. In this setting, 
double transgenic (C-IKKα/TgAC and N-IKKα/
TgAC) and Control/TgAC, mice were treated with TPA 
(12-O-tetradecanoylphorbol-13-acetate) which promotes 
the expansion of ras-activated cells. C-IKKα/TgAc mice 
developed tumors earlier than the two other groups of 
mice; i.e. by 5-weeks of TPA treatment the percentage of 
mice which had developed tumors was higher (80%) in 
the C-IKKα/TgAC than in the N-IKKα/TgAC (33%) and 
Control/TgAC (16%) mice (Figure 2A). N-IKKα/TgAC 
mice also developed tumors a little bit earlier than Control/
TgAC mice. This result indicates the lower latency period 
of tumor development in both types of hIKKα/TgAc mice. 
However, from nine weeks of TPA treatment onwards 
the percentage of animals that developed tumors was 
similar in the three groups of mice (Figure 2A). Tumors 
were collected at weeks 9, 14 and 19 of TPA treatment, 
and we found that tumor multiplicity (number of tumors/
mice) was higher in C-IKKα/TgAC mice at these analyzed 
time points (Figure 2B). Even though we observed more 
tumors larger than 150 mm3 in C-IKKα/TgAC mice, no 
significant differences were found in the average tumor 
size in the three groups of mice (Figure 2C). Accordingly, 
the analysis of tumor cell proliferation, measured as 
BrdU incorporation, did not show significant differences 

between tumors of the three genotypes (data not shown). 
We also found no differences in apoptosis (measured as 
cleaved-Caspase 3 immunostaining, data not shown).

Western blot analysis showed that the exogenous 
IKKα was expressed in both N-and C-IKKα tumors, 
although as in the case of normal skin, the transgene 
was more intensely expressed in the N-IKKα tumors 
(Figure 3A). Immunohistochemical analysis of the 
transgenic IKKα protein in tumors and in the adjacent 
skin showed a widespread expression of the transgene in 
the interfollicular epidermis and hair follicles of N-IKKα/
TgAC mice, similarly to the staining observed in the skin 
of N-IKKα mice (Figure 3B, 1E). In agreement with the 
high expression of the transgenic IKKα in the skin, 100% 
of the N-IKKα tumors analyzed (35 tumors) strongly 
expressed the transgenic protein at similar levels (Figure 
3B, 3D, 3F, 3G). By contrast, the analysis of the skin of 
C-IKKα/TgAC mice showed that only some keratinocytes 
of the interfollicular epidermis and hair follicles expressed 
the transgene (Figure 3C). This result suggests that there is 
a negative selective pressure for survival of keratinocytes 
overexpressing IKKα in the cytoplasm or a tendency to 
silence the transgene. Surprisingly, despite the small 
number of keratinocytes expressing the transgene in the 
skin of C-IKKα/TgAC mice, almost 80% of the C-IKKα 
tumors tested (33/41) expressed the transgenic protein, 
although high heterogeneity in the levels of expression 
was observed (evaluated by the intensity and extent of 
transgenic IKKα signal) (compare Figure 3E, 3H, 3I). 
These results suggest that the overexpression of IKKα in 
the cytoplasm of keratinocytes greatly favors keratinocyte 
transformation and skin tumor development.

We next analyzed the presence of phosphorylated 
(activated) IKKα in the nucleus of tumors. A few scattered 
positive cells were found in the C- IKKα tumors (Figure 
4A). More abundant phosphorylated IKKα was detected in 
Control-tumors (Figure 4D), being the N-IKKα neoplasias 
those presenting more frequently activated IKKα (Figure 

Figure 2: Tumors developed in C-and N-IKKα/TgAC and Control/TgAC mice. A. Tumors emerge earlier in C-IKKα/TgAC 
mice than in mice of the two other genotypes. Fisher’s exact test was used to determine p values (*p<0.05; **p<0.01; ***p<0.001; 
****p<0.0001). B. Tumor multiplicity in Control/TgAC, C-IKKα/TgAC and N-IKKα/TgAC mice. Statistically significance was determined 
using Student’s t test (*p<0.05). C. Representation of the percentage of tumors of the indicated size in each group of mice. Statistical 
analysis was determined using Bonferroni multiple comparison test. (B-C) Panels represent data obtained from the analysis of tumors 
harvested at 9, 14 and 19 weeks of TPA treatment.
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Figure 3: Analysis of the expression of the transgene in C-IKKα and N-IKKα tumors by biochemical and 
immunohistochemical approaches. A. Western blot showing the increased expression of IKKα in transgenic mice. B-I. 
Immunohistochemistry showing the expression of the transgenic protein in N-IKKα and C-IKKa tumors. Staining with NB100-56704 
antibody is shown. (B, C) Representative images showing the expression of transgenic IKKα in tumors and adjacent skin of N-IKKα/TgAC 
mice (B), and C-IKKα/TgAC animals (C). (D, E) Detail showing the nuclear (D) or cytoplasmic (E) localization of the transgenic IKKα in 
tumors. (F, G) Similar levels of expression of the transgenic IKKα in different N-IKKα tumors. By contrast variable levels of expression 
of the transgene are observed between different C-IKKα tumors (H, I). t: tumor; s: non-tumoral skin. Scale bar: (B, C) 100µm; (D, E) 80 
µm; (F-I) 200 µm.
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4G). Although we used an antibody that recognized both, 
activated IKKα and IKKβ proteins, however, IKKβ is 
almost not detected in the nucleus of tumors of the three 
genotypes (data not shown), indicating that the staining 
observed in Figure 4 (A, D, G) corresponds to P-IKKα 
protein.

Tumors developed in both N-and-C-IKKα/TgAC 
mice show increased progression than those 
developed in control/TgAC mice

Histopathological examination of tumors collected 
by 9, 14 and 19 weeks of TPA treatment was performed. 
Although by these times tumors were mainly papillomas, 
however, those arisen in both N and C-IKKα/TgAC 
mice exhibited a carcinomatous-like pattern of growth, 

forming networks of epidermal ridges growing towards 
the dermis (Figure 5A, 5B; Table 1). These structures 
were also observed in the C-IKKα tumors (Figure 5J) 
although they were smaller than the epidermal ridges of 
the N- IKKα tumors; they were not detected in the Control 
tumors (Figure 5M). Furthermore, in some N-IKKα/
TgAC tumors infiltration foci were observed even at 
very early times of TPA promotion (9-weeks) (Figure 5C, 
5D; Table 1). Anisokaryosis and anisocytosis (signals of 
tumor promotion) were found in N-IKKα tumors and, 
to a lesser extent, in C-IKKα tumors (Figure 5E, 5K). 
No significant anisokaryosis or anisocytosis was found 
in Control tumors (Figure 5M–5O). An important basal 
hyperplasia was also detected in the N-IKKα tumors 
(Figure 5B, 5F) and, in a minor degree, in the C-IKKα 
tumors, although in this case dyskeratotic cells were 

Figure 4: Analysis of phosphorylated P-IKKα, and human and mouse IKKα in tumors of the three groups. A, D, G. 
P-IKKα expression. P-IKKα/β (Ser 180/Ser 181) antibody is used. B, E, H. Specific staining of human IKKα-using the NB100-56704 
antibody. C, F, I. Staining with the sc-7182 antibody that recognizes both human and mouse IKKα. Observe that as expected, in the 
N-IKKα tumors the signal of this antibody is detected both in cytoplasmic and nuclear localization; by contrast, in the Control tumors the 
endogenous IKKα is mainly observed in the cytosolic compartment, although some nuclear staining is also observed. In the C-IKKα tumors 
little nuclear staining is observed. Scale bar: 70µm.
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appreciated (Figure 5I). No relevant hyperplasia was 
observed in Control tumors (Figure 5N, 5O; Table 1). 
In the N-IKKα tumors the stratum granulosum appears 
discontinuous and areas exist in which the characteristic 
granules of this layer were not observed (indicating an 
altered maturation and differentiation of the keratinocytes) 
(Figure 5F; Table 1). Continuous stratum granulosum was 
observed in the C-IKKα and Control tumors (Figure 5J, 
5O). Keratin pearls, characteristics of well-differentiated 
carcinomas, were found in N- and C-IKKα tumors (Figure 
5G, 5L; Table 1). The analysis of the growth pattern of 
tumors showed that both, N-and C-IKKα/TgAC mice 
developed higher number of endoexophytic tumors than 
those originated in Control/TgAC mice (Table 1; 5H, 5P). 
This type of growth is associated to tumors prone to fast-
malignization.

Altogether these histological results suggest that 
tumors developed in both N-and C-IKKα/TgAC mice 
have more malignant features than those arisen in Control/
TgAC mice. In addition, among them, the N-IKKα 
tumors seem more aggressive than the C-IKKα ones. 
To test whether the activation of the classical NF-kB 
pathway causes the increased malignancy of the N-and-
C-IKKα tumors, activation of p65 and total p65 levels 
were assessed. No differences between the three types of 
tumors were found (Figure 6A, 6B, 6G; Supp Figure 1A, 
B). As IKKα is a central protein of the alternative NF-
kB pathway, the balance p100/p52 was also analyzed and 
no evident differences were found between tumors of the 
three groups (Figure 6C, 6G). Moreover, immunostaining 
with p52 and p65 antibodies did not reveal a significant 
difference in the level of expression or subcellular 

Figure 5: Histological pattern of tumors developed by double N-IKKα- and C-IKKα/TgAc, and Control/TgAC mice. 
A-H. Hematoxilin/eosin staining of N-IKKα tumors. (A, B) Characteristic growth pattern showing networks of epidermal ridges and basal 
hyperplasia (B). (C, D) Foci of infiltration. (E, F) Representative image showing anisokaryosis: nuclei of very different size are observed 
per field. (G) Keratin pearls. (H) Example of endoexophytic pattern of tumor growth. J-L. Hematoxilin/eosin staining of C-IKKα tumors. 
(J) Representative example of epidermal ridges in the C-IKKα tumors. (K) Anisokariosis in C-IKKα tumor cells. I. Basal hyperplasia and 
dyskeratotic cells in C-IKKα tumors. (L) Attempted keratin pearl formation. M-P. Hematoxilin/eosin staining of Control tumors. (M) 
Representative pattern of growth of control tumors. (N-O) Note the absence of basal hyperplasia and the presence of stratum granulosum in 
Control tumors. (P) Example of exophytic pattern of tumor growth. er: epidermal ridges; h: hyperplasia; g: stratum granulosum; bk: basal 
keratinocytes; *: example of anisocaryosis; arrows: infiltrative focus; arrow head: formation of a keratin pearl; d: dyskeratotic cells. Tumors 
of 9 weeks of TPA treatment: C, D, J, N, O; Tumors of 14 weeks of TPA treatment: A, B, E, F, G, H, I, K, L, M, P.
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localization of these proteins among tumors of the three 
genotypes (Figure 7).

Increased EGFR activation and enhanced 
VEGF-A and MMP-9 expression in C-IKKα 
tumors

Other markers of tumor progression were analyzed, 
such as the expression of E-cadherin, being those tumors 
expressing low levels of E-Cadherin considered of worse 
prognosis. The immunohistochemical staining showed 
a faint signal for E-Cadherin in tumors originated in 
both types of IKKα/TgAC mice, mainly in the C-IKKα 
ones (Figure 7). Western blot analysis also indicated a 
decrease in the expression of E-Cadherin in both types 
of hIKKα tumors (Figure 6D, 6E, 6G; Supp Figure 
1C). A robust tumor angiogenesis is another indicator 
of tumor malignancy. The analysis of CD31 and Sma 
immunostaining showed that C-IKKα tumors exhibited 
a network of large and lacunar, dilated blood vessels; 
by contrast, Control and N-IKKα tumors showed a 
blood vessels pattern characterized predominantly by 
narrow and small capillaries, although sporadically 
vessels of intermediate lumen diameter were observed 
in N-IKKα tumors (Figure 7). In addition, the staining of 
blood vessels with these antibodies showed a weak and 
discontinuous signal in C-IKKα tumors indicating the 
immature and leaky nature of their blood vessels. On the 
contrary, the vessels of the N-IKKα and Control tumors 
were more strongly stained, especially those in N-IKKα 
tumors (Figure 7, and data not shown). One of the most 
important pro-angiogenic factors is VEGF-A (vascular 
endothelial growth factor-A). As it has been described 
that IKKα represses VEGF-A expression in the skin [33], 
we analyzed the levels of VEGF-A expression in the skin 
of the three groups of mice. Whereas similar levels of 
VEGF-A mRNA in both Control- and N-IKKα mice were 
found, we observed a significant induction of VEGF-A 
expression in the skin of C-IKKα mice (Figure 6H). This 

result contrasts with a report from another group [33], but 
it is in agreement with the expanded network of blood 
vessels detected in the C-IKKα tumors. Searching for a 
possible cause of this increase, we analyzed the expression 
of two positive regulators of VEGF-A expression in 
tumors, i.e. EGFR (Epidermal Growth Factor Receptor) 
[39–41], and MMP-9 (metalloproteinase 9) [42]. We found 
no significant differences in the levels of EGFR expression 
between tumors developed by mice of the three genotypes; 
however, EGFR activation (P-EGFR) was augmented in 
the C-IKKα tumors (Figure 6A, 6G; Supp. Figure 1D). 
Enhanced MMP-9 expression was also observed in tumors 
arisen in C-IKKα/TgAC mice (Figure 6A, 6G; Supp. 
Figure 1G), indicating that upregulation of these two 
factors could cause the observed increase in VEGF-A.

Interestingly, increased levels of VEGF-A 
expression and augmented angiogenesis was also found 
in tumors developed in mice expressing reduced levels 
of IKKα [29]. Furthermore, induction of EGFR appears 
to be responsible for the skin tumor development in 
IKKαF/F/K15.Cre mice lacking IKKα in keratinocytes 
[28]. Upregulation of MMP-9 gene has also been found in 
IKKαF/F/K5.Cre keratinocytes, and has been associated to 
keratinocyte transformation [28]. Thus, our results suggest 
that C-IKKα mice overexpressing IKKα in the cytoplasm 
of keratinocytes, and transgenic mice expressing reduced 
levels of IKKα promote the development and progression 
of NMSC by similar mechanisms.

Induction of c-Myc, downregulation of Maspin 
levels and delocalized expression of Integrin-α6 
in N-IKKα tumors

In a previous work we described that WT IKKα 
overexpression in both nucleus and cytoplasm of 
keratinocytes of K5-IKKα transgenic mice increased the 
malignant potential of skin tumors [30]. We identified the 
downregulation of the tumor suppressor and repressor 
of metastasis Maspin, and the induction of delocalized 

Table 1: Histological characteristics of C-IKKα, N- IKKα and Control tumors 

Genotype/Tumor C-IKKα N-IKKα Control P value
C-IKKα/
Control

P value
N-IKKα/
Control

Epidermal ridges 10/23 22/25 0/23 0,0006 < 0,0001
Infiltration foci 0/23 5/25 1/23 ns ns
Basal hyperplasia 6/23 10/25 2/23 ns 0,019
Stratum granulosum 
discontinuous 1/23 7/25 1/23 ns 0,049

Keratin pearls 5/23 7/25 0/23 0,049 0,01
Endoexophytic growth 30/75 40/68 17/62 ns 0.0004

Table shows the number of tumors analyzed and the number of tumors positive for each characteristic. Statistical analysis is 
showed. Fisher’s exact test was used to determine p values.
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Figure 6: Biochemical characterization of Control, C-IKKα and N-IKKα tumors. A-F. Representative Western blots analysis 
of IKKα, P-p65, p65, EGFR, P-EGFR, p100/52, Maspin, c-Myc, E-cadherin and MMP-9 expression in Control, C-IKKα and N-IKKα 
tumors. Actin and GAPDH were used as loading controls. Western blot of protein extracts from 5 to 8 tumors derived from to 4 to 6 different 
mice of each genotype were performed. The identification of each tumor and mouse corresponding to every lane is provided in Supp. data 
G. Bands of the different immunoblots were quantified by Quantity One software and Image Lab software and normalized with respect to 
Actin or GAPDH expression. P values were determined by Student´s t-test and p values <0.05 (*) were considered significant; **p<0.01. H. 
Determination of VEGF-A mRNA relative levels in skin of Control, C-IKKα and N-IKKα transgenic mice by qRT-PCR analyses (P<0,05).
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Figure 7: Analysis of tumor markers in Control, C-IKKα and N-IKKα tumors. Downregulation of E-cadherin expression 
in N-IKKα- and C-IKKα tumors. The CD31 staining (marker of endothelial cells) shows the presence of dilated and leaky blood vessels 
in the C-IKKα tumors, while those of Control and N-IKKα tumors are narrow and mature. Strong and delocalized suprabasal integrin-a6 
staining is detected in N-IKKα tumors, while Control and C-IKKα tumors show Integrin-α6 basal expression. Reduced staining of Maspin 
in N-IKKα tumors. No difference in p52 and p65 expression was notice between tumors of the three genotypes.
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suprabasal expression of Integrin-α6, as the mechanisms 
through which IKKα exerted its protumoral function. 
Now we have analyzed the expression of these proteins 
in tumors of the three groups of mice. While in benign 
NMSC Integrin-α6 is expressed in keratinocytes of 
the basal layer; however, in malignant skin tumors it is 
also expressed in suprabasal layers [43]. We observed 
that Control and C-IKKα tumors had basal staining of 
Integrin-α6 (Figure 7) while tumors from N-IKKα/TgAC 
mice exhibited basal as well as delocalized suprabasal 
expression of Integrin-α6 (Figure 7). The suppressor of 
metastasis Maspin was expressed at lower levels in the 
N-IKKα tumors compared with Control- and C-IKKα 
tumors (Figure 7). A decrease in Maspin levels was also 
found by Western blot analysis (Figure 6B, 6G; Sup Figure 
1F, G). Therefore these data support the more aggressive 
feature of the tumors developed in N-IKKα/TgAC mice 
and that tumors arisen in N-IKKα/TgAC mice share 
molecular characteristics with those developed in the K5-
IKKα/TgAC mice [30].

One important molecule for keratinocyte 
transformation and tumor progression that is regulated 
by IKKα is the proto-oncogene c-Myc [44–46]. Analysis 
by Western blot has shown that c-Myc expression is 
induced in the N-IKKα tumors (Figure 6F, 6G; Sup Figure 
1F). This data reinforces the above results suggesting 
the increased malignancy of tumors developed by the 
N- IKKα/TgAC mice, and is in agreement with data 
showing the gain of c-Myc copy number gene found in 
moderately to poorly differentiated SCCs when compared 
with well-differentiated SCCs [47]. Therefore, the 
immunohistochemical and biochemical studies confirm 
the histopathological results, indicating that N-IKKα/
TgAC mice develop tumors of increased aggressiveness 
than Control/TgAC mice.

To confirm that the differences in the c-Myc, 
P-EGFR and MMP-9 expression found in N-and-C-IKKα 
tumors were due to the expression of the N-IKKα and 
C-IKKα transgenes, we transfected the HaCaT cell line 
of human keratinocytes with the C-IKKα and N-IKKα 
constructs under the control of the β-Actin promoter. 
Pooled stable transfectans clones from 15-30 different 
colonies were used to minimize any potential effect 
of clonal selection. A total of 6 pooled HaCaT-C-IKKα 
clones, 3 pooled HaCaT-N-IKKα clones and 3 pooled 
HaCaT-Control clones were analyzed. The correct 
expression of the transgene in the nucleus of HaCaT-N-
IKKα and in the cytoplasm of the HaCaT-C-IKKα was 
determined by immunofluorescence analysis (Figure 
8A–8C). Western blot analysis confirmed the increased 
expression of IKKα in the transfected cells (Figure 8D). 
Similarly to N-IKKα tumors obtained in transgenic 
mice, we observed that HaCaT-N-IKKα cells expressed 
increased levels of c-Myc; additionally we detected 
augmented EGFR activation and enhanced expression of 
MMP-9 in HaCaT-C-IKKα cells (Figure 8D, 8E; Supp. 

Figure 2), similarly to the results found in the C-IKKα 
tumors. Therefore, these results suggest that the increase in 
the expression of c-Myc in the N-IKKα tumors and in the 
HaCaT-N-IKKα keratinocytes is likely due to augmented 
IKKα expression of nuclear localization in keratinocytes. 
In addition they also suggest that the increase in MMP-9 
levels and P-EGFR activation found in the C-IKKα tumors 
and in the HaCaT-C-IKKα cells is mainly originated by 
the cytoplasmic localization of IKKα in keratinocytes.

In summary, our results show that tumors developed 
in both C-IKKα and N-IKKα/TgAc mice overexpressing 
IKKα in the cytoplasm or the nucleus of keratinocytes 
respectively are more prone to tumor development and 
have more aggressive features than those developed in 
Control/TgAC mice. Indeed, at the time of submitting 
this manuscript, we have started to observe spontaneous 
development of skin tumors in aged C-and-N-IKKα mice, 
strongly reinforcing the role of IKKα as a tumor promoter 
of NMSC in either, cytoplasmic or nuclear localization 
(work in progress). Importantly, our molecular studies, in 
vitro and in vivo, suggest that IKKα exerts very different 
and defined functions in each subcellular compartment of 
keratinocytes.

DISCUSSION

Our models of transgenic mice expressing an 
exogenous IKKα protein in the cytoplasm or in the 
nucleus of keratinocytes provide an excellent model for 
discerning the function that IKKα develops in NMSC. Our 
results show that regardless of its subcellular localization, 
IKKα plays a protumoral role in skin cancer development 
and progression, although the mechanisms through which 
IKKα promotes NMSC are different depending on its 
nuclear or cytoplasm localization.

Interestingly, we have found that in spite of the low 
number of keratinocytes that express the transgenic IKKα 
protein, C-IKKα/TgAC mice developed larger number 
of skin tumors with lower latency than Control/TgAC 
mice. This result suggests a very high predisposition for 
malignant transformation of keratinocytes expressing 
cytoplasmic IKKα. Additionally, this data proposes 
that the low expression of transgene expression in the 
epidermis of C-IKKα mice may be the result of a negative 
selection against keratinocytes expressing the transgenic 
IKKα, favoring the expansion of those in which the 
transgene is silenced. We have found that the increased 
levels of VEGF-A, along with the associated increased 
angiogenesis, the decreased expression of E-Cadherin and 
the enhanced expression of MMP-9 in the C-IKKα tumors 
are the likely mechanisms that may lead to the further 
progression found in C-IKKα tumors. In this respect, the 
induction of MMP-9 expression through a PI3K/Akt/IKKα 
pathway has been previously described [48]. In addition, 
an association between reduced expression of E-Cadherin 
and increased MMP-9 levels has been reported in mouse 
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SCCs with invasive phenotype [49]. These features are 
also common in human NMSC, where increased MMP-
9 expression has been observed in SCCs with respect to 
benign lesions in BCCs and actinic keratosis [50].

Another feature that distinguishes C-IKKα 
tumors from Control and N-IKKα tumors is the 
increased activation of EGFR. IKKα has been shown 
to be integrated into the EGFR/Ras/Erk pathway during 
mitosis and differentiation as well as in skin cancer 
development [51]. EGFR activation has been associated 

with tumor progression in different types of cancer 
in humans and mice, including NMSC, and usually 
correlates with a worse prognosis [39]. Moreover, 
increased MMP-9 and EGFR activation could be 
enhancing tumor angiogenesis in the C-IKKα tumors 
as both molecules are involved in processes required 
for tumor invasion of tissues and metastasis, such as 
angiogenesis [52, 53]; they are also positive regulators 
of VEGF-A expression [41, 42], that predisposes murine 
epidermis to NMSC development [54, 55] and favor the 

Figure 8: Characterization of the HaCaT-N-IKKα and HaCaT-C-IKKα cells. A-C. Immunofluorescence with a Flag specific 
antibody showing the expression of the transgene in the nucleus of the HaCaT-N-IKKα cells (B) and in the cytoplasm of the HaCaT-C-
IKKα cells (C). D. Representative western blot analyisis showing increased levels of IKKα in different pools of transfected HaCaT clones. 
Observe the increased MMP-9 and EGFR activation in the HaCaT-C-IKKα cells and the enhanced expression of c-Myc in the HaCaT-N-
IKKα cells. E. Graphic representation of the densitometric analysis of western blots correponding to 6 pooled clones of HaCaT-C-IKKα 
cells, 3 pooled clones of HaCaT-N-IKKα cells and 3 pooled clones of HaCaT-Control cells. Student’s t test was used for statistical analysis. 
(*p<0.05; ****p<0.0001).
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growth of large and lacunar blood vessels (a prominent 
feature of skin tumor progression) [56].

It is striking that the features that distinguish skin 
tumors developed by C-IKKα/TgAC mice, i.e., MMP-
9 and VEGF-A upregulation and increased EGFR 
activation are the same that characterize the skin tumors 
arisen in mice lacking IKKα or expressing diminished 
levels of this protein [28, 29]. It is also remarkable that 
our C-IKKα mice express increased levels of VEGF-A, 
since it has been shown that IKKα binds in the nucleus of 
keratinocytes to the distal VEGF-A promoter repressing its 
expression [33]. These results suggest that overexpression 
of IKKα in the cytoplasm of keratinocytes may impair 
certain nuclear IKKα functions (such as VEGF-A 
regulation), resulting in a similar behaviour of C-IKKα 
tumors and those developed in IKKα null mice (that 
consequently are deficient in the nuclear IKKα function). 
This possibility will be analyzed in detail in future work.

Our results show that tumors developed in N-IKKα/
TgAC mice also present a more aggressive phenotype than 
those of Control/TgAC mice. As a possible mechanism 
for this increased tumor progression, we have found the 
induction of c-Myc expression. In support of this hypothesis, 
a mechanistic connection between IKKα and c-Myc has 
been found in breast cancer, where IKKα increases c-Myc 
protein levels by prolonging protein stability, and this 
consequently promotes the tumorigenic and invasive activity 
of breast cancer cells [57]. In the case of NMSC, increased 
c-Myc expression is found in SCC of poor prognosis 
[47]. In addition, the expression of this proto-oncogene in 
epidermis is a risk factor for tumor development, i.e., K5-
cMyc transgenic mice develop spontaneous tumors in skin 
and oral cavity [44, 58]. c-Myc amplification or deregulated 
expression can also play a causal role in the genesis and 
tumorigenic promotion of diverse human tumors, including 
cutaneous SCC, lung and breast carcinomas [47, 59–62]. 
Actually, c-Myc amplification has been found in 50% of 
tumors from transplants recipients who develop skin SCC 
[63], being the incidence of cutaneous SCC development 
highly augmented in these patients [64].

Another event that may account for the increased 
tumor progression of N-IKKα tumors is the decreased 
expression of the tumor suppressor Maspin. Maspin acts 
as an inhibitor of metastasis in prostate, liver and breast 
cancers, in which it has been proven that nuclear IKKα, 
by directly binding to the Maspin promoter, represses its 
transcription, thereby encouraging metastasis [24, 26, 65]. 
Previous findings of our group showed that Maspin also 
has a tumor suppressor role in NMSC development and 
progression, and furthermore we found that the increased 
malignancy of tumors developed in K5-IKKα/TgAC mice 
could be due to the diminished expression of Maspin 
in skin [30, 66]. Hence, the results that we here show 
confirm our previous data and extend our findings, as we 
have specified the role of nuclear IKKα as a regulator of 
Maspin expression in skin tumors developed by N-IKKα/
TgAC mice.

Recently, it has been published that the nuclear 
localization of IKKα is a hallmark of aggressive human 
cutaneous SCC with high risk to metastasize [67]. These 
authors have found that nuclear IKKα is coupled with 
the metastatic capacity of cutaneous SCC, likely through 
Maspin attenuation. These results agree with the increased 
aggressiveness of skin tumors overexpressing nuclear IKKα 
expression in comparison to Control tumors described here, 
and confirm the importance of reduced levels of Maspin for 
the enhanced aggressiveness of these tumors. In addition, 
we have found other mechanisms that are likely contributing 
to the high malignancy of skin tumors with increased 
nuclear IKKα, such as induction of c-Myc expression and 
deregulation of Integrin-α6 (a common feature found in 
squamous tumors at high risk of malignant progression [43]). 
Therefore, our results show that N-IKKα tumors recapitulate 
some of the features that make human and mouse skin 
tumors more aggressive and with high risk to metastasize.

In summary, our models of transgenic mice 
show that regardless of its subcellular localization in 
keratinocytes, IKKα plays a protumoral role in skin 
cancer development and progression, although by 
different mechanisms. We have also found interesting 
similarities between the features of tumors developed 
in C-IKKα mice and those of tumors arising in IKK-/- 
mice. And importantly, we have found that N-IKKα skin 
tumors mimic the characteristics associated to aggressive 
human skin tumors with high risk to metastasize such as 
predominance of nuclear IKKα expression and attenuation 
of Maspin expression, besides the induction of c-Myc 
and Integrin-α6 expression. Our results may help in 
understanding the progression of human NMSC and also 
offer new targets for intervention in such common cancer 
in humans.

MATERIALS AND METHODS

Generation of transgenic mice

The human IKKα cDNA sequence was amplified 
from human keratinocyte RNA and cloned in pCRII-
TOPO using Topo-Cloning (ThermoFisher, MA, USA) 
using specific primers that also included restriction sites 
(HindIII in 5’ and NotI in 3’). For N-IKKα cloning, the 
primer also included an NLS (nuclear localization signal) 
(atggatcccaagaagaagaggaaggtg) in 5’. For C-IKKα, the 
internal NLS site was removed by directed mutagenesis 
using QuikChange II (Stratagene). All constructs were 
checked by sequencing. N-IKKα and C-IKKα constructs 
were then subcloned in the pK5 vector containing 5.2 Kb 
of the bovine K5 promoter and a rabbit β-globin intron 
(Figure 1A) [36].

C-IKKα and N-IKKα mice were generated in 
FVB/N and B6D2F2 hybrid background respectively. 
N-IKKα mice were then crossed with FVB/N mice and 
used in the 6th generation onwards. Mice were genotyped 
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by PCR analysis of tail genomic DNA using primers 
specific for the rabbit β-globin intron.

Carcinogenesis assays

Female hemizygous v-Ha-ras transgenic Tg.AC 
mice (Taconic Farm Inc. USA) were mated with C- and 
N-IKKα, and Control males. Double transgenic C-and 
N-IKKα/Tg.AC and Control/Tg.AC 9-week-old mice (6 
animals per group) were shaved and topically treated twice 
weekly with 5 µg of TPA (Sigma) in 200 µl of acetone 
for 9 weeks according to standard protocols [30]. Tumors 
were measured with an external caliper, and volume was 
calculated as (4/ 3) π (width/2)2 (length/2).

Cell culture and transfection assays

Human HaCaT keratinocytes were growth in 
DMEM and 10%FCS. Cells were transfected using 
the calcium phosphate method. N-IKKα and C-IKKα 
constructs (containing a Flag-tag) were then subcloned 
in a vector containing the β-Actin promoter [31, 68, 69]. 
The corresponding empty vector was used as control. 
Resistant colonies were selected using G418 (0.5 mg/ml). 
As a result of different transfection assays distinct clones 
of HaCaT cells were obtained expressing the N-IKKα 
or C-IKKα transgenes, designated HaCaT- N-IKKα and 
HaCaT-C-IKKα. Each clone was derived from a pool 
of 15-30 different colonies. HaCaT colonies transfected 
with the empty vector were selected, pooled, and used as 
control (HaCaT-Control cells).

Histology and immunohistochemistry

Skin and tumors were fixed in 10% buffered 
formalin and embedded in paraffin. Sections were stained 
with H&E and histopathological evaluation was performed 
by two experimented observers: MJFA, specialized in 
human pathology and RAGF, a veterinarian expert in 
animal pathology.

Immunostaining was performed using antibodies 
against IKKα (NB100-56704) IKKβ (Novus Biologicals, 
Cambridge UK); IKKα (H00001147-M04) (Abnova, 
Taiwan); IKKα (sc-7182), P-IKKα/β (Ser 180/Ser 181)-R 
(sc-23470-R), Maspin, p65 (Santa Cruz Biotechnology, 
Inc. Heidelberg, Germany); CD31, E- Cadherin, 
Integrin-α6 (BD Bioscience, NJ, USA); p52 (Abcam, 
Cambridge, UK). Sections were incubated with a 
biotinylated secondary antibody, and then with streptavidin 
conjugated to horseradish peroxidase (DAKO A/S, 
Glostrp, Denmark). Antibody localization was determined 
using 3,3-diaminobenzidine (DAB) (Vector Laboratories; 
Burlingame, CA, USA).

A pressure cooker with DAKO target retrieval 
solution ph9.0 (DAKO) was employed for Maspin, mouse 
IKKα, human IKKα, P-IKKα/β, IKKβ and E- Cadherin 
detection. Staining with p52, p65, Integrin-α6 and CD31 
antibodies was performed in cryosections of tumors.

Immunofluorescence

Indirect immunofluorescence was used to detect the 
transgene in HaCaT cell cultures. The Flag antibody was 
used (F3040; SIGMA, Missouri, USA). Alexa Fluor-594 
goat antimouse IgG(H + L) was used as fluorochrome.

Ethics statement

All animal experimental procedures were performed 
according to European and Spanish laws and regulations 
(2007/526/CE) and approved by our institution’s ethics 
committee.

Western blot analysis

Protein extracts were obtained from pieces of 
tumors or from HaCaT cells. Total protein extracts (30 
µg) were subjected to SDS/PAGE. The separated proteins 
were transferred to nitrocellulose membranes (Amersham, 
Arlington Heights, IL; BioRad, France) and probed 
with antibodies against IKKα (NB100-56704 Novus 
Biologicals); c-Myc (Biolegend, CA, USA); Maspin, 
Actin, EGFR, P-EGFR (Tyr1176), p65, GAPDH (Santa 
Cruz Biotechnology, Inc. Europe); α-Tubulin (Sigma-
Aldrich, MO, USA); E-Cadherin (BD Bioscience, NJ, 
USA). p100/p52 (Cell Signaling Technology, USA) and 
MMP-9 (Merck Millipore, Darmstadt, Germany). In all 
cases samples were subjected to luminography with the 
Supersignal West Pico Chemiluminescent Substrate 
(Pierce Biotechnology, Inc., Illinois, USA).

RNA isolation and real-time PCR

Total RNA was isolated using miRNeasy Mini 
Kit (Qiagen, Hilden, Germany) according to the 
manufacturer’s instructions and residual DNA was 
eliminated using Rnase-Free Dnase Set (Qiagen). Reverse 
transcription was performed using the Omniscript RT Kit 
(Qiagen) and oligo dT primer, using 1 μg of total RNA. 
Quantitative PCR was performed in a 7500 Fast Real Time 
PCR System (Applied Biosystems, Foster City, CA, USA) 
using Go Taq PCR master mix (Promega) and 1 μl of cDNA 
as a template. Melting curves were performed to verify 
specificity and absence of primer dimerization. Reaction 
efficiency was calculated for each primer combination, and 
TBP gene was used as reference gene for normalization. 
The F-and R-sequences of the specific oligonucleotides 
for VEGF-A were 5´-CAGGCTGCTGTAACGATGAA-
3´and 5´-CTCCTATGTGCTGGCTTTGG-3’ and for 
TBP were 5’-AGTGAAGAACAGTCCAGACTG-3’ and 
5’-CCAGGAAATAACTCTGGCTCAT-3’.

ACKNOWLEDGMENTS

We thank Marta Ortiz-Martín for invaluable 
technical assistance; Federico Sánchez-Sierra and Pilar 



Oncotarget29545www.impactjournals.com/oncotarget

Hernández for histological assistance; Jesús Martínez, 
Edilia Almeida and the personnel of the CIEMAT Animal 
Unit for care of the mice used.

CONFLICTS OF INTEREST

The authors declare no conflicts of interest.
The funders had no role in study design, data 

collection and analysis, decision to publish, or preparation 
of the article.

GRANT SUPPORT

The study was funded by the following: AES grants 
ISCIIIFIS PI13/02580 and PI14/01403 to M.L. Casanova 
and A. Ramírez respectively; grant 1.010.511 (Fundación 
Banco de Santander-Universidad Alfonso X el Sabio) 
to M.J Fernández-Aceñero; Comunidad Autónoma de 
Madrid grant S2010/BMD-2470 (Oncocycle Program) 
and CIEM13-4E-1944 to JMP; AES grants ISCIII-RETIC 
RD06/0020/0029 and RD12/0036/0009 to JMP.

REFERENCES

1. Christenson LJ, Borrowman TA, Vachon CM, Tollefson 
MM, Otley CC, Weaver AL, Roenigk RK. Incidence of 
basal cell and squamous cell carcinomas in a population 
younger than 40 years. Jama. 2005; 294:681-690.

2. Moller R, Reymann F, Hou-Jensen K. Metastases in 
dermatological patients with squamous cell carcinoma. 
Arch Dermatol. 1979; 115:703-705.

3. Karia PS, Han J, Schmults CD. Cutaneous squamous cell 
carcinoma: estimated incidence of disease, nodal metastasis, 
and deaths from disease in the United States, 2012. J 
Am Acad Dermatol. 2013; 68:957-966. doi: 910.1016/j.
jaad.2012.1011.1037.

4. Delhase M, Karin M. The I kappa B kinase: a master 
regulator of NF-kappa B, innate immunity, and epidermal 
differentiation. Cold Spring Harb Symp Quant Biol. 1999; 
64:491-503.

5. Gareus R, Huth M, Breiden B, Nenci A, Rosch N, Haase 
I, Bloch W, Sandhoff K, Pasparakis M. Normal epidermal 
differentiation but impaired skin-barrier formation upon 
keratinocyte-restricted IKK1 ablation. Nat Cell Biol. 2007; 
9:461-469.

6. Hu Y, Baud V, Delhase M, Zhang P, Deerinck T, Ellisman 
M, Johnson R, Karin M. Abnormal morphogenesis but 
intact IKK activation in mice lacking the IKKalpha subunit 
of IkappaB kinase. Science. 1999; 284:316-320.

7. Li Q, Lu Q, Hwang JY, Buscher D, Lee KF, Izpisua-
Belmonte JC, Verma IM. IKK1-deficient mice exhibit 
abnormal development of skin and skeleton. Genes Dev. 
1999; 13:1322-1328.

8. Takeda K, Takeuchi O, Tsujimura T, Itami S, Adachi O, 
Kawai T, Sanjo H, Yoshikawa K, Terada N, Akira S. Limb 

and skin abnormalities in mice lacking IKKalpha. Science. 
1999; 284:313-316.

9. Sil AK, Maeda S, Sano Y, Roop DR, Karin M. IkappaB 
kinase-alpha acts in the epidermis to control skeletal and 
craniofacial morphogenesis. Nature. 2004; 428:660-664.

10. Dejardin E. The alternative NF-kappaB pathway from 
biochemistry to biology: pitfalls and promises for 
future drug development. Biochem Pharmacol. 2006; 
72:1161-1179.

11. Cao Y, Bonizzi G, Seagroves TN, Greten FR, Johnson R, 
Schmidt EV, Karin M. IKKalpha provides an essential link 
between RANK signaling and cyclin D1 expression during 
mammary gland development. Cell. 2001; 107:763-775.

12. Anest V, Hanson JL, Cogswell PC, Steinbrecher KA, Strahl 
BD, Baldwin AS. A nucleosomal function for IkappaB 
kinase-alpha in NF-kappaB-dependent gene expression. 
Nature. 2003; 423:659-663.

13. Birbach A, Gold P, Binder BR, Hofer E, de Martin R, 
Schmid JA. Signaling molecules of the NF-kappa B 
pathway shuttle constitutively between cytoplasm and 
nucleus. J Biol Chem. 2002; 277:10842-10851.

14. Yamamoto Y, Verma UN, Prajapati S, Kwak YT, Gaynor 
RB. Histone H3 phosphorylation by IKK-alpha is critical 
for cytokine-induced gene expression. Nature. 2003; 
423:655-659.

15. Fernandez-Majada V, Aguilera C, Villanueva A, Vilardell 
F, Robert-Moreno A, Aytes A, Real FX, Capella G, Mayo 
MW, Espinosa L, Bigas A. Nuclear IKK activity leads to 
dysregulated notch-dependent gene expression in colorectal 
cancer. Proc Natl Acad Sci U S A. 2007; 104:276-281.

16. Fernandez-Majada V, Pujadas J, Vilardell F, Capella G, 
Mayo MW, Bigas A, Espinosa L. Aberrant cytoplasmic 
localization of N-CoR in colorectal tumors. Cell Cycle. 
2007; 6:1748-1752.

17. Descargues P, Sil AK, Sano Y, Korchynskyi O, Han 
G, Owens P, Wang XJ, Karin M. IKKalpha is a critical 
coregulator of a Smad4-independent TGFbeta-Smad2/3 
signaling pathway that controls keratinocyte differentiation. 
Proc Natl Acad Sci U S A. 2008; 105:2487-2492.

18. Marinari B, Moretti F, Botti E, Giustizieri ML, Descargues 
P, Giunta A, Stolfi C, Ballaro C, Papoutsaki M, Alema S, 
Monteleone G, Chimenti S, Karin M, Costanzo A. The 
tumor suppressor activity of IKKalpha in stratified epithelia 
is exerted in part via the TGF-beta antiproliferative pathway. 
Proc Natl Acad Sci U S A. 2008; 105:17091-17096.

19. Charalambous MP, Lightfoot T, Speirs V, Horgan K, 
Gooderham NJ. Expression of COX-2, NF-kappaB-p65, 
NF-kappaB-p50 and IKKalpha in malignant and adjacent 
normal human colorectal tissue. Br J Cancer. 2009; 
101:106-115.

20. Zhang W, Tan W, Wu X, Poustovoitov M, Strasner A, 
Li W, Borcherding N, Ghassemian M, Karin M. A NIK-
IKKalpha Module Expands ErbB2-Induced Tumor-
Initiating Cells by Stimulating Nuclear Export of p27/Kip1. 
Cancer Cell. 2013; 23:647-659.



Oncotarget29546www.impactjournals.com/oncotarget

21. Park KJ, Krishnan V, O'Malley BW, Yamamoto Y, Gaynor 
RB. Formation of an IKKalpha-dependent transcription 
complex is required for estrogen receptor-mediated gene 
activation. Mol Cell. 2005; 18:71-82.

22. Shiah HS, Gao W, Baker DC, Cheng YC. Inhibition of cell 
growth and nuclear factor-kappaB activity in pancreatic 
cancer cell lines by a tylophorine analogue, DCB-3503. Mol 
Cancer Ther. 2006; 5:2484-2493.

23. Hirata Y, Maeda S, Mitsuno Y, Akanuma M, Yamaji Y, 
Ogura K, Yoshida H, Shiratori Y, Omata M. Helicobacter 
pylori activates the cyclin D1 gene through mitogen-
activated protein kinase pathway in gastric cancer cells. 
Infect Immun. 2001; 69:3965-3971.

24. Luo JL, Tan W, Ricono JM, Korchynskyi O, Zhang M, 
Gonias SL, Cheresh DA, Karin M. Nuclear cytokine-
activated IKKalpha controls prostate cancer metastasis by 
repressing Maspin. Nature. 2007; 446:690-694.

25. Mahato R, Qin B, Cheng K. Blocking IKKalpha Expression 
Inhibits Prostate Cancer Invasiveness. Pharm Res. 2010.

26. Jiang R, Xia Y, Li J, Deng L, Zhao L, Shi J, Wang X, Sun 
B. High expression levels of IKKalpha and IKKbeta are 
necessary for the malignant properties of liver cancer. Int J 
Cancer. 2010; 126:1263-1274.

27. Furuya K, Ozaki T, Hanamoto T, Hosoda M, Hayashi S, 
Barker PA, Takano K, Matsumoto M, Nakagawara A. 
Stabilization of p73 by nuclear IkappaB kinase-alpha 
mediates cisplatin-induced apoptosis. J Biol Chem. 2007; 
282:18365-18378.

28. Liu B, Xia X, Zhu F, Park E, Carbajal S, Kiguchi K, 
DiGiovanni J, Fischer SM, Hu Y. IKKalpha is required to 
maintain skin homeostasis and prevent skin cancer. Cancer 
Cell. 2008; 14:212-225.

29. Park E, Zhu F, Liu B, Xia X, Shen J, Bustos T, Fischer 
SM, Hu Y. Reduction in IkappaB kinase alpha expression 
promotes the development of skin papillomas and 
carcinomas. Cancer Res. 2007; 67:9158-9168.

30. Alameda JP, Moreno-Maldonado R, Fernandez-Acenero 
MJ, Navarro M, Page A, Jorcano JL, Bravo A, Ramirez 
A, Casanova ML. Increased IKKalpha Expression in the 
Basal Layer of the Epidermis of Transgenic Mice Enhances 
the Malignant Potential of Skin Tumors. PLoS One. 2011; 
6:e21984.

31. Moreno-Maldonado R, Ramirez A, Navarro M, Fernandez-
Acenero MJ, Villanueva C, Page A, Jorcano JL, Bravo 
A, Llanos Casanova M. IKKalpha enhances human 
keratinocyte differentiation and determines the histological 
variant of epidermal squamous cell carcinomas. Cell Cycle. 
2008; 7:2021-2029.

32. Mulero MC, Ferres-Marco D, Islam A, Margalef P, 
Pecoraro M, Toll A, Drechsel N, Charneco C, Davis S, 
Bellora N, Gallardo F, Lopez-Arribillaga E, Asensio-Juan 
E, Rodilla V, Gonzalez J, Iglesias M, et al. Chromatin-
bound IkappaBalpha regulates a subset of polycomb target 
genes in differentiation and cancer. Cancer Cell. 2013; 
24:151-166. doi: 110.1016/j.ccr.2013.1006.1003.

33. Liu B, Park E, Zhu F, Bustos T, Liu J, Shen J, Fischer 
SM, Hu Y. A critical role for I kappaB kinase alpha 
in the development of human and mouse squamous 
cell carcinomas. Proc Natl Acad Sci U S A. 2006; 
103:17202-17207.

34. Van Waes C, Yu M, Nottingham L, Karin M. Inhibitor-
kappaB kinase in tumor promotion and suppression during 
progression of squamous cell carcinoma. Clin Cancer Res. 
2007; 13:4956-4959.

35. Descargues P, Sil AK, Karin M. IKKalpha, a critical 
regulator of epidermal differentiation and a suppressor of 
skin cancer. Embo J. 2008; 27:2639-2647.

36. Ramirez A, Bravo A, Jorcano JL, Vidal M. Sequences 5' 
of the bovine keratin 5 gene direct tissue- and cell-type-
specific expression of a lacZ gene in the adult and during 
development. Differentiation. 1994; 58:53-64.

37. Moreno-Maldonado R, Murillas Rodolfo, Navarro Manuel, 
Page Angustias, Suárez-Cabrera Cristian , Alameda Ubeda 
Josefa P, Bravo Ana, Casanova M. Llanos, Ramirez Angel. 
RNAi-mediated knockdown of IKK1 in transgenic mice 
using a transgenic construct containing the human H1 
promoter. The Scientific World Journal 2014; 193803.

38. Leder A, Kuo A, Cardiff RD, Sinn E, Leder P. v-Ha-ras 
transgene abrogates the initiation step in mouse skin 
tumorigenesis: effects of phorbol esters and retinoic acid. 
Proc Natl Acad Sci U S A. 1990; 87:9178-9182.

39. Casanova ML, Larcher F, Casanova B, Murillas R, 
Fernandez-Acenero MJ, Villanueva C, Martinez-Palacio 
J, Ullrich A, Conti CJ, Jorcano JL. A critical role for ras-
mediated, epidermal growth factor receptor-dependent 
angiogenesis in mouse skin carcinogenesis. Cancer Res. 
2002; 62:3402-3407.

40. De Luca A, Carotenuto A, Rachiglio A, Gallo M, Maiello 
MR, Aldinucci D, Pinto A, Normanno N. The role of the 
EGFR signaling in tumor microenvironment. J Cell Physiol. 
2008; 214:559-567.

41. Maity A, Pore N, Lee J, Solomon D, O'Rourke DM. 
Epidermal growth factor receptor transcriptionally 
up-regulates vascular endothelial growth factor expression 
in human glioblastoma cells via a pathway involving 
phosphatidylinositol 3'-kinase and distinct from that 
induced by hypoxia. Cancer Res. 2000; 60:5879-5886.

42. Bergers G, Brekken R, McMahon G, Vu TH, Itoh T, Tamaki 
K, Tanzawa K, Thorpe P, Itohara S, Werb Z, Hanahan D. 
Matrix metalloproteinase-9 triggers the angiogenic switch 
during carcinogenesis. Nat Cell Biol. 2000; 2:737-744.

43. Tennenbaum T, Weiner AK, Belanger AJ, Glick AB, 
Hennings H, Yuspa SH. The suprabasal expression of alpha 
6 beta 4 integrin is associated with a high risk for malignant 
progression in mouse skin carcinogenesis. Cancer Res. 
1993; 53:4803-4810.

44. Rounbehler RJ, Schneider-Broussard R, Conti CJ, 
Johnson DG. Myc lacks E2F1's ability to suppress skin 
carcinogenesis. Oncogene. 2001; 20:5341-5349.



Oncotarget29547www.impactjournals.com/oncotarget

45. Watt FM, Frye M, Benitah SA. MYC in mammalian 
epidermis: how can an oncogene stimulate differentiationŒ 
Nat Rev Cancer. 2008; 8:234-242. doi: 210.1038/nrc2328.

46. Liu B, Willette-Brown J, Liu S, Chen X, Fischer SM, Hu 
Y. IKKalpha represses a network of inflammation and 
proliferation pathways and elevates c-Myc antagonists and 
differentiation in a dose-dependent manner in the skin. Cell 
Death Differ. 2011; 18:1854-1864.

47. Toll A, Salgado R, Yebenes M, Martin-Ezquerra G, 
Gilaberte M, Baro T, Sole F, Alameda F, Espinet B, Pujol 
RM. MYC gene numerical aberrations in actinic keratosis 
and cutaneous squamous cell carcinoma. Br J Dermatol. 
2009; 161:1112-1118. 

48. Lu Y and Wahl LM. - Production of matrix 
metalloproteinase-9 by activated human monocytes 
involves a phosphatidylinositol-3 kinase/Akt/IKKalpha/
NF-kappaB pathway. J Leukoc Biol. 2005; 78:259-265.

49. Llorens A, Rodrigo I, Lopez-Barcons L, Gonzalez-
Garrigues M, Lozano E, Vinyals A, Quintanilla M, Cano 
A, Fabra A. Down-regulation of E-cadherin in mouse 
skin carcinoma cells enhances a migratory and invasive 
phenotype linked to matrix metalloproteinase-9 gelatinase 
expression. Lab Invest. 1998; 78:1131-1142.

50. Poswar FO, Fraga CA, Farias LC, Feltenberger JD, Cruz 
VP, Santos SH, Silveira CM, de Paula AM, Guimaraes AL. 
Immunohistochemical analysis of TIMP-3 and MMP-9 in 
actinic keratosis, squamous cell carcinoma of the skin, and 
basal cell carcinoma. Pathol Res Pract. 2013; 209:705-709. 

51. Liu B, F Z, X X, E P and Hu Y. A tale of terminal 
differentiation: IKKalpha, the master keratinocyte regulator.   
Cell Cycle. 2009; 8:527-531.

52. Johnson JL, George SJ, Newby AC, Jackson CL. Divergent 
effects of matrix metalloproteinases 3, 7, 9, and 12 on 
atherosclerotic plaque stability in mouse brachiocephalic 
arteries. Proc Natl Acad Sci U S A. 2005; 102:15575-15580. 

53. Normanno N, Bianco C, Strizzi L, Mancino M, Maiello 
MR, De Luca A, Caponigro F, Salomon DS. The ErbB 
receptors and their ligands in cancer: an overview. Curr 
Drug Targets. 2005; 6:243-257.

54. Detmar M. The role of VEGF and thrombospondins in skin 
angiogenesis. J Dermatol Sci. 2000; 24 Suppl 1:S78-84.

55. Larcher F, Murillas R, Bolontrade M, Conti CJ, Jorcano 
JL. VEGF/VPF overexpression in skin of transgenic 
mice induces angiogenesis, vascular hyperpermeability 
and accelerated tumor development. Oncogene. 1998; 
17:303-311.

56. Bolontrade MF, Stern MC, Binder RL, Zenklusen JC, 
Gimenez-Conti IB, Conti CJ. Angiogenesis is an early event 
in the development of chemically induced skin tumors. 
Carcinogenesis. 1998; 19:2107-2113.

57. Yeh PY, Ys L, Dl O and Cheng AL. IkappaB kinases 
increase Myc protein stability and enhance progression of 
breast. Mol Cancer. 2011; 10:53(1476-4598 (Electronic)).

58. Pelengaris S, Littlewood T, Khan M, Elia G, Evan G. 
Reversible activation of c-Myc in skin: induction of a 
complex neoplastic phenotype by a single oncogenic lesion. 
Mol Cell. 1999; 3:565-577.

59. Akervall J, Bockmuhl U, Petersen I, Yang K, Carey TE, 
Kurnit DM. The gene ratios c-MYC:cyclin-dependent 
kinase (CDK)N2A and CCND1:CDKN2A correlate with 
poor prognosis in squamous cell carcinoma of the head and 
neck. Clin Cancer Res. 2003; 9:1750-1755.

60. Little CD, Nau MM, Carney DN, Gazdar AF, Minna JD. 
Amplification and expression of the c-myc oncogene in 
human lung cancer cell lines. Nature. 1983; 306:194-196.

61. Mariani-Costantini R, Escot C, Theillet C, Gentile A, Merlo 
G, Lidereau R, Callahan R. In situ c-myc expression and 
genomic status of the c-myc locus in infiltrating ductal 
carcinomas of the breast. Cancer Res. 1988; 48:199-205.

62. Sato H, Suzuki JS, Tanaka M, Ogiso M, Tohyama C, 
Kobayashi S. Gene expression in skin tumors induced 
in hairless mice by chronic exposure to ultraviolet B 
irradiation. Photochem Photobiol. 1997; 65:908-914.

63. Boukamp P. Non-melanoma skin cancer: what drives tumor 
development and progression? Carcinogenesis. 2005; 
26:1657-1667.

64. Wimmer CD, Rentsch M, Crispin A, Illner WD, Arbogast 
H, Graeb C, Jauch KW, Guba M. The janus face of 
immunosuppression - de novo malignancy after renal 
transplantation: the experience of the Transplantation 
Center Munich. Kidney Int. 2007; 71:1271-1278.

65. Stark AM, Schem C, Maass N, Hugo HH, Jonat W, 
Mehdorn HM, Held-Feindt J. Expression of metastasis 
suppressor gene maspin is reduced in breast cancer brain 
metastases and correlates with the estrogen receptor status. 
Neurol Res. 2010; 32:303-308.

66. Alameda JP, Fernandez-Acenero MJ, Quintana RM, Page 
A, Ramirez A, Navarro M, Casanova ML. Functional 
inactivation of CYLD promotes the metastatic potential of 
tumor epidermal cells. J Invest Dermatol. 2013; 133:1870-
1878. .

67. Toll A, Margalef P, Masferrer E, Ferrandiz-Pulido C, 
Gimeno J, Pujol RM, Bigas A, Espinosa L. Active nuclear 
IKK correlates with metastatic risk in cutaneous squamous 
cell carcinoma. Arch Dermatol Res. 2015; 21:21.

68. Frederickson RM, Micheau MR, Iwamoto A, Miyamoto 
NG. 5' flanking and first intron sequences of the human 
beta-actin gene required for efficient promoter activity. 
Nucleic Acids Res. 1989; 17:253-270.

69. Alameda JP, Fernandez-Acenero MJ, Moreno-Maldonado 
R, Navarro M, Quintana R, Page A, Ramirez A, Bravo A, 
Casanova ML. CYLD regulates keratinocyte differentiation 
and skin cancer progression in humans. Cell Death Dis. 
2011; 2:e208; doi:210.1038/cddis.2011.1082.


