
Abstract. Background/Aim: Surgery remains the standard
treatment for salivary gland carcinoma (SGC). Our study
investigated the association between epidermal growth factor
receptor (EGFR) status in recurrent/metastatic SGC and the
effectiveness of treatment with cisplatin/carboplatin and 5-
fluorouracil plus cetuximab (EXTREME). Patients and
Methods: We retrospectively collected 19 SGCs from patients
treated with the EXTREME regimen. After analyzing EGFR
expression and gene copy number gain, we evaluated the
correlation between EGFR status and clinicopathological
factors and prognosis. Results: EGFR overexpression was

detected in 77.8% cases, but not statistically associated with
clinicopathological factors or prognosis. EGFR gene copy
number gain was detected in 16.7% cases, and statistically
positively correlated with lymph node metastasis (p=0.0291).
The best overall response was partial response in two cases,
stable disease in 15, and progressive disease in one case.
The EXTREME regimen was discontinued in all cases.
Conclusion: Our results suggest that SGCs are positive for
EGFR protein expression but the response rate to the
EXTREME regimen was unremarkable.

Recurrent, locally advanced or distant metastatic salivary
gland cancer (SGC) has no established systemic therapy.
Surgical resection followed by radiation therapy is
sometimes performed for SGC of advanced stage or with
poor prognostic factors (1). SGC has different kinds of
histopathological subtypes and three grading systems (2, 3),
so it is frequently difficult to choose an optimum treatment.

Epidermal growth factor receptor (EGFR) is a receptor
tyrosine kinase that has an important role in tumor growth
and progression in various kinds of cancer and serves as a
therapeutic target of molecular targeted therapy (e.g.,
cetuximab) (4, 5). In fact, the EXTREME regimen
(cisplatin/carboplatin, 5-fluorouracil plus cetuximab) is
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reported to be effective for head-and-neck squamous cell
carcinoma irrespective of EGFR protein expression (4).
EGFR protein overexpression has also been reported in at
least 40% of SGC cases (6, 7). However, EGFR protein
overexpression is not a prognostic factor, and there is no
association between EGFR protein overexpression and the
effectiveness of EGFR-targeted therapy in patients with SGC
(8). Additionally, the effectiveness of the EXTREME
regimen for SGC is not well understood (9).

In this study, we evaluated EGFR protein expression and
EGFR gene copy number gain in SGC, then investigated the
association between EGFR abnormalities and the effectiveness
of the EXTREME regimen in SGC.

Patients and Methods
Case selection. This study was approved by the Institutional Review
Board at Kyushu University (approval number: 2021-222). After
retrospectively identifying 19 SGC cases for inclusion who were
treated with the EXTREME regimen, we collected biopsies or
surgically resected formalin-fixed paraffin-embedded tissues from
Kyushu University Hospital, Kyushu National Cancer Center,
Fukuoka University Hospital, Saga University Hospital, Kyushu
Medical Center, Kitakyushu Municipal Medical Center,
Hamanomachi Hospital, and Sasebo Kyosai Hospital, all taken prior
to the initiation of therapy and treatment with the EXTREME
regimen. Histopathologically, all 19 cases were diagnosed as SGC
based on the pathological findings of the initial biopsy/surgically
resected tissues and were subsequently treated with the EXTREME:
namely, cisplatin/carboplatin and 5-fluorouracil and cetuximab. We
classified the best overall response as complete response, partial
response, stable disease, and progressive disease according to the
Response Evaluation Criteria in Solid Tumors version 1.1 (10).

Immunohistochemical staining (IHC) and fluorescence in situ
hybridization (FISH) for EGFR. EGFR IHC and FISH were
performed using formalin-fixed paraffin-embedded tissue sections and
a primary antibody for EGFR [IHC: 31G7; dilution 1:50 (Abcam,
Cambridge, UK); FISH: Vysis LSI EGFR SpectrumOrange/CEP 7
SpectrumGreen Probe Kit (Abbott Molecular, Des Plaines, IL, USA)].
EGFR IHC and FISH were evaluated as described elsewhere (6). In
this study, we defined ≥10% of tumor cells with membranous staining
of EGFR as EGFR IHC-positive, and EGFR gene amplification or
high polysomy as EGFR FISH-positive.

Statistical analyses. All analyses were carried out using JMP
Statistical Discovery software (ver. 16.0; SAS, Cary, NC). We used
Fisher’s exact test to evaluate results between variables. A p-value
under 0.05 was considered statistically significant. Overall and
progression-free survival were calculated with the Kaplan-Meier
method, and the differences were compared using the log-rank test.

Results

Clinicopathological findings. The clinicopathological
findings of 19 SGC cases are summarized in Table I. The
median age was 65 years (range=34-77 years). More than

half of the cases were male (n=10, 52.6%). Twelve tumors
were located in a major salivary gland: the parotid gland
(n=8, 42.1%), submandibular gland (n=3, 14.3%), or
sublingual gland (n=1, 5.3%). The other seven tumors were
located in a minor salivary gland: the hard palate (n=2,
10.5%), paranasal cavity (n=2, 10.5%), oral floor (n=1,
5.3%), nasal cavity (n=1, 5.3%), or oropharynx (n=1, 5.3%).
According to the fourth edition of the World Health
Organization classification (3), the most frequent
histopathological tumor was adenoid cystic carcinoma (n=8,
42.1%), followed by carcinoma ex pleomorphic adenoma
(n=4, 21.1%), salivary duct carcinoma (n=3, 15.8%),
mucoepidermoid carcinoma (n=3, 15.8%), and
lymphoepithelial carcinoma (n=1, 5.3%). According to the
eighth edition of the Union for International Cancer Control
TNM classification (11), before starting the initial therapy,
the tumors included six (31.6%) cases with a low T-stage
(T1/T2) and 13 (68.4%) cases with a high-T stage (T3/T4),
nine (47.4%) cases of clinically positive lymph node
metastasis, and four (21.1%) cases of distant metastasis. At
that time, four (21.1%) cases were clinically low-stage (I/II),
and 15 (78.9%) cases were clinically high-stage (III/IV).
Before starting the EXTREME regimen, the tumors included
11 (57.9%) cases of low T-stage (T0/T1/T2) and eight
(42.1%) cases of high T-stage (T3/T4), five (26.3%) cases of
clinically positive lymph node metastasis, and 16 (84.2%)
cases of distant metastasis. Ultimately, all cases became
clinically high stage (III/IV).

As for the best overall response of the EXTREME
regimen among the 18 cases analyzed, a partial response was
seen in two out of 18 (10.5%) cases: one of mucoepidermoid
carcinoma and one of lymphoepithelial carcinoma. Stable
disease was found in 15 (83.3%) patients, and progressive
disease in one (5.6%) with adenoid cystic carcinoma. One
case could not be evaluated for overall response due to
refusal of treatment.

All patients discontinued the EXTREME regimen, either
due to progressive disease (n=10, 52.6%), adverse events
(n=8, 42.1%), or refusal of treatment (n=1, 5.3%). Nine
(47.4%) of 19 cases remain alive with tumor; the other 10
(52.6%) cases died of their tumors.

EGFR protein expression and EGFR copy-number gain.
EGFR protein overexpression (Figure 1A) was positive for
14 (77.8%) out of 18 cases (Table I). FISH for EGFR was
positive for three (16.7%) cases out of 18 (Table I and Figure
1B). One case was unreadable and did not show any EGFR
expression or EGFR signals because of the poor sample
condition. All FISH-positive cases were positive by IHC, but
this association was not statistically significant (Table I).

EGFR expression by IHC was not statistically associated
with any of the clinicopathological variables (Table I).
Histopathologically, EGFR was positive by IHC for four out
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of seven (57.1%) adenoid cystic carcinoma cases, and 10 out
of 11 (90.9%) non-adenoid cystic carcinoma cases: three of
four carcinoma ex pleomorphic adenoma cases, three of
three salivary duct carcinoma cases, three of three

mucoepidermoid carcinoma cases, and in the one
lymphoepithelial carcinoma case. Among the nine surviving
patients, six (66.7%) were positive for EGFR-IHC
expression. Among the 10 non-surviving patients, eight
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Table I. Clinicopathological findings and epidermal growth factor receptor (EGFR) status of 19 salivary gland cancer cases treated with the
EXTREME regimen.

IHC EGFR-FISH

                                   Positive Negative Not p-Value Positive Negative No p-Value
                                   informative signal

Variable                    Subgroup N=19 14 (77.8%) 4 (22.2%) 1                3 (16.7%) 15 (83.3%) 1          
Age, years                Median (range) 66 (34-77)                             
                                 <65 Years, n 8 6 2               0.7998 2 6          0.3958
                                 >66 Years, n 11 8 2 1                1 9 1          
Gender, n                  Male 10 7 2 1            >0.999 1 8 1        0.5237
                                 Female 9 7 2                  2 7            
Primary site, n         Major salivary 12 10 2               0.4319 3 9          0.0988
                                 gland
                                 Minor salivary 7 4 2 1                0 6 1          
                                 gland
Histopathological    ACC 8 4 3 1              0.0939 0 7 1        0.0681
classification, n       Non-ACC 11 10 1                  3 8            
                                 CPA 4 3 1                  0 4            
                                 SDC 3 3 0                  2 1            
                                 MC 3 3 0                  1 2            
                                 LC 1 1 0                  0 1            
T-Stage, n*               T1/2 6 6 0               0.0515 1 5        >0.999
                                 T3/4 13 8 4 1                2 10 1          
N-Stage, n*              N0 10 7 2 1            >0.999 0 9 1        0.0291
                                 N1-3 9 7 2                  3 6            
M-Stage, n*             M0 15 11 3 1              0.8807 3 11 1        0.1960
                                 M1 4 3 1                  0 4            
Stage, n                    I/II 4 4 0               0.1279 4 0          0.1960
                                 III/IV 15 10 4 1                3 11 1          
T-Stage, n**             T0/1/2 11 9 2               0.6084 2 9          0.8275
                                 T3/4 8 5 2 1                1 6 1          
N-Stage, n**            N0 14 10 3 1              0.8873 2 11 1        0.8166
                                 N1-3 5 4 1                  1 4            
M-Stage, n**           M0 3 1 1 1              0.3553 0 2 1        0.3778
                                 M1 16 13 3                  3 13            
Stage, n**                I/II 0 0 0                - 0 0           -
                                 III/IV 19 14 4 1                3 15 1          
                                 Partial 2 2 0               0.1352 0 2          0.5232
Best overall             Stable disease 15 11 3 1                3 11 1          
response, n              Progressive disease 1 0 1                  0 1            
                                 Not given 1 1 0                  0 1            
Reason for               Progressive disease 10 7 3               0.3641 1 9          0.3958
discontinuation,     Adverse event 8 7 1                  2 6            
n                               Refusal of treatment 1 0 0 1                0 0 1          

Last known              Alive with tumor 9 6 3               0.2482 1 8          0.5237
status, n                   Died of tumor 10 8 1 1                2 7 1          

EGFR-FISH, n         Positive 3 3 0               0.1960            
                                 Negative 15 11 4                             
                                 No signal 1 0 0 1                           

ACC: Adenoid cystic carcinoma; CPA: carcinoma ex pleomorphic adenoma; FISH: fluorescent in situ hybridization; IHC: immunohistochemistry;
LC: lymphoepithelial carcinoma; MC: mucoepidermoid carcinoma; SDC: salivary duct carcinoma. *Before initial therapy; **before EXTREME
regimen. Statistically significant p-values are shown in bold.



(80.0%) were positive for EGFR-expression by IHC. EGFR
expression by IHC showed a tendency towards better
progression-free and overall survival but this was not
statistically significant (Figure 2A).

EGFR positivity by FISH was associated with lymph node
metastasis (p=0.0291) but was not correlated with the other
clinicopathological variables (Table I) or prognosis (Figure
2B). Histopathologically, high EGFR-type (chromosome 7)
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Figure 1. A: Strong membranous expression of epidermal growth factor receptor (EGFR) (×200). B: Multiple signals for EGFR (red) and
chromosome 7 (green) were detected in the tumor nucleus, indicating high EGFR-type polysomy (×400).

Figure 2. Kaplan-Meier analysis for progression-free and overall survival according to epidermal growth factor receptor (EGFR) expression status
by immunohistochemistry (IHC) (A) and EGFR gene copy number gain by fluorescent in situ hybridization (B). Neither EGFR expression by IHC
nor EGFR gene copy number gain were statistically correlated with progression-free or overall survival.



polysomy was detected for three out of 11 (27.3%) non-
adenoid cystic carcinoma cases, including two of the three
salivary duct carcinoma cases and one of the three (33.3%)
mucoepidermoid carcinoma cases.

Discussion

The major challenge for treatment of locally advanced,
recurrent, or metastatic SGC is its resistance to systemic
chemotherapy therapy (12). Unfortunately, the effectiveness of
EGFR-targeted therapy (e.g., cetuximab) for SGC has not been
sufficiently proven (9, 13-15). The EXTREME regimen
(cisplatin/carboplatin, 5-fluorouracil plus cetuximab) has been
reported to have the potential to prolong the survival of patients
with head-and-neck squamous cell carcinoma (4). However,
there is no evidence that the EXTREME regimen is effective
in advanced-stage SGC, and there are only a few case reports
(9). In our study, the best response to the EXTREME regimen
was partial response, which occurred in only two cases, one of
mucoepidermoid carcinoma and one of lymphoepithelial
carcinoma. During the period of treatment with the EXTREME
regimen, no cases with adenoid cystic carcinoma, carcinoma
ex pleomorphic adenoma or salivary duct carcinoma showed
an objective response (complete or partial response). Moreover,
all cases discontinued the EXTREME regimen because of
progressive disease and adverse events. Our results suggests
that the EXTREME regimen might not be suitable for the
treatment of SGC. Immune-checkpoint inhibitors (e.g.,
nivolumab and pembrolizumab) have become well established
in the treatment of recurrent or metastatic head-and-neck
squamous cell carcinoma in recent years but there is not
enough data regarding their effect on SGC, especially in
adenoid cystic carcinoma (13). Therefore, we need to consider
a new treatment strategy for advanced-stage SGC.

Near-infrared photoimmunotherapy (NIR-PIT) was recently
developed as a treatment for head-and-neck carcinoma (16).
NIR-PIT is as follows: RM-1929, which consists of cetuximab
and IR700, is intravenously injected, and 1 day later the tumor
is exposed to light; the disruption of cell membranes leads to
an antitumor effect. This new treatment is used in the clinical
setting for squamous cell carcinoma. We also consider NIR-PIT
to be another possibility for the treatment of SGC, and focused
on the use of NIR-PIT in the treatment of SGC. In this regard,
the most important finding of the present study is that most of
the SGC cases expressed EGFR protein; in other words, most
SGC cases might benefit from NIR-PIT. Adenoid cystic
carcinoma, which has no cure other than surgical resection,
frequently exhibits EGFR protein overexpression and perineural
extension; it also frequently develops superficial local
recurrence. Therefore, NIR-PIT might be suitable for adenoid
cystic carcinoma; since light illumination activates IR700, the
target lesion must be shallow. Thus, even in the case of adenoid
cystic carcinoma, SGC may respond well to NIR-PIT.

In this study, we also evaluated EGFR gene copy-number
gain by FISH analysis. Among 19 SGC cases, FISH for
EGFR was positive in 16.7% cases and was associated with
N-stage but did not correlate with the other variables,
including EGFR protein expression (Table I) or prognosis
(Figure 2B). Depending on the histopathological subtype of
SGC, EGFR copy-number gain might be a prognostic factor
(6). However, there was no correlation between EGFR
protein expression and gene copy-number gain in this study,
as we and other researchers previously reported (6, 14).
Thus, assessing EGFR copy-number gain may not be
required when initiating NIR-PIT treatment for SGC.

In summary, we evaluated EGFR status by IHC and FISH
analysis using  formalin-fixed paraffin-embedded samples
taken before treatment with the EXTREME regimen. We
revealed that most SGCs, including adenoid cystic
carcinomas, were positive for EGFR expression by IHC but
that EGFR-targeting by the EXTREME regimen showed
little efficacy. However, further clinical study of SGC
treatment is needed.

Conflicts of Interest
The Authors declare that there are no conflicts of interest to disclose. 

Authors’ Contributions
Conception and design: T. Nakano and R. Yasumatsu. Acquisition
of data: T. Nakano, R. Yasumatsu, H. Yamamoto, R. Jiromaru, T.
Manako, M. Masuda, M. Yamauchi, Y. Kuratomi, H. Uryu, T.
Nakashima, A. Tamae, R. Tanaka, M. Taura and T. Takeuchi.
Analysis and interpretation of data: T. Nakano, R. Yasumatsu, K.
Hashimoto, M. Matsuo, T. Wakasaki, S. Toh and M. Masuda.
Writing of the article: T. Nakano and R. Yasumatsu. Administrative,
technical, or material support: T. Nakano, R. Yasumatsu, K.
Hashimoto, R. Kuga, T. Hongo, H. Yamamoto, M. Matsuo, T.
Wakasaki, R. Jiromaru, T. Manako, S. Toh, M. Masuda, M.
Yamauchi, Y. Kuratomi, H. Uryu, T. Nakashima, A. Tamae, R.
Tanaka, M. Taura, T. Takeuchi and T. Yoshida. Study supervision:
T. Nakano, R. Yasumatsu and T. Nakagawa.

Acknowledgements

The English usage in this article was reviewed by KN international
(http://www.kninter.com/).

This study funded by JSPS (Japan Society for the Promotion of
Science) KAKENHI (grant number JP 20K09757 to R.Y. and grant
number JP 21K16845 to T.N.).

References

1 Nakano T, Yasumatsu R, Kogo R, Hashimoto K, Asai K, Ohga
S, Yamamoto H, Nakashima T and Nakagawa T: Parotid gland
carcinoma: 32 years’ experience from a single institute. J
Laryngol Otol 133(7): 604-609, 2019. PMID: 31169091. DOI:
10.1017/S0022215119001130

Nakano et al: EXTREME Regimen for Salivary Gland Cancer 

983



2 Jouzdani E, Yachouh J, Costes V, Faillie JL, Cartier C, Poizat F,
Pierre G, Burcia V, Makeieff M, Crampette L, Guerrier B and
Garrel R: Prognostic value of a three-grade classification in
primary epithelial parotid carcinoma: result of a histological
review from a 20-year experience of total parotidectomy with
neck dissection in a single institution. Eur J Cancer 46(2): 323-
331, 2010. PMID: 19931448. DOI: 10.1016/j.ejca.2009.10.012

3 El-Naggar AK: Tumours of the Salivary Glands. In: Pathology
and Genetics of Head and Neck Tumours. EL-Naggar AK, Chan
JKC, Grandis JR, Takashi T and Slootweg PJ (eds.). World
Health Organization Classification of Tumours Fourth Edition.
Lyon, IARC Press, pp. 159-202, 2017.

4 Vermorken JB, Mesia R, Rivera F, Remenar E, Kawecki A,
Rottey S, Erfan J, Zabolotnyy D, Kienzer HR, Cupissol D,
Peyrade F, Benasso M, Vynnychenko I, De Raucourt D,
Bokemeyer C, Schueler A, Amellal N and Hitt R: Platinum-
based chemotherapy plus cetuximab in head and neck cancer. N
Engl J Med 359(11): 1116-1127, 2008. PMID: 18784101. DOI:
10.1056/NEJMoa0802656

5 Bonner JA, Harari PM, Giralt J, Azarnia N, Shin DM, Cohen
RB, Jones CU, Sur R, Raben D, Jassem J, Ove R, Kies MS,
Baselga J, Youssoufian H, Amellal N, Rowinsky EK and Ang
KK: Radiotherapy plus cetuximab for squamous-cell carcinoma
of the head and neck. N Engl J Med 354(6): 567-578, 2006.
PMID: 16467544. DOI: 10.1056/NEJMoa053422

6 Nakano T, Yamamoto H, Hashimoto K, Tamiya S, Shiratsuchi
H, Nakashima T, Nishiyama K, Higaki Y, Komune S and Oda Y:
HER2 and EGFR gene copy number alterations are predominant
in high-grade salivary mucoepidermoid carcinoma irrespective
of MAML2 fusion status. Histopathology 63(3): 378-392, 2013.
PMID: 23855785. DOI: 10.1111/his.12183

7 Locati LD, Perrone F, Losa M, Mela M, Casieri P, Orsenigo M,
Cortelazzi B, Negri T, Tamborini E, Quattrone P, Bossi P, Rinaldi
G, Bergamini C, Calderone RG, Liberatoscioli C and Licitra L:
Treatment relevant target immunophenotyping of 139 salivary
gland carcinomas (SGCs). Oral Oncol 45(11): 986-990, 2009.
PMID: 19574086. DOI: 10.1016/j.oraloncology.2009.05.635

8 Jakob JA, Kies MS, Glisson BS, Kupferman ME, Liu DD, Lee
JJ, El-Naggar AK, Gonzalez-Angulo AM and Blumenschein GR
Jr: Phase II study of gefitinib in patients with advanced salivary
gland cancers. Head Neck 37(5): 644-649, 2015. PMID:
24585506. DOI: 10.1002/hed.23647

9 Kawahara K, Hiraki A, Yoshida R, Arita H, Matsuoka Y,
Yamashita T, Koga KI, Nagata M, Hirosue A, Fukuma D and
Nakayama H: Salivary duct carcinoma treated with cetuximab-
based targeted therapy: A case report. Mol Clin Oncol 6(6): 886-
892, 2017. PMID: 28588783. DOI: 10.3892/mco.2017.1226

10 Eisenhauer EA, Therasse P, Bogaerts J, Schwartz LH, Sargent D,
Ford R, Dancey J, Arbuck S, Gwyther S, Mooney M, Rubinstein
L, Shankar L, Dodd L, Kaplan R, Lacombe D and Verweij J:
New response evaluation criteria in solid tumours: revised
RECIST guideline (version 1.1). Eur J Cancer 45(2): 228-247,
2009. PMID: 19097774. DOI: 10.1016/j.ejca.2008.10.026

11 International Union Against Cancer (UICC): TNM Classification
of Malignant Tumours. Eighth Edition. Blackwell, Wiley, 2017.

12 Okada T, Saotome T, Nagao T, Masubuchi T, Fushimi C,
Matsuki T, Takahashi H, Miura K, Tsukahara K and Tada Y:
Carboplatin and docetaxel in patients with salivary gland
carcinoma: a retrospective study. In Vivo 33(3): 843-853, 2019.
PMID: 31028207. DOI: 10.21873/invivo.11549

13 Keller G, Steinmann D, Quaas A, Grünwald V, Janssen S and
Hussein K: New concepts of personalized therapy in salivary
gland carcinomas. Oral Oncol 68: 103-113, 2017. PMID:
28325631. DOI: 10.1016/j.oraloncology.2017.02.018

14 Locati LD, Bossi P, Perrone F, Potepan P, Crippa F, Mariani L,
Casieri P, Orsenigo M, Losa M, Bergamini C, Liberatoscioli C,
Quattrone P, Calderone RG, Rinaldi G, Pilotti S and Licitra L:
Cetuximab in recurrent and/or metastatic salivary gland
carcinomas: A phase II study. Oral Oncol 45(7): 574-578, 2009.
PMID: 18804410. DOI: 10.1016/j.oraloncology.2008.07.010

15 Grisanti S, Amoroso V, Buglione M, Rosati A, Gatta R,
Pizzocaro C, Ferrari VD and Marini G: Cetuximab in the
treatment of metastatic mucoepidermoid carcinoma of the
salivary glands: a case report and review of literature. J Med
Case Rep 2: 320, 2008. PMID: 18826647. DOI: 10.1186/1752-
1947-2-320

16 Cognetti DM, Johnson JM, Curry JM, Kochuparambil ST,
McDonald D, Mott F, Fidler MJ, Stenson K, Vasan NR, Razaq
MA, Campana J, Ha P, Mann G, Ishida K, Garcia-Guzman M,
Biel M and Gillenwater AM: Phase 1/2a, open-label, multicenter
study of RM-1929 photoimmunotherapy in patients with
locoregional, recurrent head and neck squamous cell carcinoma.
Head Neck 43(12): 3875-3887, 2021. PMID: 34626024. DOI:
10.1002/hed.26885

Received December 22, 2021
Revised January 23, 2022

Accepted January 26, 2022

in vivo 36: 979-984 (2022)

984


