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Abstract

Background: Significant immunomodulatory effects have been described as result of cigarette smoking in adults
and pregnant women. However, the effect of cigarette smoking during pregnancy on the lymphocyte
subpopulations in newborns has been discussed, controversially.

Methods: In a prospective birth cohort, we analyzed the peripheral lymphocyte subpopulations of smoking (SM)
and non-smoking mothers (NSM) and their newborns and the replicative history of neonatal, mostly naive CD4 +
CD45RA + T cells by measurements of T-cell-receptor-excision-circles (TRECs), relative telomere lengths (RTL) and the
serum cytokine concentrations.

Results: SM had higher lymphocyte counts than NSM. Comparing SM and NSM and SM newborns with NSM
newborns, no significant differences in proportions of lymphocyte subpopulations were seen. Regardless of their
smoking habits, mothers had significantly lower naive T cells and higher memory and effector T cells than
newborns. NSM had significantly lower percentages of CD4 + CD25++ T cells compared to their newborns, which
was not significant in SM. There were no differences regarding cytokine concentrations in newborns of SM and
NSM. However, NSM had significantly higher Interleukin-7 concentrations than their newborns. Regardless of
smoking habits of mothers, newborns had significantly longer telomeres and higher TRECs than their mothers.
Newborns of SM had significantly longer telomeres than newborns of NSM.

Conclusions: Apart from higher lymphocyte counts in SM, our results did not reveal differences between lymphocyte
subpopulations of SM and NSM and their newborns, respectively. Our finding of significantly longer RTL in newborns
of SM may reflect potential harm on lymphocytes, such as cytogenetic damage induced by smoking.
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Background
Significant alterations of the lymphocyte proportions
[1,2] and higher inflammatory cytokines, such as IL-1β,
IL-4, IL-6 and TGF-β [3-5], and lower TNF-α, IL-2 and
IFN-γ concentrations [6] have been described as result
of cigarette smoking in healthy individuals [7]. Smoking
during pregnancy has been shown to be an independent
risk factor for respiratory diseases in children [8]. For
* Correspondence: Prelog_M@kinderklinik.uni-wuerzburg.de
1Department of Pediatrics, University of Wuerzburg, Josef-Schneider-Str. 2,
97080 Wuerzburg, Germany
2Department of Pediatrics, Medical University of Innsbruck, Anichstr. 35,
Innsbruck, Austria
Full list of author information is available at the end of the article

© 2013 Almanzar et al.; licensee BioMed Centr
Commons Attribution License (http://creativec
reproduction in any medium, provided the or
pregnant women, increase of NK cells and inflammatory
macrophages, as well as lower percentages of regulatory
T cells (Tregs) have been reported, with lower birth
weights in their neonates [9]. Most knowledge about the
role of cigarette smoking on the composition of the
different lymphocyte subpopulations in neonates has
been generated from studies in mice, in which a controlled
exposure to a defined component of tobacco smoke
was performed. A significant reduction of newborn
CD4 + CD8+, CD4 + CD8+ V beta 8+ thymocytes and
CD4+ splenocytes from 1-week-old progeny was shown in
mice exposed to benzo[a]pyrene, a critical component of
cigarette smoke [10]. In a study investigating 14 newborns
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of smoking mothers, significantly lower leukocyte counts
with a most prominent decrease in segmented neutrophils,
monocytes and lymphocytes were found compared to 74
newborns of non-smoking mothers [11].
According to results from adult smokers, pregnant

smoking women and prenatally cigarette-smoke exposed
newborns, our hypothesis was that components of cigarette
smoke may cause distress on fetal lymphocytes, resulting
in higher differentiation of T cell subpopulations, less
naive T cells, a higher replicative history of peripheral T
cells, as measured by T cell receptor excision circles
(TRECs) [12,13] and relative telomere length [14], and
higher pro-inflammatory cytokines, such as IL-1β, IL-6 or
TNF-α. IL-7 is seen as a cytokine inducing peripheral
naive T cell proliferation.
Thus, the present, prospective birth cohort was aimed

to analyze the peripheral lymphocyte subpopulations of
smoking (SM) and non-smoking mothers (NSM) and
their newborns, the replicative history of neonatal,
mostly naive CD4 + CD45RA + T cells and the serum
cytokine concentrations.

Methods
Study participants
Smoking (SM) and non-smoking mothers (NSM) and
their newborns were recruited at the Department of
Gynecology and Obstetrics, Medical University Innsbruck,
Austria, after giving written informed consent. The study
was approved by the local ethics committee and was
performed according to the principles of good clinical and
laboratory practice and the Declaration of Helsinki.
Only Caucasian mothers were included who were healthy

without underlying medical conditions or medications
and who had uncomplicated, spontaneous vaginal delivery
of a healthy, mature newborn (showing at least 5 maturity
signs according to [15]) between gestational weeks 37 and
42. The SM group was defined by both a history of cigarette
smoking during pregnancy and by positive cotinine
concentrations >25 ng/ml from venous blood sampling at
admission to the maternity ward (2 to 24 hours before
birth). The mothers were asked about their smoking
behavior using a standardized questionnaire, including the
number of smoked cigarettes before and during pregnancy
and the brand and nicotine strength of the smoked
filter-tipped or non-filter cigarettes. The addictive behavior
was controlled by Fagerström test for nicotine dependence
questionnaire [16]. Maternal exclusion criteria were: atopy,
autoimmune disorders, malignancies, chronic organ
insufficiency, drugs, alcohol during pregnancy, medications,
high blood pressure (systolic blood pressure >150 mmHg),
eclampsy, diabetes during pregnancy, positive bacterial
vaginal swab in the last 3 weeks before delivery, antibiotics
in the last 3 weeks before delivery or during delivery,
vacuum extraction and passive smoking in the NSM group.
Neonatal exclusion criteria were: pathological cardio-
tocogram, APGAR score < 9 in the first minute, brady-
cardia (< 100/minute), tachydyspnea (frequency breath
taking >60/min), signs of infection or fetal distress (e.g.
green-stained amniotic fluid) and congenital syndromes.
Cord blood was collected between 1 and 5 minutes after
birth.

Lymphocyte isolation and characterization
Lymphocytes from venous blood or cord blood were
isolated using Biocoll Separating Solution (Biochrom
AG, Berlin, Germany). Lymphocyte subpopulations
were measured by fluorochrom-labeled antibodies (all
purchased from BD Pharmigen, San Jose, CA, USA)
with flowcytometry according to following definitions:
CD3+ (T cells), CD19+ (B cells), CD16+/CD56+ (NK cells),
CD45RA +CD28 +CD62L + (naive T cells), CD45RO+
CD27 +CD28+ (early memory T cells), CD45RO+CD27-
CD28- (late memory T cells), CD45RA +CD28- (effector
T cells), CD4 + CD25++ (bright) (representing features of
naive T cells, regulatory T cells, Tregs, and activated T
cells). Results were expressed as percentages of gated
lymphocytes.

Quantification of TRECs and relative telomere length
DNA was extracted from separated CD4+CD45RA+ T cells
using QIAamp DNA Mini Kit (Qiagen, Chatsworth, CA,
USA). Signal-joint TREC concentrations were determined
by quantitative SYBR-green real-time PCR based on the
coding TREC sequence using an iCycler quantitative
RT-PCR system (BioRad Laboratories, Hercules, Canada)
and log2 dilutions of an internal standard as described
previously [12,17]. To avoid bias by different numbers
of naive T cells, TRECs were calculated in relation to
CD4 + CD45RA + T cell numbers [13].
Determination of relative telomere length (RTL) was

performed by calculating the ratio of a quantitative PCR
reaction product from the same sample using specific
primers for telomeres and a single copy gene as described
previously [14,18].

Cytokine measurements
ELISAs for measurements of IL-1β, IL-2, IL-4, IL-6, IL-7,
IL-8, IL-10 and TNF-α were performed according to
the manufacturer’s instructions (R&D Systems Europe,
Minneapolis, MN, USA).

Cotinine concentrations
Cotinine concentrations in serum from maternal venous
blood and cord blood were measured using a commercial
ELISA (DRG International, Marburg, Germany). Cotinine
concentrations higher than 25 ng/ml were defined to
be positive.



Almanzar et al. BMC Pediatrics 2013, 13:57 Page 3 of 8
http://www.biomedcentral.com/1471-2431/13/57
Statistics
Distribution of data was tested by Kolmogorov-Smirnov
test using SPSS Version 19.0 (Chicago, IL, USA). Normally
distributed data were analyzed with student’s T test, not
normally distributed data with Mann–Whitney-U test.
Multiple linear regression analysis was performed in
search for independent variables, including maternal
smoking, age of mother at birth, gestational week, male or
female gender, birth weight, birth length, head circumference
and APGAR at 1 and 5 minutes. A p-value < 0.05 was
considered to be statistically significant.
Results
Epidemiological characteristics of mothers and their
newborns
There was no significant difference between non-smoking
mothers (NSM) and smoking mothers (SM) regarding
age (Table 1). SM reduced their cigarette consumption
during pregnancy to 61.5% in the first, 57.0% in the
second and 58.5% in the third trimenon. The mean
birthweight of SM newborns was significantly lower
than that of their NSM counterparts (Table 1). SM
had more male newborns (63.8%) than NSM (54.1%)
(Table 1).
Of SM, 24 smoked light cigarettes (nicotine content

between 0.6 to 1.0 mg), 31 smoked normal cigarettes
(nicotine content between 1.2 to 1.4 mg) and 3 smoked
light and normal cigarettes. The mean maternal cotinine
concentrations were 42.6 ± 7.0 ng/ml. The mean neo-
natal cotinine concentrations were 42.9 ± 6.6 ng/ml.
Fagerström questionnaire revealed 2 to 5 points (moderate
addiction) in 35 SM, 6 to 11 points (strong addiction)
in 23 SM.
Table 1 Epidemiological characteristics of mothers and newb

Non-smoking mothe

Maternal age at birth (years) 31.1 ± 5.7 (31.2;

Cigarettes/day before pregnancy (n = 10) 11.3 ± 7.3

Years of tobacco use 9.0 ± 4.4 (10.0;

First trimenon (cigarettes/day) 0

Second trimenon (cigarettes/day) 0

Third trimenon (cigarettes/day) 0

Sex of newborn (male/female) (number) 60/5

Gestational age (weeks) 39.6 ± 1.4 (39.1;

Birth weight (g) 3379.3 ± 429.9 (3380.0

Birth length (cm) 50.4 ± 2.0 (51.0;

Head circumference (cm) 35.0 ± 1.3 (35.0;

Values are given in mean ± standard deviation (median; range). Numbers of subject
Statistical differences (non-parametric Mann–Whitney-U test):
*** p < 0.001: higher than NSM value.
Statistical difference (parametric Student’s T test):
***1) p < 0.001: lower than NSM values.
* 2) p < 0.05: lower than NSM value.
Blood cell counts and percentages of lymphocyte
subpopulations
SM had significantly lower platelet counts (182.8 ± 46.3 G/l)
than NSM (229.9 ± 47.1 G/l), but higher lymphocyte
counts (Table 2). There were no significant differences
in red blood cell counts between newborns of SM
and NSM.
Comparing the whole groups of SM and NSM, no

significant differences in proportions of lymphocyte
subpopulations in mothers or newborns were seen
(Table 2). There were no differences between the sub-
groups of SM smoking light or normal cigarettes and
between SM with moderate and strong addiction
according to Fagerström questionnaire. Regardless of
their smoking habits, mothers had significantly lower
proportions of naive T cells, higher proportions of memory
T cells, of early and late memory T cells and of effector T
cells than their newborns. NSM had significantly lower
percentages of CD4 + CD25++ T cells compared to their
newborns, which was not significant in SM.
Analysis of the data of the subjects of the NSM group

who smoked prior to pregnancy and comparison of
these subjects to the SM group who continued smoking
during pregnancy and the NSM group who never smoked
did not reveal any differences.
Cytokine concentrations
There were no significant differences regarding cytokine
concentrations in newborns of SM and NSM (Table 3).
However, NSM had significantly higher IL-7 concentrations
than their newborns (Figure 1). Also, SM showed a trend
to higher IL-7 concentrations compared to their newborns
(p = 0.07) (Figure 1).
orns

rs (NSM) (n = 111) Smoking mothers (SM) (n = 58)

16.0 – 46.4) 29.0 ± 6.0 (28.2; 18.5 – 40.4)

(12.0; 1.5 -20.0) (n = 58) 20.0 ± 9.3 (20.0; 2.0 – 40.0)***

2.0 – 20.0) 11.5 ± 5.7 (10.0; 2.0 – 24.0)

12.3 ± 7.1 (10.0; 2.0 – 30.0)

11.4 ± 6.8 (10.0; 2.0 – 30.0)

11.7 ± 7.3 (10.0; 1.0 – 30.0)

1 37/21

37.3 – 41.7) 39.5 ± 1.5 (39.4; 37.1 – 41.7)

; 2330.0 – 4355.0) 3118.2 ± 497.7 (3040.0; 2190.0 – 4190.0)***1)

46.0 – 57.0) 49.1 ± 2.7 (49.0; 43.0 – 55.0)*** 1)

32.0 – 38.0) 34.3 ± 1.2 (35.0; 32.0 – 37.0)* 2)

s, n.



Table 2 Lymphocyte subpopulations in newborns and non-smoking (NSM) and smoking mothers (SM)

Newborns Mothers

NSM (n = 111) SM (n = 58) NSM (n = 111) SM (n = 58)

Leucocytes/μl 11948 ± 3771 (11340; 5440 – 23980) 11285 ± 2796 (11600; 4570 – 16810) 11863 ± 5040 (11180; 4140 – 25510) 13404 ± 4390 (12700; 6980 – 21520)

Lymphocytes/μl 4084 ± 1263 (3800; 1580 – 8500) *** 4046 ± 1057 (3930; 2320 – 6100)*** 1277 ± 493 (1250; 480 – 2660) 1897 ± 722 (1810; 900 – 4260) ***1)

CD3+ (% of lymphocytes) 69.2 ± 8.8 (69.4; 51.6 – 86.7) 68.8 ± 8.7 (68.3; 50.5 – 90.3) 80.1 ± 6.9 (80.8; 56.6 – 91.6) 79.8 ± 6.9 (80.3; 62.1 – 91.6)

CD19+ (% of lymphocytes) 16.9 ± 6.2 (15.2; 5.0 – 35.1) 18.2 ± 4.9 (18.4; 8.6 – 26.3) 10.2 ± 4.3 (9.3; 2.8 – 24.4) 12.1 ± 5.5 (11.5; 4.6 – 27.5)

CD16+/56+ (% of lymphocytes) 13.8 ± 8.5 (11.4; 3.0 – 39.5) 13.1 ± 7.6 (12.5; 1.1 – 26.5) 9.7 ± 7.0 (7.8; 1.9 – 38.6) 8.1 ± 4.7 (7.6; 1.7 – 25.1)

CD4/CD8 2.5 ± 0.9 (2.4; 0.9 – 5.0) 2.4 ± 0.7 (2.4; 1.3 – 3.8) 1.7 ± 0.6 (1.6; 0.7 – 3.2) 1.8 ± 0.6 (1.7; 0.9 – 3.9)

CD4+ (% of CD3+) 69.7 ± 8.1 (70.8; 48.8 – 83.4) 69.5 ± 6.0 (70.1; 56.3 – 79.3) 61.2 ± 8.0 (61.5; 41.9 – 75.9) 61.9 ± 7.9 (63.3; 46.4 – 79.8)

CD8+ (% of CD3+) 30.4 ± 8.1 (29.2; 16.6 – 51.2) 30.5 ± 6.1 (29.8; 20.7 – 43.8) 38.8 ± 8.0 (38.5; 23.9 – 58.0) 38.0 ± 7.9 (36.7; 20.3 – 53.6)

CD45RA + CD28 + CD62L + (% of CD4+) 85.3 ± 8.9 (85.4; 48.4 – 94.8) 86.7 ± 6.6 (87.5; 70.8 – 98.6) 45.1 ± 14.1 (45.6; 19.5 – 62.4) ***2) 42.4 ± 12.1 (44.1; 20.6 – 67.2) ***2)

CD45RA + CD28 + CD62L + (% of CD8+) 59.3 ± 12.9 (58.9; 20.5 – 85.7) 60.5 ± 10.9 (59.1; 31.6 – 77.3) 38.8 ± 17.6 (36.9; 12.0 – 83.3) ***2) 37.4 ± 11.5 (38.8; 11.2 – 59.0) ***2)

CD45RO + CD27 + CD28+ (% of CD4+) 4.9 ± 2.4 (4.7; 0.5 – 11.9) ***3) 4.7 ± 1.9 (4.8; 0.6 – 9.2) ***3) 34.3 ± 10.6 (33.1; 14.2 – 65.2) 37.1 ± 8.5 (38.5; 17.6 – 51.0)

CD45RO + CD27 + CD28+ (% of CD8+) 3.4 ± 1.7 (3.4; 0.0 – 9.3) ***3) 3.1 ± 1.8 (3.1; 0.0 – 7.2) ***3) 13.4 ± 7.6 (11.8; 3.2 – 49.1) 12.1 ± 5.8 (10.4; 3.7 – 24.5)

CD45RO + CD27-CD28-(% of CD4+) 0.3 ± 0.5 (0.1; 0.0 – 2.5) ***3) 0.4 ± 0.5 (0.1; 0.0 – 2.0) ***3) 2.1 ± 3.1 (0.7; 0.1 – 18.1) 1.5 ± 2.4 (0.6; 0.1 – 11.1)

CD45RO + CD27-CD28-(% of CD8+) 0.3 ± 0.7 (0.1; 0.0 – 4.3) ***3) 0.2 ± 0.4 (0.0; 0.0 – 2.0) ***3) 4.0 ± 6.4 (2.5; 0.1 – 22.0) 2.8 ± 3.5 (1.8; 0.1 – 18.6)

CD45RA + CD28- (% of CD4+) 0.05
± 0.2 (0.0; 0.0 – 1.7) ***3)

0.02 ±0.04 (0.0; 0.0 – 0.1) ***3) 1.0 ± 1.8 (0.2; 0.1 – 7.8) 0.9 ± 2.4 (0.2; 0.1 – 11.9)

CD45RA + CD28- (% of CD8+) 3.3 ± 4.9 (2.4; 0.3 – 4.8) ***3) 2.2 ± 1.1 (2.3; 0.1 – 6.1) ***3) 16.9 ± 12.9 (14.6; 0.4 – 57.9) 16.7 ± 11.9 (13.8; 1.0 – 40.9)

CD4 + CD25++ (% of CD3+) 6.1 ± 2.9 (6.6; 0.0 – 11.7) 6.0 ± 3.3 (7.3; 0.0 – 10.7) 5.4 ± 3.9 (5.2; 0.1 – 17.0)*4) 6.2 ± 4.7 (6.1; 0.1 – 17.7)

Values are given in mean ± standard deviation (median; range). Numbers, n.
Statistical differences (parametric Student’s T test):
*** p < 0.001: higher than respective maternal values.
Statistical differences (non-parametric Mann–Whitney-U test):
***1) p < 0.001: higher than NSM value.
***2) p < 0.001: higher than respective newborn values.
***3) p < 0.001: lower than respective maternal values.
*4) p < 0.05: lower than respective newborn value.
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Table 3 Cytokine concentrations in newborns of
non-smoking (NSM) and smoking mothers (SM)

Newborns

pg/ml NSM (n = 33) SM (n = 13)

IL-1β 87.5 ± 98.2 (52.0; 14.1 – 265.4) 87.6 ± 13.8 (80.8; 78.6 – 103.5)

IL-2 44.6 ± 51.1 (25.1; 5.0 – 91.9) 53.3 ± 14.0 (53.5; 22.1 – 73.7)

IL-4 26.2 ± 22.7 (16.2; 1.6 – 76.3) 18.8 ± 6.7 (17.5; 12.3 – 28.0)

IL-6 112.5 ± 204.8 (28.3; 0.6 – 737.8) 241.3 ± 408.2 (36.0; 7.4 – 1037.5)

IL-8 685.3 ± 1141.8
(166.4; 6.1 – 4474.5)

879.4 ± 1361.3
(41.6; 0.2 – 4352.4)

IL-10 6.3 ± 9.3 (2.9; 0.6 – 40.7) 3.5 ± 2.8 (2.7; 0.6 – 8.8)

IFN-γ 4.9 ± 3.6 (4.8; 0.1 – 12.8) 5.2 ± 3.2 (5.1; 1.1 – 9.8)

TNF-α 8.1 ± 8.7 (3.9; 1.3 – 29.2) 19.3 ± 32.6 (3.9; 1.3 – 89.1)

Values are given in mean ± standard deviation (median; range). Numbers, n.
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TRECs and RTL
Regardless of smoking habits of mothers, newborns had
significantly higher TREC numbers and longer telomeres
than their mothers (Table 4). Comparing RTLs of
newborns, newborns of SM had significantly longer
telomeres than newborns of NSM (Figure 2). In multiple
regression analysis, adjustment for age of mother at birth,
gestational week, gender, birth weight, birth length, head
circumference and APGAR at 1 and 5 minutes did not
alter these results.

Discussion
Our prospective birth cohort study demonstrated no
significant influence of maternal cigarette smoking on
the percentages of lymphocyte subpopulations in
newborns. This was surprising as we expected alterations
of the proportions of lymphocytes in newborns of SM
IL
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Figure 1 Interleukin-7 (IL-7) concentrations in non-smoking
(NSM) and smoking mothers (SM) and newborns. NSM had
significantly higher IL-7 concentrations than their newborns (** p < 0.01).
Non-parametric Mann–Whitney-U test.
with higher replication rates of peripheral naive T cells,
estimated by TRECs and RTL, which was thought to be
caused by a pro-inflammatory potential of cigarette smoke
components. However, with the exception of longer RTLs
in newborns of SM, neither lymphocyte subpopulations,
nor TRECs or cytokine concentrations were significantly
different between newborns of SM and NSM.
Our findings were in contrast to a study showing

significantly lower leukocyte counts with a most promin-
ently decrease in segmented neutrophilic granulocytes,
monocytes and lymphocytes in neonates of smoking
mothers [11]. In that study, number of smoking mothers
was small (14 versus 74 non-smoking mothers) and ways
of delivery differed. In that study, neonatal distress (e.g.
meconium within amniotic fluid, postnatal supplemention
of oxygen), bacterial colonization or inflammation (e.g.
positive vaginal smear, premature rupture of membranes)
were not excluded, which may influence the investigated
parameters. However, our study confirmed the previously
found decrease in birth weight associated with maternal
smoking [19].
According to literature [12,20], mothers showed

significantly lower TRECs and shorter telomeres than their
neonates. Interestingly, newborns of SM demonstrated
longer telomeres than newborns of NSM. Telomere
lengths reflect the replicative history of each individual
cell, which implicates a lower replicative rate in CD4 +
CD45RA + T cells, in part also supported by a trend to
higher TREC numbers in newborns of SM. A recent study
showed significant cytogenetic damage of lymphocytes
with changes of the mitotic index in neonates of SM [21].
This is in agreement with the finding in our study of less
replication of CD4 + CD45RA + T cells, as suggested
by longer RTLs in this lymphocyte subpopulation. In
neonates, CD4 + CD45RA + T cells may represent the
naive T cell pool. In adults, not only naive T cells, but also
CD45RA + CD28- effector T cells contribute to the
CD4 + CD45RA + T cell pool [22]. Usually in adults,
these CD45RA + effector T cells are clonally exhausted and
are negative for TRECS with short telomeres. However,
CD45RA-expressing effector T cells can be neglected in
newborns. Short telomere lengths have been associated
with decreased lung function and increased risk of chronic
obstructive pulmonary disease in adult smokers, with the
association markedly attenuated after adjusting for age
and other confounders [23]. No effect of smoking on
RTL was seen in SM compared to NSM in our groups.
However, the mothers were younger than in that study
[23] and had no history of an impaired lung function or
chronic obstructive pulmonary disease. Additionally, as
demonstrated by that study [23], several parameters
confound telomere lengths in adults, thus, in contrast to
the findings in newborns, making also our results from
mothers difficult to interpret.



Table 4 T cell receptor excision circles (TRECs) in non-smoking (NSM) and smoking mothers (SM) and their newborns

Newborns Mothers

NSM (n = 16) SM (n = 11) NSM (n = 16) SM (n = 11)

TRECs/1000 CD4 + CD45RA + cells 103 ± 125 (69; 16 – 589)*** 166 ± 269 (55; 11 – 985)*** 32 ± 31 (22; 4 – 146) 51 ± 58 (20; 7 – 193)

Values are given in mean ± standard deviation (median; range).
Statistical difference (non-parametric Mann–Whitney-U test):
***p < 0.001 higher than respective maternal values.
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Cytokines were not altered in newborns of SM compared
to NSM. Cytokine responses to allergens were tested in a
study investigating newborns whose mothers smoked
throughout pregnancy [24]. In that study, higher but only
partly significant responses for IL-13, IL-9, IL-5 and IL-6
were seen in newborns of smoking mothers, with no
difference in IFN-γ responses. Similar to that study,
the large variation in serum cytokines may not allow
to draw clear effects of maternal smoking on newborn
cytokine production in our cohort. SM and NSM
showed higher IL-7 concentrations compared to their
newborns, which may reflect the suggested role of IL-7
for proliferation of peripheral naive T cells to maintain the
peripheral T cell pool in adults [25,26].
Interestingly, SM had higher absolute lymphocyte

numbers, which was also shown by others [27]. In
contrast to other studies [27,28], proportions of CD3+ [9],
CD4+ and CD8+ T cells, with an emphasis of CD4+
memory T cells [29], and B cells were not increased, as
well as CD4 + CD25++ T cells were not decreased in
SM in our study. Influences of dose, duration of smoke
exposure and the ethnic background have been suggested
mother newborn
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Figure 2 Relative telomere length (RTL) in non-smoking (NSM)
and smoking mothers (SM) and newborns. Newborns of SM had
significantly longer telomeres than newborns of NSM (** p < 0.01).
Regardless of smoking habits, mothers had shorter telomeres than
their respective newborns (*** p < 0.001). Non-parametric Mann–
Whitney-U test.
to cause the heterogeneity in the findings [30], as well as
redistribution of specific lymphocyte subpopulations from
the periphery to other compartments, e.g. the bronchial
lining associated with cigarette smoking [31,32]. CD4 +
CD25++ T cells do not necessarily consist of Tregs, but
contribute also to the naive and activated T cell pool.
Thus, for comparability with other studies [9], Foxp3
should be included in further studies to define truly
regulatory T cells. Overall, no difference in the investigated
lymphocyte subpopulations was seen between SM and
NSM. These findings are similar to a study investigating
acute effects of smoking and environmental tobacco smoke
in five smokers and non-smokers [33], showing increased
NK cells and decreased CD3+ and CD19+ cells which
did not reach statistical significance. However, our
results may be limited by the markers used to define
the different lymphocyte subpopulations. Possibly, more
differences between newborns of SM and NSM would
have been revealed by investigating markers which are
linked to more functional features of lymphocytes, such as
expression of chemokine receptors, activation markers
and intracellular cytokine production.
One strength of our study is the strict inclusion criteria,

including only vaginally delivered term newborns with full
maturity signs and no pre- or perinatal distress, to exclude
changes of lymphocyte subpopulations caused by different
gestational age, maturity or potential inflammatory mech-
anisms [34]. However, one drawback of our investigation
remains, that serum cotinine concentrations rather reflect
acute exposure to cigarette smoke than its long term
effects. Thus it could be that women, who did not
smoke for a few days immediately before birth may have
had inappropriately low serum cotinine concentrations
whereas women passively or actively exposed during
that time exhibited peak cotinine levels. Because of
this and the known uncertainties of patient history
taking, future studies should try to more adequately
determine “true” cigarette smoke exposure, for example
by measuring cotinine concentrations in the hairs from
mothers and newborns [35].

Conclusions
Thus, although our results did not reveal striking differ-
ences between newborns of SM and NSM, our finding
of significantly increased RTLs in smoke-exposed
newborns may be an important indication that cigarette
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smoking may cause severe cytogenetic damage in lympho-
cytes [21]. Also, expected long-term effects of maternal
smoking during pregnancy on the cytokine profile and
inflammatory potential in their offspring should cause
increased awareness.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
GA performed the interpretation of the flowcytometry data, contributed to
the preparation of the manuscript and critical discussion of the results. GE
recruited the patients, performed the isolation of the lymphocyte
subpopulations and the flowcytometry. AL recruited the patients, prepared
the DNA and performed the TREC analysis. CS recruited the patients,
collected and interpreted the clinical data of NSM and SM. CK performed the
telomere length analysis and interpreted the RTL data. PH-E performed the
cotinine measurements, contributed to the preparation of the manuscript
and critical discussion of the results. RT recruited the patients, collected and
interpreted the clinical data of newborns. DB performed the analysis of
cytokines. MP designed the study and wrote the manuscript. All authors read
and approved the final manuscript.

Acknowledgements
We like to thank Dr. Otto Huter and midwive Anna Harm, Department of
Gynecology and Obstetrics, Medical University of Innsbruck, for recruitment
of patients, Dr. Iris Zeller, Mag. Katja Nagl, Martin Dablander, Priv.-Doz. Dr.
Angelika Hammerer-Lercher and Priv.-Doz. Dr. Andrea Griesmacher, Central
Laboratory, University Hospital Innsbruck for laboratory support. We also
thank Priv.-Doz. Dr. Anita Kloss-Brandstätter, Division of Epidemiological
Genetics, Medical University Innsbruck, for statistical support.
This project was supported by the Austrian National bank project 14745 to
David Bernhard.
This publication was funded by the German Research Foundation (DFG) and
the University of Wuerzburg in the funding programme Open Access
Publishing.

Author details
1Department of Pediatrics, University of Wuerzburg, Josef-Schneider-Str. 2,
97080 Wuerzburg, Germany. 2Department of Pediatrics, Medical University of
Innsbruck, Anichstr. 35, Innsbruck, Austria. 3Department of Gynecology and
Obstetrics, Medical University of Innsbruck, Anichstr. 35, Innsbruck, Austria.
4Department of Internal Medicine, Medical University of Innsbruck, Anichstr.
35, Innsbruck, Austria. 5Cardiac Surgery Research Laboratory, Cardiac Surgery,
Medical University of Innsbruck, Innsbruck, Austria.

Received: 18 January 2013 Accepted: 16 April 2013
Published: 18 April 2013

References
1. Moszczynski P, Zabinski Z, Moszczynski P Jr, Rutowski J, Slowinski S,

Tabarowski Z: Immunological findings in cigarette smokers. Toxic Lett
2001, 118:121–127.

2. Mili F, Flanders WD, Boring JR, Annest JL, Destefano F: The associations of
race, cigarette smoking, and smoking cessation to measures of the
immune system in middle-aged men. Clin Immunol Immunopathol 1991,
59:187–200.

3. Byron KA, Varigos GA, Wootton AM: IL-4 production is increased in
cigarette smokers. Clin Exp Immunol 1994, 95:333–336.

4. Ryder MI, Saghizadeh M, Ding Y, Nguyen N, Soskolne A: Effects of tobacco
smoke on the secretion of interleukin-1beta, tumor necrosis factor-alpha,
and transforming growth factor-beta from peripheral blood mononuclear
cells. Oral Microbiol Immunol 2002, 17:331–336.

5. Zeidel A, Beilin B, Yardeni I, Mayburd E, Smirnov G, Bessler H: Immune
response in asymptomatic smokers. Acta Anaesthesiolog Scand 2002,
46:959–964.

6. Lambert C, McCue J, Portas M, Ouyang Y, Li J, Rosano TG, Lazis A, Freed BM:
Acrolein in cigarette smoke inhibits T-cell responses. J Allergy Clin
Immunol 2005, 116:916–922.
7. Sopori ML, Kozak W: Immunomodulatory effects of cigarette smoke.
J Neuroimmunol 1998, 83:148–156.

8. Gilliland FD, Berhane K, McConnell R, Gauderman WJ, Vora H, Rappaport EB,
Avol E, Peters JM: Maternal smoking during pregnancy, environmental
tobacco smoke exposure and childhood lung function. Thorax 2000,
55:271–276.

9. Prins JR, Hylkema MN, Erwich JJ, Huitema S, Dekkema GJ, Dijkstra FE, Faas MM,
Melgert BN: Smoking during pregnancy influences the maternal immune
response in mice and humans. Am J Obstetr Gynecol 2012, 207:76. e71.

10. Rodriguez JW, Kirlin WG, Wirsiy YG, Matheravidathu S, Hodge TW, Urso P:
Maternal exposure to benzo[a]pyrene alters development of T lymphocytes
in offspring. Immunopharmacol Immunotoxicol 1999, 21:379–396.

11. Pachlopnik Schmid JM, Kuehni CE, Strippoli MP, Roiha HL, Pavlovic R, Latzin
P, Gallati S, Kraemer R, Dahinden C, Frey U, et al: Maternal tobacco
smoking and decreased leukocytes, including dendritic cells, in
neonates. Pediatr Res 2007, 61:462–466.

12. Douek DC, McFarland RD, Keiser PH, Gage EA, Massey JM, Haynes BF, Polis
MA, Haase AT, Feinberg MB, Sullivan JL, et al: Changes in thymic function
with age and during the treatment of HIV infection. Nature 1998,
396:690–695.

13. Harris JM, Hazenberg MD, Poulin JF, Higuera-Alhino D, Schmidt D, Gotway
M, McCune JM: Multiparameter evaluation of human thymic function:
interpretations and caveats. Clin Immunol 2005, 115:138–146.

14. Koppelstaetter C, Jennings P, Hochegger K, Perco P, Ischia R, Karkoszka H,
Mayer G: Effect of tissue fixatives on telomere length determination by
quantitative PCR. Mech Ageing Develop 2005, 126:1331–1333.

15. Kliegman R, Geme J, Behrman RE: Nelson textbook of pediatrics. 19th edition.
New York: Saunders; 2011.

16. Heatherton TF, Kozlowski LT, Frecker RC, Fagerstrom KO: The fagerstrom
test for nicotine dependence: a revision of the fagerstrom tolerance
questionnaire. Brit J Addict 1991, 86:1119–1127.

17. Prelog M, Schwarzenbrunner N, Sailer-Hock M, Kern H, Klein-Franke A,
Ausserlechner MJ, Koppelstaetter C, Brunner A, Duftner C, Dejaco C, et al:
Premature aging of the immune system in children with juvenile
idiopathic arthritis. Arthr Rheumatism 2008, 58:2153–2162.

18. Cawthon RM: Telomere measurement by quantitative PCR. Nucleic Acids
Res 2002, 30:e47.

19. Lumley J, Oliver SS, Chamberlain C, Oakley L: Interventions for promoting
smoking cessation during pregnancy. Cochrane Database System Rev 2004,
4, CD001055.

20. Schonland SO, Zimmer JK, Lopez-Benitez CM, Widmann T, Ramin KD,
Goronzy JJ, Weyand CM: Homeostatic control of T-cell generation in
neonates. Blood 2003, 102:1428–1434.

21. Kareli DE, Pouliliou SE, Nikas IH, Psillaki AN, Galazios GC, Liberis VA, Lialiaris
TS: Cytogenetic evaluation of pre-pregnancy smoking in maternal and
newborn lymphocytes. Eur J Obstetr Gynecol Reprod Biol 2012, 165:205–209.

22. Effros RB: Loss of CD28 expression on T lymphocytes: a marker of
replicative senescence. Develop Comp Immunol 1997, 21:471–478.

23. Rode L, Bojesen SE, Weischer M, Vestbo J, Nordestgaard BG: Short telomere
length, lung function and chronic obstructive pulmonary disease in
46396 individuals. Thorax 2012, 0:1–7.

24. Noakes PS, Holt PG, Prescott SL: Maternal smoking in pregnancy alters
neonatal cytokine responses. Allergy 2003, 58:1053–1058.

25. Aspinall R: T cell development, ageing and Interleukin-7. Mech Ageing
Develop 2006, 127:572–578.

26. Puck JM: Laboratory technology for population-based screening for
severe combined immunodeficiency in neonates: the winner is T-cell
receptor excision circles. J Allergy Clin Immunol 2012, 129:607–616.

27. Hughes DA, Haslam PL, Townsend PJ, Turner-Warwick M: Numerical and
functional alterations in circulatory lymphocytes in cigarette smokers.
Clin Exp Immunol 1985, 61:459–466.

28. Smart YC, Cox J, Roberts TK, Brinsmead MW, Burton RC: Differential effect
of cigarette smoking on recirculating T lymphocyte subsets in pregnant
women. J Immunol 1986, 137:1–3.

29. Nakata A, Takahashi M, Irie M, Fujioka Y, Haratani T, Araki S: Relationship
between cumulative effects of smoking and memory CD4+ T
lymphocyte subpopulations. Addict Behav 2007, 32:1526–1531.

30. Tollerud DJ, Clark JW, Brown LM, Neuland CY, Mann DL, Pankiw-Trost LK,
Blattner WA, Hoover RN: Association of cigarette smoking with decreased
numbers of circulating natural killer cells. Am Rev Respir Dis 1989,
139:194–198.



Almanzar et al. BMC Pediatrics 2013, 13:57 Page 8 of 8
http://www.biomedcentral.com/1471-2431/13/57
31. Luppi P, Lain KY, Jeyabalan A, DeLoia JA: The effects of cigarette smoking
on circulating maternal leukocytes during pregnancy. Clin Immunol 2007,
122:214–219.

32. Vardavas CI, Plada M, Tzatzarakis M, Marcos A, Warnberg J, Gomez-Martinez
S, Breidenassel C, Gonzalez-Gross M, Tsatsakis AM, Saris WH, et al: Passive
smoking alters circulating naive/memory lymphocyte T-cell
subpopulations in children. Pediatr Allergy Immunol 2010, 21:1171–1178.

33. Hockertz S, Emmendorffer A, Scherer G, Ruppert T, Daube H, Tricker AR,
Adlkofer F: Acute effects of smoking and high experimental exposure to
environmental tobacco smoke (ETS) on the immune system.
Cell Biol Toxicol 1994, 10:177–190.

34. Duijts L, Bakker-Jonges LE, Labout JA, Jaddoe VW, Hofman A, Steegers EA,
van Dongen JJ, Hooijkaas H, Moll HA: Fetal growth influences lymphocyte
subset counts at birth: the Generation R Study. Neonatol 2009,
95:149–156.

35. Eliopoulos C, Klein J, Phan MK, Knie B, Greenwald M, Chitayat D, Koren G:
Hair concentrations of nicotine and cotinine in women and their
newborn infants. JAMA 1994, 271:621–623.

doi:10.1186/1471-2431-13-57
Cite this article as: Almanzar et al.: Maternal cigarette smoking and its
effect on neonatal lymphocyte subpopulations and replication. BMC
Pediatrics 2013 13:57.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Study participants
	Lymphocyte isolation and characterization
	Quantification of TRECs and relative telomere length
	Cytokine measurements
	Cotinine concentrations
	Statistics

	Results
	Epidemiological characteristics of mothers and their newborns
	Blood cell counts and percentages of lymphocyte subpopulations
	Cytokine concentrations
	TRECs and RTL

	Discussion
	Conclusions
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


