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ABSTRACT
INTRODUCTION Trabecular bone score (TBS) is gaining attention as a novel approach 
for evaluating bone quality, as it provides insights into skeletal microarchitecture. 
We aimed to investigate the possible relationship between serum cotinine and 
TBS in the US population. 
METHODS This cross-sectional study utilized data from the 2005–2008 National 
Health and Nutrition Examination Survey (NHANES). A total of 6961 adults aged 
≥20 years with complete data on TBS and serum cotinine were included. Serum 
cotinine levels were measured using isotope-dilution high-performance liquid 
chromatography coupled with tandem mass spectrometry. TBS was derived from 
lumbar spine DXA images using the Med-Imap SA TBS Calculator. Weighted 
multivariable linear regression analyses were conducted, adjusting for age, sex, 
race, BMI, poverty income ratio (PIR), total spine bone mineral density (TSBMD), 
smoking status, C-reactive protein (CRP), total protein, blood urea nitrogen, 
serum creatinine, serum uric acid, serum calcium, alkaline phosphatase, and serum 
phosphorus. Subgroup analyses were stratified by sex, race, BMI, and PIR. 
RESULTS A total of 6961 individuals were included in the analysis, with a mean (± 
SE) age of 45.20 ± 0.39 years, comprising 49.21% males and 50.79% females. The 
serum level of cotinine was negatively associated with TBS in the fully adjusted 
model. Specifically, for each unit increase in the log2-cotinine score, there was 
a corresponding 0.01 unit decrease in TBS (β= -0.01; 95% CI: -0.02 – -0.01, 
p=0.002). Participants in the highest tertile of serum cotinine had a significantly 
lower TBS compared to those in the lowest tertile (β= -0.01; 95% CI: -0.02 – -0.01, 
p=0.002). Subgroup analysis revealed a significant negative association between 
serum cotinine and TBS in females (β= -0.021; 95% CI: -0.03 – -0.01), but not in 
males. No significant associations were found when stratified by race, BMI, and PIR. 
CONCLUSIONS Serum cotinine was negatively associated with TBS in US adults. 
Further large-scale prospective studies are still needed to explore the associative 
relationship of cotinine in TBS. 
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INTRODUCTION
Osteoporosis is a prevalent systemic bone disease characterized by reduced 
bone mass and deteriorated microarchitecture, significantly increasing fracture 
risk, particularly in the elderly1. As the global population ages, the incidence of 
osteoporosis is rising, resulting in millions of fractures each year and imposing 
substantial economic burdens on healthcare systems2. While bone mineral density 
(BMD) is commonly used to diagnose and manage osteoporosis by assessing bone 
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strength, it does not always correlate with fracture 
risk, as it may appear normal even when the risk 
remains high3. Therefore, BMD alone is insufficient 
for fully understanding bone health, particularly 
regarding bone microarchitecture. The trabecular 
bone score (TBS), derived from the analysis of dual-
energy absorptiometry (DXA) images, provides 
a detailed assessment of bone microarchitecture, 
including trabecular distribution, connectivity, and 
structural integrity. TBS is calculated based on pixel 
variations in two-dimensional images, with dense 
trabecular structures exhibiting smaller and more 
numerous variations, while sparse structures show 
larger and fewer pixel differences4. Recent studies 
suggest that combining TBS with the Fracture Risk 
Assessment Tool (FRAX) enhances fracture risk 
prediction accuracy beyond that achieved with FRAX 
alone, offering a more comprehensive evaluation of 
fracture risk, especially in cases where BMD may 
not fully reflect bone strength5. Several studies have 
demonstrated a strong correlation between TBS and 
fracture risk, suggesting that TBS may be a more 
reliable predictor of fracture risk than BMD.

Smoking is a major risk factor for both osteoporosis 
and fractures6. Cotinine, a metabolite that remains 
in the body for an extended period, is recognized as 
a key biomarker for accurately determining tobacco 
smoke exposure7. Blood cotinine levels are more 
stable than those in urine, making serum cotinine 
a more dependable measure for evaluating tobacco 
exposure8. Cotinine not only reflects the level of 
tobacco exposure but is also linked to the negative 
effects of smoking on bone health, such as increased 
oxidative stress and the disruption of mesenchymal 
stem cell function, both critical for bone formation9. 
Despite the established link between smoking and 
bone damage, the connection between serum cotinine 
and TBS remains unclear.

The goal of this study is to examine the connection 
between serum cotinine levels and TBS in US 
participants, using data from the National Health 
and Nutrition Examination Survey (NHANES). Our 
hypothesis is that higher serum cotinine levels may 
be linked to lower TBS values.

METHODS
This research is a cross-sectional study utilizing data 

from the US NHANES database (http://www.cdc.
gov/nchs/nhanes.htm), which reflects the health 
and nutritional status of the US population through a 
broad, representative survey10. The study protocol was 
reviewed and approved by the Ethics Review Board 
of the National Center for Health Statistics, with the 
most recent review in August 2022. All participants 
provided written informed consent. NHANES is 
a research program designed to assess the health 
and nutritional status of adults and children across 
different racial, ethnic, and socioeconomic groups in 
the United States. As TBS data were only available in 
the 2005–2008 NHANES cycles, the study included 
participants from the 2005–2006 and 2007–2008 
periods. Initially, 20497 participants were considered, 
but after excluding those aged <20 years (n=9583), 
and those without TBS data (n=2859) or serum 
cotinine information (n=1094), the final analysis 
included 6961 individuals aged ≥20 years (Figure 1).

Figure 1.  Flowchart for inclusion of participants, 
aged ≥20 years, with complete data on TBS and 
serum cotinine, NHANES 2005–2008 (N=6961)
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Study variables
Blood samples from NHANES participants were 
drawn using venipuncture at mobile examination 
centers following standardized procedures. The 
serum cotinine concentration was determined 
using the isotope-dilution method coupled with 
high-performance liquid chromatography and 
atmospheric pressure chemical ionization tandem 
mass spectrometry (ID HPLC-APCI MS/MS).

TBS quantifies the microarchitectural integrity of 
trabecular bone in the lumbar spine by examining 
the variation in pixel intensity on lumbar spine DXA 
images. The TBS is derived using the Med-Imap 
SA TBS Calculator, which processes DXA data from 
vertebrae L1-L4 to produce a composite score for the 
lumbar spine. Devices like the Hologic QDR-4500A 
are commonly used for this evaluation, with the 
software utilizing an algorithm specifically designed 
to assess trabecular bone quality.

To guarantee data accuracy, the DXA scanning 
process adheres to rigorous protocols and standardized 
procedures, with comprehensive details available in 
the Body Composition Measurement Manual on the 
NHANES website (http://www.cdc.gov/nchs/nhanes.
htm).

Covariates
Building on prior research and clinical insights11, 
we accounted for covariates that could potentially 
impact the link between cotinine levels and TBS. 
The covariates considered in this study included 
age, sex, race, poverty income ratio (PIR), body mass 
index (BMI, kg/m2), total spine bone mineral density 
(TSBMD, kg/m2), smoke, C-reactive protein (CRP, 
mg/dL), total protein (g/dL), blood urea nitrogen 
(mg/dL), serum creatinine (mg/dL), serum uric 
acid (mg/dL), serum calcium (mg/dL), alkaline 
phosphatase (ALP, u/L) and serum phosphorus (mg/
dL). PIR is a measure of family income relative to 
the federal poverty threshold, adjusted for family size 
and inflation, providing a standardized way to assess 
socioeconomic status12. BMI (kg/m2) is calculated 
as weight in kilograms divided by height in meters 
squared, and BMD refers to the amount of mineral 
content in a defined area of bone, expressed in kg/
m2. Details of each variable were publicly available at 
www.cdc.gov/nchs/nhanes/. 

Statistical analysis
In line with Centers for Disease Control and 
Prevention (CDC) guidelines, statistical analyses 
were performed using the relevant NHANES sampling 
weights. The weights were adjusted according to the 
method outlined on the official NHANES website, 
using the weight variable wtmec2yr calculated as 
(1/4)×wtmec2yr. Continuous variables are expressed 
as means with standard error (SE), while categorical 
variables are represented as frequencies (n) and 
proportions (%). To assess differences among 
participants divided by cotinine tertiles, we applied 
either a weighted Student’s t-test for continuous 
data or a weighted chi-squared test for categorical 
data. In our preliminary analysis, the independent 
variables exhibited substantial skewness. To better 
meet the assumptions of linear regression, we applied 
a logarithmic transformation to the independent 
variables, thereby enhancing the robustness of the 
results. The association between serum cotinine 
and TBS was evaluated using multivariable linear 
regression across three different models. In Model 
1, no covariates were adjusted. In Model 2, sex, age, 
and race were adjusted. Model 3 was adjusted as for 
Model 2 plus PIR, BMI, total spine BMD, CRP, total 
protein, blood urea nitrogen, serum creatinine, serum 
uric acid, serum calcium, ALP, serum phosphorus, 
and smoke. Stratification factors, including sex 
(male/female), race (Black/White/Other/Mexican 
American), BMI (<25; 25–29.9; >29.9 kg/m2), and 
PIR (≤1; 1.1–3.0; >3.0) were used for subgroup 
analysis of the correlation between serum cotinine 
and TBS13,14. These factors were also considered as 
pre-specified potential effect modifiers.

All data were processed and statistically analyzed 
using R 4.1.3. All statistical analyses were conducted 
using a significance level of p<0.05, with two-tailed 
tests applied throughout. The same significance 
threshold was maintained for interaction terms to 
ensure consistency with the primary analyses.

RESULTS
Baseline characteristics of participants
A total of 6961 participants were included, comprising 
49.21% males and 50.79% females, with a mean (± 
SE) age of 45.20 ± 0.39 years. Cotinine levels for the 
three tertiles were categorized as follows: <0.027 ng/

https://doi.org/10.18332/tid/194680
http://www.cdc.gov/nchs/nhanes.htm
http://www.cdc.gov/nchs/nhanes.htm
http://www.cdc.gov/nchs/nhanes/


Tobacco Induced Diseases 
Research Paper

Tob. Induc. Dis. 2024;22(November):183
https://doi.org/10.18332/tid/194680

4

mL for tertile 1; 0.028–0.528 ng/mL for tertile 2; and 
≥0.529 ng/mL for tertile 3. Significant differences 
were observed across the cotinine tertiles in terms 
of TBS, sex, race, PIR, BMI, serum uric acid, blood 
urea nitrogen, serum calcium, alkaline phosphatase, 
and serum phosphorus (all p<0.05). Table 1 presents 
the clinical and biochemical characteristics of the 
participants by cotinine tertiles.

The association between serum cotinine and 
trabecular bone score
The results of the multivariable regression analyses 
are presented in Table 2. Our findings indicate that 

higher cotinine levels are associated with a potential 
reduction in TBS. This association was significant 
both in Model 2 (β= -0.001; 95% CI: -0.002 – -0.001, 
p=0.0001) and Model 3 (β= -0.001; 95% CI: -0.002 
– -0.001, p=0.001), suggesting that an increase in 
serum cotinine levels is linked to a decrease in TBS. 
Our results show that for each unit increase in the 
log2-cotinine score, there was a corresponding 0.01 
unit decrease in TBS. Compared with the lowest 
cotinine tertile, participants in the highest cotinine 
tertile had significantly 0.01 decreased TBS than 
those in the lowest cotinine tertile (β= -0.01; 95% 
CI: -0.02 – -0.01, p=0.002). 

Table 1. Characteristics of the study participants, aged ≥20 years, with complete data on TBS and serum 
cotinine, according to serum cotinine levels, NHANES 2005–2008 (N=6961)

Characteristics Total
(N=6961)

n (%)

T1
(N=2346)

n (%)

T2
(N=2296)

n (%)

T3
(N=2319)

n (%)

p

Age (years), mean ± SE 45.20 ± 0.39 48.67 ± 0.62 45.62 ± 0.69 41.24 ± 0.44 <0.0001

Sex <0.0001

Female 3450 (50.79) 1397 (60.46) 1134 (50.69) 919 (41.04)

Male 3511 (49.21) 949 (39.54) 1162 (49.31) 1400 (58.96)

Race <0.001

Black 1405 (10.16) 297 (6.48) 520 (11.43) 588 (12.66)

Mexican-American 1370 (8.44) 617 (10.40) 440 (8.85) 313 (6.03)

Other 838 (10.09) 325 (10.88) 295 (11.52) 218 (7.87)

White 3348 (71.31) 1107 (72.24) 1041 (68.19) 1200 (73.44)

Smoke <0.0001

Yes 3307 (47.81) 630 (26.00) 759 (33.03) 1918 (84.65)

No 3654 (52.19) 1716 (74.00) 1537 (66.97) 401 (15.35)

Mean ± SE Mean ± SE Mean ± SE Mean ± SE

PIR 3.13 ± 0.06 3.55 ± 0.07 3.12 ± 0.07 2.73 ± 0.06 <0.0001

TBS 1.39 ± 0.00 1.40 ± 0.00 1.38 ± 0.00 1.39 ± 0.00 0.003

Total spine BMD (gm/cm2) 1.04 ± 0.00 1.03 ± 0.00 1.04 ± 0.00 1.04 ± 0.00 0.08

BMI (kg/m2) 27.96 ± 0.12 27.82 ± 0.12 28.78 ± 0.20 27.30 ± 0.14 <0.0001

Alkaline phosphatase (mg/dL) 67.41 ± 0.46 65.70 ± 0.68 66.99 ± 0.60 69.56 ± 0.74 <0.0001

Serum creatinine (mg/dL) 0.90 ± 0.01 0.88 ± 0.01 0.90 ± 0.01 0.90 ± 0.01 0.24

Total protein (mg/dL) 7.12 ± 0.01 7.12 ± 0.02 7.14 ± 0.02 7.11 ± 0.02 0.19

Serum uric acid (mg/dL) 5.40 ± 0.03 5.22 ± 0.04 5.49 ± 0.03 5.51 ± 0.03 <0.0001

Blood urea nitrogen (mg/dL) 12.58 ± 0.11 13.24 ± 0.14 13.05 ± 0.16 11.44 ± 0.15 <0.0001

Serum phosphorus (mg/dL) 3.79 ± 0.01 3.81 ± 0.01 3.76 ± 0.01 3.80 ± 0.02 0.02

Serum calcium (mg/dL) 9.46 ± 0.02 9.46 ± 0.02 9.44 ± 0.02 9.48 ± 0.02 0.02

CRP (mg/dL) 0.38 ± 0.01 0.38 ± 0.02 0.37 ± 0.03 0.38 ± 0.02 0.95

Data are expressed as weighted means ± standard error (SE) or frequencies (n) and percentages (%). PIR: poverty income ratio. BMI: body mass index. BMD: bone mineral density. 
TBS: trabecular bone score. CRP: C-reactive protein. T1: cotinine level <0.027 ng/mL. T2: 0.028 ng/mL ≤ cotinine level ≤ 0.528 ng/mL. T3: cotinine level ≥ 0.529 ng/mL. P-values 
were calculated using weighted chi-squared tests for categorical variables and one-way analysis of variance (ANOVA) for continuous variables.
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Table 2. Association between the serum cotinine levels and the trabecular bone score of participants, aged 
≥20 years, with complete data on TBS and serum cotinine, NHANES 2005–2008 (N=6961)

Model 1
β (95% CI), p

Model 2
β (95% CI), p

Model 3
β (95% CI), p

Continuous
Log2-transformed cotinine 0 (0.000–0.001), 0.096 -0.001 (-0.002 – -0.001), <0.0001 -0.001 (-0.002 – -0.001), <0.001
Categories
Tertile 1 ®
Tertile 2 -0.01 (-0.02–0.00), 0.03 -0.02 (-0.03 – -0.01), <0.0001 0 (-0.01–0.00), 0.26
Tertile 3 0.01 (0.00–0.01), 0.09 -0.02 (-0.03 – -0.02), <0.0001 -0.01 (-0.02 – -0.01), 0.002
p for trend <0.001 0.86 0.03

Model 1: no covariates were adjusted. Model 2: adjusted for sex, race, and age. Model 3: adjusted as in Model 2 plus PIR, BMI, total spine BMD, smoke, CRP, total protein, blood 
urea nitrogen, serum creatinine, serum uric acid, serum calcium, serum alkaline phosphatase, serum phosphorus. For abbreviations see Table 1. ® Reference category. 

Table 3. Association between the serum cotinine levels and the total spine bone mineral density of 
participants, aged ≥20 years, with complete data on TBS and serum cotinine, NHANES 2005–2008 (N=6961)

Model 1
β (95% CI), p

Model 2
β (95% CI), p

Model 3
β (95% CI), p

Continuous
Log2-transformed cotinine 0.0004 (-0.0003–0.0011), 0.2172 -0.0013 (-0.0021 – -0.0006), <0.0001 0.0006 (-0.0002–0.0014), 0.1395
Categories
Tertile 1 ®
Tertile 2 0.0095 (-0.0028–0.0219), 0.1239 -0.0025 (-0.0144–0.0094), 0.6740 -0.0024 (-0.0133–0.0086), 0.6448
Tertile 3 0.01 (0.0011–0.0189), 0.0284 -0.0157 (-0.0251 – -0.0064), 0.002 0.0051 (-0.0048–0.0150), 0.2810
p for trend 0.9279 0.0159 0.0817

Model 1: no covariates were adjusted. Model 2: adjusted for sex, race, and age. Model 3: adjusted as in Model 2 plus PIR, BMI, TBS, smoke, CRP, total protein, blood urea nitrogen, 
serum creatinine, serum uric acid, serum calcium, serum alkaline phosphatase, serum phosphorus. For abbreviations see Table 1. ® Reference category. 

Table 4. Association between serum cotinine levels and trabecular bone score of participants, aged ≥20 years, 
with complete data on TBS and serum cotinine, stratified by sex, race, BMI, and PIR, NHANES 2005–2008 
(N=6961)

Model 1
β (95% CI)

Model 2
β (95% CI)

Model 3
β (95% CI)

p for 
interaction

Stratified by sex 0.017
Female -0.008 (-0.019–0.002) -0.035 (-0.046 – -0.024) -0.021 (-0.033 – -0.008)
Male 0.024 (0.011–0.038) -0.008 (-0.019–0.003) -0.009 (-0.022–0.005)
Stratified by race 0.224
Black 0.008 (-0.016–0.033) -0.007 (-0.028–0.014) -0.003 (-0.024–0.018)
Other -0.01 (-0.039–0.020) -0.031 (-0.060 – -0.002) -0.024 (-0.057–0.009)
Mexican American 0.002 (-0.019–0.022) -0.015 (-0.034–0.004) 0.006 (-0.012–0.023)
White 0.01 (-0.001–0.022) -0.029 (-0.040 – -0.019) -0.012 (-0.025–0.001)
Stratified by BMI 0.09
<25 0.004 (-0.006–0.015) -0.018 (-0.026 – -0.009) -0.015 (-0.025 – -0.006)
25–29.9 0.003 (-0.014–0.019) -0.03 (-0.045 – -0.015) -0.024 (-0.037 – -0.011)
>29.9 -0.001 (-0.023–0.022) -0.036 (-0.055 – -0.018) -0.027 (-0.044 – -0.010)
Stratified by PIR 0.425
≤1 0.022 (-0.006–0.051) 0.002 (-0.017–0.021) -0.014 (-0.031–0.004)
1.1–3.0 0.017 (0.003–0.031) -0.021 (-0.035 – -0.006) -0.016 (-0.030 – -0.002)
>3.0 0.005 (-0.009–0.020) -0.023 (-0.036 – - 0.010) -0.008 (-0.023–0.008)

Model 1: no covariates were adjusted. Model 2: adjusted for sex, race, and age. Model 3: adjusted as in Model 2 plus PIR, BMI, total spine BMD, smoke, CRP, total protein, blood 
urea nitrogen, serum creatinine, serum uric acid, serum calcium, serum alkaline phosphatase, serum phosphorus. For abbreviations see Table 1. 
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Table 3 shows the multivariable regression analysis 
results examining the relationship between serum 
cotinine and the TSBMD. In Model 3, no significant 
association between cotinine and TSBMD was 
detected, regardless of whether cotinine was modeled 
as a continuous or categorical variable (all p>0.05). 
In conclusion, the results suggest a clear inverse 
relationship between higher cotinine levels and lower 
TBS, with this difference being notable.

Subgroup analysis 
Table 4 presents a linear regression analysis of the 
specific relationship between serum cotinine levels 
and TBS. A significant association was found in 
females (β= -0.02; 95% CI: - 0.03 – -0.01). In the 

BMI-stratified subgroup, the interaction term had 
a p-value of 0.09. Although this did not meet the 
conventional significance threshold (p<0.05), it may 
still be considered marginally significant, indicating a 
potential interaction effect. Figures 2A–2D depict the 
associations between log-transformed serum cotinine 
and TBS across different populations, adjusting for 
sex, race, BMI, and PIR.

DISCUSSION
This large-scale cross-sectional study, which analyzed 
combined data from the 2005 to 2008 NHANES, 
included a total of 36463 participants. We found that 
serum cotinine levels were independently associated 
with TBS. After adjusting for all covariates, our 

Figure 2.  Association between log2-transformed cotinine and the prevalence of trabecular bone score (TBS) 
in different subgroups among participants, aged ≥20 years, with complete data on TBS and serum cotinine, 
NHANES 2005–2008 (N=6961)

A–D: Show linear or non-linear relationship between log serum cotinine and TBS across sex, race, PIR, and BMI. Adjustment factors included age, sex, race, PIR, BMI, TBS, smoke, 
CRP, total protein, blood urea nitrogen, serum creatinine, serum uric acid, serum calcium, serum alkaline phosphatase, and serum phosphorus. Age, sex, BMI, and PIR subgroups 
were adjusted for the above variables in addition to their own variables. For abbreviations see Table 1.

https://doi.org/10.18332/tid/194680


Tobacco Induced Diseases 
Research Paper

Tob. Induc. Dis. 2024;22(November):183
https://doi.org/10.18332/tid/194680

7

analysis showed a significant negative relationship 
between serum cotinine levels and TBS among US 
adults. Thus, we conclude that smoking cessation or 
reducing exposure to secondhand smoke may help 
improve TBS, enhance bone health, and lower the 
risk of fractures.

To the best of our knowledge, there is a limited 
amount of research exploring the connection between 
serum cotinine and TBS. TBS is gaining attention as 
a novel approach for evaluating bone quality, as it 
provides insights into skeletal microarchitecture. In 
contrast to BMD, which primarily quantifies bone 
mineral content, the TBS offers a detailed assessment 
of bone microarchitecture, specifically the quality and 
arrangement of trabeculae. This microarchitectural 
information allows TBS to detect more nuanced 
impairments in bone quality due to smoking. Some 
studies have highlighted TBS’s ability to differentiate 
between individuals with similar lumbar spine BMD 
(lsBMD) values, serving as a valuable complement 
to lsBMD. Furthermore, evidence suggests that 
integrating the FRAX with TBS can significantly 
enhance the precision of fracture risk prediction15,16. 
Research has shown that individuals who are actively 
or passively exposed to tobacco are at a higher risk 
of developing various health conditions, including 
reduced bone mass and an increased likelihood of 
osteoporotic fractures17-19. Cotinine is often chosen as 
the primary biomarker for assessing tobacco exposure 
because it tends to have higher concentration levels 
and a longer elimination half-life20,21. A cross-sectional 
study has suggested that reducing cigarette exposure 
and maintaining lower serum cotinine levels may 
promote bone health in adults, especially in women. 
This contrasts with the findings of our study regarding 
cotinine and BMD. A possible explanation lies in our 
use of TSBMD, as lsBMD data were unavailable in 
the NHANES 2007–2008; TSBMD spans multiple 
vertebral regions, potentially introducing regional 
variability that may have obscured the association 
between cotinine and BMD. Although many studies 
have demonstrated the connection between smoking 
and osteoporosis, the relationship between serum 
cotinine and TBS is still not well understood. In 
our study, we found a negative correlation between 
serum cotinine and TBS, which could be explained by 
several potential mechanisms.

Nicotine, the key addictive substance in cigarettes, 
interacts with nicotinic receptors found on 
osteoblasts22. Studies indicate that nicotine might 
impair the function of osteoblasts, thereby reducing 
bone matrix production, while also enhancing the 
activity of osteoclasts, which contributes to additional 
bone loss23. Nicotine is unstable, with the vast majority 
of absorbed nicotine rapidly metabolized into cotinine. 
While nicotine has a short half-life in the bloodstream 
(2–4 hours), cotinine has a longer half-life (16–20 
hours), making it a more reliable indicator of long-
term and sustained nicotine exposure, rather than 
the immediate effects of a single smoking event7,21. 
Smoking not only exerts a direct effect on bone health 
but also indirectly heightens the risk of osteoporosis 
through a variety of systemic mechanisms. Studies 
have shown that oxidative stress caused by smoking 
can trigger widespread inflammation, a chronic low-
grade inflammatory state that is strongly linked to 
bone loss24,25. In smokers, the levels of inflammatory 
cytokines such as TNF-α and IL-6 are elevated, 
which stimulates osteoclast activity and accelerates 
bone resorption26,27. Vitamin D is essential for calcium 
absorption and bone mineralization, and its deficiency 
is directly linked to decreased bone density and the 
development of osteoporosis. Numerous studies 
have demonstrated that smokers tend to have lower 
serum vitamin D levels compared to non-smokers, 
suggesting that smoking may suppress the production 
of parathyroid hormone, calcifediol, and calcitriol28,29. 
Furthermore, research by Kassi et al.30 indicates that 
this deficiency is independent of age and sex, with 
smokers showing a 58% to 63% greater likelihood 
of vitamin D3 deficiency compared to non-smokers. 
Recently, there has been growing interest in the 
role of gut microbiota in osteoporosis, particularly 
regarding the composition of gut bacteria and its 
influence on bone health. Smoking has been found 
to disrupt gut microbiota balance and increase 
intestinal permeability, allowing harmful substances 
to enter the bloodstream and induce systemic 
inflammation31,32. This imbalance may lead to reduced 
nutrient absorption, which indirectly compromises 
bone health. In our study, when stratified by sex, the 
association was significant only among females (β= 
-0.02; 95% CI: -0.03 – -0.01, p<0.05). This result 
suggests that smoking may exert a stronger negative 
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effect on bone health in women, possibly due to the 
regulatory influence of hormones like estrogen on 
bone metabolism. Smoking also affects hormone levels, 
particularly estrogen and testosterone. Testosterone 
plays a role in promoting osteoblast proliferation 
by binding to androgen receptors on these cells, 
while estrogen helps suppress osteoclast activity33,34. 
Although the effect of smoking on testosterone levels 
is still debated, its impact on women is clearer35. In 
women, cotinine can inhibit aromatase activity and 
enhance the hepatic breakdown of estradiol into 
2-methoxyestrone, resulting in lower circulating free 
estrogen levels. This reduction leads to decreased 
osteoblast activity and proliferation, along with 
increased osteoclast activity and bone resorption36.

Strengths and limitations
Our study has several strengths. First, we used a 
representative sample with a sufficiently large size. 
Second, we adjusted for potential confounding factors, 
ensuring more reliable results. Lastly, we performed 
subgroup analyses to explore the association between 
serum cotinine and TBS across different sex and 
ethnic groups.

Nevertheless, this study has several limitations. 
Firstly, the NHANES data, being cross-sectional, 
restrict our ability to establish a causal relationship 
between serum cotinine levels and TBS. Secondly, 
serum cotinine levels were measured only at a single 
point in time, which may not accurately capture 
long-term nicotine exposure. Additionally, reliance 
on self-reported data in NHANES introduces 
potential reporting bias that could influence the 
study’s outcomes. Lastly, given that the study sample 
primarily consists of individuals from the US, the 
applicability of these findings to populations in other 
regions may be limited.

CONCLUSIONS
Our research identified an independent association 
between higher cotinine levels and lower TBS. This 
finding enhances our comprehension of the harmful 
impact of cigarette smoke on bone quality and 
underscores the critical role of smoking cessation 
in maintaining bone health. To substantiate these 
results, additional large-scale prospective studies are 
required.

REFERENCES
1. Méndez-Sánchez L, Clark P, Winzenberg TM, Tugwell P, 

Correa-Burrows P, Costello R. Calcium and vitamin D for 
increasing bone mineral density in premenopausal women. 
Cochrane Database Syst Rev. 2023;1(1):CD012664. 
doi:10.1002/14651858.CD012664.pub2

2. Sarafrazi N, Wambogo EA, Shepherd JA. Osteoporosis or low 
bone mass in older adults: United States, 2017-2018. NCHS 
Data Brief. 2021;(405):1-8. 

3. Bliuc D, Tran T, Chen W, et al. The association between 
multimorbidity and osteoporosis investigation and 
treatment in high-risk fracture patients in Australia: a 
prospective cohort study. PLoS Med. 2023;20(1):e1004142. 
doi:10.1371/journal.pmed.1004142

4. Goel H, Binkley N, Hans D, Leslie WD. Bone density 
and trabecular bone score to predict fractures in adults 
aged 20-39 years: a registry-based study. Osteoporos Int. 
2023;34(6):1085-1091. doi:10.1007/s00198-023-06722-w

5. McCloskey EV, Odén A, Harvey NC, et al. A meta-analysis 
of trabecular bone score in fracture risk prediction and its 
relationship to FRAX. J Bone Miner Res. 2016;31(5):940-
948. doi:10.1002/jbmr.2734

6. Yang CY, Cheng-Yen Lai J, Huang WL, Hsu CL, Chen SJ. 
Effects of sex, tobacco smoking, and alcohol consumption 
osteoporosis development: evidence from Taiwan 
biobank participants. Tob Induc Dis. 2021;19(June):1-8. 
doi:10.18332/tid/136419

7. Sosnoff CS, Caron K, Akins JR, et al. Serum concentrations 
of cotinine and Trans-3’-Hydroxycotinine in US adults: 
results from Wave 1 (2013-2014) of the population 
assessment of tobacco and health study. Nicotine Tob Res. 
2022;24(5):736-744. doi:10.1093/ntr/ntab240

8. Keith RJ, Riggs DW, Conklin DJ, et al. Nicotine metabolism 
in adults with type 2 diabetes. Nicotine Tob Res. 
2019;21(6):846-849. doi:10.1093/ntr/ntx214

9. Aspera-Werz RH, Ehnert S, Heid D, et al. Nicotine and 
cotinine inhibit catalase and glutathione reductase activity 
contributing to the impaired osteogenesis of SCP-1 cells 
exposed to cigarette smoke. Oxid Med Cell Longev. 
2018;2018:3172480. doi:10.1155/2018/3172480

10. Johnson CL, Paulose-Ram R, Ogden CL, et al. National 
health and nutrition examination survey: analytic guidelines, 
1999-2010. Vital Health Stat 2. 2013;(161):1-24. Accessed 
October 18, 2024. https://www.cdc.gov/nchs/data/series/
sr_02/sr02_161.pdf

11. Song J, Wang P, Li H. Sex disparities in the association 
between serum cotinine and chronic kidney disease. Tob 
Induc Dis. 2024;22(April):1-12. doi:10.18332/tid/185965

12. Kanjilal S, Gregg EW, Cheng YJ, et al. Socioeconomic 
status and trends in disparities in 4 major risk factors for 
cardiovascular disease among US adults, 1971-2002. 
Arch Intern Med. 2006;166(21):2348. doi:10.1001/
archinte.166.21.2348

13. Brown AF, Liang LJ, Vassar SD, et al. Trends in racial/
ethnic and nativity disparities in cardiovascular health among 

https://doi.org/10.18332/tid/194680
http://doi.org/10.1002/14651858.CD012664.pub2
http://doi.org/10.1371/journal.pmed.1004142
http://doi.org/10.1007/s00198-023-06722-w
http://doi.org/10.1002/jbmr.2734
http://doi.org/10.18332/tid/136419
http://doi.org/10.1093/ntr/ntab240
http://doi.org/10.1093/ntr/ntx214
http://doi.org/10.1155/2018/3172480
https://www.cdc.gov/nchs/data/series/sr_02/sr02_161.pdf
https://www.cdc.gov/nchs/data/series/sr_02/sr02_161.pdf
http://doi.org/10.18332/tid/185965
http://doi.org/10.1001/archinte.166.21.2348
http://doi.org/10.1001/archinte.166.21.2348


Tobacco Induced Diseases 
Research Paper

Tob. Induc. Dis. 2024;22(November):183
https://doi.org/10.18332/tid/194680

9

adults without prevalent cardiovascular disease in the United 
States, 1988 to 2014. Ann Intern Med. 2018;168(8):541. 
doi:10.7326/M17-0996

14. Liu C, Hua L, Xin Z. Synergistic impact of 25-hydroxyvitamin 
D concentrations and physical activity on delaying 
aging. Redox Biol. 2024;73:103188. doi:10.1016/j.
redox.2024.103188

15. Hans D, Šteňová E, Lamy O. The Trabecular Bone Score 
(TBS) Complements DXA and the FRAX as a fracture risk 
assessment tool in routine clinical practice. Curr Osteoporos 
Rep. 2017;15(6):521-531. doi:10.1007/s11914-017-0410-z

16. Anderson PA, Kadri A,  Hare KJ, Binkley N. 
Preoperative bone health assessment and optimization 
in spine surgery. Neurosurg Focus. 2020;49(2):E2. 
doi:10.3171/2020.5.FOCUS20255

17. Cusano NE. Skeletal effects of smoking. Curr Osteoporos 
Rep. 2015;13(5):302-309. doi:10.1007/s11914-015-0278-8

18. Li H, Wallin M, Barregard L, et al. Smoking-induced risk of 
osteoporosis is partly mediated by cadmium from tobacco 
smoke: the MrOS Sweden Study. J Bone Miner Res. 
2020;35(8):1424-1429. doi:10.1002/jbmr.4014

19. Fernández-Torres J, Zamudio-Cuevas Y, Martínez-
Nava GA, et al. Impact of cadmium mediated by tobacco 
use in musculoskeletal diseases. Biol Trace Elem Res. 
2022;200(5):2008-2015. doi:10.1007/s12011-021-02814-y

20. Jarvis MJ, Russell MA, Benowitz NL, Feyerabend C. 
Elimination of cotinine from body fluids: implications for 
noninvasive measurement of tobacco smoke exposure. 
Am J Public Health. 1988;78(6):696-698. doi:10.2105/
ajph.78.6.696

21. Ma C, Liu Y, Neumann S, Gao X. Nicotine from cigarette 
smoking and diet and Parkinson disease: a review. Transl 
Neurodegener. 2017;6:18. doi:10.1186/s40035-017-0090-8

22. Kim BS, Kim SJ, Kim HJ, et al. Effects of nicotine on 
proliferation and osteoblast differentiation in human alveolar 
bone marrow-derived mesenchymal stem cells. Life Sci. 
2012;90(3-4):109-115. doi:10.1016/j.lfs.2011.10.019

23. Marinucci L, Balloni S, Fettucciari K, Bodo M, Talesa 
VN, Antognelli C. Nicotine induces apoptosis in human 
osteoblasts via a novel mechanism driven by H2O2 and 
entailing Glyoxalase 1-dependent MG-H1 accumulation 
leading to TG2-mediated NF-kB desensitization: implication 
for smokers-related osteoporosis. Free Radic Biol Med. 
2018;117:6-17. doi:10.1016/j.freeradbiomed.2018.01.017

24. Al-Bashaireh AM, Haddad LG, Weaver M, Chengguo X, Kelly 
DL, Yoon S. The effect of tobacco smoking on bone mass: 
an overview of pathophysiologic mechanisms. J Osteoporos. 
2018;2018:1-17. doi:10.1155/2018/1206235

25. León-Reyes G, Argoty-Pantoja AD, Becerra-Cervera A, 
López-Montoya P, Rivera-Paredez B, Velázquez-Cruz R. 
Oxidative-stress-related genes in osteoporosis: a systematic 
review. Antioxidants (Basel). 2023;12(4):915. doi:10.3390/
antiox12040915

26. Wang T, He C. TNF-α and IL-6: the link between immune 
and bone system. Curr Drug Targets. 2020;21(3):213-227. 
doi:10.2174/1389450120666190821161259

27. Saribal D, Hocaoglu-Emre FS, Erdogan S, Bahtiyar N, Caglar 
Okur S, Mert M. Inflammatory cytokines IL-6 and TNF-α in 
patients with hip fracture. Osteoporos Int. 2019;30(5):1025-
1031. doi:10.1007/s00198-019-04874-2

28. Carswell AT, Jackson S, Swinton P, et al. Vitamin D 
metabolites are associated with physical performance in young 
healthy adults. Med Sci Sports Exerc. 2022;54(11):1982-
1989. doi:10.1249/MSS.0000000000002987

29. Babić Leko M, Pleić N, Gunjača I, Zemunik T. Environmental 
factors that affect parathyroid hormone and calcitonin levels. 
Int J Mol Sci. 2021;23(1):44. doi:10.3390/ijms23010044

30. Kassi EN, Stavropoulos S, Kokkoris P, et al. Smoking is a 
significant determinant of low serum vitamin D in young 
and middle-aged healthy males. Hormones (Athens). 
2015;14(2):245-250. doi:10.14310/horm.2002.1521

31. Fan J, Zhou Y, Meng R, et al. Cross-talks between gut 
microbiota and tobacco smoking: a two-sample Mendelian 
randomization study. BMC Med. 2023;21(1):163. 
doi:10.1186/s12916-023-02863-1

32. Biedermann L, Brülisauer K, Zeitz J, et al. Smoking cessation 
alters intestinal microbiota: insights from quantitative 
investigations on human fecal samples using FISH. 
Inflamm Bowel Dis. 2014;20(9):1496-1501. doi:10.1097/
MIB.0000000000000129

33. Prestwood KM, Pilbeam CC, Burleson JA, et al. The short-
term effects of conjugated estrogen on bone turnover in 
older women. J Clin Endocrinol Metab. 1994;79(2):366-
371. doi:10.1210/jcem.79.2.8045949

34. Mellström D, Johnell O, Ljunggren O, et al. Free testosterone 
is an independent predictor of BMD and prevalent fractures 
in elderly men: MrOS Sweden. J Bone Miner Res. 
2006;21(4):529-535. doi:10.1359/jbmr.060110

35. Jandikova H, Duskova M, Simunkova K, et al. The steroid 
spectrum during and after quitting smoking. Physiol 
Res. 2015;64(suppl 2):S211-S218. doi:10.33549/
physiolres.933068

36. Barbieri RL, Gochberg J, Ryan KJ. Nicotine, cotinine, 
and anabasine inhibit aromatase in human trophoblast in 
vitro. J Clin Invest. 1986;77(6):1727-1733. doi:10.1172/
JCI112494

https://doi.org/10.18332/tid/194680
http://doi.org/10.7326/M17-0996
http://doi.org/10.1016/j.redox.2024.103188
http://doi.org/10.1016/j.redox.2024.103188
http://doi.org/10.1007/s11914-017-0410-z
http://doi.org/10.3171/2020.5.FOCUS20255
http://doi.org/10.1007/s11914-015-0278-8
http://doi.org/10.1002/jbmr.4014
http://doi.org/10.1007/s12011-021-02814-y
http://doi.org/10.2105/ajph.78.6.696
http://doi.org/10.2105/ajph.78.6.696
http://doi.org/10.1186/s40035-017-0090-8
http://doi.org/10.1016/j.lfs.2011.10.019
http://doi.org/10.1016/j.freeradbiomed.2018.01.017
http://doi.org/10.1155/2018/1206235
http://doi.org/10.3390/antiox12040915
http://doi.org/10.3390/antiox12040915
http://doi.org/10.2174/1389450120666190821161259
http://doi.org/10.1007/s00198-019-04874-2
http://doi.org/10.1249/MSS.0000000000002987
http://doi.org/10.3390/ijms23010044
http://doi.org/10.14310/horm.2002.1521
http://doi.org/10.1186/s12916-023-02863-1
http://doi.org/10.1097/MIB.0000000000000129
http://doi.org/10.1097/MIB.0000000000000129
http://doi.org/10.1210/jcem.79.2.8045949
http://doi.org/10.1359/jbmr.060110
http://doi.org/10.33549/physiolres.933068
http://doi.org/10.33549/physiolres.933068
http://doi.org/10.1172/JCI112494
http://doi.org/10.1172/JCI112494


Tobacco Induced Diseases 
Research Paper

Tob. Induc. Dis. 2024;22(November):183
https://doi.org/10.18332/tid/194680

10

ACKNOWLEDGMENTS 
The authors appreciate the efforts of participants in the NHANES 
project.

CONFLICTS OF INTEREST
The authors have completed and submitted the ICMJE Form for 
Disclosure of Potential Conflicts of Interest. The authors declare that 
they have no competing interests, financial or otherwise, related to 
the current work. All authors report that in the past 36 months they 
received support from the Major Technology Application Demonstration 
Project of Chengdu Science and Technology Bureau (2022-YF09-00014-
SN).

FUNDING 
This study was supported by the Major Technology Application 
Demonstration Project of Chengdu Science and Technology Bureau 
(2022-YF09-00014-SN), Chengdu High-Level Key Clinical Specialty 
Construction Project.

ETHICAL APPROVAL AND INFORMED CONSENT
Ethical approval and informed consent were not required for this 
secondary analysis of existing NHANES data. The Ethics Review Board of 
the National Center for Health Statistics approved the studies involving 
human subjects, which were carried out in compliance with local 
regulations and institutional protocols. Participants gave their written 
informed consent to be involved in the research.

DATA AVAILABILITY
The datasets used in this study are available in online repositories. 
Details including the repository names and accession numbers are 
available from the following source: https://www.cdc.gov/nchs/nhanes/
index.htm.

PROVENANCE AND PEER REVIEW
Not commissioned; externally peer-reviewed.

https://doi.org/10.18332/tid/194680
https://www.cdc.gov/nchs/nhanes/index.htm
https://www.cdc.gov/nchs/nhanes/index.htm

