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Introduction

Preterm newborns are challenged by excessive oxi-
dative injury, resulting from several perinatal stim-
uli, such as intrauterine infections, resuscitation in 
delivery room, mechanical ventilation, and postna-
tal complications, in the presence of immature anti-
oxidant capacities.

Free radicals (FRs) are molecular species with 
an unpaired electron in the outer shell which ren-
ders them highly reactive and unstable.1 FRs con-
taining oxygen may be termed a reactive oxygen 
species (ROS). The accumulation of reactive FRs, 
beyond the capacity of the endogenous antioxidant 

defence system to scavenge them, results in dam-
age to DNA, proteins, and lipids that compromises 
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cell function, leading to cell death via apoptosis or 
necrosis.2

Oxidative stress (OS) is implicated in the patho-
genesis of several pathologic conditions of the pre-
term newborn, commonly referred to as “oxygen 
radical diseases of neonatology” to underline the 
crucial role of OS in this wide range of neonatal 
morbidities.3

In recent years, visfatin, an ubiquitous adipokine 
secreted from visceral fat, has been described as a 
potent marker of inflammation and dysfunction. 
Visfatin is also known as nicotinamide phosphori-
bosyltransferase (NAMPT) and is the rate-limiting 
enzyme in the salvage pathway of nicotinamide 
adenine dinucleotide (NAD+) biosynthesis in mam-
mals. NAD+ is a ubiquitous coenzyme involved in 
redox reactions, carrying electrons from one reac-
tion to another. NAD+ is an oxidizing agent: it 
accepts electrons from other molecules and becomes 
NADH, the reduced form of NAD+. These electron 
transfer reactions are the main function of NAD+. 
An increased regeneration of NAD+ is required in 
conditions of OS; therefore NAMPT/visfatin, as a 
regulator of NAD+ metabolism, might hold a key 
position in the control of fundamental cellular 
processes.4

Primarily, serum visfatin levels have been found 
to be increased in obesity and in other disorders 
related to insulin resistance and inflammation, such 
as type 2 diabetes, polycystic ovary syndrome, and 
inflammatory bowel disease.5 Furthermore, it has 
been reported that this adipokin is upregulated by 
infection, hypoxia, and pro-inflammatory cytokines 
and may, in turn, upregulate the inflammatory  
cascade.6,7 Lately, visfatin has been associated with 
OS.7 However, the pathophysiological role of vis-
fatin in humans remains largely unknown.

Few studies investigated the role of visfatin in 
neonates. It has been reported that visfatin concen-
tration in newborns is not correlated with sex but 
with birth weight,8 although high concentrations 
of visfatin have been found in infants with intrau-
terine growth restriction (IUGR) compared to 
those of normal weight, probably due to major vis-
ceral adiposity or to an altered fetal development 
of adiposity in IUGRs.9 In particular, research 
focused on visfatin in fetal growth related to 
maternal conditions, such as gestational diabetes 
and preeclampsia.10–13 It is also well known that 
maternal smoking can influence the cord serum 
visfatin levels14 and that visfatin is also elevated in 

the amniotic fluid of women with microbial  
invasion of the amniotic cavity and histological 
chorioamnionitis15 and in neonates with sepsis.16 
To our knowledge, visfatin levels in preterm new-
borns have been examined only in relation to insu-
lin resistance17 and no studies have investigated 
the correlation between visfatin and OS in preterm 
newborns.

The aim of this prospective study was to evalu-
ate serum visfatin levels in preterm newborns 
resuscitated at birth with different oxygen concen-
trations (40%, 60%, or 100%), and to investigate 
the potential utility of this peptide as a novel marker 
of OS in neonatal diseases.

Materials and methods

Subjects

Sixty preterm newborns with gestational age less 
than 32 weeks who required cardiopulmonary 
resuscitation in the delivery room were enrolled at 
the University Hospital of Messina, Italy, over a 
12-month period, and divided into groups of 20 
according to three oxygen concentrations for deliv-
ery room resuscitation.

The study was conducted in accordance with the 
principles of the Declaration of Helsinki. Pregnant 
women admitted for preterm labor were informed 
about the aims of the research and fully informed 
about the study protocol. Participation in this study 
was voluntary. Only maternally uncomplicated 
pregnancies (no gestational diabetes, no pre-eclamp-
sia, no smoking habits, no IUGR) were considered. 
Parents provided written informed consent.

Methods

As called into the delivery room, the medical team 
of the Neonatal Intensive care Unit (NICU) ran-
domly assigned each newborn to three different 
oxygen concentrations during neonatal resuscita-
tion: 40%, 60%, or 100%. Allocation to treatment 
groups was undertaken by an independent researcher 
using a permuted block design. A fixed block size 
of 10 was used to ensure that equal numbers of par-
ticipants were randomized into the three groups 
(ratio 1:1:1). Randomization details were provided 
in an opaque sealed envelope containing the alloca-
tion. Neonatal resuscitation in the delivery room 
was performed according to 2010 American Heart 
Association Guidelines.18 For neonates resuscitated 
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with oxygen concentration of 40% and 60%, if 
heart rate (HR) did not improve (HR <100 beats per 
minute) within 60 s, oxygen was switched to oxy-
gen 100%.

Immediately after birth, preterm neonates were 
admitted in NICU. Umbilical artery and vein cath-
eterization was promptly performed and blood 
samples for serum visfatin analysis were collected 
at T0 (within 1 h after birth), T24 h, T72 h, and 
T168 h of life. Blood samples were immediately 
centrifuged and serum kept frozen at −20°C until 
analysis.

Visfatin was assessed with enzyme-linked immu-
nosorbent assay (ELISA) kits from Phoenix 
Pharmaceutical (Belmont, CA, USA) according to 
the manufacturer’s protocol; intra- and interassay 
CVs were less than 6%. To exclude sepsis, at the 
same time, samples were collected for full blood 
count, reactive protein C (CRP), and blood culture. 
Newborns with CRP >1 mg per 100 mL and positive 
blood culture were excluded from the study, to avoid 
the influence of sepsis on serum visfatin levels.16

Birth body weight, gestational age, hours of 
mechanical ventilation (if required) in the first 
week of life, and maximum concentration of oxy-
gen administered were recorded.

Statistical analysis

Statistical analyses were performed using SPSS 
version 16.0 (SPSS Inc., Chicago, IL, USA). 
Significance level was set at P <0.05. Kolmogorov-
Smirnov test was used to test normality of  
distribution. Parametric tests (ANOVA, t-test) 
were performed in case of normal distribution. 
Non-parametric tests were also employed to ana-
lyze data for which an underlying distribution is 
not assumed. The variation of serum visfatin val-
ues at different time points on each subject was 

analyzed by Friedman test. Correlation between 
serum visfatin levels and birth weight and gesta-
tional age was investigated through Spearman’s 
correlation coefficient.

Results

Twenty preterm newborns were enrolled for each 
oxygen group. Only 52 subjects completed the study. 
Eight neonates developed sepsis (2, 3, and 3, respec-
tively, in the groups resuscitated with oxygen con-
centrations of 40%, 60%, and 100%, respectively), 
and were excluded. Five of them died. During resus-
citation in the delivery room only one newborn 
started resuscitation with oxygen 40% and was then 
switched to pure oxygen group. Characteristics of 
the infants of each oxygen concentration group are 
summarized in Table 1.

Serum visfatin levels at T0, T24 h, T72 h, and 
T168 h of life are reported in Table 2. At T72 h and 
T168 h, significantly higher serum visfatin values 
were noted in high-oxygen group compared to low- 
and mild-oxygen subjects (P = 0.002 and P <0.001, 
respectively). Additionally, Friedman test showed a 
significant increase in visfatin levels from T0 to 
T168 h in 100% oxygen group (P <0.001).

Discussion

OS is a common mechanism of cellular injury 
involved in pathological condition such as ischemia-
reperfusion, hypoxia-hyperoxia, and infection, 
which alters cellular metabolism and redox status 
with production of FRs.19 Overproduction of FR 
species exceeds the antioxidant capacity of new-
borns, especially in preterms.20 This susceptibility 
to oxidative damage promotes an increased risk of 
FR-related disease. The contribution of OS to the 
pathogenesis and progression of neonatal diseases 

Table 1. Characteristics of infants of each oxygen concentration group.

Oxygen concentration 40% 60% 100% P value

Neonates (n) (17) (17) (18)  

GA 30.2 ± 2.8 29.3 ± 2.6 28.2 ± 2.7 0.288
BW 1478 ± 409 1278 ± 568 1318 ± 518 0.249
Duration of MV 33.5 ± 15.1 35.6 ± 13.5 34.8 ± 11.4 0.903
Maximum value of O2 40.5 ± 9.2 39.8 ± 8.3 42.1 ± 9.4 0.706

Data are expressed as mean ± standard deviation.
*P value less than 0.05 was considered significant.
BW, birth weight (g); GA, gestational age (weeks); MV, mechanical ventilation (h); O2, oxygen concentration (%).
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is only partially understood,21 and OS is considered 
to play a crucial role in a wide range of neonatal 
morbidities, including hypoxic-ischaemic enceph-
alopathy (HIE),22 intraventricular hemorrhage 
(IVH),23 periventricular leukomalacia,24 bron-
chopulmonary dysplasia (BPD),25 retinopathy of 
prematurity (ROP),26 and necrotizing enterocol-
itis (NEC).27,28 Furthermore, it became clear that 
free FRs are involved in influencing the ductus 
arteriosus and pulmonary circulation29,30 and that 
antioxidants could have a role in the treatment of 
these disorders.31

Although the resuscitation of newborn infants 
was traditionally performed with pure oxygen,32,33 
it is recognized worldwide that OS is elevated 
when resuscitation is performed with 100%  
oxygen.34 The American Heart Association guide-
lines focused on the optimal management of oxy-
gen during neonatal resuscitation, emphasizing 
that both insufficient and excessive oxygenation 
can be harmful to the newborn infant.18

An interesting predictive role of OS biomarkers 
for early identification of newborns at high risk of 
OS has been reported.19

Recent studies have investigated the critical role 
of adipose-derived factors, also known as adi-
pokines, in several inflammatory pathways. Visfatin 
(Pre-B-cell colony-enhancing factor 1 homolog/
Nampt) is a recently discovered adipokine with 
pleiotropic functions. In adults, anthropometric 
variables such as weight and body mass index 
(BMI) seem to correlate with serum visfatin  
levels.16,35 Literature data are still controversial in 
pediatric populations, especially in term and pre-
term newborns. Serum visfatin concentrations 
seems significantly related to birth weight,8 
although visfatin levels appear to be influenced by 
other maternal36 and neonatal factors including 

IUGR,9 smoking mothers14 and sepsis.16 To our 
knowledge no data are available on the correlation 
between visfatin levels and OS potentially related 
to high oxygen concentration administered during 
resuscitation at birth. In this study, we evaluated 
serum visfatin concentrations at T0, T24 h, T72 h, 
and T168 h of life in 52 preterm newborns less than 
32 weeks of gestation who received different oxy-
gen supplementation in the delivery room. First, in 
comparison to López-Bermejo14 and Malamitsi-
Puchner37 that, respectively, reported mean visfatin 
values of 29.1 ng/mL and 19.35 ng/mL in AGA 
term infants, we found that our preterm infants had 
lower serum visfatin levels and our results are in 
accordance with previously published data.16,17,38 
Furthermore, serum visfatin values were inversely 
correlated to birth weight and gestational age, 
though these data were not statistically significant.

Second, at T72 h and T168 h, higher serum vis-
fatin values were noted in infants resuscitated with 
100% oxygen compared with those who received 
40% or 60% oxygen at birth, with no significant 
difference in the maximum oxygen concentration 
or hours of mechanical ventilation required during 
the first week of life. These findings confirm that 
OS is higher when resuscitation is performed with 
higher oxygen supplementation compared to low- 
and mild-oxygen groups, and suggest that elevated 
levels of visfatin could be related to an increased 
risk for oxidative injury.

A previous study from López-Bermejo et al.14 
demonstrated that visfatin levels were higher in the 
cord serum of term infants from mothers who were 
smokers. As maternal smoking is associated with 
an increased load of OS to the fetus, the elevation of 
visfatin levels could aim to counteract the negative 
effects smoker oxidative compounds on the devel-
oping organism, just like the increased visfatin 

Table 2. Serum visfatin levels at T0, T24 h, T72 h, and T168 h of life. P value with Friedman test showed a significant increase in 
visfatin levels from T0 to T168 h in the 100% oxygen group.

Oxygen concentration 40% 60% 100% P value

T0 5.7 ± 2.7 7.7 ± 2.1 6.7 ± 2.1 0.314
T24 h 5.0 ± 2.2 6.6 ± 3.5 7.5 ± 1.9 0.135
T72 h 5.4 ± 1,3 7.0 ± 2.3 9.9 ± 2.1 0.002*
T168 h 5.1 ± 1.1 7.9 ± 2.5 11.8 ± 1.2 <0.001*
P value paired 0.815 0.572 <0.001*  
Friedman test  

Data are expressed as mean ± standard deviation.
*P value less than 0.05 was considered significant.
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levels that we observed in neonates resuscitated 
with 100% oxygen could aim to counteract the 
effects of ROS.

Supporting these results, it has recently been 
demonstrated that the mechanism nicotinamide 
phosphoribosyltransferase (NAMPT)-mediated 
NAD+ biosynthesis/visfatin, through the formation 
of oxidase-dependent oxygen of FRs, may involve 
regulation of expression of genes related to OS and 
inflammatory response.39 Although the underlying 
molecular mechanisms remain unknown, it is sug-
gested that NAMPT/visfatin can function as a 
cytokine (GM-CSF, IL-2, IL-1β, IL-6, and IL-13)40 
which is upregulated in a variety of acute and 
chronic inflammatory neonatal diseases.41,42 We 
postulate that the higher visfatin concentration 
found in neonates more exposed to OS could be due 
to the increased demand of NAD+. As is known, 
NAMPT/visfatin is the rate-limiting enzyme in the 
salvage pathway of NAD+.

In light of these data, we hypothesized that the 
use of visfatin as a marker of OS can be useful in 
early identification of newborns at higher risk of 
tissue damage, and help predict subjects that could 
benefit more from antioxidant treatments. Further 
studies are needed to better investigate the bio-
chemical pathways of NAMP/visfatin in OS of 
newborns, to evaluate if elevated visfatin levels 
could have a prognostic value in high-risk preterm 
neonates and if these peptide serum concentrations 
change in response to antioxidant therapies, pre-
dicting their potential utility.

However, the pathophysiology of visfatin at 
molecular and cellular levels are still far from 
being fully understood. Certainly, more detailed, 
in-depth in vivo and in vitro studies are needed to 
elucidate molecular and cellular mechanisms 
underpinning the role of visfatin in associated 
FR-related neonatal diseases.

Acknowledgements

The authors are grateful to the patients and their families 
for their support for our article, and to our colleagues of 
the Department of Pharmacy for the assessment of serum 
visfatin values.

Declaration of conflicting interests

The authors declared no potential conflicts of interest with 
respect to the research, authorship, and/or publication of 
this article.

Funding

This research received no specific grant from any funding 
agency in the public, commercial, or not-for-profit sectors.

References

 1. Floyd RA (1990) Role of oxygen free radicals in car-
cinogenesis and brain ischemia. FASEB Journal 4: 
2587–2597.

 2. Abramov AY, Scorziello A and Duchen MR (2007) 
Three distinct mechanisms generate oxygen free rad-
icals in neurons and contribute to cell death during 
anoxia and reoxygenation. Journal of Neuroscience 
27: 1129–1138.

 3. Saugstad OD (1988) Hypoxanthine as an indicator of 
hypoxia: Its role in health and disease through free 
radical production. Pediatric Research 23: 143–150.

 4. Rongvaux A, Shea RJ, Mulks MH, et al. (2002) Pre-
B-cell colony-enhancing factor, whose expression is 
up-regulated in activated lymphocytes, is a nicotina-
mide phosphoribosyltransferase, a cytosolic enzyme 
involved in NAD biosynthesis. European Journal of 
Immunology 32(11): 3225–3234.

 5. Haider DG, Holzer G, Schaller G, et al. (2006) The 
adipokine visfatin is markedly elevated in obese 
children. Journal of Pediatric Gastroenterology and 
Nutrition 43: 548–549.

 6. Bae SK, Kim SR, Kim JG, et al. (2006) Hypoxic 
induction of human visfatin gene is directly mediated 
by hypoxia-inducible factor-1. FEBS Letters 580: 
4105–4113.

 7. Moschen AR, Kaser A, Enrich B, et al. (2007) Visfatin: 
An adipocytokine with proinflammatory and immu-
nomodulating properties. Journal of Immunology 
178: 1748–1758.

 8. Ibáñez L, Sebastiani G, Lopez-Bermejo A, et al. 
(2008) Gender specificity of body adiposity and 
circulating adiponectin, visfatin, insulin, and insu-
lin growth factor-I at term birth: Relation to prena-
tal growth. Journal of Clinical Endocrinology and 
Metabolism 93: 2774–2778.

 9. Malamitsi-Puchner A, Briana DD, Boutsikou M, et al. 
(2007) Perinatal circulating visfatin levels in intrau-
terine growth restriction. Pediatrics 119: 1314–1318.

 10. Wójcik M, Chmielewska-Kassassir M, Grzywnowicz 
K, et al. (2014) The relationship between adipose tis-
sue-derived hormones and gestational diabetes mel-
litus (GDM). Endokrynologia Polska 65: 134–142.

 11. Demir BC, Atalay MA, Ozerkan K, et al. (2013) 
Maternal adiponectin and visfatin concentrations in 
normal and complicated pregnancies. Clinical and 
Experimental Obstetrics & Gynecology 40: 261–267.

 12. Karatas A, Tunçay Işikkent N, Ozlü T, et al. 
(2014) Relationship of maternal serum resistin and  



28 International Journal of Immunopathology and Pharmacology 29(1) 

visfatin levels with gestational diabetes mellitus. 
Gynecological Endocrinology 30(5): 355–358.

 13. Dessì A, Pravettoni C, Cesare Marincola F, et al. 
(2015) The biomarkers of fetal growth in intrauterine 
growth retardation and large for gestational age cases: 
From adipocytokines to a metabolomic all-in-one 
tool. Expert Review of Proteomics 12(3): 309–16.

 14. López-Bermejo A, de Zegher F, Díaz-Silva M, et al. 
(2008) Cord serum visfatin at term birth: Maternal 
smoking unmasks the relation to foetal growth. 
Clinical Endocrinology 68: 77–81.

 15. Tambor V, Vajrychova M, Kacerovsky M, et al. 
(2015) Potential peripartum markers of infectious-
inflammatory complications in spontaneous preterm 
birth. Biomed Research International 2015: 343501.

 16. Cekmez F, Canpolat FE, Cetinkaya M, et al. (2011) 
Diagnostic value of resistin and visfatin, in com-
parison with C-reactive protein, procalcitonin and 
interleukin-6 in neonatal sepsis. European Cytokine 
Network 22: 113–117.

 17. Cekmez F, Canpolat FE, Pirgon O, et al. (2013) 
Adiponectin and visfatin levels in extremely low 
birth weight infants; they are also at risk for insu-
lin resistance. European Review for Medical and 
Pharmacological Sciences 17(4): 501–506.

 18. Kattwinkel J, Perlman JM, Aziz K, et al. (2010) American 
Heart Association Guidelines for Cardiopulmonary 
Resuscitation and Emergency Cardiovascular Care. 
Circulation 122: 909–919.

 19. Perrone S, Bracci R and Buonocore G (2002) New 
biomarkers of fetal–neonatal hypoxic stress. Acta 
Paediatrica 91: 135–138.

 20. Halliwell B (2006) Reactive species and antioxidants. 
Redox biology is a fundamental theme of aerobic life. 
Plant Physiology 141: 312–322.

 21. Marseglia L, D’Angelo G, Manti S, et al. (2014) 
Oxidative stress-mediated aging during the fetal and 
perinatal periods. Oxidative Medicine and Cellular 
Longevity 2014: 358375.

 22. Saugstad OD (1996) Mechanisms of tissue injury by 
oxygen radicals: Implications for neonatal disease. 
Acta Paediatrica 85: 1–4.

 23. McCrea HJ and Ment LR (2008) The diagnosis, man-
agement, and postnatal prevention of intraventricu-
lar hemorrhage in the preterm neonate. Clinics in 
Perinatology 35: 777–792.

 24. Haynes RL, Folkerth RD, Keefe RJ, et al. (2003) 
Nitrosative and oxidative injury to premyelinat-
ing oligodendrocytes in periventricular leukoma-
lacia. Journal of Neuropathology & Experimental 
Neurology 62(5): 441–450.

 25. Saugstad OD (2003) Bronchopulmonary dyspla-
sia: Oxidative stress and antioxidants. Seminars in 
Neonatology 8(1): 39–49.

 26. Perrone S, Vezzosi P, Longini M, et al. (2009) 
Biomarkers of oxidative stress in babies at high risk 
for retinopathy of prematurity. Frontiers in Bioscience 
1: 547–552.

 27. Neu J and Walker WA (2011) Necrotizing entero-
colitis. New England Journal of Medicine 364(3):  
255–264.

 28. Marseglia L, D’Angelo G, Manti S, et al. (2015) 
Oxidative stress-mediated damage in newborns with 
necrotizing enterocolitis: A possible role of melatonin. 
American Journal of Perinatology 32: 905–909.

 29. Clyman RI, Saugstad OD and Mauray F (1989) 
Reactive oxygen metabolites relax the lamb ductus 
arteriosus by stimulating prostaglandin production. 
Circulation Research 64(1): 1–8.

 30. Archer SL, Peterson D, Nelson DP, et al. (1989) 
Oxygen radicals and antioxidant enzymes alter pul-
monary vascular reactivity in the rat lung. Journal of 
Applied Physiology 66(1): 102–111.

 31. Gitto E, Marseglia L, Manti S, et al. (2013) Protective 
role of melatonin in neonatal diseases. Oxidative 
Medicine and Cellular Longevity 2013: 980374.

 32. Kattwinkel J, Niermeyer S, Nadkarni V, et al. 
(1999) ILCOR advisory statement: Resuscitation of 
the newly born infant. An advisory statement from 
the pediatric working group of the International 
Liaison Committee on Resuscitation. Circulation 99:  
1927– 1938.

 33. Niermeyer S, Kattwinkel J, Van Reempts P, et al. 
(2000) International Guidelines for Neonatal 
Resuscitation: An excerpt from the Guidelines 2000 
for Cardiopulmonary Resuscitation and Emergency 
Cardiovascular Care: International Consensus on 
Science. Contributors and Reviewers for the Neonatal 
Resuscitation Guidelines. Pediatrics 106(3): e29.

 34. Lefkowitz W (2002) Oxygen and resuscitation: 
Beyond the myth. Pediatrics 109: 517–519.

 35. Oita RC, Dudley F, Wilson S, et al. (2010) Visfatin 
induces oxidative stress in differentiated C2C12 myo-
tubes in an Akt- and MAPK-independent, NFĸB-
dependent manner. Pflugers Archiv 459: 619–630.

 36. Marseglia L, Manti S, D’Angelo G, et al. (2015) 
The role of visfatin in pregnancy, complications and 
procreation. Journal of Pediatric Biochemistry 5(1):  
1–6.

 37. Malamitsi-Puchner A, Briana DD, Gourgiotis D, 
et al. (2007) Blood visfatin concentrations in nor-
mal full-term pregnancies. Acta Paediatrica 96(4):  
526–529.

 38. Mazaki-Tovi S, Vaisbuch E, Romero R, et al. (2010) 
Maternal and neonatal circulating visfatin concentra-
tions in patients with pre-eclampsia and a small-for-
gestational age neonate. Journal of Maternal-Fetal & 
Neonatal Medicine 23(10): 1119–1128.



Marseglia et al. 29

 39. Moreno-Vinasco L, Quijada H, Sammani S, et al. 
(2014) Nicotinamide phosphoribosyltransferase inhib-
itor is a novel therapeutic candidate in murine mod-
els of inflammatory lung injury. American Journal 
of Respiratory Cell and Molecular Biology 51(2):  
223–228.

 40. Zhang LQ, Heruth DP and Ye SQ (2011) Nicotinamide 
phosphoribosyltransferase in human diseases. Journal 
of Bioanalysis & Biomedicine 7(3): 13–25.

 41. Jia SH, Li Y, Parodo J, et al. (2004) Pre-B cell col-
ony-enhancing factor inhibits neutrophil apoptosis 
in experimental inflammation and clinical sepsis. 
Journal of Clinical Investigation 113(9): 1318–1327.

 42. Ye SQ, Simon BA, Maloney JP, et al. (2005) Pre-
B-cell colony-enhancing factor as a potential novel 
biomarker in acute lung injury. American Journal 
of Respiratory and Critical Care Medicine 171(4):  
361–370.


