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R E S E A R C H  A R T I C L E

BACKGROUND: Saliva has been suggested 
as a substitute of serum for the detection of 25 
Dihydroxyvitamin D (25(OH)D) in healthy people. 

However, investigation of salivary 1,25(OH)D has not been 
clearly reported. Vitamin plays important roles in inhibiting 
cancer progression. Current study was conducted to 
investigate serumal and salivary 25(OH)D) and 1,25(OH)D 
levels of healthy and head and neck cancer (HNC) subjects.

METHODS:  Research were conducted at Haji Adam 
Malik Hospital, Medan, Indonesia. Forty HNC and 40 
healthy subjects were recruited and selected based on 
inclusion and exclusion criteria. Medical records were 
documented, followed by anthropometric evaluation and 
serum and saliva collection. Laboratory investigation for 
25(OH)D and 1,25(OH) was performed using Enzyme-
linked immunosorbent assay (ELISA) methods.

RESULTS: Significant serumal (p=0.002) and salivary 
(p=0.016) 25(OH)D mean level differences of HNC and 
normal groups were obtained. More serumal or salivary 
25(OH)D deficient subjects were found in control group 
than those in HNC group. Meanwhile, serumal and 
salivary 1,25(OH)D mean levels of HNC group were not 
significantly different with the ones of control group. There 
were significant correlations of serumal-salivary 25(OH)
D as well as serumal-salivary 1,25(OH)D levels in normal 
group.

CONCLUSION: Serumal and salivary 25(OH)D and 
1,25(OH)D levels of HNC group were relatively normal. 
Salivary 25(OH)D and 1,25(OH)D could be suggested as 
substitutes for serumal ones. 
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Abstract

Introduction

Most head and neck cancer (HNC) patients are deficient 
in vitamin D which might be associated with incidence of 
tumors.(1) Vitamin D could inhibit tumor cell proliferation, 
induction  of  apoptosis  and  cell  cycle  arrest,  as  well  as 
increase immune system and sensitivity to chemotherapeutic 

agents.(2-4) In addition, vitamin D supplementation was 
suggested to suppress tumor development and cellular 
activity.(1)
	 HNC is the sixth most common cancer worldwide and 
is one of the ten most common cancers in men.(5) There 
were 249,330 cancer survivors in 2019, 3% of all cancer 
patients. The number of survivors is expected to increase 
to 315,750 in January 2030.(6) HNC represent the third 
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most prevalent cancer in Indonesia (9.14%), after the breast 
(16%) and cervical cancers (10.86%).(7)
	 Vitamin D could increase T cell activation by 
increasing the expression of CD4, CD8, and CD69.(8,9) 
Vitamin D is mainly activated by the binding of 1alpha,25 
Dihydroxyvitamin D (1,25(OH)D) (active form) or 25(OH)
D (less active form) to the Vitamin D Receptor (VDR), 
including nuclear receptor members of regulatory genes, 
which have anti-inflammatory and anti-proliferation 
activities.(10-12) 
	 Routine examinations of vitamin D levels are often 
carried out to check the serumal 25(OH)D level, although 
the active form of vitamin D is 1,25(OH)D. This active 
form is produced predominantly by the kidneys. Damage 
to blood vessel cells in the kidneys will cause a deficiency 
in serumal 1,25(OH)D level.(13) In patients with impaired 
renal function, this active form can be disrupted, which 
could be found in patients with HNC.(13,14) 
	 Serumal  and  salivary  25(OH)D  levels  were 
moderately correlated in healthy people (14,15), which 
was also shown by various metabolic parameters (16). 
Meanwhile, serumal and salivary 1,25(OH)D levels were 
not correlated in healthy people. However, salivary 25(OH)
D and 1,25(OH)D levels of HNC patients have not been 
disclosed clearly. Therefore, current study was conducted 
to compare the levels of serumal-salivary 25(OH)D and 
1,25(OH)D of HNC patients and healthy people. This study 
also investigated the possibility of using saliva as a non-
invasive sample for detection of 25(OH)D and 1,25(OH)D 
in HNC patients.

Methods

Participants 
Current study was conducted in Haji Adam Malik Hospital, 
Medan, Indonesia, from January 2020 to July 2021. 
Sampling data during the period of the COVID-19 pandemic 
was carried out following strict health protocols, which 
was approved by the Universitas Sumatera Utara Ethical 
Committee (No. 63/KEP/USU/2020) and registered at 
Clinical Trials.gov (No. NCT04655664; date of document: 
November 18, 2020). All subjects have signed informed 
consent to participate in this study.
	 Forty HNC and 40 healthy subjects were recruited. 
Study subjects with the age of 18–60 years old were 
included. Subjects who took vitamin D supplementation, 
having chronic pain or metabolic disorders, such as impaired 
liver or kidney function were excluded.

Anthropometric Examination
Body mass index (BMI) was categorized based on Asia 
Pacific values: <18.5 kg/m2 as underweight, 18.5–22.9 kg/
m2 as normoweight, 23–24.9 kg/m2 as overweight/at risk, 
25–29.9 kg/m2 as obese I, and >30 kg/m2 as obese II.(17)
 
Serum and Saliva Collection
For determination of serumal 25(OH)D and 1,25(OH), 2 mL 
of blood was drawn into a tube without coagulant, left for 15 
minutes, centrifuged at 3000 rpm for 10 minutes and stored 
at –20oC for the test.(18)
	 For determination of salivary 25(OH)D and 1,25(OH), 
2 mL saliva was collected from 90-minutes fasting subjects 
between 09.00-11.00 AM without stimulation. Saliva 
collection procedures were followed.(18) Saliva was 
centrifuged at 2500 rpm for 10 minutes, and stored at –20oC.

25(OH)D and 1,25(OH) Enzyme-linked Immunosorbent 
Assay (ELISA) and Analysis
Both serumal and salivary samples were examined for 
25(OH)D using Human 25-Dihydroxy Vitamin D ELISA Kit 
(Cat# E1981Hu, Bioassay Technology Laboratory, Shanghai 
China). Basically, the 25(OH)D antibody-precoated wells 
were added with samples. And then biotinylated human 
25-OH-D antibody was added and bound to 25(OH)D in 
the sample. Then Streptavidin-HRP was added and bound 
to the Biotinylated 25(OH)D antibody. Substrate solution 
was then added. The reaction was terminated by addition 
of acidic stop solution and the absorbance was measured 
at 450 nm with Thermo Scientific™ Multiskan™ GO 
Microplate Spectrophotometer (Fischer Scientific, Porto 
Salvo, Portugal).
	 For 1,25(OH)D examination, Human 
1,25-hydroxyvitamin D ELISA Kit (Cat# E1919Hu, 
Bioassay Technology Laboratory) was used. In principle all 
conducted procedures were similar to the ELISA procedure 
for detection of 25(OH)D, by using 1,25(OH)D antibody-
precoated wells and biotinylated 1,25(OH)D antibody.
	 Serumal and salivary 25(OH)D levels were defined 
as deficient: <12 ng/mL, insufficient: 12-20 ng/mL, and 
optimal: >20 ng/mL. Serumal and salivary 1,25(OH)D 
levels were defined as deficient: ≤48 pmol/L and normal: 
>48 pmol/L.(19,20) 

Statistical Analysis
Descriptive statistics for continuous variables were 
summarized as means±standard deviations (SD), and the 
categorical variables were summarized by proportions. 
Testing was carried out using Mann–Whitney test numerical 



Print ISSN: 2085-3297, Online ISSN: 2355-9179The Indonesian Biomedical Journal, Vol.13, No.4, December 2021, p.337-443

440

data, Chi-Square test for categorical data. Fisher's exact 
test was used for the data unmet Chi-Square criteria. The 
Spearman correlation test was used for the data not normally 
distributed.

HNC Group Control Group p- value

46.4±12.1 41.18±11.14 0.645a

18–25 years 1 (2.5) 4 (10.0) 1.980b

26–35 years 6 (15.0) 6 (15.0)
36–45 years 6 (15.0) 11(27.5)
46–60 years 27 (67.5) 19 (47.5)

Male 30 (75.0) 22 (55.0) 0.006b,*
Female 10 (25.0) 18 (45.0)

Bataknese 20 (50.0) 18 (45.0) 0.001b,*
Javanese 14 (35.0) 0 (0.0)
Malay 3 (7.5) 22 (55.0)
Nias 2 (5.0) 0 (0.0)
Acehnese 1 (2.5) 0 (0.0)

Entrepreneur 30 (75.0) 18 (45.0) 0.008b,*
Housewife 4 (10.0) 13 (32.5)
State civil apparatus 2 (5.0) 6 (15.0)
Student 1 (2.5) 3 (7.5)
No job 3(7.5) 0(0.0)

Master Program 0 (0) 2 (5.0) 3.290b

Undergraduate 4 (10.0) 7 (17.5)
Senior High School 27 (67.5) 22 (55.0)
Junior High School 8 (20.0) 6 (15.0)
Primary School 1 (2.5) 3 (7.5)

20.76±3.36 27.13±13.76 0.001a,*

Underweight 7 (17.5) 3 (7.5) 0.002b,*
Normal 26 (65.0) 13 (32.5)
Overweight 3 (7.5) 8 (20.0)
Obese 4 (10.0) 16 (40.0)

Education [(n (%)]

BMI (kg/m2) [mean±SD]
BMI category [(n (%)]

Parameters

Age (years) [mean±SD]
Age group [(n (%)]

Genders [(n (%)]

Ethnic [(n (%)]

Occupation [(n (%)]

Table 1. Demographic characteristics of all subjects (n=80).

*p<0.005, aIndependent T test, bChi-square. 

Results

Due to the COVID-19 pandemic, there were decreasing 
number of visiting head and neck cancer (HNC) patients and 
large number of infected health workers. Over a period of 
six months, 40 patients were selected based on the inclusion 
criteria. Equal number of healthy subjects was recruited as 
well. Subject demographic characteristics were shown in 

Table 1. Mostly, both HNC and control subjects were in 
the 46-60 years old group, male, entrepreneur, and senior 
high school graduates. with normal body mass index. Most 
HNC subjects were Bataknese while control subjects were 
Malay. Most HNC subjects were having normal body mass 
index (BMI) while control subjects were obese. HNC cases 
were mostly found in nasopharynx than lymph node with 
keratinizing SCC histopathologic type (Table 2). Most cases 
were found in IIIA stadium with lymph disorder. Mostly 
subjects underwent chemotherapy and had co-morbid 
diseases.
	 Significant serumal and salivary 25(OH)D mean 
level differences of HNC and normal groups were obtained 
(p<0.05, Mann-Whitney test). Both serumal and salivary 
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n (%)

Nasopharynx 39 (97.5)
Lymph node 1 (2.5)

Undifferentiated SCC 2 (5)
Keratinizing SCC 21 (52.5)
Non-Keratinizing SCC 17 (42.5)

II 2 (5)
IIIA 21 (52.5)
IIIB 14 (35)
IV 3 (7.5)

No 3 (7.5)
Yes 37 (92.5)

No 4 (10)
Yes 36 (90)

No 4 (10)
Yes 36 (90)

Co-Morbid diseases

HNC cases

Variables

Histopathologic type

Stadium of HNC

Lymph disorder

Chemotherapy

Table 2. Characteristics of HNC subjects (n=40).25(OH)D mean levels of HNC group were significantly 
higher than those of control group (Table 3). More serumal 
or salivary 25(OH)D deficient subjects were found in control 
group than those in HNC group. Meanwhile, serumal and 
salivary 1,25(OH)D mean levels of HNC group were not 
significantly different with the ones of control group. 
	 Based on Spearman's analysis showed that there was 
no correlation of the serumal-salivary 25(OH)D as well as 
serumal-salivary 1,25(OH)D levels in HNC group (Table 
4). In contrary, significant correlations of serumal-salivary 
25(OH)D as well as serumal-salivary 1,25(OH)D levels in 
normal group were found.

Discussion

In current study, there were more men than women 
(5,21), who were reported to have two-fold greater risk 
of developing  HNC  than  women  due  to  tobacco 
consumption, alcohol consumption, oropharyngeal cavity 
hygiene, and human papillomavirus (HR-HPV) infection 
(3,5,9). Most nasopharyngeal keratinizing squamous cell 
carcinoma was found in current study, while in other studies, 
different types of primary tumors and stages of cancer were 
focused.(5,10,22) 
	 In current study, the serumal and salivary 25(OH)D 
levels of HNC group were significantly higher than those 
of control group. These findings were different from the 
reported study showing vitamin D levels of HNC patients 
were lower than those of controls. This might be related 
to the control group whether having the risk of metabolic 
disorders associated with low vitamin D levels. In addition, 
although the levels were higher in HNC group, these 

serumal and salivary 25(OH)D levels of HNC group were 
mostly categorized as insufficient. Meanwhile serumal and 
salivary 1,25(OH)D levels of HNC and control subjects 
were categorized as normal. This active form of vitamin 
D is important in regulating only related to bone density, 
but also with incidence decrease of HNC tumor growth; 
function increase of the immune system, decrease of cell 
proliferation, induction of apoptosis, and cell cycle arrest, 
and increase of sensitivity to chemotherapeutic agents.

HNC Group Control Group p- value HNC Group Control Group p- value

15.71±9.07 12.0±10.45 0.002c,* 21.63±10.96 15.57±5.51 0.016c,*

<12 ng/mL (Deficiency) 13 (32.5) 28 (70.0) 0.002b,* 4 (10.0) 11 (27.5) 0.025b,*
12–20 ng/mL (Insufficiency) 20 (50.0) 7 (17.5) 18 (45.0) 21 (52.5)

>20 ng/mL (Optimal) 7 (17.5) 5 (12.5) 18 (45.0) 8 (20.0)

162.04±75.54 235.83±180.60 0.260c 214.08±92.72 198.46±53.92 0.954c

≤48 pmol/L (Deficiency) 2 (5.0) 0 (0) 0.152d 0 (0) 0 (0) Not analyzed

>48 pmol/L (Normal) 38 (95.0) 40 (100) 40 (100) 40 (100)

25(OH)D category [(n (%)]

1,25(OH)D level (pmol/L) [mean±SD]

1,25(OH)D category [(n (%)]

Serumal Salivary
Parameters

25(OH)D level (ng/mL) [mean±SD]

*p<0.005, bChi-square test, cMann–Whitney test, dFisher Exact Test.

Table 3. Serumal and salivary 25(OH)D and 1,25(OH)D levels.
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Serumal 
25(OH)D level

Serumal 
1,25(OH)D level

Serumal 25 
(OH) D level

Serumal 1,25 
(OH) D level

Salivary 25(OH)D level r=-0.090, p= 0.579 - r=0.402, p= 0.010* -

Salivary 1,25(OH)D level - r=0.069, p= 0.672 - r=0.383, p=0.015*

Variable 
HNC Group Control Group

Table 4. Spearman’s Correlation between serumal or salivary 25(OH)D or 1,25(OH)D levels.

*p<0.005.

(3,9) Therefore, although the serumal and salivary 25(OH)
D levels were insufficient, but the serumal and salivary 
1,25(OH)D levels were normal.
	 Serumal and salivary 25(OH)D levels were 
significantly correlated in control group. Serumal and 
salivary 1,25(OH)D levels were significantly correlated 
in control group as well. Current results are in accordance 
with previous report, which showed a correlation between 
serumal and salivary 25(OH)D levels. 
	 There were some barriers and limitations in current 
study. Due to the COVID-19 pandemic, all processes 
starting from the subject recruitment and screening, sample 
collection and laboratory investigation took longer than the 
schedule. Although collection of saliva was not invasive, 
however optimal saliva collection could not be performed for 
the subjects with hyposalivation. More clinical laboratory 
assessments should be performed to evaluate kidney and 
liver functions.

Conclusion

Serumal and salivary 25(OH)D levels were significantly 
higher in the HNC group than in the control group. Although 
serumal and salivary 25(OH)D levels of HNC group were 
insufficient, but the serumal and salivary 1,25(OH)D 
levels were normal. Serumal-salivary 25(OH)D as well as 
1,25(OH)D levels were correlated in normal group. Taken 
together, in current study, the serumal and salivary 25(OH)
D and 1,25(OH)D levels of HNC group were relatively 
normal. Salivary 25(OH)D and 1,25(OH)D could be 
suggested as substitutes for serumal ones. 

Acknowledgements

Authors would like to thank all volunteers who participated 
in this study and all residents of the Ear, Nose, Throat, 
Head, and Neck Department and the Clinical Pathology 
Department, Haji Adam Malik Hospital, Medan, Indonesia, 
who supported this study. 

Authors Contribution

DKS, ZL and RAG were involved in research conception, 
DKS and FF performed the data acquisition/collection. LMS 
and ERD calculated the experimental data and performed 
the analysis. LMS did the manuscript preparation. LIL and 
FS aided in interpreting the results. FF and FS drafted the 
manuscript and designed the figures. All authors took parts 
in giving critical revision of the manuscript. All authors 
already gave final approval of the version to be published; 
and agreed to be held accountable for all aspects of the work.

References

1. 	 Bochen F, Balensiefer B, Korner S, Bittenbring JT, Neumann 
F, Koch A, et al. Vitamin D deficiency in head and neck 
cancer patients - prevalence, prognostic value and impact on 
immune function. Oncoimmunology. 2018; 7: e1476817. doi: 
10.1080/2162402X.2018.1476817.

2.	 Mäkitie A, Tuokkola I, Laurell G, Mäkitie O, Olsen K, Takes RP, et 
al. Vitamin D in head and neck cancer: a systematic review. Curr 
Oncol Rep. 2020; 23: 5. doi: 10.1007/s11912-020-00996-7. 

3.	 Huo M, Panizza B, Bernard A, Porceddu SV. Head and neck squamous 
cell carcinoma of unknown primary: Outcomes of a pre-defined 
institutional treatment policy in a region with a high prevalence of 
skin cancer. Oral Oncol. 2018; 77: 43-8. 

4.	 Fanidi A, Muller DC, Midttun O, Ueland PM, Vollset SE, Relton 
C, et al. Circulating vitamin D in relation to cancer incidence and 
survival of the head and neck and oesophagus in the EPIC cohort. 
Sci Rep. 2016; 6: 36017. doi: 10.1038/srep36017.

5.	 Kelvianto A, Witjaksono F, Sekarutami SM. Protein intake, prognostic 
nutritional index and quality of life in head and neck cancer patients 
undergoing radiotherapy. Indones Biomed J. 2019; 11: 70-7.

6.	 American Cancer Society. Cancer Treatment & Survivorship Facts & 
Figures 2019-2021. Atlanta: American Cancer Society; 2019.

	 This study was funded by the Department for 
Strengthening Research and Development, Ministry 
of Research and Technology/National Research and 
Innovation Agency for the 2020 Fiscal Year in accordance 
with the Research Contract Amendment Number, 12/E1/
KP.PTNBH/2021, dated March 8th, 2021, and 73/UN5.2.3.1/
PPM/KP-DRPM/2021, dated March 17th, 2021.



Vitamin D in Head and Neck Cancer Compare with Normal Group (Sari DK, et al.)
Indones Biomed J. 2021; 13(4): 438-43DOI: 10.18585/inabj.v13i4.1726

443

7.	 The Global Cancer Observatory [Internet]. Indonesia Globocan 2020 
[cited 2021 Aug 20]. Available from: https://gco.iarc.fr/today/data/
factsheets/populations/360-indonesia-fact-sheets.pdf.

8.	 Pu Y, Zhu G, Xu Y, Zheng S, Tang B, Huang H, et al. Association 
between vitamin d exposure and head and neck cancer: a systematic 
review with meta-analysis. Front Immunol. 2021; 12: 627226. doi: 
10.3389/fimmu.2021.627226.

9.	 Izreig S, Hajek M, Edwards HA, Mehra S, Sasaki C, Judson BL, 
Rahmati RW. The role of vitamin D in head and neck cancer. 
Laryngoscope Investig Otolaryngol. 2020; 5: 1079-88. 

10.	 Yokosawa EB, Arthur AE, Rentschler KM, Wolf GT, Rozek LS, 
Mondul AM. Vitamin D intake and survival and recurrence in head 
and neck cancer patients. Laryngoscope. 2018; 128: E371-6.

11.	 Izzo M, Carrizzo A, Izzo C, Cappello E, Cecere D, Ciccarelli M, 
et al. Vitamin D: not just bone metabolism but a key player in 
cardiovascular diseases. Life (Basel). 2021; 11(5): 452. doi: 
10.3390/life11050452.

12.	 Park CY, Han SN. The role of Vitamin D in adipose tissue biology: 
adipocyte differentiation, energy metabolism, and inflammation. J 
Lipid Atheroscler. 2021; 10: 130-44. 

13.	 Zielinska A, Sobolewska-Wlodarczyk A, Wisniewska-Jarosinska 
M, Gasiorowska A, Fichna J, Salaga M. The 25(OH)D3, but not 
1,25(OH)2D3 levels are elevated in IBD patients regardless of 
vitamin D supplementation and do not associate with pain severity 
or frequency. Pharmaceuticals (Basel). 2021; 14(3): 284. doi: 
10.3390/ph14030284.

14.	 Sari DK, Sari LM, Laksmi LI, Farhat. The moderate correlation 
between 25(OH)D serum and saliva in healthy people with low 
vitamin D intake. Int J Gen Med. 2021; 14: 841-50. 

15.	 Bahramian A, Falsafi P, Abbasi T, Ghanizadeh M, Abedini M, Kavoosi 
F, et al. Comparing serum and salivary levels of vitamin d in patients 
with recurrent aphthous stomatitis and healthy individuals. J Dent 
Shiraz Univ Med Sci. 2018; 19: 295-300. 

16.	 Kartikawati A, Lina Y, Wijaya A. 25(OH)D was Correlated with 
increased risk of insulin resistance, but not mediated by adiponectin 
and hsCRP. Indones Biomed J. 2012; 4: 84-92.

17.	 Weir CB, Jan A. BMI Classification Percentile And Cut Off Points. 
Treasure Island (FL): StatPearls Publishing; 2021.

18.	 Chiappin S, Antonelli G, Gatti R, De Palo EF. Saliva specimen: a new 
laboratory tool for diagnostic and basic investigation. Clin Chim 
Acta. 2007; 383; 30-40. 

19.	 Heaney RP, Holick MF. Why the IOM recommendations for vitamin 
D are deficient. J Bone Miner Res. 2011; 26: 455-7. 

20.	 Grant WB, Holick MF. Benefits and requirements of vitamin D for 
optimal health: a review. Altern Med Rev. 2005; 10: 94-111. 

21.	 Augustin J, Outh-Gauer S, Mandavit M, Lépine C, Broudin C, Hans 
S, et al. [Study of the Human Papillomavirus (HPV) prevalence in 
head and neck carcinomas in a French monocentric cohort of 372 
patients]. Ann Pathol. 2020; 40: 401-10. 

22.	 Grant WB, Moukayed M. Vitamin D3 from ultraviolet-b exposure or 
oral intake in relation to cancer incidence and mortality. Curr Nutr 
Rep. Sep; 8: 203-11. 


