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Introduction

Smoke that is released by burning the tip of  cigarette and inhaled 
by nonsmokers is known as passive smoking (PS). In 2011, 
an estimated 600,000 nonsmokers were killed on global level 
particularly children by PS.[1] It causes several diseases such as 
lung cancer, heart disease, and respiratory infection.[2,3] In utero, PS 

exposure may begin and it may continue throughout childhood.[4] 
High breathing rates and more lung surface area of  children make 
them more susceptible to adverse effects of  PS.[5]

Paternal active smoking may damage sperm before birth[6,7] 
and maternal second‑hand smoke in utero may also harm the 
fetus.[6,8] There are more than 4000 chemicals in environmental 
tobacco smoke that are released into the atmosphere which 
lead to PS affecting the oral health.[9] Caries in children and 
poor oral health could be a cause of  smoking by household 
members.[10]
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Objectives: The purpose of this study is to assess the association of passive smoking (PS) with dental caries and salivary 
biomarkers among 5–10 years old children of Muradnagar, Ghaziabad. Methods: A case–control study was conducted among 160 
children of age group 5–10 years who visited the outdoor patient department of a dental college. Regular smoking households 
were recognized and children who lived in smoking households were identified as PS subjects. Two categories of children were 
formed – PS (80 children) and control group (80 children). Parents completed a pretested questionnaire and clinical examination 
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using enzyme‑linked immunosorbent assay kit. Student’s independent t‑test, Mann–Whitney U test, and one‑way analysis of variance 
test were used for analyzing data. Results: The mean streptococcus and lactobacillus colony count was higher in PS case subjects, 
that is, 348.9 ± 166.509 and 247.3 ± 15.86 in comparison to control group where the mean streptococcus and lactobacillus colony 
count was 63.03 ± 23.082 and 63.825 ± 12.638, respectively. The mean cotinine level among PS case subjects was 1.08 ± 0.265 
which was higher than the control group, that is, 0.00 ± 0.00. The mean cotinine level was directly proportional to streptococcus 
colonies, lactobacillus colonies, dmft and gingival index (GI) scores, and smoking exposure. Conclusion: PS has deleterious impact 
on children which was reflected by their increased cotinine levels, streptococcus colonies, lactobacillus colonies, and poor dmft 
and GI scores in comparison to the control group.
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High‑exposure group and low‑exposure group can be 
compared and recent exposure can be estimated directly using 
cotinine biomarker.[11] High and stable plasma concentrations 
are formed because cotinine that is primary metabolite of  
nicotine has longer half‑life than nicotine.[12] Thus, PS exposure 
can be screened by a useful cotinine tool which is specific 
and highly stable with temperature change.[13] Muradnagar in 
Uttar Pradesh has prevalence in smoking and nonsmoking 
forms of  tobacco consumption. Every household usually has 
tobacco users, leading to increase in passive smokers. Hence, 
this study was undertaken to study the impact of  tobacco on 
passive smokers by associating it with their oral health status 
and cotinine level.

Methods

Setting and population
A case–control study was conducted in Ghaziabad (Uttar Pradesh) 
among 5–10 years old children visiting the outdoor patient 
department of  a dental college.

Study consent
The study was conducted during 2017–2018. Ethical approval 
of  the study was taken from the ethical clearance committee of  
the institution. Permission was taken from advanced research 
laboratory of  the institution to conduct microbiological and 
salivary biomarkers’ assessment. Written informed consent was 
taken from parents before implementing the study.

Study questionnaire
This pilot study was carried out on 30 children from March 
2016 to September 2016 to check implementation before the 
main study was conducted. Self‑administered close‑ended 
questionnaire was used for parents to assess their demographic 
details, parental practice toward their children’s oral health, 
and their smoking exposure. Content validity was assessed by 
Cronbach’s alpha test whose value was 0.9.

Sample size
The sample size was calculated to be 160 (80 as PS case group 
and 80 as control group).

Study procedure
Eighty parents were asked to complete a pretested questionnaire 
about smoking habits [Figure 1]. According to answers, children 

of  regular smoking household were identified as PS subjects. 
Two groups of  children – PS and control group –were screened. 
Depending on the number of  cigarettes smoked by parent per 
day, the frequency and duration of  smoking were divided into 
three categories [Table 1]. Clinical examination of  children was 
done using dmft scores and gingival index (GI).

Stimulated saliva of  screened children was collected in sterile 
plastic disposable containers. Precipitation was removed by 
centrifugation at 2000–3000 rpm for 20 min. It was stored 
frozen at −20°C, salivary pH was determined using narrow 
range pH strip system (Himedia, Mumbai), and its buffer 
capacity was measured following collection by standard method 
of  Ericsson.

Saliva was transported to the laboratory in sterile tubes, vortexed 
for 30 s, and diluted four‑fold in 0.05 M sodium phosphate buffer. 
Fifty‑microliter aliquots were plated on mitis salivarius‑bacitracin 

Figure 1:Study Procedure Step wise Step

Table 1: Interpretation of smoking exposure colony count
Smoking Exposure Low Medium High
No. of  cigarettes smoked/day 1‑2 cigarettes More than 2 cigarettes but less than one 1 packet 1 packet and more
Frequency of  smoking once Two‑three times More than three times
Duration of  smoking 1‑3 years 4‑6 years More than 6 years
Bacterial Colonies No activity Low colony Moderate colony High colony
Streptococcus colonies 0‑200 201‑400 Above 400
Lactobacillus colonies 0‑100 101‑200 201‑300 Above 300



Menon and Bhat: Passive smoking impact on caries, bacterial count and serum cotinine

Journal of Family Medicine and Primary Care 2635 Volume 8 : Issue 8 : August 2019

agar supplemented with 15% sucrose, 1% potassium, and 0.2 units/
mL bacitracin for Streptococcus mutans count, and on Rogosa SL 
agar (Difco, Gurugram, Haryana) for lactobacilli count [Figure 2]. 
All plates were incubated at 37°C in an atmosphere containing 
10% CO2 for 48 h. Colony counting was done using digital colony 
counter and they were divided into three categories [Table 1]. 
The cotinine level was then measured using Calbiotec (California, 
USA) cotinine enzyme‑linked immunosorbent assay (ELISA) kit.

ELISA procedure
Ten standard wel ls  on ELISA plates were set  and 
coated [Figure 3]. The total volume in the well was 50 µm 
and concentration was 2400, 1600, 800, 400, and 200 pg/mL, 
respectively [Figure 4]. The blank well and sample well were 
set. Sample diluent 40 µm was added to testing sample (10 µm). 

After closing plate, it was incubated for 30 min at 37°C. 
Thirty‑fold washing solution was prepared and diluted with 
distilled water until 600 mL, washing buffer was added to each 
well, kept still for 30 s, drained, repeated for 5 min, and dried 
by pat. Horseradish peroxidase enzyme‑conjugate reagent 
50 µm was added to each well, except blank well to produce 
change in color which is used as signal with the presence of  
antibody or antigen.

Tetramethylbenzidine chromogen solution A 50 µm was added 
and mixed gently, and light preservation was evaded for 15 min 
at 37°C. Stop solution 50 µm was then added to each well to 
stop reaction. Blue color changed to yellow immediately. The 
optical density of  blank well was set as zero, and absorbance 
was read at 450 nm after adding stop solution within 15 min. 
The optical density of  the microplate reader was taken as a 
standard, used dual wavelength to assay, and the reference 
wavelength was taken as 630 nm. The concentration of  human 
cotinine in samples was then determined by comparing optical 
density of  samples with standard curve. The standard density 
was taken as horizontal, and optical density value for vertical 
and standard curve was obtained. The corresponding density 
according to sample optical density value was then found and 
multiplied with dilution multiple.

Inclusion and exclusion criteria
Only children of  age group 5–10 years and PS subject children 
from smoking household were included. Parents on nicotine 
replacement therapy or those who have quit smoking, children 
with rampant caries, nursing bottle caries, and children with poor 
oral hygiene were excluded.

Statistical analysis
All data were analyzed using Statistical Package for the 
Social Sciences Version 18.0 (SPSS Inc., Chicago, IL, USA). 

Figure 2: Saliva inoculated on mitis salivarius bacitracin agar and 
streptococcus mutans under colony counter

Figure 3: Cotinine positive ELISA wells

Figure 4: Standard Curve

Table 2: Distribution of study population on the basis of 
age, formal education and socio economic class

Socio demographic 
variables

Case Control
n % n %

Age
5‑6 years 14 17.5 28 35
7‑8 years 23 28.8 26 32.5
9‑10 years 43 53.8 26 32.5

Formal Education
Primary school 12 15 11 13.8
Middle school 23 28.8 24 30
High School 21 26.3 27 33.8
Intermediate School 9 11.3 13 16.3
Graduate 3 3.8 8 10

Socio economic class
Lower 24 30 29 36.3
Upper Lower 33 41.3 37 46.3
Lower Middle 15 18.8 8 10
Upper Middle 8 10 6 7.5
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Numerical data were analyzed by t‑test and Mann–Whitney U 
test for normal and non‑normal data, respectively. Pearson’s 
correlation test was used for determination of  correlations. 
One‑way analysis of  variance (ANOVA) test was used to 
compare dichotomized caries prevalence variable for more 
than two groups.

Results

Sociodemographic analysis
The number of  male children was 76 (47.5%) and the number 
of  female children was 84 (52.5%) [Table 2]. The cumulative 
population of  PS case subjects was 17.5% in 5–6 years, 28.8% 
in 7–8 years, and 53.8% in 9–10 years, whereas the cumulative 
population of  control subjects was 28% in 5–6 years, 26% in 
7–8 years, and 26% in 9–10 years. The maximum percent of  the 
study population belonged to upper lower class, that is, 41.3% of  
PS case subjects and 46.3% of  control subjects, and the minimum 
belonged to upper middle class, that is, 10% of  PS case subjects 
and 8.8% of  control subjects.

Parental practice analysis
The mean of  the study population frequency with good 
parental practice was 16.6 ± 25.487 among the PS subjects 
and 21.2 ± 27.009 among the control subjects [Table 3]. The 
difference between the means was found to be nonsignificant 
using Mann–Whitney U‑test with P = 0.475. Similarly, the mean 
of  the study population frequency with fair parental practice was 
31.4 ± 23.258 among the PS subjects and 34.6 ± 26.713 among 
the control subjects which demonstrated difference in means to 
be nonsignificant using Mann–Whitney U‑test with P = 0.880. 
However, the mean of  the study population frequency with good 
parental practice was 32.0 ± 24.042 among the PS subjects and 
34.6 ± 23.332 among the control subjects with again difference 
in means being insignificant with P = 0.325. It was noted that 
there was not much difference in the parental practice toward 
their child’s oral health between case and control groups.

Bacterial colony analysis
The mean number of  study population with low streptococcus 
colony count was 16.3%, whereas in the control group it was 
100% [Table 3]. Similarly, the mean number of  study population 
with moderate streptococcus colony count was 53.8%, whereas 
in the control group it was nil (0). Also, the mean number of  the 
study population with high streptococcus colony count was 30%, 

whereas in the control group it was nil (0). The mean number of  
the study population with no activity range of  lactobacillus count 
was 0 in the case group and 100% in the control group. The mean 
number of  the study population with low lactobacillus colony 
count was 87.5% in the case group, and in the control group it 
was nil (0). Similarly, the mean number of  the study population 
with moderate lactobacillus colony count was 12.5% in the case 
group, and in the control group it was nil (0). However, the mean 
number of  high lactobacillus colony count was nil in both the 
case and control groups. Statistically, a high significant difference 
between the mean colony count of  case and control groups was 
seen using Student’s t‑test where P < 0.001.

Salivary pH and buffering capacity analysis
The mean salivary pH among PS case subjects was 6.49 ± 0.27 
and among the control group was 7.2 ± 0.38. The salivary 
buffering capacity was also compared between the two groups, 
and a low buffering capacity was seen among 48.75% of  the 
PS case group subjects and 27.5% among the control group. 
Similarly, a moderate buffering capacity was seen among 35% 
of  the PS case group subjects and 32.5% among the control 
group. A high buffering capacity was seen among 37.5% of  the 
PS case group subjects and 40% among the control group. The 
difference in means between both the groups was seen to be 
statistically significant.

Cotinine level analysis
The mean cotinine level was 1.08 ± 0.265 in the PS case subjects 
and 0.00 ± 0.00 in the control subjects [Table 4]. The difference 
in means was compared using Student’s t‑test and the results were 
highly significant with P < 0.001.

Caries prevalence analysis
The mean dmft score among the PS case groups was 3.24 ± 2.302 
and among the control group was 0.38 ± 0.753 [Table 4]. 
Similarly, GI scores among case groups was 2.44 ± 1.281 and 
among control group was 0.25 ± 0.436. The difference in means 
was compared using Student’s t‑test and the results were highly 
significant with P < 0.001.

Comparison of  smoking exposure to caries 
prevalence, bacterial colonies, and cotinine level 
among PS subjects
It was seen that as smoking exposure increased, dmft and GI 
scores among children became poor [Table 5]. Similarly, with 

Table 3: Comparison of Parental Practice towards their child’s oral health and Bacterial Colonies between Case and 
Control group

Parental Practice Bacterial Colonies
Good Practice Fair Practice Poor Practice Streptococcus colonies Lactobacillus colonies

Case Control Case Control Case Control Case Control Case Control
Mean±Std Dev 16.6±25.48 21.2±27.01 31.4±23.26 34.6±26.71 32.0±24.04 34.6±23.33 348.9±166.50 63.03±23.082 247.3±15.86 63.825±12.638
Mann Whitney U 41.000 48.000 37.000 316.000 272.500
P 0.475 0.880 0.325 <0.001 <0.001
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increasing smoking exposure, there was an increase in bacterial 
colonies and cotinine level.

Correlation of cotinine level with bacterial colonies 
and caries prevalence
There was a positive Pearson’s correlation between cotinine level and 
streptococcus colonies (r = 0.596), lactobacillus colonies (r = 0.603), 
dmft scores (r = 0.818), and GI scores (r = 0.711).

Comparison of smoking exposure to educational 
status of the parents
With increase in the educational level, the level of  smoking 
exposure decreased in household thereby reducing cotinine level, 
and the mean difference between different educational levels 
was found to be statistically significant using one‑way ANOVA 
test for the number of  cigarettes/day (P = 0.044), frequency 
of  smoking (P = 0.037), duration of  smoking (P = 0.025), and 
cotinine levels (P = 0.028).

Discussion

Since decades, smoking is known as a potential risk factor and a 
major preventable cause of  morbidity and mortality.[14] Thousands 
of  chemicals are present in complex aerosol of  cigarette which 
contains volatile gases with suspension of  particulate matter. 
Second‑hand smoke inhaled by other members is 85% composed 
of  side stream and the remaining 15% is mainstream smoke.[15] 
Hence, biomarkers were developed for epidemiological research 

relative to significance of  PS exposure. Reliable and major 
biomarker of  recent nicotine intake and second‑hand smoke 
exposure has been referred to as cotinine.[16‑18]

Children age 4–11 years approximately 1511 in number whose 
data were obtained from U.S. National Health and Nutrition 
Examination Survey (NHANES) were studied in a cross‑sectional 
study by Mattheus et al.[19] The results revealed that caries 
prevalence was 1.59 times more in children who were exposed 
to smoke inside the house in comparison to smoke outside. In 
agreement with the study mentioned and a study conducted 
by Tanaka et al.,[20] this study also found that dmft score of  
PS children was significantly higher (3.24 ± 2.302) than that 
for control subjects (0.38 ± 0.753) and the results are found 
to be highly significant (<0.001). Similarly, GI scores in this 
study are significantly higher in the PS subjects (2.44 ± 1.281) 
in comparison to the control group (0.25 ± 0.436) which is in 
accordance with a study conducted by Erdemir et al.[21]

The growth of  S. mutans and Streptococcus sanguis as an 
effect of  cigarette smoke was studied by Zonuz et al.[22] 
and the results reflected that growth was increased in the 
presence of  cigarette smoke. The results are in accordance 
with this study that found higher salivary S. mutans scores 
in PS children (348.9 ± 167.5) compared with the control 
subjects (63.03 ± 23.082) and the results were found to be 
highly significant (<0.001). Kumar et al.[23] reported results 
similar to this study that found higher Lactobacillus scores in 
PS children (3247.3 ± 1615.86) in comparison to the control 
subjects (563.825 ± 312.638) and the results were found to 
be highly significant.

In a study conducted by Castelino et al.,[24] salivary cotinine 
levels were assessed in different tobacco groups. The salivary 
cotinine level in the PS subjects was higher than in the control 
group which is similar to the results in this study where cotinine 
level is higher in the PS subjects (1.08 ± 0.265) in comparison 
to the control group (0) and the results were found to be highly 
significant (<0.001). Methods of  self‑reported smoking and serum 
cotinine test ≥10 mg/mL complement each other, are strongly 
correlated to patient’s metabolism,[25] and are effective methods 
to assess the patient’s smoking status.[26] There is a definite 
association of  circulating cotinine concentration with lung cancer 
risk for current smokers.[27] Studies focusing on the amount, type 
of  tobacco consumed, environmental factors to nicotine, and its 
metabolism are needed to view the comprehensive relationship 
between smoking and cotinine levels.[28]

Table 4: Comparison of cotinine Level and caries prevalence between Case and Control group
Cotinine Level dmft Score GI Score

Case Control Case Control Case Control
Mean±Std Dev 1.08±0.265 0.00±0.00 3.24±2.302 0.38±0.753 2.44±1.281 0.25±0.436
Std. Mean Error 0.030 0.00 0.257 0.084 0.143 0.049
t 36.276 10.573 14.457
P <0.001 <0.001 <0.001

Table 5: Comparison of smoking exposure with caries 
prevalence, bacterial colonies and cotinine level amongst 

passive smoking subjects
Smoking Exposure

Low 
exposure

Medium 
exposure

High 
exposure

dmft score (Mean±Std Dev) 0 3.58±2.452 4.055±1.744
GI Score (Mean±Std Dev) 2.57±0.789 2.98±1.39
Streptococcus Mutans

Low 0 4 (15.4%) 9 (16.7%)
Moderate 0 13 (50%) 30 (55.6%)
High 0 9 (34.6%) 15 (27.8%)

Lactobacillus
Low 0 20 (76.9%) 50 (92.3%)
Moderate 0 6 (23%) 4 (7.4%)
High 0 0 0

Cotinine level (mean±std dev) 0 0.946±0.352 1.212±0.221
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Studies conducted by Castelino et al.[24] and Gilman et al.[29] have 
illustrated that the number of  pack‑years smoked was higher 
among individuals with less than high school education. According 
to studies conducted by Hitchman et al.[30] and Harper et al.,[31] 
smoking rates are higher among low socioeconomic status groups. 
The results of  the studies are in contrast to this study where 
there is no significant difference between smoking exposure and 
cotinine level of  different socioeconomic groups (P = 0.203).

The study has some major strengths as cotinine concentration 
in the PS subjects only added predictive power when it was 
at variance with their claimed control subjects. Then cigarette 
smoking behavior was reported directly by the parents and is 
therefore likely to be more accurately measured. This study shows 
long‑term impact of  smoking in household on their children 
which serves as an important motivating factor for their parents 
to quit smoking. This study highlights PS as health hazard which 
is not known by many people in study setting and serves as an 
important enlightening message. It provides glimpse of  oral 
health knowledge, oral hygiene practice, and oral hygiene status of  
children affected by smoking of  other people in house. However, 
the study has some limitations too. First, the study is not based 
on large sample size. Second, other factors such as vitamin C 
concentration, smoking of  mothers while they were pregnant, and 
body mass index that could affect the level of  cotinine were not 
evaluated. Third, the salivary flow rate was not measured in the 
study which can also be an important factor in caries prevalence.

Frequent interactions with identified smoking subjects and their 
family members can be made by dentists and primary healthcare 
workers to have long‑term assessment data on the impact 
of  passive smoke so that more appropriate ways for creating 
awareness on subject can be made. Training programs can also be 
conducted to circulate flow of  knowledge on PS and to be able to 
motivate active smokers to quit. The establishment of  systematic 
oral healthcare program for community is needed which may 
serve as a role model for promotion of  best practice of  oral 
health habits. Routine biochemical assessment of  tobacco smoke 
exposure and intensified smoking education and prevention 
activities in school is essential for more effective interventions to 
prevent adverse effects of  PS.[32,33] These recommendations can 
bring about a major change in oral health status of  the children 
affected by passive smoke.

Conclusion

To conclude, PS has an adverse impact on children which can 
be evidently reflected by an increase in cotinine level, bacterial 
colonies, and poor dmft and GI scores among the PS subjects in 
comparison to the control subjects who reflected comparatively 
low cotinine level and bacterial count and better dmft and GI 
scores.

Acknowledgment
The authors would like to thank Advanced Research Laboratory 
of  I.T.S Dental College, Muradnagar, for their technical and 

microbiological assistance that played a significant role in 
cooperation completion of  this study.

Ethical approval
Ethical approval of  the study was taken from ethical clearance 
committee of  I.T.S Dental College, Muradanagar.

Financial support and sponsorship
Nil.

Conflicts of interest
There are no conflicts of  interest. 

References

1. Huttunen R, Heikkinen T, Syrjanen J. Smoking and the 
outcome of infection. J Intern Med 2011;269:258‑69.

2. Rushton L. Health impact of environmental tobacco smoke 
in the home. Rev Environ Health 2004;19:291‑309.

3. Stayner L, Bena J, Sasco AJ, Smith R, Steenland K, 
Kreuzer M, et al. Lung cancer risk and workplace exposure 
to environmental tobacco smoke. Am J Public Health 
2007;97:545‑51.

4. Piattelli A, Artese L, Rosini S, Quaranta M, Musiani P. 
Immune cells in periapical granuloma: Morphological 
and immunohistochemical characterization. J Endodont 
1991;17:26‑9.

5. Office of Environmental Health Hazard Assessment and 
California Air Resources Board. Health effects of exposure 
to environmental tobacco smoke: Final report, approved 
at the Panel’s June 24, 2005 meeting. Sacramento, CA: 
California Environmental Protection Agency; 2005. Available 
from: http://www.oehha.ca.gov/air/environmental_
tobacco/2005etsfinal.html. [Last accessed on 2019 Jan 22].

6. US Department of Health and Human Services. The health 
consequences of involuntary exposure to tobacco smoke: 
A report of Surgeon General. Atlanta, GA: US Department 
of Health and Human Services, Centers for Disease Control 
and Prevention, Coordinating Center for Health Promotion, 
National Center for Chronic Disease Prevention and Health 
Promotion, Office on Smoking and Health, 2006. Available 
from: http://www.cdc.gov/tobacco/data_statistics/sgr/
sgr_2006/index.htm. [Last accessed on 2019 Feb 18].

7. Lee KM, Ward MH, Han S, Ahn HS, Kang HJ, Choi HS, et al. 
Paternal smoking, genetic polymorphisms in cyp1a1 and 
childhood leukaemia risk. Leuk Res 2009;33:250‑8.

8. International Agency for Research on Cancer (IARC). IARC 
Monographs on the Evaluation of the Carcinogenic Risk of 
Chemicals to Humans: Tobacco Smoking; 1986.

9. Florek E, Piekoszewski W, Wrzosek J. Relationship between 
the level and time of exposure to tobacco smoke and 
urine nicotine and cotinine concentration. Pol J Pharmacol 
2003;55:97‑102.

10. Ayo‑Yusuf OA, Reddy PS, van Wyk PJ, van den Borne BW. 
Household smoking as a risk indicator for caries 
in adolescents permanent teeth. J Adoloesc Health 
2007;41:309‑11.

11. World Lung Foundation, American Cancer Society: The 
Tobacco Atlas, Chapter: Secondhand smoking; 2012. Available 
from: http://www.tobaccoatlas.org/harm/secondhand_



Menon and Bhat: Passive smoking impact on caries, bacterial count and serum cotinine

Journal of Family Medicine and Primary Care 2639 Volume 8 : Issue 8 : August 2019

smoking/youth/. [Last accessed on 2019 Feb 20].

12. Holliday JC, Moore GF, Moore LA. Changes in child exposure 
to secondhand smoke after implementation of smoke‑free 
legislation in Wales: A repeated cross‑sectional study. BMC 
Public Health 2009;9:430.

13. Jarvis MJ, Tunstall‑Pedoe H, Feyerabend C, Vesey C, 
Saloojee Y. Biochemical markers of smoke absorption and 
self reported exposure to passive smoking. J Epidemiol 
Community Health 1984;38:335‑9.

14. Gupta R, Dongen JV, Fu Y, Abdellaoui A, Rachel FT, 
Velagapudi V, et al. Epigenome‑wide association study of 
serum cotinine in current smokers reveals novel genetically 
driven loci. J Clin Epigenet 2019;11:1.

15. Kritz H, Schmid HP, Sinzinger H. Passive smoking and 
cardiovascular risk. Arch Intern Med 1995;155:1942‑8.

16. Perezstable EJ, Benowitz NL, Marin G. Is serum cotinine a 
better measure of cigarette‑smoking than self‑report? Prev 
Med 1995;24:171‑9.

17. Benowitz NL. Cotinine as a biomarker of environmental 
tobacco smoke exposure. Epidemiol Rev 1996;18:188‑204.

18. Benowitz NL. Biomarkers of environmental tobacco smoke 
exposure. Environ Health Perspect 1999;107:349‑55.

19. Mattheus DJ, Gandhi K, Lim E, Shannon M. Exposure to 
secondhand smoke and the development of childhood 
caries: NHANES (2011‑2012). J Health Dispar Res Pract 
2017;10:75‑88.

20. Tanaka S, Shinzawa M, Tokumasu H, Seto K, Tanaka S, 
Kawakami K. Secondhand smoke and incidence of 
dental caries in deciduous teeth among children in 
Japan: Population based retrospective cohort study. BMJ 
2015;351:19‑26.

21. Erdemir EO, Sönmez IS, Oba AA, Bergstrom J, Caglayan O. 
Periodontal health in children exposed to passive smoking. 
J Clin Periodontol 2010;37:160‑4.

22. Zonuz AT, Rahmati A, Mortazavi H, Khashabi E, Farahani RM. 
Effect of cigarette smoke exposure on the growth of 
Streptococcus mutans and Streptococcus sanguis: An in vitro 
study. Nicotine Tob Res 2008;10:63‑7.

23. Kumar PS, Matthews CR, Joshi V, Jager M, Aspiras M. Tobacco 
smoking affects bacterial acquisition and colonization in 
oral biofilms. Infect Immun 2011;79:4730‑8.

24. Castelino LR, Babu SG, Kumari S, Madi M, Bhat S, Ullal H. 
Salivary cotinine levels as a biomarker of tobacco use – A 
biochemical study. J Krishna Inst Med Sci Univ 2017;6:96‑104.

25. Patel VD, Jadhav KB, Shah VS, Gupta ND. Comparative 
assessment of salivary cotinine level and psychological 
dependence amongst tobacco users. Dent Res J. 
2017;14:125‑30.

26. Duque A, Martínez PJ, Giraldo A, Gualtero DF, Ardila CM, 
Contreras A, et al. Accuracy of cotinine serum test to detect 
the smoking habit and its association with periodontal 
disease in a multicenter study. Med Oral Patol Oral Cir Bucal 
2017;22:e425‑31.

27. Larose TL, Guida F, Fanidi A, Langhammer A, Kveem K, 
Stevens VL, et al. Circulating cotinine concentrations and 
lung cancer risk in the Lung Cancer Cohort Consortium (LC3). 
Int J Epidemiol 2018;47:1760‑71.

28. Fassa AG, Meucci RD, Fiori NS, Carrett ML, Faria NM. Urinary 
cotinine in tobacco farmers in Southern Brazil. Rev Saude 
Publica 2018;52:70.

29. Gilman SE, Martin LT, Abrams DB, Kawachi I, Kubzansky L, 
Loucks EB, et al. Educational attainment and cigarette 
smoking: A causal association? Int J Epidemiol 
2008;37:615‑24.

30. Hitchman SC, Fong GT, Zanna MP, Thrasher JF, Chung‑Hall J, 
Siahpush M. Socioeconomic status and smokers’ number of 
smoking friends: findings from the International Tobacco 
Control (ITC) Four Country Survey. Drug Alcohol Depend 
2014;143:158‑66.

31. Harper S, Lynch J. Trends in socioeconomic inequalities in 
adult health behaviours among US states, 1990–2004. Public 
Health Rep 2007;122:177‑89.

32. Benowitz NL, Jain S, Dempsey DA, Nardone N, Helen GS, 
Jacob P. Urine cotinine screening detects nearly ubiquitous 
tobacco smoke exposure in urban adolescents. Nicotine Tob 
Res 2017;19:1048‑54.

33. Priyonugroho G, Zaini J, Samoedro E, Firmansyah I, 
Nurwidya F, Antariksa B, et al. Correlation between 
urinary cotinine, exhaled carbon monoxide, and nicotine 
dependence among Indonesian individuals in the national 
narcotics and illicit drug rehabilitation center. J Natl Sci 
Biol Med 2018;9:268‑72.


