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Immunoglobulin Profile and Lymphocyte Subsets in Preterm Neonates
RAHUL SHARMA,1 KANYA MUKHOPADHYAY,1 AMIT RAWAT,1 VANITA SURI,2 SURJIT SINGH1

From 1Departments of Pediatrics, and 2Obstetrics and Gynecology; Postgraduate Institute of Medical Education and Research,
Chandigarh.

Objective: We documented the immunological profile of neonates and mothers, and
lymphocyte subsets at birth. Methods: Consecutively born preterm neonates (26 to 31
weeks gestation) at our level III neonatal unit, fulfilling the inclusion criteria were enrolled.
Immunoglobulin levels were assessed in maternal blood and in cord blood along with T cell
subsets.  Results:  A total of 115 neonates were enrolled. The mean cord levels for IgG, IgM
and IgA, respectively were 5.34, 0.10 and 0.04 g/L and of B, T, NK and NK-T cells were 14%,
71%, 10% and 1%, respectively of total lymphocyte population. Cord IgG and IgA levels
showed a significantly rising trend with increasing gestation (P=0.005 and 0.02, respectively)
but not IgM and T cell subsets. Maternal immunoglobulins were similar in all gestations.
Conclusion:  The cord IgG and IgA increased with increasing gestation but not IgM in
neonates.
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Preterm neonates, born before 37 completed
weeks of gestation, constitute 11% of total births
with those born before 32 weeks comprising
about 16% of preterm births [1,2]. Preterm

neonates are seen to develop sepsis more often; one of the
factors being immature immune system. Previous studies
on immuno-globulin profile in preterm neonates have docu-
mented reduced immunoglobulin concentrations in preterm
as compared to term babies. Studies on lymphocyte
subsets and immunoglobulins  in preterm neonates have
had varying results [3-15]. Literature is scanty regarding
immuno-globulin and lymphocyte subsets at very low
gestation. Hence, our aim was to study the immunoglobulin
profiles and lympho-cyte subsets in very preterm neonates
at birth, which may have clinical implications.

METHODS

The study was conducted in a tertiary care referral hospital as
a single center, observational study in neonates and their
mothers after obtaining written informed consent from
parents. The study was approved by the institute research
ethics committee. All consecutively born neonates with
gestation of 26 to 31 week during the study period of 1 year
were enrolled. Neonates with severe perinatal asphyxia,
suspected or proven chromosomal anomalies, intra-uterine
infection and definite immunodeficiency in sibling or parent,
and mothers with chorioamnionitis, multifetal gestation,
acute febrile illness 4 weeks preceding delivery, on long-term
steroids, recent vaccination and TORCH (toxoplasma, others,
rubella, cytomegalovirus and herpes) infections were

excluded. The gestational age of the baby was assessed from
the first day of last menstrual period or first trimester
ultrasonography, whichever was available. Postnatally
gestational age was confirmed by New Ballard score.
Demographic details, gravidity, mode of delivery, HIV
(Human immunodeficiency virus) status, TORCH serology
and any other infections during pregnancy were recorded for
the mother. Neonatal details included birth weight, sex,
APGAR and antenatal steroids. Various morbidities during
the hospital stay including respiratory distress, sepsis,
shock, total parenteral nutrition, neonatal jaundice, feed
intolerance and hypoglycemia were recorded.

Each mother’s venous blood (2 mL) was collected prior
to delivery for immunoglobulin profile (IgG, IgM and IgA).
Five mL of cord blood was collected for immunoglobulin
profile (IgG, IgM and IgA) and lymphocyte subsets (B cells,
T cells, NK cells and NK-T cells). Samples were centrifuged
within 24 hours of collection and the separated serum was
then stored in refrigerator at -800C and processed later for
immunoglobulins. Lymphocyte subsets were assessed
within 24 hours of collection. Serum IgG, IgA and IGM were
estimated by endpoint nephelometry  on a semi-automated
nephelometer MININEPH (The Binding Site).

Lymphocyte subsets (T, B and NK, NK-T cells) were
estimated using monoclonal antibodies against CD45, CD3,
CD19 and CD16/56. Lymphocytes were gated using CD45
and side scatter, and the lymphocyte subsets were estimated
in the gated lymphocyte population. Fifty  µL of EDTA anti-
coagulated blood was pipetted into a FACS tube and 10 µL
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each of fluorochrome labelled CD45, CD3, CD19 and CD56/
16 were  added to the tube and vortexed for proper mixing of
the antibodies with the test sample. The tube was then
incubated in the dark for 15 minutes. Following incubation,
1 mL of lysing solution was added to the tube and incubated
in the dark for 10 minutes. The tube was then centrifuged at
1200 rpm for 10 minutes, the supernatant was discarded, and
the stained cell pellets were washed twice with Phosphate
buffer saline (PBS) and suspended in 500 µL of PBS before
sample acquisition on a flow cytometer (Navios 2 laser 6
color flow cytometer, Beckman Coulter). Following sample
acquisition, data analysis was performed using the Kaluza
flow cytometry data analysis software. Lymphocytes were
gated on CD45 vs side scatter and the different subsets in
the gated lymphocytes were estimated using dot plots and
histograms.

In the absence of previous data in very preterm
neonates, it was decided to enrol a convenience sample of
25 mother-infant pairs at each gestational age.

Statistical analysis: Statistical analysis was done using
SPSS version 22. Comparisons were made by using student
t test, Mann-Whitney U test, Chi-square test and Kruskal-

Wallis test as appropriate. A P value of <0.05 was
considered significant.

RESULTS

A total of 115 neonates and their mothers were enrolled in
the study (26 to 27 weeks-18, 28 weeks-22 and 25 each from
29-31 weeks). The demographic details of the neonates are
given in Table I. The immunoglobulin profile of neonates
and their mothers are presented in Web Tables I and Table
II. The lymphocyte subsets of the neonates are given in
Table III.

The immunoglobulin profile (IgG, IgM and IgA) of
mothers and neonates with and without sepsis did not
differ significantly. The same was true for lymphocyte
subsets in the neonates.

DISCUSSION

The present study noted increasing values of IgG and IgA
with gestation. The lymphocyte subsets were not
significantly different among the preterm neonates of 26 to 31
week gestation. There was no difference in immunoglobulin
profile of neonates and mothers and lymphocyte subsets of

Table I Demographic and Clinical Characteristics of Preterm Neonates (N=115)

Variables 26 wk (n=10) 27 wk (n=8) 28 wk (n=22) 29 wk (n=25) 30 wk (n=25) 31 wk (n=25)

Birthweight (g)a 846 (169) 913 (121) 1076 (198) 1112 (231) 1189 (217) 1369 (264)
Male 5 (50) 5 (62) 13 (59) 10 (40) 13 (52) 11 (44)
SGA 1 (10) 0 1 (5) 6 (24) 9 (36) 8 (32)
Suspect sepsis 7 (70) 5 (63) 12 (55) 18 (72) 20 (80) 10 (40)
Proven sepsis 0 1 (13) 2 (9) 2 (8) 1 (4) 1 (4)
Values in no. (%)or amean (SD). SGA-small for gestational age.
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 Table II Immunoglobulin Profile of Mothers of Neonates With Gestational Age of 26-31 Week (N=115)

Variables (in g/L) 26 wk (n=10) 27 wk (n=8) 28 wk (n=22) 29 wk (n=25) 30 wk (n=25) 31 wk (n=25)

Immunoglobulin G 7.8 (6.2-11.9) 10.8 (9-12.8) 9.1 (6.8-11.2) 8.8 (7.2-9.9) 8.8 (6.4-10.9) 7.7 (7-9)
Immunoglobulin M 0.99 (0.5-1.4) 0.92 (0.8-1.1) 1.02 (0.8-1.6) 1.2 (0.9-1.5) 1 (0.5-1.5) 1.1 (0.8-1.3)
Immunoglobulin A 1.5 (1.1-1.8) 1.9 (1.6-2.4) 1.5 (1.2-2.0) 1.7 (1.2-2.1) 1.8 (1.3-2.3) 1.7 (1.2-1.9)
Values in median (IQR). All P >0.05.

Table III Lymphocyte Subsets in Cord Blood of Neonates With Gestational Age of 26-31 Week (N=115)

Variables 26 wk (n=10) 27 wk (n=8) 28 wk (n=22) 29 wk (n=25) 30 wk (n=25) 31 wk (n=25)

B cell 8.3 (5.1-13.7) 12.3 (8.9-19.2) 12.2 (8.3-22.2) 12.2 (9.4-19.3) 12.6 (8.5-19.1) 12.5 (8.7-18.1)
T cell 77.9 (73.6-84.3) 74.2 (64.7-78.7) 69.9 (61.6-79.5) 71.3 (58.1-80.1) 70.9 (59.9-79.8) 75.0 (65.6-80.8)
NK cell 7.2 (5.9-9.4) 8.4 (6.4-13.5) 10.2 (6.0-14.6) 9.0 (4.5-15.8) 10.4 (6.3-18.7) 7.4 (4.2-13.2)
NK-T cell 0.9 (0.5-1.7) 0.81 (0.5-2.1) 0.49 (0.4-1.0) 0.79 (0.5-1.2) 0.98 (0.4-1.3) 0.7 (0.6-1.1)
Values presented as percentage of total lymphocytes in median (IQR). All P>0.05. NK cell – natural killer cell.
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neonates who developed sepsis and who did not.

The immunoglobulin levels in the study were different
from that by Boersma, et al. [4]. This was probably due to
differences in the gestation ages of enrolled neonates, with
lower gestation in present study compared to other studies.
Ahmad, et al. [7] reported IgG levels in preterm in two
groups (<34 weeks and >34 weeks). The IgG levels in the
present study (5.34 g/L) are lower than Ahmad, et al.  [7].
(6.41 g/L), the difference probably due to the differences in
gestation in enrolled neonates. The study by Ozdemir, et al.
[6] enrolled neonates of <28 weeks, 29-31 weeks, 32-37
weeks and ≥38 weeks. The mean (min-max) IgG levels were
3.7 (1.5-9.6) g/L, 5.4 (3.1-8.7) g/L, 6.7 (3.3-11) g/L and 7.9 (4-
20) g/L, respectively. Conway, et al. [13] noted a linear
correlation of IgG levels with increasing gestation. Our
study also showed similar trend. Sharma, et al. [14] found
mean (SD) and range of IgG, IgM and IgA values in 40
preterm infants were 11 (1.5) g/L and 9-14 g/L, 0.34 (0.06) g/L
and 0.2 to 0.4 g/L, 0.02 (0.03) g/L and 0-0.12 g/L, respectively,
which are higher than our study, probably because they
included preterm infants of higher gestations up to 36
weeks. Panayotou, et al. [15] studied serial IgA and IgM in
cord blood in healthy preterm neonates of 28-35 weeks of
gestation and found that IgA was absent in most cord
blood samples. This was in contrast to the presence of IgA
in cord blood samples in the present study. As IgM does
not cross placenta and hence high cord IgM may reflect
underlying intrauterine infection however we had very low
value of IgM in our study.

When comparing lymphocyte subsets, there were no
studies that had separate values at each gestation.
Berrington, et al. [8], observed that preterm had 65% T cells,
23% B cells and 7% NK cells in their blood.  These were
nearly similar to our study. The T cells and B cells in the
study by Quinello, et al. [9] in gestation 30 weeks to 33
weeks were 43.3% and 16.1%, respectively. Our study
showed T cells and B cells to be 70.8% and 13.9%,
respectively at gestation 30 to 31 weeks. Our study also
found no difference in lymphocyte subsets in those who
developed sepsis and those who did not. This is in contrast
to the study by Bochennek, et al. [12], which showed that
neonates who developed sepsis had significantly lower
NK cells. The cause for this could not be evaluated.

This study showed that there was no statistically
significant difference in the immunoglobulin profile and

lymphocyte subsets of the preterm neonates with regards
to occurrence of sepsis. However, this study had a small
sample size and further studies are needed to establish the
normal values of immunoglobulins and lymphocyte
subsets at each gestation and their relation to occurrence of
sepsis.
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Web Table I Immunoglobulin Levels in Cord Blood of Neonates With Gestational Age of 26-31 Week (N=115) 

 

Variables 26 wk 

n=10 

27 wk 

n=08 

28 wk 

n=22 

29 wk 

n=25 

30 wk 

n=25 

31 wk 

n=25 

Immunoglobulin 
(g/L)a 

4  

(2.7-4.8) 

3.7 

(3.3-6.7) 

4.7  

(4-5.6) 

5.1  

(4.2-6.3) 

5.6  

(4.8-7.2) 

5.3  

(4.6-7.2) 

Immunoglobulin 
(g/L)b 

 

0.09  

(0.04-0.2) 

0.07  

(0.04-0.08) 

0.05  

(0.04-0.1) 

0.06  

(0.04-0.08) 

0.06  

(0.04-0.08) 
0.09  

(0.07-0.1) 

Immunoglobulin 
(g/L)a 

 

0.03 

(0.03-0.05) 

0.03  

(0.03-0.03) 

0.03  

(0.03-0.03) 

0.03  

(0.03-0.05) 

0.03  

(0.03-0.03) 
0.04  

(0.03-0.06) 

     Values in median (IQR). aP<0.05; bP=0.051. 


