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ABSTRACT
Acquisition of chemoresistance and metastatic phenotype are the major causes 

of treatment failure and mortality in head and neck squamous cell carcinoma (HNSCC) 
patients. Histone deacetylases (HDACs) have been shown to be overexpressed in 
many tumor types and directly linked to poor prognosis. In this study, we demonstrate 
that HDACs are markedly elevated in HNSCC. HDACs expression was further increase 
in cisplatin resistant cell lines (CisR). In addition, cisplatin-resistant cells showed 
enhanced stem cell properties and tumor metastasis. Depletion of HDAC1 and 2 in CisR 
cell lines significantly reversed cisplatin resistance and tumorsphere formation. Next, 
we tested the efficacy of Suberoylanilide hydroxamic acid (SAHA), an HDAC inhibitor, 
by using both in vitro and in vivo models. SAHA significantly inhibited cell proliferation 
and synergistically enhanced the anti-proliferative effects of cisplatin. In addition, 
SAHA significantly decreased tumorsphere formation by markedly reducing nanog 
expression. In a SCID mouse xenograft model, SAHA significantly enhanced the anti-
tumor effects of cisplatin treatment with no added systemic toxicity. Furthermore, 
SAHA and cisplatin combination treatment significantly decreased tumor metastasis 
and nanog expression, in vivo. Taken together, our results suggest that targeting 
HDACs with SAHA could be an effective treatment strategy for the treatment of HNSCC 
patients.

INTRODUCTION

Head and neck squamous cell carcinoma (HNSCC) 
is the 8th leading cancer worldwide with almost 650,000 
new cases diagnosed every year and 350,000 cancer-
related deaths annually [1-3]. Although advancements in 
the anti-cancer treatments including surgery, radiation and 
chemotherapy have increased the local control of HNSCC, 
the overall survival rates have not improved significantly 
over the last three decades [4, 5]. Five year survival rates 
for patients with early stage localized head and neck 
cancers are more that 80% but drop to 40% when the 
disease has spread to the neck nodes, and to below 20% 

for patients with distant metastatic disease [4]. Cisplatin 
is one of the most widely used chemotherapeutic agent 
for the treatment of head and neck cancers [6]. However, 
despite an initial favorable response, many patients acquire 
resistance to it leading to treatment failures [7]. Therefore, 
it is important to understand the molecular mechanisms 
that contribute to drug resistance in order to identify novel 
therapeutic targets for head and neck cancer. 

Recent studies have highlighted the role of histone 
deacetylases (HDACs) in regulating a number of genes 
that are involved in both cancer initiation and cancer 
progression [8-16]. Chromatin configuration is tightly 
regulated by histone acetylation and deacetylation 
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process and this balance between histone acetylation and 
deacetylation determines the level at which a particular 
gene is transcribed [17]. Histone acetylation by histone 
acetyltransferase (HAT) relaxes the chromatin, thereby 
allowing transcription factors and RNA polymerase II 
recruitment. HDACs remove the acetyl groups from 
histones, creating a non-permissive chromatin that 
represses gene transcription [17]. Importantly, most of the 
genes repressed by HDACs are tumor suppressors, cell 
cycle regulators or apoptosis inducers [18]. HDACs also 
bind and deacetylate a number of other proteins including 
transcription factors [18]. Recent studies have shown that 
HDACs can regulate the self-renewal of cancer stem cells 
by modulating nanog expression [19, 20]. In humans, 18 
HDACs have been identified and grouped in four classes; 
class I comprises of HDAC1-3 and 8; class II comprises 
HDACs 4-7, 9 and 10; class III comprises the NAD+-
dependent HDACs (SIRT1-7) and class IV comprises 
HDAC11, which has some features of both class I and 
Class II HDACs [21, 22]. 

Several inhibitors of HDACs have been developed 
in the last decade and many HDAC inhibitors are in 
clinical trials for the treatment of solid and hematological 
malignancies [23-25]. Vorinostat (Suberoyanilide 
hydroxamic acid, SAHA) is one of the most advanced pan-
HDAC inhibitor that was approved by FDA in 2006 for 
the treatment of cutaneous T-cell lymphoma [26]. SAHA 
was initially developed as a derivative of hexamethylene 
bisacetamide (HMBA) to treat myelodysplatic syndrome 
and acute myelodysplastic leukemia [27]. Recent studies 
have shown that SAHA has significant anti-cancer 
activities against many solid tumors [23, 26]. SAHA has 
been shown to inhibit all 11 known human class I and 
II HDACs [28]. In addition to inhibiting the activity of 
HDACs, SAHA is also known to regulate the expression 
of a number of other proteins including transcription 
factors, pro-apoptotic proteins and anti-apoptotic proteins 
[29]. 

In this report, we demonstrate that the expression 
of HDAC1, 2 and 6 is significantly upregulated in head 
and neck cancer cells. In addition, HDACs expression 
is further increased in cisplatin resistant (CisR) cells. 
HDAC1 and 2 knockdown in cisplatin-resistant cell 
lines by siRNA significantly reversed cisplatin resistance 
and tumorsphere formation. Similarly, treatment with 
pan-HDAC inhibitor SAHA significantly enhanced the 
anti-tumor effects of cisplatin in a synergistic manner. 
In addition, SAHA treatment significantly decreased 
tumorsphere formation and markedly reduced nanog 
and survivin expression. Similar to the in vitro results, 
SAHA and cisplatin combination treatment significantly 
decreased tumor growth and tumor metastasis, in vivo.

RESULTS

HDAC1 expression is significantly higher in 
primary tumor samples and cancer cell lines from 
head and neck cancer patients

We measured HDAC1, HDAC2 and HDAC6 levels 
in 20 frozen tissue samples from head and neck cancer 
patients (10 tumor and 10 adjacent normal controls) by 
real-time PCR. Our results show that HDAC1 expression 
is significantly higher (Mann-Whitney test; p = 0.0262) 
in head and neck tumors as compared to adjacent normal 
control tissues (Fig. 1A). However, we did not observe 
any significant difference in HDAC2 and HDAC6 levels 
in tumor samples and adjacent normal controls. We next 
examined HDAC1, HDAC2 and HDAC6 levels in 8 
head and neck cancer cell lines and normal human oral 
keratinocytes (HOK). All the three HDACs were markedly 
upregulated in head and neck cell lines as compared to 
HOK (Fig. 1B).

HDACs expression is markedly upregulated in 
cisplatin-resistant head and neck cancer cells

To examine the role of HDACs in the acquisition of 
cisplatin resistance, we took two head and neck cancer cell 
lines (one HPV-negative, CAL27 and one HPV-positive, 
UD-SCC-2) that are relatively sensitive to cisplatin 
treatment (CAL27, IC50 3 µmol/L and UD-SCC-2, IC50 
10 µmol/L) and induced cisplatin resistance by culturing 
these cell lines in increasing doses of cisplatin over an 
extended period of time. These new cisplatin resistant cell 
lines, designated CAL27-CisR (IC50 28 µmol/L) and UD-
SCC-2-CisR (IC50 20 µmol/L), were significantly more 
resistant to cisplatin as compared to their parental cell 
lines (Fig. 2A-F). Both of these cisplatin resistant cells 
also showed marked increase in HDAC1 and HDAC2 
expression, whereas HDAC6 expression was increased in 
CAL27-CisR cells only (Fig. 2G-H). 

Cisplatin-resistant cells show increased stemness 
properties and tumor metastasis

We next examined if induction of cisplatin-
resistance in head and neck cancer cells could enhance 
stemness properties. The capacity of tumor cells to form 
tumorsphere is often used as a surrogate measure of 
stemness in cancer cells. CAL27-CisR and UD-SCC-
2-CisR cells and their parental cell lines (CAL27 and 
UD-SCC-2) were cultured in ultralow binding plates 
for 10 days and tumorsphere formation was quantified. 
Cisplatin-resistant cells (CAL27-CisR and UD-SCC-2-
CisR) showed significantly higher tumorsphere formation 
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as compared to their parental cell lines (CAL27 and UD-
SCC-2, Fig. 3A-D). Nanog is one of the key transcription 
factors that has been shown to promote cancer progression 
by regulating cancer stem cells [30, 31]. We next examined 
if induction of cisplatin resistance upregulated nanog 
expression in head and neck cancer cells. Indeed, nanog 
expression was markedly upregulated in both CAL27-
CisR and UD-SCC2-CisR cells (Fig. 3E-F).We next used 
a SCID mouse model to examine if cisplatin-resistant cells 
show higher tumor metastasis. We did not observe any 
significant difference in tumor growth pattern in CAL27-
CisR and its parental cell line (Fig. 3G). Interestingly, 
lymph nodes from animal carrying CAL27 tumors were 
negative for metastatic disease whereas 80% of lymph 
nodes from animal carrying CAL27-CisR tumor were 
positive for metastatic disease (Fig. 3H-I). 

HDAC1/2 knockdown significantly reverses 
cisplatin resistance and tumorsphere formation

To further understand the role of HDACs in 
chemoresistance and stem cell function, we knocked down 
HDAC1 and HDAC2 in cisplatin resistant cell lines (Fig. 
4A-B). HDAC1&2 knockdown significantly reversed 
resistance in cisplatin-resistant CAL27-CisR cells (Fig. 
4C). Similarly, HDAC1&2 knockdown significantly 
decreased tumorsphere formation in cisplatin-resistant cell 
lines (Fig. 4D-E). We have recently shown that survivin is 
one of the key molecules that regulate cisplatin resistance 
[32]. We next examined if HDAC1&2 knockdown 
reverses cisplatin resistance by downregulating survivin 
expression. Indeed, HDAC1&2 knockdown markedly 
decreased survivin levels in CAL27-CisR and UD-
SCC-2-CisR cells (Fig. 4 A-B). In addition, HDAC1&2 
knockdown also markedly downregulated nanog 
expression (Fig. 4 A-B). 

HDAC inhibitor SAHA significantly reverses 
cisplatin resistance in head and neck cancer cells

We next examined if SAHA could reverse cisplatin 
resistance in head and neck cancer cells and enhance 
its anti-tumor efficacy in a synergistic manner. SAHA 
treatment was highly effective in inhibiting tumor cell 
proliferation in both the cisplatin-resistant head and neck 
cancer cell lines (CAL27-CisR and UD-SCC-2-CisR) 
in a dose dependent manner (Fig. 5A-B). Interestingly, 
SAHA treatment was significantly more effective in 
cisplatin-resistant HPV-positive UD-SCC-2-CisR cells as 
compared to its parental counterpart (Fig. 5B). In the next 
set of experiments, we examined if SAHA could enhance 
the anti-proliferative effect of cisplatin (CDDP) in a 
synergistic manner. The SAHA and cisplatin combination 
synergy was measured by calculating the combination 
index (CI) according to Chou-Talalay method [33] using 

a fixed dose ratio. Both SAHA and CDDP were added to 
the tumor cell cultures at 0.25x, 0.5x, 1x, 1.5x and 2x their 
respective IC50 doses. Cell proliferation in both the cell 
lines were markedly decreased following combination 
treatment at the multiple paired concentrations as 
compared to treatment with either of single agents alone 
(Fig. 5C-D). Combination index (CI) for different effective 
doses (ED) was calculated using CompuSyn software. CI 
values for CAL27-CisR cells at ED50, ED75 and ED90 
were 0.587, 0.434 and 0.410 respectively. The CI values 
for UD-SCC-2-CisR cells were 0.770, 0.510 and 0.411 
at ED50, ED75 and ED90, respectively. These results 
suggest that SAHA and cisplatin combination treatment 

Figure 1: The expression of HDACs is upregulated in 
HNSCC patient’s primary tumors and cell lines. A: 
HDAC1, HDAC2 and HDAC6 expression in 10 primary tumor 
samples (T) and in 10 adjacent normal tissue (C) of head and 
neck cancer patients was analyzed by quantitative real-time PCR 
(RT-PCR) and statistical significance was analyzed by Mann-
Whitney test. B: HDAC1, HDAC2 and HDAC6 expression 
was analyzed in 8 head and neck cancer cell lines by Western 
blotting and compared to the expression in normal human oral 
keratinocytes (HOK). Equal protein loading was verified by 
stripping the blots and reprobing with GAPDH antibody.
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was highly effective in inhibiting tumor cell proliferation 
in a synergistic manner in both the cisplatin resistant cell 
lines.

Recently, we have shown that survivin is markedly 
upregulated in cisplatin-resistant cells and mediates 
chemoresistance [32]. Interestingly, SAHA treatment 
markedly decreased survivin levels in both cisplatin-
resistant cell lines (Fig. 5E-F). Survivin is an important 
cell survival protein and we next examined if SAHA-
mediated downregulation of survivin enhances tumor cell 
apoptosis. Indeed, SAHA treatment significantly enhanced 
tumor cell apoptosis in a dose dependent manner (Fig. 5G-
H). 

SAHA significantly decreases tumorsphere 
formation and nanog expression

We next investigated the effects of SAHA treatment 
on tumorsphere formation. SAHA treatment significantly 
decreased tumorsphere formation in both the HPV-positive 

and HPV-negative cisplatin-resistant cell lines (Fig. 6A-
B). Since both CAL27-CisR and UD-SCC-2-CisR cells 
showed a marked increase in nanog expression (Fig. 
3E-F), we examined if SAHA decreased tumorsphere 
formation by downregulating nanog expression. SAHA 
treatment markedly decreased nanog levels in CAL27-
CisR and UD-SCC-2-CisR cells (Fig. 6 C-D). We next 
examined if enhanced nanog expression in cisplatin 
resistant cells may be contributing to chemoresistance. 
To answer this question, we used two strategies. In the 
first set of experiments, we knocked down nanog in 
cisplatin-resistant cells by siRNA and examined cell 
proliferation in response with cisplatin treatment. Nanog 
knockdown significantly reversed chemoresistance in 
CAL27-CisR cells (Fig. 6E). In the second experiment, 
we overexpressed nanog in CAL27 (cisplatin-sensitive 
cell line) and examined cell proliferation in response to 
cisplatin treatment. Nanog overexpression significantly 
increased chemoresistance in CAL27 cells (Fig. 6F).

Figure 2: The expression of HDACs is upregulated in cisplatin-resistant cells. A-B: CAL27-CisR and its parental cell line 
CAL27 (A) or UD-SCC-2-CisR and its parental cell line UD-SCC-2 (B) were treated with different concentrations of cisplatin (CDDP) 
and cell proliferation was assessed by MTT assay. C-F: CAL27 (C) and CAL27-CisR (D) or UD-SCC2 (E) and UD-SCC-2-CisR (F) were 
treated with different concentrations of CDDP (0-20 µmol/L) and colony formation was examined by culturing tumor cells in 6-well plates 
for 10 days. G-H: HDAC1, HDAC2 and HDAC6 expression was analyzed by Western blotting in CAL27 and CAL27-CisR cells (G) or 
UD-SCC-2 and UD-SCC-2-CisR cells. Equal protein loading was verified by stripping the blots and reprobing with GAPDH antibody.
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SAHA and cisplatin combination treatment 
significantly decreases tumor growth and tumor 
metastasis

Our in vitro data suggest that SAHA is a potent 
inhibitor of head and neck cancer cell proliferation and 
it enhances the anti-tumor effects of cisplatin therapy in 
a synergistic manner. We further validated our in vitro 
results by using a SCID mouse xenograft model. In the 
first set of experiments, we used a HPV-negative (CAL27-
CisR) cell line. Cisplatin (CDDP, 5 mg/kg/twice a week) 
and SAHA (50 mg/kg/twice a week) treatment alone 
showed 21% and 48% tumor growth inhibition at day 30, 
respectively (Fig 7A). SAHA in combination with cisplatin 
showed significantly higher tumor growth inhibition as 
compared to untreated group (85%) or single agent alone 
(Fig 7A). In addition, the combination treatment was very 
well tolerated, and it did not cause any animal toxicity 
or induce significant decrease in body weight. 	 In 
the second set of experiments, we used HPV-positive (UD-

SCC-2-CisR) cell line. Cisplatin (CDDP, 5 mg/kg/twice 
a week) and SAHA (50 mg/kg/twice a week) treatment 
alone showed 27% and 45% tumor growth inhibition at 
day 30, respectively (Fig 7B). As observed with CAL27-
CisR cells, SAHA and cisplatin combination treatment 
was most effective in inhibiting tumor growth of UD-
SCC-2-CisR tumors (79%, Fig. 7B). 

We next examined the effect of SAHA and cisplatin 
combination treatment on tumor metastasis. At the end of 
tumor growth study (day 30), lymph nodes from SCID 
mice were removed and analyzed for metastatic disease by 
staining with pan-cytokeratin antibody. Eighty five percent 
of the draining lymph nodes from untreated CAL27-CisR 
bearing animals were positive for metastatic disease (Fig. 
7C-D). Animals treated with cisplatin and SAHA alone 
showed significant decrease in draining lymph nodes 
positive for metastatic disease (65% and 25% respectively, 
Fig. 7C-D). SAHA and cisplatin combination treatment 
was most effective in inhibiting tumor metastasis (10% 
nodes positive). 

Our in vitro results showed that nanog, a key 

Figure 3: Cisplatin-resistant cells show increased stemness properties and metastasis. A-D: CAL27 and CAL27-CisR 
cells (A-B) or UD-SCC-2 and UD-SCC-2-CisR cells (C-D) were cultured in ultra-low adhesion plates to examine tumorsphere formation 
efficiency. *, represent a significant higher tumorsphere numbers as compared to control. E-F: Nanog expression was analyzed in CAL27 
and CAL27-CisR (E) or UD-SCC-2 and UD-SCC-2-CisR (F) by Western blotting. G-I: Tumor cells (CAL27 and CAL27-CisR) were 
implanted in the flanks of SCID mice and tumor growth and tumor metastasis to draining lymph nodes was analyzed. G: Tumor growth 
curves for CAL27 and CAL27-CisR tumors. H-I: Lymph nodes were stained with pan-cytokeratin antibody and analyzed for metastatic 
disease. *, represent significant higher lymph nodes with metastatic disease as compared to control.
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transcription factor that regulates pluripotency of cancer 
stem cells, is markedly upregulated in cisplatin-resistant 
head and neck cancer cells. We next examined if SAHA 
and cisplatin combination treatment downregulated 
nanog expression, in vivo. Indeed, SAHA and cisplatin 
combination treatment significantly downregulated nanog 
expression in vivo (Fig. 7 E-F).

DISCUSSION

Despite advancements in the techniques for surgery, 
radiation and chemotherapy, the overall survival rates for 

patients with HNSCC have not significantly improved 
over the three decades [1, 34]. This could be due to the 
acquisition of chemo and radio-resistance that in turn 
leads to local and distant failure [35]. Therefore, there 
is an urgent need to identify new therapeutic targets 
so that novel treatment regimens can be developed 
to improve the therapeutic efficacy. HDACs could be 
a potential target for the treatment of head and neck 
cancer patients as overexpression of HDACs has been 
observed in tumors from head and neck cancer patients 
and HDACs expression is linked to poor prognosis 
[36, 37]. In our study, we also observed significantly 
higher levels of HDAC1 in primary tumors from head 
and neck cancer patients as compared to surrounding 
normal tissue. In addition, HDAC1, 2 and 6 levels were 
markedly upregulated in head and neck cancer cell lines. 
More importantly, HDACs levels were further elevated 
in cisplatin resistant cells as compared to their parental 
cisplatin sensitive cells. Therefore, we hypothesized that 
targeting HDACs in advanced HNSCC could reverse the 
resistant phenotype in tumor cells, thereby enhancing the 
therapeutic efficacy of cisplatin. To test this hypothesis, 
we carried out combination treatment studies in vitro and 
in vivo, by using our SCID mouse models. We selected 
SAHA, a pan-HDAC inhibitor for this study as it has been 
shown to demonstrate a potent antitumor activity against 
both hematologic and solid tumors [26, 38]. In addition, 
SAHA has been successfully used in clinics for the 
treatment of cutaneous T-cell lymphoma and it has been 
found to be very well tolerated [39].

 Patients with head and neck cancer encompass 
a heterogeneous group and can be further subdivided 
into two distinct tumor subtypes; human papillomavirus 
(HPV) negative and HPV- positive tumors. Majority of 
HNSCC patients with HPV-positive tumors respond very 
well to traditional chemo-radiotherapy and demonstrate 
significantly favorable clinical outcomes [40, 41]. 
However, there is a small subset of HPV-positive patients 
that do not respond well to standard therapy and show 
markedly poor clinical outcome [42, 43]. In contrast to 
HPV-positive patients, majority of HPV-negative patients 
are usually smokers, have more aggressive disease, and 
many of these patients develop resistance to chemotherapy 
leading to poor prognosis. In order to mimic cisplatin-
resistant phenotype, we generated a cisplatin resistant 
HPV-negative cell line in our laboratory by culturing 
a cisplatin sensitive tongue SCC cell line CAL27 in 
increasing doses of cisplatin over a period of time [32]. 
Similarly, we generated cisplatin resistant HPV-positive 
cell line (UD-SCC-2-CisR) in our laboratory. To our 
knowledge, this is the first cisplatin resistant HPV-positive 
cell line generated in the laboratory and could be very 
important to test the efficacy of novel therapies in pre-
clinical studies . 

In our study, SAHA treatment was very effective 
in inhibiting tumor cell proliferation and tumorsphere 

Figure 4: HDAC1/2 knockdown by siRNA significantly 
reverses cisplatin resistance and tumorsphere 
formation. HDAC1 and HDAC2 were knocked down in 
CAL27-CisR and UD-SCC-2-CisR cells by siRNA. A-B: 
HDAC1 and HDAC2 knockdown was verified by Western 
blotting. Survivin and nanog expression was examined in 
HDAC1&2 knockdown cells. C: HDAC1&2 were knocked 
down in CAL27-CisR cells and cell proliferation examined by 
MTT. D-E: Tumorsphere formation efficiency was examined 
in CAL27-CisR and UD-SCC-2-CisR cells after knocking 
down HDAC1&2. *, represent a significant higher tumorsphere 
numbers as compared to control.
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Figure 5: SAHA significantly reverses cisplatin resistance. A-B: CAL27-CisR and its parental cell line CAL27 (A) or UD-SCC-
2-CisR and its parental cell line UD-SCC-2 (B) were treated with different concentrations of SAHA and cell proliferation was assessed by 
MTT assay. C-D: CAL27-CisR (C) or UD-SCC-2-CisR (D) cells were treated with SAHA or cisplatin (CDDP) alone or in combination at 
0.25, 0.5, 1, 1.5 and 2 times their respective IC50 doses and cell proliferation was assessed by MTT assay. Results were analyzed according 
to Chou-Talalay method and the combination index (CI) values calculated by CompuSyn software. E-F: CAL27-CisR (E) or UD-SCC-2-
CisR (F) cells were treated with SAHA and survivin expression was examined by Western blotting. G-H: CAL27-CisR (G) and UD-SCC-
2-CisR (H) cells were treated with SAHA (3 µM and 4 µM) and tumor cell apoptosis was analyzed by annexin V staining.
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formation in both the cisplatin resistant HPV-negative 
(CAL27-CisR) as well as HPV-positive (UD-SCC-2-
CisR) cell lines. UD-SCC-2-CisR contains wild-type p53, 
whereas CAL27-CisR has mutant p53 gene. Interestingly, 
both these cell lines were equally sensitive to SAHA 
treatment regardless of p53 mutational status, thereby 
suggesting that SAHA mediates its anti-tumor effects 
independent of p53 status. This is important as more that 
50% of head and neck tumors have mutant p53 and some 
of the targeted inhibitors selectively inhibit cell growth in 
cancer cells with wild-type p53 only [44, 45]. Combination 
index analysis by Chou-Talalay method [33] demonstrated 
that SAHA and cisplatin combination treatment is highly 
effective and synergistic in mediating anti-tumor effects. 
These potent anti-tumor effects of SAHA could be due to 
its inhibitory effects on a number of key anti-apoptotic 
members of Bcl-2 and IAP family particularly survivin 
[23, 24, 26]. We have previously shown that survivin 
levels are markedly upregulated in cisplatin-resistant 

cells and survivin knockdown with siRNA or treatment 
with survivin inhibitor YM155 significantly reverses 
cisplatin resistance in the cisplatin-resistant cells [32]. In 
addition to reversal of chemoresistance, we also observed 
a significant decrease in tumorsphere formation and 
nanog expression in SAHA treated cells. Nanog is a key 
stem cell transcription factor that has been shown to be 
regulated through HDACs [19, 20, 30]. Nanog is shown 
to be enriched in cancer stem cell population and has 
also been shown to mediate cisplatin resistance in cancer 
cells [46, 47]. Our study demonstrates for the first time 
that SAHA treatment can decrease nanog expression in 
cisplatin resistant cells and reverse chemoresistance in 
these cells. In addition, SAHA-mediated downregulation 
of nanog expression might also be blocking tumor 
metastasis by decreasing cancer stem cell population [48]. 
Recently, a HDAC inhibitor romidepsin was tested in a 
phase II clinical trial in patients with recurrent/metastatic 
head and neck cancer and showed limited activity as a 

Figure 6: SAHA significantly reverses cisplatin resistance and reduces tumorsphere formation. A-B: CAL27-CisR (A) or 
UD-SCC-2-CisR (B) cells were treated with SAHA and tumorsphere formation efficiency calculated. *, represent a significant increase in 
tumorsphere number and **, represent a significant decrease in tumorsphere. C-D: Nanog expression was examined in CAL27-CisR (C) 
and UD-SCC-2-CisR (D) cells by Western Blotting. E: Nanog was knocked down in CAL27-CisR cells and cell proliferation examined 
in response to cisplatin treatment (10 µM). F: Nanog was overexpressed in CAL27 cells and cell proliferation examined in response to 
cisplatin treatment (10 µM).
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single agent [49]. The results from our study provide a 
scientific rationale to test SAHA in a combination regimen 
to reverse chemoresistance and enhance the therapeutic 
efficacy of cisplatin treatment. At our institution, we are 
currently conducting a phase I clinical trial with SAHA in 
combination with standard chemo-radiation regimen for 
the treatment of advanced head and neck cancer patients. 

In conclusion, we have demonstrated that SAHA 
significantly enhances the anti-tumor effects of cisplatin 
treatment in both HPV-negative and HPV-positive cancers. 
This is important because it is projected that HPV-
positive cancers will constitute the majority of head and 
neck cancer in the United States in the near future [50]. 
Therefore, targeting HDACs could be a useful strategy 
for this patient population as well as for patients with 
HPV-negative HNSCC that do not respond to current 
chemotherapy.

MATERIALS AND METHODS

Patient samples, cell culture and Reagents

Use of patient samples was approved by The Ohio 
State University institutional review board. Tumor and 
adjacent normal tissue samples were collected from head 
and neck cancer patients undergoing surgical resection at 
the James Cancer Center and Solove Research Institute. 
Normal samples were collected from areas adjacent to 
the tumor but outside the tumor margins (patient tumor 
characteristics are presented in Supplementary Table S1). 
The human HNSCC cell lines CAL27 and FaDu were 
purchased from the ATCC (Manassas, VA, USA). UM-
SCC-74A, UM-SCC-36, UM-SCC-47, UM-SCC-10A 
and UM-SCC-11B were obtained from Dr. Thomas E. 
Carey (University of Michigan). UD-SCC-2 cell line was 
obtained from Dr. Henning Bier at University of Munich, 

Figure 7: SAHA and cisplatin treatment significantly decrease tumor growth and tumor metastasis. Animals bearing 
CAL27-CisR and UD-SCC-2-CisR tumors were treated with SAHA (50 mg/kg/twice a week) or cisplatin (CDDP, 5 mg/kg, twice a week) 
alone or in combination. A-B: Tumor growth curves for CAL27-CisR (A) and UD-SCC-2-CisR (B). *, represents a significant difference 
(p<0.05) as compared to no treatment group and **, represents a significant difference (p<0.05) as compared to single treatment groups. 
C-D: Lymph nodes were stained for metastatic disease with pan-cytokeratin antibody. C: Representative photomicrographs of lymph nodes 
from animals bearing CAL27-CisR tumors and treated with SAHA or cisplatin alone or in combination. D: Percentage of lymph nodes 
positive for tumor cell metastasis. E-F: CAL27-CisR tumor samples were stained for nanog expression and percentage of nanog positive 
cells quantified. *, represents a significant difference (p<0.05) as compared to no treatment group and **, represents a significant difference 
(p<0.05) as compared to SAHA alone.
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Germany. All tumor cell lines were cultured in DMEM 
supplemented with 10% fetal bovine serum, non-essential 
amino acids and penicillin/streptomycin. The identity of 
all cell lines was confirmed by STR genotyping (Identifier 
Kit, Applied Biosystems, Carlsband, CA). 

The characteristic of cell lines [51, 52] (origin, 
p53 status, HPV status) are presented in Supplementary 
Table S2. Normal human oral keratinocytes (HOK) were 
purchased from ScienCell (Carlsbad, CA). Cisplatin 
(CDDP) was purchased from Sigma-Aldrich (St. Louis, 
MO) and suberoylanilide hydroxamic acid (SAHA) 
was purchased from Selleck Chemicals (Houston, TX). 
Antibodies against survivin and HDAC6 were obtained 
from Cell Signaling Technology (Danvers, MA), 
antibodies against HDAC1 and HDAC2 from Abcam 
(Cambridge, MA) and pan-cytokeratin antibody from 
Santa Cruz Biotechnology (Santa Cruz, CA). Nanog 
antibody for Western blotting from Novus Biologicals 
(Littleton, CO) and for immunohistochemistry was 
obtained from Abcam (Cambridge, CA). GAPDH 
antibody was obtained from EMD Millipore (Billerica, 
MA).

Quantitative Real-Time PCR

RNA from the HNSCC tumors and adjacent normal 
controls was extracted using TRIzol reagent (Invitrogen). 
RNA was transcribed into cDNA and PCR amplified for 
gene transcripts using TaqMan primer/probes (HDAC1 
Hs02621185_s1, HDAC2 Hs00231032_m1, HDAC6 
Hs00195869_m1; Applied Biosystems). Relative 
changes in transcript levels were determined using the 
2 (-ΔΔCt) method [53] using OAZ1 or β-actin as reference 
housekeeping genes.

Induction of cisplatin resistance in head and neck 
cancer cell lines

Parental cell lines CAL27 and UD-SCC-2 were 
grown in increasing concentrations of cisplatin over 6 
months to generate cisplatin-resistant variants (CAL27-
CisR and UD-SCC-2-CisR) [32]. The parental cell lines 
as well as the cisplatin-resistant variants (CisR) were 
genotyped by STR profiling. 

Cell Proliferation Assay

The sensitivity of cells to cisplatin and SAHA 
was measured using the MTT-based colorimetric cell 
proliferation kit (Roche Applied Science, Mannheim, 
Germany) [32]. The percentage cell growth inhibition 
for each treatment group was calculated by adjusting the 
untreated control group to 100%. Data were analyzed 
using GraphPad Prism software (GraphPad Sofware, Inc., 

San Diego, CA) and the dose response curves were used to 
calculate the concentration of SAHA or cisplatin resulting 
in 50% inhibition of cell proliferation (IC50) using a 
four parametric logistical model. All experiments were 
repeated at least 3 times.

For drug combination studies, the synergistic effect 
was assessed by the combination index (CI), according 
to the method of Chou and Talalay wherein synergism 
is defined as CI<1, while antagonism is CI>1, and an 
additive effect is considered as CI=1 [33]. The CI values 
were calculated using CompuSyn software (ComboSyn, 
Inc., Paramus, NJ).

Western Blot Analysis

Whole cell lysates were run on NuPAGE Bis-Tris 
gels (Invitrogen) under reducing conditions, blotted 
onto PVDF membranes (GE Healthcare Life Sciences/
Amersham, Piscataway, NJ), probed with primary 
antibodies, then rinsed and incubated with sheep anti-
mouse or donkey anti-rabbit conjugated with horseradish 
peroxidase (GE Healthcare). The membranes were 
visualized using the ECL western blotting substrate 
(Pierce, Rockford, IL) according to the manufacturer’s 
instructions. 

HDAC1, HDAC2 and nanog knockdown by 
siRNA

CA27-CisR and UD-SCC-2-CisR cells were 
transfected with HDAC1, HDAC2 or nanog siRNA 
(siGENOME SMARTpool, GE Dharmacon) using 
Lipofectamine 2000 as per the manufacturer’s protocol. 
Seventy two hours post transfection, cells were either used 
for cell proliferation, tumorsphere formation or whole cell 
lysates were prepared for Western blotting. 

Generation of Nanog overexpressing cells

Human nanog gene was stably overexpressed in 
tumor cells using lentiviral vector [54]. Nanog construct 
along with retroviral packaging and envelope constructs 
were introduced into 293T cells (Invitrogen) using 
Lipofectamine 2000 (Life Technology, Grand Island, 
NY). Viral supernatants were collected after 24 hours, 
centrifuged and filtered. Tumor cells were transduced 
with nanog or control vector by overnight incubation with 
viral supernatants in the presence of 4 µg/ml polybrene. 
Positive (stable) tumor cell clones were selected using 
puromycin (2 µg/ml). Nanog overexpression was 
confirmed by Western blotting.
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Colony formation assay

Cells were seeded in 6-well plates (CAL27, CAL27-
CisR: 1000 cells; UD-SCC-2, UD-SCC-2-CisR: 3000 
cells) and allowed to adhere overnight. Cells were then 
treated with different concentrations of cisplatin and 
cultured for 10 days. Colonies were fixed with ice-cold 
methanol and stained with 0.5% crystal violet solution. 

Tumorsphere Forming Assays

Tumor cells were cultured in 6-cm ultralow 
adhesion culture dish (Corning, PA, USA) containing 
serum free DMEM/F-12 media supplemented with N2, 
B-27 (Invitrogen), 10 ng/ml EGF, 10 ng/ml basic-FGF 
(PeproTech, Rocky Hill, NJ) and antibiotic-antimycotic 
(Life Technologies). After 10 days, tumorspheres (>50 
µm) were counted.

SCID mouse xenograft model

6-8 week old SCID mice (NCI) were used in all 
the in vivo experiments [55]. Tumor cells (1 x 106) were 
mixed with 100 µl of Matrigel and injected in the flanks 
of SCID mice. After 8 days, mice were stratified into 
different groups (n=5), so that the mean tumor volume in 
each group was comparable. At days 8, 11, 14, 17, 21, 
24 and 28 animals were treated with SAHA (50 mg/kg) 
or cisplatin (5 mg/kg) via I.P. injections. Tumor volume 
measurements [volume (mm3) = L x W2/2 (length L, mm; 
width W, mm)] began on day 6 and continued twice a 
week until the end of the study. After 36 days, primary 
tumors and draining lymph nodes were carefully removed 
and analyzed for naong expression and metastatic disease 
respectively. 

Immunohistochemistry

The xenograft tumor tissues and lymph nodes were 
fixed in 4% paraformaldehyde overnight and paraffin 
embedded. Tissue sections were deparffinized and 
pretreated with antigen retrieval buffer [32]. Endogenous 
peroxidase and non-specific binding sites were blocked 
and the sections were incubated with anti-pan-cytokeratin 
or anti-nanog antibodies. Primary antibody binding was 
detected using the reagents from the Vetastain Elite 
ABC Kit (Vector Laboratories, Burlingame, CA). The 
immunohistochemistry images were captured using Nikon 
Eclipse 80i microscope with DS-Ri1 camera (Nikon, 
Melville, NY).

Statistical Analysis

Data from all the experiments are expressed as mean 
+ SEM from a minimum of 3 independent experiments. 
The HDACs expression in patient samples was analyzed 
by Mann-Whitney test. IC50 values for SAHA and cisplatin 
for tumor cell proliferation inhibition was calculated using 
GraphPad Prism software (GraphPad Sofware, Inc., San 
Diego, CA) and combination index (CI) was calculated 
using CompuSyn software (ComboSyn, Inc., Paramus, 
NJ). The rest of the data was statistically analyzed by two-
way analysis of variance (ANOVA) or Student’s t test and 
a p value of <0.05 was considered significant.

CONFLICT OF INTEREST

The authors declare that they have no competing 
interests.

FINANCIAL SUPPORT

NIH/NCI-CA178649 (P. Kumar), Joan Levy Bisesi 
Foundation and The Ohio State University Comprehensive 
Cancer Center.

REFERENCES

1.	 Leemans CR, Braakhuis BJM and Brakenhoff RH. The 
molecular biology of head and neck cancer. Nat Rev 
Cancer. 2011; 11(1):9-22.

2.	 Mehanna H, Paleri V, West CML and Nutting C. Head 
and neck cancer-Part 1: Epidemiology, presentation, and 
prevention. BMJ. 2010; 341:c4684.

3.	 Siegel R, Ma J, Zou Z and Jemal A. Cancer statistics, 2014. 
CA Cancer J Clin. 2014; 64(1):9-29.

4.	 Kalavrezos N and Bhandari R. Current trends and future 
perspectives in the surgical management of oral cancer. Oral 
Oncol. 2010; 46(6):429-432.

5.	 Siegel R, Naishadham D and Jemal A. Cancer statistics, 
2012. CA Cancer J Clin. 2012; 62(1):10-29.

6.	 Marur S and Forastiere AA. Head and neck cancer: 
changing epidemiology, diagnosis, and treatment. Mayo 
Clin Proc. 2008; 83(4):489-501.

7.	 Worden FP, Kumar B, Lee JS, Wolf GT, Cordell KG, Taylor 
JM, Urba SG, Eisbruch A, Teknos TN, Chepeha DB, Prince 
ME, Tsien CI, D’Silva NJ, Yang K, Kurnit DM, Mason HL, 
et al. Chemoselection as a strategy for organ preservation 
in advanced oropharynx cancer: response and survival 
positively associated with HPV16 copy number. J Clin 
Oncol. 2008; 26(19):3138-3146.

8.	 Hrzenjak A, Moinfar F, Kremser ML, Strohmeier B, Staber 
PB, Zatloukal K and Denk H. Valproate inhibition of 



Genes & Cancer180www.impactjournals.com/Genes&Cancer

histone deacetylase 2 affects differentiation and decreases 
proliferation of endometrial stromal sarcoma cells. Mol 
Cancer Ther. 2006; 5(9):2203-2210.

9.	 Huang BH, Laban M, Leung CH, Lee L, Lee CK, Salto-
Tellez M, Raju GC and Hooi SC. Inhibition of histone 
deacetylase 2 increases apoptosis and p21Cip1/WAF1 
expression, independent of histone deacetylase 1. Cell 
Death Differ. 2005; 12(4):395-404.

10.	 Zhu P, Martin E, Mengwasser J, Schlag P, Janssen KP and 
Gottlicher M. Induction of HDAC2 expression upon loss 
of APC in colorectal tumorigenesis. Cancer Cell. 2004; 
5(5):455-463.

11.	 Myzak MC, Dashwood WM, Orner GA, Ho E and 
Dashwood RH. Sulforaphane inhibits histone deacetylase 
in vivo and suppresses tumorigenesis in Apc-minus mice. 
Faseb J. 2006; 20(3):506-508.

12.	 Westendorf JJ, Zaidi SK, Cascino JE, Kahler R, van Wijnen 
AJ, Lian JB, Yoshida M, Stein GS and Li X. Runx2 (Cbfa1, 
AML-3) interacts with histone deacetylase 6 and represses 
the p21(CIP1/WAF1) promoter. Mol Cell Biol. 2002; 
22(22):7982-7992.

13.	 Fraga MF, Ballestar E, Villar-Garea A, Boix-Chornet M, 
Espada J, Schotta G, Bonaldi T, Haydon C, Ropero S, 
Petrie K, Iyer NG, Perez-Rosado A, Calvo E, Lopez JA, 
Cano A, Calasanz MJ, et al. Loss of acetylation at Lys16 
and trimethylation at Lys20 of histone H4 is a common 
hallmark of human cancer. Nat Genet. 2005; 37(4):391-400.

14.	 Oehme I, Deubzer HE, Wegener D, Pickert D, Linke JP, 
Hero B, Kopp-Schneider A, Westermann F, Ulrich SM, von 
Deimling A, Fischer M and Witt O. Histone deacetylase 8 
in neuroblastoma tumorigenesis. Clin Cancer Res. 2009; 
15(1):91-99.

15.	 Park SY, Jun JA, Jeong KJ, Heo HJ, Sohn JS, Lee HY, Park 
CG and Kang J. Histone deacetylases 1, 6 and 8 are critical 
for invasion in breast cancer. Oncol Rep. 25(6):1677-1681.

16.	 Senese S, Zaragoza K, Minardi S, Muradore I, Ronzoni S, 
Passafaro A, Bernard L, Draetta GF, Alcalay M, Seiser C 
and Chiocca S. Role for histone deacetylase 1 in human 
tumor cell proliferation. Mol Cell Biol. 2007; 27(13):4784-
4795.

17.	 Haberland M, Montgomery RL and Olson EN. The 
many roles of histone deacetylases in development and 
physiology: implications for disease and therapy. Nat Rev 
Genet. 2009; 10(1):32-42.

18.	 Peng L and Seto E. Deacetylation of nonhistone proteins 
by HDACs and the implications in cancer. Handb Exp 
Pharmacol. 2011; 206:39-56.

19.	 Baltus GA, Kowalski MP, Tutter AV and Kadam S. A 
Positive Regulatory Role for the mSin3A-HDAC Complex 
in Pluripotency through Nanog and Sox2. Journal of 
Biological Chemistry. 2009; 284(11):6998-7006.

20.	 You JS, Kang JK, Seo D-W, Park JH, Park JW, Lee JC, 
Jeon YJ, Cho EJ and Han J-W. Depletion of Embryonic 
Stem Cell Signature by Histone Deacetylase Inhibitor in 

NCCIT Cells: Involvement of Nanog Suppression. Cancer 
Research. 2009; 69(14):5716-5725.

21.	 Lehrmann H, Pritchard LL and Harel-Bellan A. Histone 
acetyltransferases and deacetylases in the control of cell 
proliferation and differentiation. Adv Cancer Res. 2002; 
86:41-65.

22.	 Gregoretti IV, Lee YM and Goodson HV. Molecular 
evolution of the histone deacetylase family: functional 
implications of phylogenetic analysis. J Mol Biol. 2004; 
338(1):17-31.

23.	 Khan O and La Thangue NB. HDAC inhibitors in cancer 
biology: emerging mechanisms and clinical applications. 
Immunol Cell Biol. 2012; 90(1):85-94.

24.	 Kim HJ and Bae SC. Histone deacetylase inhibitors: 
molecular mechanisms of action and clinical trials as anti-
cancer drugs. Am J Transl Res. 2011; 3(2):166-179.

25.	 West AC and Johnstone RW. New and emerging HDAC 
inhibitors for cancer treatment. The Journal of Clinical 
Investigation. 2014; 124(1):30-39.

26.	 Marks PA. Discovery and development of SAHA as an 
anticancer agent. Oncogene. 2007; 26(9):1351-1356.

27.	 Breslow R, Jursic B, Yan ZF, Friedman E, Leng L, Ngo L, 
Rifkind RA and Marks PA. Potent cytodifferentiating agents 
related to hexamethylenebisacetamide. Proc Natl Acad Sci 
U S A. 1991; 88(13):5542-5546.

28.	 Johnstone RW and Licht JD. Histone deacetylase inhibitors 
in cancer therapy: is transcription the primary target? 
Cancer Cell. 2003; 4(1):13-18.

29.	 Butler LM, Zhou X, Xu WS, Scher HI, Rifkind RA, Marks 
PA and Richon VM. The histone deacetylase inhibitor 
SAHA arrests cancer cell growth, up-regulates thioredoxin-
binding protein-2, and down-regulates thioredoxin. Proc 
Natl Acad Sci U S A. 2002; 99(18):11700-11705.

30.	 Jeter CR, Liu B, Liu X, Chen X, Liu C, Calhoun-Davis 
T, Repass J, Zaehres H, Shen JJ and Tang DG. NANOG 
promotes cancer stem cell characteristics and prostate 
cancer resistance to androgen deprivation. Oncogene. 2011; 
30(36):3833-3845.

31.	 Xie X, Piao L, Cavey GS, Old M, Teknos TN, Mapp 
AK and Pan Q. Phosphorylation of Nanog is essential to 
regulate Bmi1 and promote tumorigenesis. Oncogene. 
2013; 33(16):2040-2052.

32.	 Kumar B, Yadav A, Lang JC, Cipolla MJ, Schmitt AC, 
Arradaza N, Teknos TN and Kumar P. YM155 reverses 
cisplatin resistance in head and neck cancer by decreasing 
cytoplasmic survivin levels. Mol Cancer Ther. 2012; 
11(9):1988-1998.

33.	 Chou TC and Talalay P. Quantitative analysis of dose-effect 
relationships: the combined effects of multiple drugs or 
enzyme inhibitors. Adv Enzyme Regul. 1984; 22:27-55.

34.	 Hauswald H, Simon C, Hecht S, Debus J and Lindel K. 
Long-term outcome and patterns of failure in patients with 
advanced head and neck cancer. Radiation Oncology. 2011; 
6(1):70.



Genes & Cancer181www.impactjournals.com/Genes&Cancer

35.	 Leemans CR, Braakhuis BJ and Brakenhoff RH. The 
molecular biology of head and neck cancer. Nat Rev 
Cancer. 2011; 11(1):9-22.

36.	 Chang HH, Chiang CP, Hung HC, Lin CY, Deng YT 
and Kuo MY. Histone deacetylase 2 expression predicts 
poorer prognosis in oral cancer patients. Oral Oncol. 2009; 
45(7):610-614.

37.	 Theocharis S, Klijanienko J, Giaginis C, Rodriguez J, 
Jouffroy T, Girod A, Alexandrou P and Sastre-Garau 
X. Histone deacetylase-1 and -2 expression in mobile 
tongue squamous cell carcinoma: associations with 
clinicopathological parameters and patients survival. 
Journal of Oral Pathology & Medicine. 2011; 40(9):706-
714.

38.	 Rahmani M, Reese E, Dai Y, Bauer C, Payne SG, Dent 
P, Spiegel S and Grant S. Coadministration of histone 
deacetylase inhibitors and perifosine synergistically induces 
apoptosis in human leukemia cells through Akt and ERK1/2 
inactivation and the generation of ceramide and reactive 
oxygen species. Cancer Res. 2005; 65(6):2422-2432.

39.	 Khan O and La Thangue NB. Drug Insight: histone 
deacetylase inhibitor-based therapies for cutaneous T-cell 
lymphomas. Nat Clin Pract Oncol. 2008; 5(12):714-726.

40.	 Fakhry C, Westra WH, Li S, Cmelak A, Ridge JA, Pinto 
H, Forastiere A and Gillison ML. Improved survival of 
patients with human papillomavirus-positive head and neck 
squamous cell carcinoma in a prospective clinical trial. J 
Natl Cancer Inst. 2008; 100(4):261-269.

41.	 Kumar B, Cordell KG, Lee JS, Worden FP, Prince ME, Tran 
HH, Wolf GT, Urba SG, Chepeha DB, Teknos TN, Eisbruch 
A, Tsien CI, Taylor JM, D’Silva NJ, Yang K, Kurnit DM, 
et al. EGFR, p16, HPV Titer, Bcl-xL and p53, sex, and 
smoking as indicators of response to therapy and survival 
in oropharyngeal cancer. J Clin Oncol. 2008; 26(19):3128-
3137.

42.	 Kaka AS, Kumar B, Kumar P, Wakely PE, Jr., Kirsch 
CM, Old MO, Ozer E, Agrawal A, Carrau RE, Schuller 
DE, Siddiqui F and Teknos TN. Highly aggressive human 
papillomavirus-related oropharyngeal cancer: clinical, 
radiologic, and pathologic characteristics. Oral Surg Oral 
Med Oral Pathol Oral Radiol. 2013; 116(3):327-335.

43.	 Quon H and Forastiere AA. Controversies in treatment 
deintensification of human papillomavirus-associated 
oropharyngeal carcinomas: should we, how should we, and 
for whom? J Clin Oncol. 2013; 31(5):520-522.

44.	 Shangary S, Qin D, McEachern D, Liu M, Miller RS, 
Qiu S, Nikolovska-Coleska Z, Ding K, Wang G, Chen 
J, Bernard D, Zhang J, Lu Y, Gu Q, Shah RB, Pienta KJ, 
et al. Temporal activation of p53 by a specific MDM2 
inhibitor is selectively toxic to tumors and leads to complete 
tumor growth inhibition. Proc Natl Acad Sci U S A. 2008; 
105(10):3933-3938.

45.	 Miyachi M, Kakazu N, Yagyu S, Katsumi Y, Tsubai-
Shimizu S, Kikuchi K, Tsuchiya K, Iehara T and Hosoi H. 
Restoration of p53 pathway by nutlin-3 induces cell cycle 

arrest and apoptosis in human rhabdomyosarcoma cells. 
Clin Cancer Res. 2009; 15(12):4077-4084.

46.	 Bourguignon LY, Earle C, Wong G, Spevak CC and 
Krueger K. Stem cell marker (Nanog) and Stat-3 signaling 
promote MicroRNA-21 expression and chemoresistance in 
hyaluronan/CD44-activated head and neck squamous cell 
carcinoma cells. Oncogene. 2012; 31(2):149-160.

47.	 Tsai L-L, Yu C-C, Chang Y-C, Yu C-H and Chou M-Y. 
Markedly increased Oct4 and Nanog expression correlates 
with cisplatin resistance in oral squamous cell carcinoma. 
Journal of Oral Pathology & Medicine. 2011; 40(8):621-
628.

48.	 Lu X, Mazur SJ, Lin T, Appella E and Xu Y. The 
pluripotency factor nanog promotes breast cancer 
tumorigenesis and metastasis. Oncogene. 2014; 
33(20):2655-2664.

49.	 Haigentz Jr M, Kim M, Sarta C, Lin J, Keresztes RS, 
Culliney B, Gaba AG, Smith RV, Shapiro GI, Chirieac 
LR, Mariadason JM, Belbin TJ, Greally JM, Wright JJ 
and Haddad RI. Phase II trial of the histone deacetylase 
inhibitor romidepsin in patients with recurrent/metastatic 
head and neck cancer. Oral Oncology. 2012; 48(12):1281-
1288.

50.	 Chaturvedi AK, Engels EA, Pfeiffer RM, Hernandez BY, 
Xiao W, Kim E, Jiang B, Goodman MT, Sibug-Saber M, 
Cozen W, Liu L, Lynch CF, Wentzensen N, Jordan RC, 
Altekruse S, Anderson WF, et al. Human Papillomavirus 
and Rising Oropharyngeal Cancer Incidence in the United 
States. Journal of Clinical Oncology. 2011; 29(32):4294-
4301.

51.	 Gioanni J, Fischel JL, Lambert JC, Demard F, Mazeau 
C, Zanghellini E, Ettore F, Formento P, Chauvel P, 
Lalanne CM and et al. Two new human tumor cell lines 
derived from squamous cell carcinomas of the tongue: 
establishment, characterization and response to cytotoxic 
treatment. European journal of cancer & clinical oncology. 
1988; 24(9):1445-1455.

52.	 Brenner JC, Graham MP, Kumar B, Saunders LM, Kupfer 
R, Lyons RH, Bradford CR and Carey TE. Genotyping of 
73 UM-SCC head and neck squamous cell carcinoma cell 
lines. Head & Neck. 2010; 32(4):417-426.

53.	 Livak KJ and Schmittgen TD. Analysis of Relative Gene 
Expression Data Using Real-Time Quantitative PCR and 
the 2-[Delta][Delta]CT Method. Methods. 2001; 25(4):402-
408.

54.	 Islam M, Lin G, Brenner JC, Pan Q, Merajver SD, Hou Y, 
Kumar P and Teknos TN. RhoC Expression and Head and 
Neck Cancer Metastasis. Molecular Cancer Research. 2009; 
7(11):1771-1780.

55.	 Kumar P, Ning Y and Polverini PJ. Endothelial cells 
expressing Bcl-2 promotes tumor metastasis by enhancing 
tumor angiogenesis, blood vessel leakiness and tumor 
invasion. Lab Invest. 2008; 88(7):740-749.


